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Modelling the human brain in vitro has been extremely challenging due to the brain's intricate cellular
composition and specific structural architecture. The recent emergence of brain organoids that
recapitulate many key features of human brain development has thus piqued the interest of many to
further develop and apply this in vitro model for various physiological and pathological investigations.
Despite ongoing efforts, the existing brain organoids demonstrate several limitations, such as the lack of a
functional human vasculature with perfusion capability. Microfluidics is suited to enhance such brain
organoid models by enabling vascular perfusion and a curated blood-brain barrier microenvironment. In
this review, we first provide an introduction to in vivo human brain development and present the state-of-
the-art in vitro human brain models. We further elaborate on different strategies to improve the
vascularized human brain organoid microenvironment using microfluidic devices, while discussing the
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1. Introduction

The age-old question of what makes us human has intrigued
neuroscientists to extensively study the human brain
physiology and diseases for over a century, but paradoxically
the brain remains the most poorly understood human organ.”
This is primarily due to its diverse yet highly regulated
cellular interactions involving roughly 86 billion neuronal
cells temporally and spatially coordinated with 85 billion glial
cells, together with specialized vascular cells, to form and
maintain a neuronal circuit consisting of an estimated 7000
synapses.”* Further adding to this complexity is its structural
and functional heterogeneities and specificities across
multiple brain regions.’ Indeed, development of various brain
regions requires not only intricately orchestrated cellular
organization but also a multitude of biochemical and
mechanical signals, making the human brain an
extraordinarily complicated organ to be explored.® In addition
to the brain's innate complexity, the inaccessibility of live
human brain tissues and the inadequacy of human specific
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current obstacles and future directions in this field.

features in other model organisms have prompted the search
for a more physiologically relevant in vitro human brain
model.”

Recently, the emergence of brain organoids, which are
in vitro 3D human brain-like tissues derived from embryonic
stem cells (ESCs) or pluripotent stem cells (iPSCs), represents
a significant achievement in mimicking the complex cellular
features and functionality of the human developing brain.?®
They contain multiple brain-specific cell types that spatially
organize into layers with specialized lineage commitment.®’
More strikingly, they recently form a functional human
neural circuitry through integration with their host's
circuitry.'® Although promising, brain organoids did not
accurately replicate all features of the human brain.*'™*®
Their tissue architecture only displays early stage structural
organisation; therefore, they are only capable of mimicking
the human brain development at the prenatal stage, which
precludes their uses in exploring the aging brain and aging-
associated neurodegenerative diseases.'® Furthermore, they
lack some important cell types such as immune cells and
vascular cells. Without vascular cells to maintain their
metabolic needs, they eventually develop necrotic cores and
cease to mature further."®"® Another often overlooked issue
is the organoid variability."**° There are variations in sizes
and cell types between different batches, and even between
individual organoids from the same batch. Various cell lines
and bioreactors used in the organoid generation workflow
introduce even larger disparities between organoids from
different laboratories."’

Microfluidic technology is a promising solution for some
of the abovementioned Ilimitations. First, microfluidics
facilitates the construction of a physiologically similar 3D
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microenvironment, which is largely missing in the current
brain organoid models. This microenvironment includes
proper spatial and temporal distribution of non-neuronal
cells and signalling molecules surrounding the brain, as well
as controllable induction of mechanical stimuli such as
physiological fluid flow and shear stress.* Second,
microfluidics potentially allows standardization of brain
organoids through the application of physical constraints,
such as micropillars on-chip to control and reduce their size
variation.*>** Third, microfluidics enables the generation of
a perfusable vascular network for potential brain organoid
vascularization.”*® Notably, accessible vascular lumens
indicate the capability to allow delivery of substances, such
as drugs or immune cells into the brain organoid. Given
these advantages, there has been great interest in integrating
microfluidics and organoid technologies.

Recently, several articles have provided valuable insights
into the integration of brain organoids and on-chip
technology albeit without much emphasis given to
27739 Another review paper has discussed in
detail about the vascular engineering approaches that are
possibly applicable to vascularize various organoids
mimicking different human organs.>’ Although brain
organoids and vasculature have been widely discussed, review
papers specifically targeting the vascularization of brain
organoids on-chip are inadequate. In this review, we aim to
primarily focus on the vascularization of the human brain, in
particular the curation of an in vitro vascularized brain
organoid using microfluidics. We first briefly review the
in vivo biological complexity of the human brain development
and further highlight the existing advanced human brain
models. We discuss the use of microfluidics to generate a
functional vascularized human brain organoid on-chip and
the current approaches to vascularize organoids. We also
discuss various model design considerations including
inclusion of relevant cell types, interfacing with the
extracellular matrix as well as generating the relevant
mechanical cues. We end by highlighting the remaining
challenges and proposing future directions to inspire new
solutions to overcome these shortcomings in the emerging
field of organoids and microfluidics.

vascularization.

2. In vivo biology of the human brain
and animal models

Understanding the pivotal stages of human brain
development is of utmost importance for generating a
physiologically realistic in vitro vascularized brain organoid
on-chip.**** In vivo, all the cortical neurons are derived from
neuroepithelial (NE) cells through neurogenesis involving
multiple sequential migration and differentiation throughout
different layers of proliferative zones (Fig. 1). Initially, NE
cells located at the ventricular zone (VZ) elongate to become
apical radial glial (aRG) cells that eventually produce not only
more aRG cells but also more differentiated cells, including
basal progenitors (BPs) and neurons.***® BPs such as outer
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Fig. 1 In vivo human brain development. Schematic diagram showing
the human brain neurogenesis coupled with the formation of brain
vasculatures that eventually exhibit BBB characteristics. Image created
with https://biorender.com (MZ = marginal zone; CP = cortical plate;
SP = subplate; SVZ = subventricular zone; VZ = ventricular zone; oRG
= outer radial glial; IP = intermediate progenitor; aRG = apical radial
glial; NE = neuroepithelial cells).

radial glial (oRG) cells and intermediate progenitors (IPs)
subsequently migrate basally and dominate a newly formed
subventricular zone (SVZ).** While differentiating to become
matured neurons, these cells continue to migrate outward
and arrange themselves to occupy the cortical plate (CP),
marginal zone (MZ) and subplate (SP) in an inside-out
manner.”**>  Overall, the have  migrated
approximately a few millimeters from the VZ to reach the
final layer, resulting in a well-organized formation of six
cortical layers.*®

In parallel with neurogenesis, vascularization of the
human brain occurs mainly through angiogenic invasion
from a mesoderm-derived vascular network into the
developing brain.”®®® This invasion, followed by the constant
vascular sprouting and remodelling, allows close interactions
between vascular cells and various neuronal cells to establish
a specialized organotypic feature known as the blood-brain
barrier (BBB).”>*"** As shown in the enlarged schematic in
Fig. 1, the BBB is a highly selective border comprising
endothelial cells (ECs), pericytes (PCs) and astrocytes (ACs) to
maintain brain homeostasis via regulating solute exchange
between the circulating blood and the brain.®*®* More
evidence has implied that BBB dysfunction is one of the
factors causing neurological diseases including multiple
sclerosis (MS), brain ischemia and Alzheimer's disease (AD).

neurons
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For example, in MS, vascular dysfunction triggers immune
cells to pass through the BBB from the blood circulation,
resulting in neuronal damage through demyelination and
chronic neuroinflammation.®® Brain ischemia is also
associated with the disruption of the BBB, in which
inadequate blood supply leads to the degradation of tight
junctions and accumulation of cytokines,*® causing further
break down in the BBB that enables immune cells to
extravasate into the brain parenchyma.®”*® Similarly, in AD,
the leakage of blood vessels causes BBB breakdown with the
accumulation of a high level of metabolic solute such as
amyloid beta plaques.®>”°

At present, researchers most often employ animal models
to study the BBB because there are few alternatives, and
while animal models have provided very significant insight
into the biological mechanisms involving the BBB, the
intrinsic genetic and cytoarchitecture differences of animal
brains to the human brain often result in failures to translate
meaningful results to the clinic.”*””> Table 1 shows a brief
summary of the significant differences between the human
and animal brains.

3. Advanced in vitro human brain
models

Advancements of in vitro human brain models raise the
prospect of utilizing them to complement animal models as
they can replicate key features of the human brain in a
controlled laboratory setting.”® It is important to note that
current in vitro human brain models are still impossible to
exactly recapitulate the complexity of the human brain, and
further validation tests using animal models and humans are
necessary. Nonetheless, effective modelling of the human
brain, especially with the tightly controlled BBB, remains one
of the major bottlenecks for drug discovery and for
understanding human brain disorders.”” Due to the diverse
cell types involved, specific structure, inherent complex
biochemical factors and dynamic cerebral blood flow, the
human brain is difficult to accurately recreate in vitro.”® One
of the earliest methods involved culturing human-derived
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brain cells on culture dishes, which could be either
monoculture with a specific brain cell type or cocultures with
multiple interacting cells.””®" Although this method is
reproducible, scalable, and easy to manipulate with widely
available standardized operating protocols, it does not
recapitulate the transport system of the BBB for functional
tests such as permeability, cell migration and diffusion
assays.

The Transwell system, consisting of two compartments
separated by a porous membrane, is a simplified model of
the human BBB that has been widely applied to replicate the
barrier and transport properties of the BBB for small
molecules and drug permeability studies.®” Typically, ECs are
cultured on top of the membrane while other brain
parenchymal cells are either attached onto the opposite side
of the membrane or at the bottom of the well. Several
components of the Transwell system, such as the materials
and pore sizes of the membrane could be designed and
selected to customize for different experimental conditions.®?
However, due to their static environment, they do not
account for the dynamic properties of the BBB, such as the
supply of nutrients and oxygen as well as the flow of
cerebrospinal fluid.

Microfluidics could overcome the shortcomings of the
Transwell system and potentially supplement in vivo studies
of the human brain by allowing heterotypic human derived
cell interaction while enabling realistic mimicry of human
blood flow using perfusion. Indeed, these two features are
crucial for recapitulating the human BBB environment. For
instance, Park et al. demonstrated the advantages of having
these features by separating ACs, PCs and ECs into top and
bottom microfluidic compartments while allowing them to
interact with each other via a porous membrane under
physiological fluid flow (Fig. 2A).** Importantly, this system
allows the integration of trans-epithelial electrical resistance
(TEER) electrodes for monitoring and quantitating the barrier
function in a real-time manner.®>®" These yielded BBB
functions similar to those of in vivo.***> However, the top-
bottom configuration might obstruct the simultaneous real-
time imaging of all BBB cell types. To address this issue,

Table 1 A summarized table describing some key differences between human and animal brains

Major differences Human brain

Animal brain

Neo-anatomical e More gyrification (cortical wrinkles)

e Much larger brain size compared to rodents®’

e Cortical thickness: around 2-3mm (ref. 47 and 48)

Cellular e More neurons compared to rodents and other primates

components e More complex neural networks>
e More expanded neural proliferative layers with subzones such as the
appearances of outer SVZ during neurogenesis®"
e More astrocytes to process 10x more GFAP+ than rodents*

Brain e Human gestation period requires around 40 weeks>*

developmental e Human neurogenesis requires around 27 weeks>”

timeline

This journal is © The Royal Society of Chemistry 2023

e Less gyrification in primates, and absent in
rodents*’

e Smaller brain size compared to humans

e Cortical thickness: varies, 0.4 mm in mice,
1-2 mm in macaque”®

e Chimpanzees have 2x less neurons compared
to humans®’

e Mice have 10x less neurons compared to
humans®’

e Neural proliferative layer such as outer SVZ is
absent in rodents during neurogenesis®">*

* Mouse gestation period requires around 20
days

e Mouse neurogenesis takes arounds 2 weeks>>
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Fig. 2 Existing microfluidic-based human brain models. (A) A
representative 2D model of a microfluidic chip built upon the classical
design by Huh et al., consisting of two channels with an upper channel
containing PCs and ACs, separated from a lower channel containing
ECs, by a porous membrane with pores that are at least 1 pm in
diameter.’®® (B) Representative models of 3D vasculogenesis and
angiogenesis models to mimic the BBB with microposts to separate
side-by-side channels. The inter-post open regions allow the opening
of the vascular lumens through a thick hydrogel. (C) Brain organoid
on-chip models to investigate the nicotine exposure effects towards
the human brain. The figures are reproduced with permission/under
Creative Commons license 8%90.91126

side-by-side chambers such as the SyM-BBB model by
Prabhakarpandian et al have been designed by using
microposts or micropillars.®® Similarly, Deosarkar et al.
designed a circular microfluidic compartment for culturing
neonatal brain cells along with the vascular cells in the side
channels separated by defined pores.®” However, they only
included two BBB cell types (ACs and ECs) originating from
rats instead of humans. As discussed earlier, the cells from
rats bear different phenotypes compared to those of humans.
Nonetheless, this assay has been proven to be useful in
delineating the molecular mechanism of protein kinase for
sepsis-induced brain inflammation and assessing antibody
movement across the blood-brain barriers.®®**® While 2D
BBB on-chips capture the important elements of the cell
biology and provide many significant insights into BBB
permeability, they often lack a functional 3D brain tissue
environment, making this approach less ideal for the
investigation of tissue level biological processes and systems.

2696 | Lab Chip, 2023, 23, 2693-2709
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3D BBB on-chips represent an alternative in vitro model
that better mimics their counterparts in vivo in terms of

biochemical heterogeneity, barrier functionality, and
structural arrangement. Most of these 3D systems rely on the
polydimethylsiloxane (PDMS)-based photolithography

technique to create interspaced microposts for the formation
of vascular open lumens, as depicted in Fig. 2B. These 3D
luminal vascular networks, culturing alongside neuronal and
perivascular cells, allow either dextran or bead perfusion for
the measurement of the BBB integrity. For example, Campisi
et al reconstituted the human BBB environment by
developing a 3D vasculogenesis-based vascular network that
interacts directly with PCs and ACs.”® This results in low
vascular permeability comparable to that of the in vivo BBB.
By adopting a similar microfluidic design that features
interspaced microposts, Lee et al. generated brain angiogenic
sprouts with lumens to interact with both the brain and
perivascular cells because barrier formation and maturation
are often associated with angiogenesis (Fig. 2B).”" Brown
et al. mixed 2D cultures of ECs, ACs and PCs with 3D cultures
of human neurons in a BBB model termed neurovascular
unit (NVU).°* They not only included all the crucial BBB cell
types but also established flow with appropriate shear stress
in their microfluidic model. They further demonstrated the
applications of the NVU chip for drug study and metabolite
analysis, which are challenging to achieve using a limited
number of cells isolated from the microfluidic device.”*%*
Additionally, the NVU chip was functionally coupled with
other micro-physiological systems for analysing the
penetration of metabolites through the BBB, in which the
results were further validated in human studies.”%°
Although these models are capable of simulating direct
cellular interactions in a 3D microenvironment, they lack
in vivo cytoarchitectural structures and only involve limited
cell types. Furthermore, the lifespan of these culture systems
is short, rendering them unreliable to mimic many BBB
related diseases, such as the long-term developing vascular
dysfunction in AD.%”

Alternatively, brain organoids containing diverse cell types
might better recapitulate the human brain physiology with
increased complexity, longer lifespan, and appropriate
developmental timing.’® Typically, the first step of generating
brain organoids is to form embryoid bodies (EBs) from ESCs
or iPSCs using either suspension culture, hanging drop or
microwell methods. Suspension culture is one of the earliest
developed approaches that culture adherent cells using a
non-adherent dish to force the cells to aggregate to form EBs.
Random aggregation of the cells using this method often
leads to large variability of EB sizes.”>'’° Hanging drop is
another method that allows the generation of EBs through
simple inversion of the well plate containing tiny drops of
cell suspension to subsequently allow EBs to form at the
bottom of the droplet.’®® While being straightforward, this
requires careful handling and manipulation of the liquid to
minimize cell loss. Microwell approach is another alternative
that enables cells to aggregate and grow in a non-adherent

This journal is © The Royal Society of Chemistry 2023
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microwell until they are limited by the growth space in the
well. This creates homogeneous EBs with consistent sizes,
making this method widely adopted for the current brain
organoid culturing approaches,'*10271%

Generally, there are two widely applicable approaches for
culturing brain organoids, each has its own pros and cons.
The first approach uses an unguided approach, which takes
advantage of the intrinsic capability of ESCs or iPSCs to self-
organize and form neuroepithelial cells that adopt the
neuroectodermal fate.”® The neuroepithelial cells self-
organize into multiple neural rosettes that look like the
neural tube, and the addition of a supporting matrix into the
system such as 3D Matrigel further improves the growth of
the neural rosettes. This subsequently results in the
formation of multiple interdependent brain regions such as
the dorsal cortex, hippocampus, and choroid plexus.?®%571¢7
However, these multiple brain regions formed in the
organoid position themselves randomly without a proper and
organized arrangement as their counterpart in vivo.'*®
Although this self-patterning of the cerebral organoid allows
researchers to analyse and understand how discrete human
brain regions develop and interact with each other, they
suffer from significant batch-to-batch and organoid-to-
organoid variability.”®'* In the second approach, extrinsic
factors such as signalling molecules are often added into the
system to direct the development and patterning of the
neuroepithelial cells to become a specific brain region such
as the forebrain and cortex."'""* This strategy allows not
only a detailed deconstruction of the organogenesis process
but also a more reproducible and consistent organoid
production system. However, not all the signals involved in
producing each region of the human brain are known. This
subsequently restricts the capability of forming multiple
regions of the human brain in an individual organoid as well
as the studies of the interaction between multiple regions.
There are ongoing efforts to address this limitation by
generating assembloids through the fusion of multiple brain-
region specific organoids.'**"**

It is important to note that while the brain organoid and
brain spheroid are both in 3D shape and these terms are
often interchangable, they are very different in terms of size,
complexity, maturity, and reproducibility.”®'"® The brain
spheroid typically refers to aggregation of any brain cells into
a brain tissue, while the brain organoid is structurally more
complex and has organotypic distinct brain regions with
heterotypic interacting cells that are absent in the spheroid;
therefore, the brain organoid is usually larger in size.''®
Compared to the organoid, the brain spheroid is easier to be
generated and reproduced due to the availability of highly
standardized protocols that allow researchers to easily form
homogeneous spherical aggregates to replicate the simple
tissue structure.""”

A recent review paper discussed in depth about various
brain organoid assays for investigating neurological
phenotypes and brain diseases.”® Although brain organoids
currently have broad applications, when they increase in size,

This journal is © The Royal Society of Chemistry 2023
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limited nutrient supply to their inner cores causes necrotic
cell death. The necrotic cells further release lysates that cause
endoplasmic reticulum stress to the surviving cells at the
outer layer of the organoid.'*® All of these prevent the current
brain organoids from maturing beyond the embryonic stage.
Incorporating functional vasculatures may address this and
possibly improve their overall lifespan and maturation level
through the continuous supply of oxygen and nutrients.
Additionally, an ideal vascularized brain organoid on-chip
with better recapitulation of the organotypic phenotype and
features of the BBB would act as a versatile and cost-effective
in vitro platform for high-throughput screening of drug
efficacy or toxicity in the therapeutic discovery of
neurological diseases to restore BBB integrity.'*’

To date, efforts to generate functional vascularized human
brain organoids show varying degrees of success, as
summarized in Table 2. The main reason is that the
vasculature generated using these approaches remains non-
perfusable as these models do not possess any accessible
sites to allow entry into the vasculature. To address the
aforementioned limitations, a recent focus has shifted to the
potential of integrating organoid technology and
bioengineering."”®  Several ~groups employed on-chip
technologies to culture brain organoids. Karzburn et al
cultured a brain organoid inside a confined compartment of
a microfluidic device to investigate the mechanism of brain
wrinkling."*" By utilizing the closed compartment to
constrain the height of the organoid, they could easily
perform in situ whole-organoid fluorescence real-time
imaging, which is challenging to achieve using a traditional
dish model. Microfluidics has also been utilized to improve
the reproducibility and reduce the size variation of brain
organoids. For example, Ao et al. devised a one-stop assembly
approach for culturing brain organoids from the beginning
to the end within a single microfluidic chip without too
much disturbance.'** They not only constrained the brain
organoids to ensure their sizes to consistently remain at 2
pm but also exposed them to atmospheric oxygen to prevent
necrotic core formation. Additionally, the microfluidic device
features a bottom layer perfusable chamber to supply the
medium to the upper layer brain organoids through a
polytetrafluoroethylene-coated wire mesh. Although this
hydrophobic wire mesh allowed the EBs to form without
adhering to the surface, it might obstruct the real-time
imaging of the brain organoids in the device.'** Seiler et al.
developed an automated cell feeding on-chip platform to
control the flow rate and feeding schedule for maintaining
the brain organoid culture, and to minimize the effect of
uncontrolled variables while changing the medium.'*® To
further improve nutrient absorption and allow the formation
of longer neuroepithelial-like zones, Romero-Morales et al.
designed a miniaturized spinner named Spinco that allows
long term culture of brain organoids."**

In another example, Wang et al. investigated the effect of
prenatal nicotine exposure on a brain organoid via perfusion
flow (Fig. 2C)."** However, they only characterized the

Lab Chip, 2023, 23, 2693-2709 | 2697
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Table 2 A brief summary of different approaches for brain organoid vascularization, and their respective advantages and limitations

Approaches to vascularize

brain organoids Novelty Limitations Ref.
Transplantation into animals Establishment of vascular perfusion Vascular system is not entirely of 132

using the host vasculature

Direct incorporation of ECs into
brain organoids
Gene overexpression

vessel-like structures

Brain organoids that harboured

Brain organoids contain vessel-like

human origin

Potential host cell contamination

in the brain organoid

Inherent differences between the
vasculatures of humans and animals

structures that have BBB characteristics

Fusion with blood vessel organoids

Simultaneous establishment of vasculatures

Lack of functional vascular perfusion 133
HUVECs are not brain-specific ECs

Lack of functional vascular perfusion 134
Lack of functional vascular perfusion 135

and microglia-like cells in the brain organoid

Note: These papers are chosen because they are the pioneers in establishing novel strategies for vascularizing the brain organoid.

maturity and functionality of the brain organoid on-chip
around one month old that recapitulates the early foetal
brain development in which the neurons are still not fully
matured and the oligodendrocytes are still largely
missing."””'*® The effect of perfusion flow on neuronal
activities such as synchronized bursts and spikes could only
be detected in greater than two month old organoids.*’
Indeed, most of the established brain organoid protocols
allow the brain organoids to further mature for up until one
year to mimic the later stage of foetal brain
development.’®'**1%> The significance of the culture period
has also been reviewed and discussed by Gopurappilly
et al."* Similarly, Ao et al. examined the infiltration of young
and old monocytes into a 45 day old brain organoid using a
3D printed microdevice."*° A prolonged culture of the brain
organoid to reflect the aged brain senescent phenotypes
would be necessary to improve our understanding of the
brain aging. In the same study, they confined the brain
organoid in their platform to allow it to develop into a
pancake-shape structure to reduce the inner core necrosis.
Nevertheless, the question of whether perfusion flow could
overcome the problem of late-stage brain organoid necrosis
remains unanswered. Most importantly, none of these
models has vasculature in their system.

4. Strategies for creating a
vascularized brain organoid with a
physiological microenvironment on-
chip

Many existing brain on-chips could reconstitute the human
BBB environment at the cellular level, while the brain
organoid could mimic the human brain at the organ level
albeit without the existence of the BBB. Although the brain
organoid is structurally different from the human BBB on-
chip, these two technologies share many similar technical
and biological challenges and could be potentially combined
to develop an on-chip model of the vascularized brain

2698 | Lab Chip, 2023, 23, 2693-2709

organoid. Importantly, vascularization of the brain organoids
could be potentially achieved through the creation of a BBB
microenvironment on-chip. Therefore, various strategies that
are pivotal for recreating a physiologically relevant brain
microenvironment will be discussed in this section.
Successful vascularization of organoids using on-chip
technologies has been demonstrated for kidney and liver
organoids. By subjecting flow over the top of the kidney
organoid in a macrofluidic system, Homan et al. developed
vascularized kidney organoids that exhibit enhanced
maturity, as reflected by the increase in the adult gene
expression level compared to the
organoid."*® However, their vasculature is not connected to
any external circulatory system for the establishment of a
functional perfusable vascular network. Jin et al. employed

non-vascularized

Coculture with ECs Gene overexpression

+ﬁ. ;;{%J,

ECs Stem cells Stemcells  ETV2* cells
= <4

Integration of s
Vascularized Brain erfusion
flow

Organoid with
Microfluidic Technology

Fusion of organoids

Blood vessel  Brain organoid
organoid

Perfusable
vascular
network
on-chip

Fig. 3 Enhanced vascularization of the brain organoid using
microfluidics. Vascularization of the brain organoid has been thus far
attained via three major approaches: the coculture of ECs with stem
cells, the overexpression of specific genes and the fusion of brain and
blood vessel organoids. These approaches, as summarized in Table 2,
could be potentially combined with microfluidics to generate a
perfusable brain vascular network. Perfusion flow could also be
incorporated into the system to mimic the physiological
environment.?>*3! Image created with https://biorender.com.
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microfluidics to generate 3D vascularized liver organoids in
the presence of fluidic flow to enhance their oxygen and
nutrient supply."*” These studies demonstrated the feasibility
of using microfluidics to improve vascularization of various
organoids. Likewise, vascularization of the brain organoids
could be further enhanced by integrating them with a
perfusable vascular network on-chip to allow the delivery of
substances into them (Fig. 3). In this section, we discuss and
highlight various controllable components that can be used
to develop a realistic vascularized brain organoid on-chip.

4.1 Bioengineering approaches for achieving anastomosis of
the perfusable vascular network and brain organoid

Vascularization of the brain organoid could potentially be
achieved using a self-assembly method by allowing the
perfusable vascular network to further sprout into the
organoid through angiogenesis. A proof of concept has been
demonstrated in numerous studies in which perfusable
vascularization was achieved for various spheroids through
vascular invasion.”**%° One of the earliest models developed
by Sobrino et al. allow micro-tumors to interact with a self-
assembled vascular network to form vascularized micro-
tumors.'" Recently, Straehla et al. created a soft lithography-
based microfluidic model of vascularized glioblastoma with a
self-organized perfusable vascular network surrounded by
PCs and ACs to mimic the human BBB."° By using a
stereolithography-based 3D printed microfluidic chip,
Salmon et al. applied a similar vascularization strategy by
coculturing a self-assembled vascular network and PCs at
circular channels flanking a middle brain organoid chamber.
This spatial arrangement eventually led to the invasion of the
vascular sprouts into the brain organoid.'**> However, long
term perfusion culture of the brain organoid through
perfusable vascular network remains to be investigated.
Nonetheless, this self-assembly approach is not only highly
similar to the in vivo vasculature formation processes, but
also comparable to the unguided brain organoid formation
processes that are largely dependent on the self-organizing
ability of the cells.’

Another method for generating a perfusable vascular
network is predesigned patterning. Normally, a scaffold or
mold is used to create the hollow channel, followed by EC
seeding into the respective channel. For instance, based on
the work pioneered by Janigro and his colleagues,'** Cucullo
et al. developed a dynamic in vitro (DIV)-BBB model, where
ECs are grown on the luminal surface of hollow fibers while
ACs are juxtaposed on the abluminal surface of ECs to
simulate the cyto-architecture of a blood vessel under flow
for not only studying EC-AC interaction but also remodeling
perfusion and trans-endothelial migration of immune
cells."**'*>  Although this DIV-BBB model physiologically
replicated the BBB characteristics in a long-term culture
setting, it has limitations such as macro-scale setup with
large hollow fibers (>100 um in diameter) that inaccurately
represent the brain capillaries (7-10 um) and the use of
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that are not
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polypropylene hollow fibers
biocompatible for cell attachment.

The latest method of predesigned patterning involves 3D
printing techniques. This combination of techniques can
directly print the specific type of cell at designated positions.
For example, Kolesky et al. developed a 3D vascularized tissue
that can be perfused on-chip for more than 6 weeks. By using
multiple inks, they bio-printed an integration of
mesenchymal stem cells (MSCs) and fibroblasts into a 3D
thick tissue embedded with a vascular channel lined with
ECs on a perfusion chip. Interestingly, they further
differentiated the MSCs into an osteogenic tissue by
perfusing the cells with a differentiation medium containing
relevant growth factors.'*” Later, the same research group
generated a vascularized cerebral organoid by constructing a
scaffold for a perfusable vascular network via both 3D
bioprinting and patterning of the sacrificial ink containing
ECs in densely packed tissues.'*® The vasculature generated
using this approach has lumen sizes ranging from 400 um to
1000 pm, rendering it more suitable for mimicking larger
vessels such as arteries and veins instead of the brain
capillaries (7-10 um).**7*** Although this method allows the
formation of perfusable vessels with specific geometries and
diameters, the development of intricate network structures of
the vasculatures is technically challenging compared to the
self-assembly method. Regardless of the methods applied to
vascularize the brain organoid, while the presence of short-
term perfusable vasculature may improve nutrient and
oxygen supply to the organoids and further increase their
lifespan and maturity level, the major challenge is to achieve
a long-term functional perfusion as well as to maintain the
structure and maturity of the vasculature inside the
organoids.

In addition to creating a vascular network, bioengineering
approaches such as the incorporation of fiber microfilaments
as scaffolds have been applied to increase the surface area of
the brain organoid, which resulted in an improved efficiency
of neural induction."®® Such an advanced engineered brain
organoid with improved complexity and functionality could
be further vascularized and cultured in the microfluidic
device for perfusion flow.

inherently

4.2 Recapitulation of the BBB environment for the
vascularized brain organoid

To truly generate an in vitro BBB microenvironment, one of
the major challenges is the incorporation of various cell types
with their defined structural arrangement and accurate
developmental time points. The anatomical reconstruction of
the in vitro BBB microenvironment involves the accurate
representation of ECs lining together to form the
endothelium that is covered by PCs in proximity and
governed by neuronal cells in distance.'>*"*>

In terms of their functions, ECs are specific in the human
brain compared to those in other organs because they
possess prominent characteristics that are instrumental to
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the barrier function, such as increased expression of junction
proteins between adjacent ECs and reduced permeability of
their network to allow passages of solutes."”®'” Their
significant functions for protecting the barrier integrity
suggest that the choice of the EC type to be added into the
in vitro models needs to be carefully weighed. In the past
decade, ECs from rodents were widely applied in in vitro
human BBB models. Due to their non-human origin, human
ECs have been used to replace the rodent ECs, including the
use of HUVECs,'** %! brain-specific microvascular ECs such
as HBMECs'® and HCMEC/D3.'*®  Despite these
commercially available ECs have the advantages of being
reproducible with stable performance when it comes to
incorporating ECs into organoids, they have limited passage
numbers and eventually show senescent phenotypes. Also,
HBMECs have been shown to lose their in vivo phenotype for
prolonged culture.'®* These phenotype changes might render
them inappropriate for vascularizing brain organoids that
typically require a long culture period. Alternatively, stem cell
derived ECs such as ESCs or iPSCs could be a more relevant
source for building the vascularized brain organoid on-chip
because derived ECs share the same origin as the brain
organoids that are also largely derived from stem cells.
Lippmann et al developed a series of protocols for
differentiating stem cells into BBB ECs and neural cells with
the minimal of exogenous factors.'®*™®” These
differentiation protocols were further improved by Hollmann
et al. and Neal et al. to have a shorter derivation time'®® and
reduced batch effect caused by the variation in composition
and quality of serum.'®® These stem cell derived ECs were
proven to be useful for many BBB models and could be
potentially incorporated into the in vitro vascularized brain
organoid models.

Furthermore, it is necessary to consider other co-existing
cells in supporting the vascularization of brain organoids
and contributing to the barrier function and homeostasis in
the brain. Mural cells such as PCs mainly regulate the blood
vessel diameter and support the endothelium growth. In vivo,
the coverage of PCs around micro-vessels is much greater in
the brain than that of other tissues,'’® which suggests the
indispensable role of PCs in supporting growth of cerebral
microvasculature, as well as contributing to the BBB.
However, most of the traditional in vitro BBB models fail to
include PCs at a correct spatial arrangement."”*"”* Rather
than having the PCs wrapping around the ECs like the
cellular arrangement in vivo, conventional cultures often

involve transwell co-cultures and direct-contact mixtures of
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uses

ECs with PCs without the vascular network formation.”’” In
the microfluidic setting, increasing studies in co-culturing
pericytes with ECs showed an overall enhancement in the
barrier function. Kim et al. demonstrated that inclusion of
pericytes into their vasculature platform increased numbers
of junctions and branches yet greatly decreased vascular
permeability as well as the vascular diameter as opposed to
the EC monoculture.””® This suggests the importance of the
synergistic effect of ECs and PCs towards the BBB functions.
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Other important cells involved in the BBB are ACs that
regulate the contraction and relaxation of microvasculature
and neurons that regulate contractility of ACs to PCs in
response to the neuronal metabolic demands.'””*%° In the
physiological state, the distance between a neuron and a
capillary is within 10-30 um."®" However, in traditional BBB
models such as co-cultures using the Transwell system, the
spatial distance between neural cells and ECs is much greater
than those of in vivo."*'®* Microfluidics can overcome this
by offering a smaller culture distance between neural cells
and ECs, allowing the vascular-neural interaction to be more
accurately reflected. For example, Brown et al. established a
microfluidic model of the human brain where ECs are
positioned in a controlled manner relevant to the
physiological distance to ACs.'®® By further applying
physiological shear stress, ECs formed vascular lumens with
BBB characteristics. This co-culture model demonstrated
proper spatial patterning of both cells to allow the mimicry
of ACs' end-feet protruding towards the vascular network. In
addition, microfluidics enables sequential introduction of
heterotypic cells into the device, which is difficult to achieve
in traditional in vitro models. For instance, Shin et al
modelled BBB dysfunction through sequential culturing of
neuronal cells and ECs in a microfluidic chip following their
respective maturation period to prevent them from
interacting with each other before maturation."®®

In general, strategies to incorporate PCs and ECs into
brain organoids on-chip could be categorised into direct and
indirect approaches.>® Direct approaches are relatively
straightforward with the addition of both cell types into the
same channel as the brain organoid, whereas indirect
approaches often involve more complicated processes such
as co-differentiation with stem cells or via fusion with blood
vessel organoids as discussed earlier.'®” Since both ACs and
neurons originate from neural stem cells and can be found
in matured human brain organoids, incorporation of ACs
and neurons into the vascularized brain organoids is not
necessary. However, one should be cognizant of the fact that
the ACs and neurons generated in brain organoids using the
current methods resemble cells from the mid-gestational
brain development stage. Generation of more functional,
matured neurons and ACs in vascularized brain organoid
models is still essential for the development of fully
functional neuronal circuits.

4.3 Extracellular matrix

The extracellular matrix (ECM) is another important factor in
determining the success of brain organoid vascularization
because it dictates much of the cellular and organoid
behavior on-chip, which mainly depends on the ECM sources
and various fabrication methods. Although the natural brain
ECM is largely composed of proteoglycans and hyaluronic
acid, brain organoid culture systems often utilize Matrigel,
which mainly consists of four major basement membrane
ECM proteins such as laminin, collagen IV, entactin, and
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heparin sulfate proteoglycan perlecan.'®® A high similarity of
the protein composition of the brain organoid ECM to the
brain ECM in vivo would be ideal for supporting the
structural integrity of vascularized brain organoids.

In general, the ECM can be classified into natural,
synthetic, or decellularized hydrogels, depending on the
sources and preparation methods. To construct the
perfusable vascular network, collagen or fibrin gels from
natural sources are often the choices because their
interaction with ECs often results in vascular lumen
formation."®°" In the unguided brain organoid forming
procedures, Matrigel is used to support the expansion of the
neuroepithelial buds. Pham et al. used Matrigel to embed
EC-coated brain organoids, which then led to robust
vascularization."”®> However, Matrigel alone is inadequate to
support the vascular lumens since the perfusion within the
Matrigel-coated vascularized brain organoid is not
achievable. In this case, various ECM components could be
incorporated into microfluidic channels for culturing
different mural cells to induce vascularization with lumen
formation.

Alternatively, synthetic hydrogels can also be applied.
Polyethylene glycol (PEG) has been widely employed as a
synthetic scaffold to promote the growth of various cell types
due to its hydrophilic and biocompatible properties.'5%9%194
For example, Ranga et al. developed a PEG-based hydrogel to
recapitulate the key features of neural morphogenesis during
brain organoid generation.'®> Another group used the PEG-
based synthetic gel to investigate EC sprouting by embedding
the ECs in hydrogel spheres.'*® Gelatin methacrylate (GelMA)
is another type of versatile and bioinert synthetic gel that
enables various chemical and physical modifications to
improve the growth of cells and their interactions with the
scaffold."®” O'Grady et al. demonstrated this by modifying
the GelMA with an N-cadherin extracellular peptide epitope,
which subsequently enhanced the growth and maturity of the
neurons to form a synaptically connected neuronal
network."”® Although synthetic gels allow us to control their
chemical and physical properties and tailor important ECM
components for different purposes, the gel materials
inherently lack many valuable ECM proteins and cell-friendly
components. Due to this reason, cell-friendly peptides such
as arginylglycylaspartic acid (RGD) peptides and matrix
metalloproteinase (MMP)-cleavable peptides are commonly
added into the customized synthetic gel for
vascularization.'”**°  Importantly, it was recently
demonstrated that adjusting the concentrations of RGD
peptides would significantly affect the development of
vascular lumens in the microfluidic device.>*

Additionally, the ECM can also be prepared through the
decellularization of the whole brain tissue. Cho et al
demonstrated that the decellularized human brain tissue
ECM improves brain organoid growth in a microfluidic
device.”®" Although the decellularized ECM can promote
organoid maturation and vascularization, there are still

issues related to experimental reproducibility, ECM
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component inconsistency, and potential ECM protein loss
due to intensive preparation steps.’’> Since the Young's
modulus of the human brain is usually less than 2.4 kPa,*>* a
natural or synthetic hydrogel with similar stiffness and
viscosity will be more suitable for mimicking the brain
microenvironment.

Regardless of their sources, all the currently available
hydrogels have non-negligible drawbacks, such as short-term
durability and elasticity. This makes it difficult to completely
recapitulate the ECM microenvironment on-chip long term.
In order to construct elastic and long-lasting hydrogels, it is
crucial to optimize and modify the recipe of various ECM
components inside the gel to improve their overall
performance. For in-depth understanding of engineered
matrices for various types of organoids, we recommend a
review paper by Kratochvil et al.**

4.4 Mechanical stimulation

In addition, vascularized brain organoids on-chip can be
improved by adding biophysical cues, such as the shear
stress induced by transmural flow and the interstitial flow
from the chip. Shear stress, as a result of blood flow, is
one of the essential mechanical factors affecting ECs'
luminal surface and further influencing specific gene
expression to produce biochemical factors for the
penetration of blood vessels into the brain organoid. ECs
react to shear stress via the regulation of gene expression
the cytoskeletal remodeling and cellular
alignment towards the flow direction, which further affect
the adherens junction complexes and cell proliferation.
Thus, fluid shear stress could affect the barrier
functionalities of the interface between the perfusable
vascular network and the brain organoid. For example,
pulsatile flow and high shear stress have been shown to
cause changes in the phenotype of the brain ECs and
barrier impairment.?®®> Under shear stress with laminar
flow, ECs elongate and form tight junctions with reduced
vascular permeability. In contrast, under shear stress with
turbulent flow, ECs experience weakened tight junctions
with higher permeability and proinflammatory expression
levels.”®® Since the shear stress could be adjusted by the
flow rate, engineers should properly address this important
factor while designing a perfusion flow system for the
vascularized brain organoid on-chip.”®

Interstitial flow, which has a flow rate of 0.1-10 um s *
through the ECM, plays an essential role in vascularizing the
brain organoid in vitro. This important mechanical factor has
been demonstrated to be not only critical in affecting the
vascular network and lymphatic endothelium but also
effective in improving brain organoid and spheroid
maturation.?*”>°° Winkelman et al. investigated the effects
of interstitial flow towards the brain microvascular network
formation and found that the interstitial flow allows the ECs
to form a perfusable vascular network with improved BBB
characteristics compared to the static culture. In another

as well as
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example, Park et al. cultured neuro-spheroids on-chip at
different levels of interstitial flows and discovered that the
brain spheroids under interstitial flow could form higher
neuronal network activities.>'® Wang et al utilized a
mechanical syringe pump to perfuse their brain organoid
cultures on-chip, in which the shortterm cultured brain
organoids expressed maturation markers under flow
perfusion.’*® This suggests that the implementation of
interstitial flow would direct the growth of the vascularized
brain organoid on-chip toward more physiologically relevant
conditions.

Hydrogel stiffness is another mechanical aspect that can
also influence brain organoid vascularization. The stiffness
of various hydrogels can be tuned by modifying their
density, which subsequently affects the gel degradability
and pore sizes. Zhang et al. showed that the ECM stiffness
could modulate synapse connectivity and transmission in
neuronal networks, suggesting that hydrogel stiffness is
important for neuronal activities.”™* Although numerous
studies evaluated the hydrogel stiffness for promoting
vascular network formation, the optimal stiffness to support
the generation of vascular open lumens has not yet been
determined.”">>"

In summary, the duration, frequency, and amplitude of
mechanical forces are critical factors for mimicking
physiological mechanical forces. Although the effects of the
mechanical stimulation towards vascularized brain organoids
have not been figured out, existing studies of how these
factors influence brain organoids hint at their importance in
constructing fully functional vascularized brain organoids-on-
chip (Fig. 4).

-9

Pericytes L Astrocytes

Endothelial basement membrane
) ' e

——»  Endothelial
Blood flow  cells

Microfluidic chip

Fig. 4 Vascularized brain organoid microenvironment on-chip for
mimicking physiological conditions. (A) ECM is one of the important
parameters that could affect the vascularization brain organoid
formation. (B) Enlarged diagram depicts the cerebral vasculature.
Blood flow supplies nutrients (red spheres) and washes away metabolic
waste (grey spheres). Shear stress caused by flow further affects the
barrier integrity. (C) Further enlarged diagram shows the important
BBB cell types and structures to be carefully designed while creating a
vascularized brain organoid on-chip model. The shallow blue layer is
the parenchymal basement membrane, and the yellow layer is the
endothelial basement membrane. Image created with https://
biorender.com.
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5. Challenges and future directions

We have provided an overview of the existing research and
potential strategies to generate a physiologically relevant
vascularized brain organoid on-chip model. Although there is
great potential to create an advanced in vitro model for the
understanding of various mechanisms related to vascular-
brain interactions, there remains a large gap between the
current organoid-on-chip technology and brain development
in vivo. Future research can focus more on refining the
presented existing models or integrating the advantages from
different studies (Fig. 5). The vascularized brain organoid on-
chip model is the convergence of microfluidic and organoid
technology that requires collaborative work from stem cell
experts and biomedical engineers. Therefore, considerations
must be equally made for the recapitulation of the functions
and structures of the human brain as well as the precise
control of the cell microenvironment using microfluidic
chips. We conclude by proposing challenges that might be
encountered while developing vascularized brain organoid
on-chip models.

5.1 Precise regulation of the microenvironment

The most common challenge is to precisely regulate a
balanced microenvironment for the brain organoid and the
perfusable vascular network. Biochemical cues should be
specifically designed and optimized for the integration of
both different cultures on-chip. For instance, certain growth
factors that are beneficial for vascularization might be
detrimental to the brain organoid at certain stages. For such,
an optimal and balanced medium composition for the
vascularized brain organoid on-chip would need to be
formulated. Recently, Singh et al. developed a system named
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Fig. 5 Challenges and future directions of the vascularized brain
organoid-on-chip. (A) The microfluidic chip forms biochemical cue
gradient by diffusion.?*? (B) The advanced organoid-on-chip system
could potentially reduce variability.?** (C) Human-on-chip systems can
mimic organ interactions in vivo.?** (D) Rhythm on a chip can mimic
circadian rhythms by constant flow and periodic agents.??* (E) A
microfluidic model to investigate Alzheimer's disease mechanisms.?'°
The figures are reproduced with permission.
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Microformulator that can test and trace concentration
changes of the component in a medium over a long period of
time. This platform could be suitable for optimizing the
medium formulation for culturing vascularized brain
organoids as well as stem cell differentiation.>'* Also, the
spatial-temporal distribution of growth factors could
potentially improve the cellular organization of the brain
organoid as well as promote vascularization towards the
inner core of the organoid.

5.2 Integrated sensors on-chip

Integrated sensors such as TEER and oxygen sensors on-chip
could rapidly monitor physiological and biochemical changes
within the microfluidic microenvironment. Recently, a
commercial product named microfluidic OrganoTEER from
MIMETAS achieved high-throughput TEER measurement for
3D tissue models on-chip using built-in electrodes and
impedance spectroscopy.*'® Although Cakir et al also
demonstrated the possibility to conduct the TEER
measurement by directly inserting micro-electrodes on
different regions of vascularized brain organoids,>'® it is still
technically very challenging due to the large size of the brain
organoid.”"” Quantification of the barrier permeability using
a fluorescently labelled compound and confocal microscope
has been demonstrated for BBB organoids.”’®*'® Such a
method could also be potentially applied for vascularized
brain organoids. Furthermore, an oxygen sensor could be
incorporated into a microfluidic system for monitoring the
hypoxic conditions experienced by the brain organoid. For
example, a recent study developed an open-top microfluidic
chip with an integrated oxygen sensor to analyse the changes
of oxygen metabolism in vascularized cancer organoids.*****!

5.3 Technical stability

To achieve a high-throughput vascularized brain organoid
culture on-chip, technical stability must be taken into
consideration. For neuroscientists, it could be challenging to
use a microfluidic device for culturing cells. A simple factor
such as undetected bubble formation in the microfluidic
channels may potentially ruin the entire experiment. More
creative inventions such as the bubble trap are required to
improve the operation stability and efficiency to culture
organoids on-chip.””*> To enhance the reproducibility of
organoid cultures, engineers should also streamline the
mechanical automated process on-chip without relying too
much on manual operation.

5.4 Mimicking physiological circadian rhythms

To date, most brain organoid research studies often overlook
a crucial part of the human brain, which is the circadian
rhythms that regulate the behavioural and physiological
rhythms of the brain. A rhythm on-chip has been built by
introducing  chemical = messengers  with  hormonal
regulation,”®* and this could be potentially integrated with
the vascularized brain organoid on-chip model to achieve
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persistent circadian behaviours. This would improve the
predictive the whole system for clinical
applications.?®* Additionally, the Microformulator described
previously in section 5.1 could also potentially help in
controlling the hormone circadian rhythm on-chip by
offering the advantage of automation instead of the manual
changing of the medium at a specified interval over time.”"

value of

5.5 Personalized medicine

Other than the purpose of mimicking diseases, there is great
potential to use a vascularized brain organoid model for
regenerative medicine. Novel strategies could be developed to
generate neural stem cells or produce organoids for
transplantation, which might aid functional brain recovery
via neural circuit integration and motor function
improvement. However, these approaches are still distant
from implementation, mainly due to the low efficiency in
transplantation as well as the ethical and safety
concerns.?*>?*® A vascularized brain organoid-on-chip may
potentially improve engraftment and functional recovery with
complex  physiological features and an  optimal
microenvironment for organoid expansion, which will lead to
a revolution in regenerative medicine. Additionally, many
neurological drugs failed to cross the BBB at the in vivo
preclinical drug testing stage. Vascularized brain organoids
on-chip are possibly useful for this purpose due to the
existence of the blood-brain interface. Given the cost-
effectiveness compared to animals and the reduced
contamination risk of microfluidic devices, this advanced
model could also be used in the personalized medicine field
by using patient-source stem cells, which allow personalized
drug screening for different individuals. For instance, Pham
et al. demonstrated a successful attempt in creating a
vascularized brain organoid model with patient derived iPSCs
and ECs. This has paved a way for vascularized brain
organoids to be applicable in the personalized medicine
field.”>” However, the cost for generating robust patient-
derived brain organoids is still higher than normal cell line
therapy. The cost for generating a batch of organoids is
currently estimated to be around USD 1000 to 5000.>*® This
is mainly due to the long culturing period that might take
years, as well as the use of expensive materials such as
Matrigel and the medium. Thus, there have been ongoing
efforts attempting to find better alternatives to reduce the
time and cost for producing brain organoids. For example,
the cheaper synthetic hydrogel could possibly replace the
relatively more expensive Matrigel for culturing the brain
organoid.**’

5.6 Human organs-on-chips

Recently, researchers constructed linked microfluidic chips
that coculture different organoids to simulate multi-organ
interactions.>*® Although a single organoid-on-chip provides
a powerful platform for modelling individual organs
separately, a linked multi-organoid-on-chip is important to
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precisely assess the multi-organ interactions.”*' Furthermore,
multi-organoid chips would greatly benefit from standardized
automatic instruments and high-resolution imaging systems
to acquire vigorous quantitative readouts. Overall,
vascularized brain organoid-on-chip models could be applied
in many different fields. We believe that a multi-organoid
microfluidic chip containing the vascularized brain organoid
and other vascularized organoids while being linked together
by the perfusable vascular network would be invaluable for
various clinical applications.
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