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Retina-on-chip: engineering functional in vitro
models of the human retina using organ-on-chip
technology

Tarek Gensheimer, @12 Devin Veerman, ©+2° Edwin M. van Oosten, @+¢
Loes Segerink, @®° Alejandro Garanto @<? and Andries D. van der Meer ®*@

The retina is a complex and highly metabolic tissue in the back of the eye essential for human vision.
Retinal diseases can lead to loss of vision in early and late stages of life, significantly affecting patients’
quality of life. Due to its accessibility for surgical interventions and its isolated nature, the retina is an
attractive target for novel genetic therapies and stem cell-based regenerative medicine. Understanding
disease mechanisms and evaluating new treatments require relevant and robust experimental models.
Retina-on-chip models are microfluidic organ-on-chip systems based on human tissue that capture multi-
cellular interactions and tissue-level functions in vitro. Various retina-on-chip models have been described
in literature. Some of them capture basic retinal barrier functions while others replicate key events
underlying vision. In addition, some of these cellular systems have also been used in studies to explore their
added value in retinal disease modeling. Most existing retina-on-chip models capture limited aspects of
the phenotypic complexity of human diseases. This limitation arises primarily from the challenges related
to controlled recapitulation of retinal function, including the relevant multi-cellular interactions and
functional read-outs. In this review, we provide an update on recent advancements in the field of retina-
on-chip, and we discuss the biotechnical strategies to further enhance the physiological relevance of the
models. We emphasize that developers and researchers should prioritize the incorporation of the full
spectrum of retinal complexity to effectuate a direct impact of retina-on-chip models in disease modeling
and development of therapeutic strategies.

offer unique opportunities to develop ‘retina-on-chip’ models
that will aid in painting the full picture of retinal diseases

The retina is a complex multi-layered tissue located at the
back of the eye that converts light into electrical signals. This
neuronal tissue is crucial for vision, and diseases affecting
the different cells of the retina are major causes of
progressive vision loss leading to severe visual impairment or
blindness. Laboratory tissue culture (in vitro) models of the
back of the eye will be instrumental in understanding retinal
physiology and retinal disease as well as in developing
therapeutic strategies. Recent advances in microfluidic organ-
on-chip technology as well as human stem cell technology
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and support development of novel therapies.

In this review, we propose that, to realize this potential,
current retina-on-chip models must become more advanced.
We briefly describe the anatomy and physiology of the back
of the eye and use it to illustrate key mechanisms in retinal
function and disease progression. An overview of existing
retina-on-chip models is provided, including their typical
design, cellular composition and read-outs. We then
highlight how further controlled integration of tissues, local
biophysical and biochemical parameters and relevant read-
outs will bring retina-on-chip models to the next level. These
developments will pave the way for retina-on-chip models to
contribute to understanding pathophysiology and developing
therapies for people suffering from retinal diseases.

1.1 Anatomy of and function of the human retina

The process of vision starts when light enters the eye and
reaches the retina, a neural tissue located in the back of the
eye. This tissue is responsible for converting light into an
electrical signal that is sent to the brain and is processed to
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form an image of the world around us. The mammalian
neuroretina is a highly complex and organized tissue and
consists of three distinct nuclear layers (outer nuclear layer
(ONL), inner nuclear layer (INL), retinal ganglion cell (RGC)
layer), where different retinal cell types reside (Fig. 1). The
conversion of the light starts when the photons reach the
photosensitive cells: the photoreceptor cells. These -cells
consist of a cell soma located in the ONL, photoreceptor inner
segments (IS), and photoreceptor outer segments (OS). In
particular, the OS is a membranous structure with stacked
disks containing the photopigments (so called opsins), which
start the phototransduction and visual cycle. There are two
distinct types of photoreceptors, namely rod and cone
photoreceptors.” In humans, rod photoreceptors are
important for low-light vision and express the photopigment
rhodopsin, while cone photoreceptors are responsible for
color vision and details. Cone photoreceptors express specific
opsins, which are sensitive to short, medium or long-
wavelength light. Rod and cone photoreceptors are not
distributed equally in the human retina. While rods are in
the periphery, cones are concentrated in the central, avascular
area called the macula. The photoreceptor cells are in contact
with cells of the INL. Here, bipolar cells, horizontal cells and
amacrine cells are responsible for the amplification,
conduction, and feedback of the signals received from the
photoreceptors. This signal is then transferred to the RGCs
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which via the optic nerve ends in the brain, where it is further
processed. Lastly, Miiller glia cells located in the INL provide
metabolic and structural support to the retina.

Except for the avascular macular area, the neuroretina is
vascularized by capillaries that provide nutrients and oxygen.
The retinal capillaries are similar to the microvasculature
found in the central nervous system in that they exhibit a
strong barrier function, known as the inner blood-retinal
barrier (iBRB). The vascular endothelial cells (ECs) of the
retinal capillaries express tight junctions and membrane
transporters, thereby limiting passive diffusion over their
collective surface.

The survival and function of the rod and cone
photoreceptors is highly dependent on retinal pigment
epithelial (RPE) cells. RPE cells are in contact with the
photoreceptor OS on their apical side, and the choroid on
the basal side (Fig. 1). The choroid is the vasculature of the
eye which together with the RPE form the outer blood-retinal
barrier (0BRB).> RPE cells are responsible for recycling
photoreceptor OS through phagocytosis®* and their dark
pigmentation functions to absorb excess light. Furthermore,
RPE cells play a key role in the visual cycle, recycling all-trans
retinol to 11-cis retinol, which are, together with metabolites,
then provided back to the photoreceptors where they are
used in phototransduction. Apart from their function in the
visual cycle, RPE cells clear waste products and provide the
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Fig. 1 Anatomy of the human retina. The human retina is located in the back of the eye and consists of several distinct cell types and cell layers.
The neuroretina, containing rod and cone photoreceptor cells in the outer nuclear layer, bipolar cells, horizontal cells, amacrine cells and Muller
glia in the inner nuclear layer, and retinal ganglion cells in the retinal ganglion cell layer. The retinal pigment epithelium, Bruch's membrane, and
the choroid form the oBRB. A vasculature surrounding the inner retinal layers form the iBRB.
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photoreceptor cells with oxygen and nutrients, through the
underlying Bruch's membrane and choroidal vasculature.

Bruch's membrane separates the choroid from the RPE
and has a thickness of a few microns.” Its structure can
roughly be divided into five layers, namely: the basal lamina
of RPE, inner collagenous layer, elastin layer, outer
collagenous layer, and the basal lamina of the choroid. Both
basal laminae are collagen type IV- and laminin-rich
structures secreted by the RPE and choroid. The collagenous
layers are collagen type I-, III-, and V-rich, while the elastin
layer is composed of linear elastin fibers.® Not only does
Bruch's membrane provide an adhesive surface and support
for the RPE, but it also limits migration of ECs from the
choroid to the RPE. Furthermore, the membrane controls the
exchange of oxygen, water, lipids, nutrients, ions, and
metabolic waste.®

The underlying choroid is one of the most complex
vascular layers with the highest blood flow rate per unit
weight of any tissue in the human body and plays an integral
role in catering to the high metabolic demand of the
neuroretina.” The choroidal endothelium is characterized by
fenestrations - tiny holes in the vessel walls - which increase
endothelial permeability and maximize metabolite exchange
with the neuroretina. Approximately 80% of the metabolites
and oxygen required by the neuroretina reach it by passive
diffusion from the choriocapillaris towards the RPE through
Bruch's membrane. At the same time, the choroid depends
on the growth factors secreted by RPE. The cellular
composition of the choroid includes not only choroidal ECs
but also melanocytes, fibroblasts, pericytes, vascular smooth
muscle cells, intrinsic choroidal neurons, and immune cells.
Together, these cells support vascular integrity and regulate
the immune response of the choroid.®

1.2 Retinal disease and disease modelling

The interplay between different cell layers in the human retina
highlights how aberrant functioning of one or multiple cell
types can lead to a plethora of retinal degenerative diseases,
ultimately resulting in blindness. The leading causes for
blindness in adults are caused by age-related macular
degeneration (AMD) which affects over 200 million people
worldwide, and diabetic retinopathy (DR), a common
consequence of diabetes mellitus that affects approximately
34% of diabetic patients worldwide.”™* In the case of DR, the
disruption of the BRB causes BRB leakage, neovascularization,
hemorrhage and increased inflammatory responses. Early-stage
AMD is characterized by the appearance of larger drusen lipid
deposits in Bruch's membrane and loss of choroidal EC,*® while
late-stage AMD can be subdivided into dry AMD, characterized
by geographic atrophy, and wet AMD, which involves
neovascularization of the choroid into the neuroretina.'*'®'’
Next to these multifactorial diseases, inherited retinal diseases
(IRDs) are the main cause of blindness in the first two decades
of life. There are over 50 subtypes of IRDs and over 270 IRD
associated genes identified, with an overall combined
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prevalence of 1 in 2000. In IRDs either rod photoreceptors, cone
photoreceptors, or both are mainly affected, although RPE and
bipolar cells can also play a crucial role. The most prevalent IRD
is retinitis pigmentosa (RP), a progressive degenerative disease
initially affecting rod photoreceptors, resulting in loss of vision
over time."®° Similar to DR and AMD, multiple cell types can
be affected in IRDs including RP, Stargardt disease (STGD1),
and Leber congenital amaurosis (LCA), where both RPE and
photoreceptor functioning can be impaired.>* >

DR, AMD, and IRDs all show how the disruption of
interactions between different cell types and cell layers of the
retina can ultimately lead to vision loss. Understanding the
molecular and cellular mechanisms behind these and other
retinal degenerative diseases is therefore an important factor
for therapy development. However, the complexity of the
human eye poses challenges in disease modeling. Current
research makes use of different types of models, each with
their advantages and limitations. For instance, immortalized
cell lines are relatively quick and easy to be used to study
molecular and cellular mechanism of disease. However, these
cells lack physiological characteristics of the retinal cell types
they are representing in vivo and do not capture tissue-level
interactions.>>** Alternatively, rodent in vivo models do
include the morphological retinal context and have been
used for retinal disease modeling for decades. Researchers
have developed multiple models for both IRDs and
multifactorial diseases like AMD and DR.*’ Although
in vivo models contain the full tissue-level interactions, it has
been shown that often these animal models do not fully
recapitulate the human disease phenotype. STGD1 mouse
models show a rather late phenotype in which there is indeed
accumulation of lipids and lipofuscin in the RPE, however, in
the mouse model, this does not lead to photoreceptor
degradation as seen in humans.?® These differences could be
explained by differences in human and rodent eye
morphology, molecular function and behavior. For example,
rodents do not have a cone-rich macula, have a higher
photoreceptor density, and their Bruch's membrane is
thinner as compared to humans.>® These differences can lead
to changes in RPE functioning between rodent models and
humans, as, due to a relatively high photoreceptor to RPE cell
ratio, the phagocytic load in the mouse could be much
higher compared to human RPE.>® Furthermore, additional
changes on both cellular and genetic levels further hinder
the relevance of rodent disease models as the human retina
expresses three different cone subtypes, corresponding with
short, medium and long-wavelength opsins, while mice only
express two: short and medium-opsin.*® Furthermore,
although it is believed that the DNA sequences between
rodents and humans are highly conserved, there are major
differences in the expression of the genes, with some genes
not even found in the murine genome.*" Lastly, daily habits
are also different, for example mice are nocturnal while
humans are diurnal. These differences limit the use of these
retinal disease models in understanding human disease
mechanisms as well as their application in testing potential,
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especially genetic, therapies. Therefore, designing tissue-level
models based on human cells would be of strong benefit for
retinal disease modeling. Importantly, the eye is at the
forefront of genetic therapeutic development. These novel
personalized treatment strategies (e.g., antisense technology
or genome editing) rely on specific human gene sequences
and mutations. Therefore, human models are needed in
order to evaluate efficacy and safety of new genetic therapies.

The discovery of induced pluripotent stem cells (iPSCs)
facilitated the development of human-derived in vitro cell
models. iPSCs have been used widely to develop cellular models
for the back of the eye, including the choroid, RPE,
photoreceptor precursor cells, ganglion cells and 3D retinal
organoids (ROs) which will be thoroughly discussed later in this
review.>*?>7** iPSC-derived models hold great promise, as they
have been used to model several retinal dystrophies and could
serve as a model to test efficacy of new personalized
therapeutics. However, iPSC-derived retinal cell models often
resemble an immature, embryonic tissue rather than a mature
3637 Therefore, the disease phenotypes in these models
are often quite subtle, and severe degeneration, as seen in
retinal diseases, is not detected. Furthermore, these separate
iPSC-derived models still lack the interactions that are
important for retinal functioning. Some efforts have been made
by combining different tissue layers in vitro either combining
ROs and an RPE monolayer, combining RPE with a vasculature
modeling the BRB, or all three layers (neuroretina, epithelial
and endothelial layers). However, an established high
complexity in vitro model of the human eye has not been
described. This is where controlled microfluidic co-culture
models known as organs-on-a-chip can play a crucial and
decisive role. By combining iPSC-derived cells with organ-on-a-
chip technology, human retina-on-chip models can be
developed that offer controlled tissue-level interactions,
potentially increasing cell maturity, organ-level function and
relevant disease phenotypes.

tissue.

2 Retina-on-chip models

In recent years, researchers have tried to model the retina using
organ-on-chip technology. Although we are aware that others
used microfluidic chips to improve maturation in ROs and to
facilitate culture procedures,*®*® we will here focus on current
literature that have used human cells to create retina-on-chip
models that are used to understand retinal function and retinal
diseases. Specifically, we will include models of the iBRB, 0BRB,
and those co-culturing RPE with the neuroretina using a
microfluidic chip. We will first discuss the cell types used in
these models and then highlight the technical aspects in terms
of chip design, materials, flow and read-outs. Finally, we discuss
how these models have been applied in modelling diseases. A
full list of retinal organ-on-chip models described in this section
including fabrication methods, chip materials, membranes,
induction of flow, cellular components, readouts and
applications per model is listed in Table 1. Highlighted on-chip
models are depicted in Fig. 2.

This journal is © The Royal Society of Chemistry 2025
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2.1 Cell types

Cells are an integral component of any organ-on-chip
model. Depending on their source, culture methods, and
genetics, cells have inherent functionalities (their
‘phenotype’) that are essential for developing models that
capture tissue-level or even organ-level physiology. For all
human in vitro models, there are three main sources of
cells: immortalized cell lines, primary cells and stem cell-
derived cells. As we will see in the sections below, many
early retina-on-chip models incorporate cell lines or primary
cells, with a progressive shift towards stem cell-derived cells.
Typically, cell lines or primary cells are easier and cheaper
to handle and are more accessible to those who are not
experts in stem cell technology, while stem cell-derived cells
have a more representative phenotype of the retinal tissue
and can be obtained even from patients.

2.1.1 Vascular cells. ECs support the retina and are essential
to control transport between blood and the neuroretina through
the BRB. In fact, most of the retinal organ-on-chip models
explored so far, relate to modelling of the BRB. Early oBRB-on-
chip models contained ECs, most derived from primary human
umbilical vein endothelial cells (HUVECs)'%*!*344647 and
other primary ECs, such as human microvascular endothelial
cells (HMVECs) and (immortalized) human retinal
microvascular endothelial cells (HRMVECs).*>*~*%*> HUVECs
are primary cells isolated from human umbilical cords and are
among the most widely used and well-characterized ECs in
in vitro models. Although HUVECs can be used for in vitro
modeling in tissue engineering and organ-on-chip technology,
they do not show any choroidal EC phenotype,®* and come with
certain other disadvantages which have been thoroughly
discussed elsewhere,"** posing a challenge to model the oBRB.
HMVECs are commercially available from various tissues,
including the retina. These cells express more adult EC markers
and have distinct morphology compared to HUVECs.>
However, primary cells tend to lose their phenotype upon
passaging in vitro limiting their use and making them an
expensive source of ECs in general.”’

In addition to ECs, several works have employed other
cells which reside in the choroid, such as fibroblasts,**"*°
pericytes/vascular smooth muscle cells,"®*® and even primary
melanocytes which regulate choroidal homeostasis and
inflammation.*>*® To support EC network formation in
0BRB-on-chip models, two types of fibroblast cells have been
used: primary human lung fibroblasts (HLFs)'®*' primary
human ocular choroid fibroblasts (HOCFs) which seem to
have a more retinal profile.*> A combination of choroidal
fibroblasts and pericytes was investigated in a 3D-bioprinted
OBRB model by Song et al”® Fibroblasts and pericytes are
found to differ in function as fibroblasts are known to
support formation and survival of vascular networks while
pericytes give more structural support.**** For iBRB-on-chip
models, HRMVECs, were co-cultured with retinal
microvascular pericytes (HRPs) and human retinal astrocytes
(HRAs), which both increased stability of formed vessels."®
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Fig. 2 Selection of current approaches to model various parts of the retina using microfluidic chips. (A) Model of the oBRB as presented by Paek
et al. (a) Schematic depiction of the oBRB. (b) Schematic of the microfluidic chip that comprises of two flanking medium channels with an inner
hydrogel compartment and an open top on which iRPEs were cultured. (c) Immunolabeling of CD31 in primary HRMVECs revealed a 3D vascular
network in the hydrogel compartment after 14 days of culture. (d) Immunolabeling of ZO-1 in RPE. (e and f) Immunolabeling of basement
membrane protein laminin showing the difference in maturation of having a monoculture RPE and co-culture vessels and RPE. In c-f, scale bars
are 50 um. Reprinted (adapted) with permission from Jungwook Paek, Sunghee E. Park, Qiaozhi Lu, et al. copyright 2019 American Chemical
Society.*> (B) Model of the iBRB as presented by Maurissen et al (a) Schematic of the microfluidic chip in which HRMVECs, pericytes, and
astrocytes were seeded in a fibrin hydrogel with flanking medium channels. (b and c) Immunolabeling of HRMVECs (agglutinin | (UEA 1)), pericytes
(PDGFRp), and astrocytes (S100b) showing co-localization of the supporting cells with the network of HRMVECs. In b and c, scale bars are 100 um
and 10 um, respectively. Adapted from Maurissen et al., Nat. Comm., 2024, CC BY 4.0.%® (C) The retina-on-chip model as proposed by Achberger
et al. (a) Schematic of the retina with its complexity (left) and how the retina was modelled in a microfluidic chip by combining RPE cells with ROs
by Achberger et al. (right). (b) Schematic section view of the open-top microfluidic chip and the procedure to incorporate vascular-like perfusion,
RPE cells, and ROs. (c) Immunolabeling of day 260 ROs co-cultured in proximity with RPE after 7 days (left). The inner and outer segments (IS/OS)
of photoreceptors are shown in green (rod outer segment membrane protein 1 (ROM1)), the cytoskeleton in white (F-actin), and rod
photoreceptors in red (rhodopsin), scale bar is 40 um. Transmission electron microscopy image highlighting the proximity of RPE and RO (right),
scale bar is 5 um. Adapted from Achberger et al., eLife, 2019, CC BY 4.0.4°
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Currently, thanks to the revolution in iPSC technology,
several groups are exploring the development of iPSC-derived
ECs. However, further improvements are required to be able
to implement these cells in BRB-on-chip models as iPSC-
derived ECs have limited culture times compared to RPE and
neuroretinal cells, as it has been shown that after 30 days
in vitro iPSC-derived ECs go into senescence and seem to
deteriorate.®® Furthermore, iPSC-derived ECs still have
limited tissue specificity, however, iPSC-derived choroidal EC
differentiation protocols are currently being developed.***

2.1.2 Retinal pigment epithelial cells. In early studies of the
0BRB in retina-on-chip models, two main sources of RPE cells
were used: the spontaneously immortalized ARPE-19 cell
ling*®*1#3444652 and the hTERT-RPE1 cell line of immortalized
RPE cells.>® Both immortalized cell lines do show phenotypic
characteristics of RPE polarization and consequently polarized
VEGF secretion. However, there are considerable differences in
its barrier resistance, pigmentation, and gene expression
compared to human RPE cells in vivo making them a less
representative cell model.®>** Moreover, ARPE-19 cell lines are
known to have abnormal karyotypes and have reduced
differentiation capacity due to prolonged culture and
passaging.®® It has been reported that, by adjusting culture
conditions, differentiation capacity of ARPE-19 can be
improved, but these cell lines overall show an under
differentiated phenotype,*®> making them physiologically less
relevant.

The most relevant cell type would be human primary RPE
cells, as they are able to mature, have high barrier resistance,
and pigmentation.>® However, these are not readily available
and only have a limited lifespan. Even easier to obtain mouse
primary RPE cells have limited ex vivo culturing capabilities
and are not suitable to create a human-based retina-on-chip.

With the development of several optimized differentiation
protocols to obtain iPSC-derived RPE cells (iRPE), researchers
have been moving towards the use of these cells to model
disease and develop retina-on-chip models which will be
discussed thoroughly in section 3.1.%>>9751

2.1.3 Neuroretinal cells. Initial studies have appeared in
which neural cells are incorporated in retina-on-chip models.
For example, SH-SY5Y cells were used to model the
neuroretina.>® The SH-SY5Y cell line is a human neuroblastoma
cell line derived from a metastatic bone tumor and can
generally be used to study neurological diseases and their
underlying mechanisms.®® However, using this cell type is an
oversimplified model for the neuroretina as it simply lacks
phenotypic characteristics of the cells found in this tissue.

Alternative cellular systems for use in retina-on-chip
models could be murine cell lines, such as 661W°” and RGC-
5, which were believed to be mouse photoreceptor progenitor
cells and rat retinal ganglion cells, respectively. However, the
controversy raised by several publications in which RGC-5
lines showed a mouse background and similar features as
661W has led to questioning the use of RGC-5 as cellular
system to model retinal conditions in vitro.®®*® Furthermore,
these cell lines also lack other, relevant, retinal cell types,
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and do not have a three-dimensional structure needed to
model a retina-on-chip.

Given the limitations of these neural and neuroretinal cell
lines, most of the current in vitro models of the neuroretina
have used iPSC-derived cells, either in 2D or 3D cultures,
using iPSCs from various sources. These cells have also been
used in retina-on-chip models including iPSC-derived ROs
from Kkeratinocytes, urine cells, and peripheral blood
mononuclear cells.*>" Currently, there are a variety of
protocols used to obtain neuroretinal cells derived from
iPSCs as highlighted elsewhere.**”® Most promising though,
are iPSC-derived ROs, which are three-dimensional, express
different cell types of the retina, and have a similar structure
to the human retina, making it a suitable model to include
on the retina-on-chip. We will elaborate more on the use ROs
for retina-on-chip systems in section 3.1.

2.2 Organ-on-chip technology

Currently, no full retina-on-chip model, containing all layers
and cell types found in the human retina, has been described
in literature. However, several publications have demonstrated
the use of organ-on-a-chip technology to model specific parts of
the back of the eye, such as iBRB**™*®* oBRB*™® or
neuroretina.*>**>> Certain examples are depicted in Fig. 2 and
key characteristics of current retina-on-chip models can be
found in Table 1.

2.2.1 Designs, materials, and perfusion. Most of the
current retina-on-chip models utilize a multicompartment chip
design to enable controlled co-culture of the various cell types
to model different sections of the retina. These compartments
can be arranged side-by-side, separated by partially open barrier
structures like pillars or ridges,’>*"***® as exemplified in
Fig. 2A and B. Alternatively, these compartments can be
arranged vertically, separated by semi-permeable membranes or
a membrane-like structure,*>*****> as shown in Fig. 2C. RPE
cells can be cultured as monolayers, either on hydrogel surfaces
(Fig. 2A) or on semi-permeable membranes (Fig. 2C). In
addition, the formation of 3D vessels is typically enabled by
introducing hydrogels like collagen***” or fibrin*>*>**% in the
vascular microcompartments, as depicted in Fig. 2B. Moreover,
some retina-on-chip models contain open compartments filled
with medium or inert hydrogels like hyaluronic acid to enable
controlled integration of 3D ROs allowing for close contact
between RPE and retinal organoids to represent the
neuroretina, as shown in Fig. 2Cb and ¢.***

In most cases, the material of choice for fabricating these
microfluidic chips is polydimethylsiloxane (PDMS),*0#>49>2
Choosing PDMS has several benefits, such as its optical
transparency, low cost, and its biocompatibility. Besides,
PDMS-to-PDMS and glass-to-PDMS bonding can easily be
realized by plasma treatment.”* PDMS is often cast on molds
made by photolithography using a photosensitive negative
epoxy, like SU-8.%°7**%9°2 Others have used 3D printing
techniques, such as stereolithography (SLA), to create the
molds***>>* while Arik and colleagues chose computer
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numerical control (CNC) milling to create molds made from
polymethylmethacrylate (PMMA).*> However, PDMS does
come with certain limitations in cell culture, such as the
absorption of small hydrophobic molecules and its gas
permeability when attempting to control oxygen levels.”
Therefore, commercially available microfluidic chips made
from virgin polystyrene (PS, MIMETAS, The Netherlands),*’
cyclin olefin polymer (COP, AIM Biotech, Singapore),*® and
home-made PS microfluidic chips*® were utilized as well in
current retina-on-chip models. These materials are known to
have great mechanical properties, good biocompatibility, and
low permeability to small molecules and gas. Nonetheless,
these materials do come with high machinery and tooling
costs and have less flexibility when it comes to design
changes.”

Active microfluidic perfusion is typically necessary to
maintain viability and functionality of the cultured cells in
retina-on-chip models. Therefore, flow was generated by
hydrostatic pressure or by connecting syringe pumps.**>*
Some studies also demonstrated perfusion of circulating
immune cells.*?

2.2.2 Read-outs. Researchers who have developed a
microfluidic chip in which a vascular component was added,
used roughly the same readouts. Visual characterization of the
vascular network was accomplished by fluorescent staining of
cluster of differentiation 31 (CD31) or platelet endothelial cell
adhesion molecule (PECAM)-1 (Fig. 2Ac), zonula occludens
(zO)-1, vascular endothelial (VE)-cadherin, F-actin, and Ulex
Europaeus agglutinin (UAE) 1 as in Fig. 2Bb and c.*0*>#74874
Besides, pericytes and astrocytes, if included, were visualized
using antibodies against platelet-derived growth factor receptor
(PDGFR)B and S100b (Fig. 2Bb)."®

In some cases, vessel integrity and/or perfusability was
assessed by fluorescent dextran perfusion,®#24345:47:48,52,75
Others included extensive quantitative network analysis by, for
example, characterizing EC/pericyte area, EC-pericyte distance,
vascular volume, vessel diameter, and number of branch
points.*®*"448 Interestingly, Arik and coworkers focused on
clinically relevant readouts and showed the compatibility of
optical coherence tomography (OCT) for on-chip quantification
of vessels and detection of vessel sprouts.*’

Readouts for RPE cells also seem similar across current
literature. Maturation of RPE is visually characterized by
pigmentation under a regular bright field microscope or by
fluorescent staining of ZO-1, to mark the tight junctions
unveiling the classical polygonal monolayer of RPE cells
(Fig. 2Ad)."****%%2 Other markers like ezrin and RPE65 were
used to evaluate polarization and visualize RPE-specific features,
respectively,*"*> while paired box (PAX)6 and microphthalmia-
associated transcription factor (MITF) were used to identify
expression of proteins involved in pigmentation.” Besides,
visualizing the apical microvilli on polarized RPE was
demonstrated using transmission electron microscopy (TEM)
and functionality of polarized RPE was shown by quantifying
basal vascular endothelial growth factor (VEGF) secretion using
an enzyme-linked immunosorbent assay (ELISA).*> Quantifying
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expression of key proteins within the RPE, such as bestrophin-1
and premelanosome protein (PMEL), was performed using
Western blot by Su and colleagues.” On the gene expression
level, few showed compatibility of executing a quantitative
polymerase chain reaction (qPCR) for RPE-related genes on-
chip.*****%51 On the basal side of the RPE, some have
visualized structural proteins, like collagen type IV and laminin
as an indication for Bruch's membrane development,*®*"*%*
as shown in Fig. 2Ae and f. Furthermore, as barrier integrity of
the RPE cells is an important property, some have quantified
this by dextran diffusion assays*®*>***® while others
demonstrated compatibility and integration of transepithelial/
transendothelial electrical resistance (TEER) measurements on-
Chip.46‘52

ROs on-chips were analyzed mainly by end-point analyses,
including immunofluorescent imaging and western blotting
for photoreceptor markers (incluidng rhodopsin, arrestin 3)
and cell death markers (TUNEL), as well as TEM, and -omics
technologies.””®" The interaction of ROs with the RPE
monolayer was analyzed by visualizing photoreceptor outer
segment shedding and phagocytosis by the RPE using both
immunofluorescent imaging for and TEM, as shown in
Fig. 2Cc.”®

2.3 Disease modeling

When it comes to disease modeling in current organ-on-chip
models for the retina, most have focused on investigating wet
AMD or DR using oBRB-on-chip’®*® or iBRB-on-chip
models,**™*® and few retina-on-chip models**> have been
reported to investigate other retinal diseases, which combined
RPE cells, retinal organoids, and microfluidics (Table 1).

Most BRB-on-chip models for wet AMD or DR have
simulated events by either inducing hypoxic stress, oxidative
stress, inflammatory stress, or increasing VEGF concentration
in the vascular part,***" 43444648 Aq predicted, all stimuli led
to major changes, such as an increase in vessel thickness,
damaged vessels, and damaged RPE monolayers. For
example, Maurissen et al. found that stimulating iBRB-on-
chip models with tumor necrosis factor (TNF)-a, IL-6 and a
high glucose concentration mirrored DR features including
the production of proinflammatory factors, ghost vessels and
vascular regression.*® Furthermore, the addition of these
factors induced decreased tight junction integrity and led to
RPE barrier disruption in an oBRB-on-chip model.*! In some
cases, the damaging effects caused by stress-inducing factors
were counteracted by the addition of different drugs.
Although these models show their potential for therapy
development, they rely on the artificial addition of
proinflammatory factors in order to cause the defects
observed. Instead, Cipriano and coworkers established an
immunocompetent choroid-on-a-chip by the perfusion of
peripheral immune cells and detected in vivo-like cytokine
release, which is more representative for the human retina.*>

Few retina-on-chip disease models have been reported
previously by either using IRD patient-derived cells, or by
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chemically inducing retinopathy in ROs and RPE.**™" Here,
known retinopathic adverse effects of chloroquine and
gentamycin were assessed in RO and retina-on-chip models.*
Interestingly, the effects of gentamicin-induced retinopathy
were diminished in the retina-on-chip models compared to
retinal organoids without RPE, demonstrating protective
function of the RPE. To further validate the protective role of
RPE in retina-on-chip models, retinal organoids with USH2A
mutations exhibited enhanced survival and upregulated
extracellular matrix component expression within the
microfluidic retina-on-chip system compared to standard
retinal organoid culture.”” Lastly, the retina-on-chip model
was used as a platform to test the transduction efficiency of
adeno-associated viral vectors, that in the future can be used
for therapy delivery.’® Therefore, the added effect of the
retina-on-chip models compared to static RO cultures for
drug development, toxicology, and personalized medicine
studies highlights the need for more complex retina-on-chip.

3 Future advances in retina-on-chip

Current retina-on-chip models have demonstrated the
technical feasibility of the controlled integration of multiple
cell types in an engineered microenvironment. They also
provide the first proof that retina-on-chip models can capture
tissue-level physiology and dysfunction, as they exhibit
elements of the visual cycle, controlled transport, as well as
disease-related processes like decreased vascular density,
neovascularization and loss of controlled barrier function.

For retina-on-chip models to have a real impact on
biomedical science and therapy development for retinal
diseases, it will be essential to improve their physiological
relevance. For this, the cells need to be stimulated towards
improved cellular maturation in terms of retinal-specific or
even patient-specific phenotypes. Moreover, the dynamic
microenvironment needs to be improved by using relevant
(bio)materials, fluid flow and light stimulation. A schematic
of an advanced and high-throughput retina-on-chip system is
depicted in Fig. 3. While achieving these technical
improvements, novel retina-on-chip models will need to be
qualified for modeling specific disease processes, for example
by including relevant read-outs and comparing with patient
samples. Finally, their throughput and usability by future
end-users will need to be taken into account.

3.1 Improving retinal phenotypes of cells

Current iPSC-derived cells all suffer from the issue that they
are not fully representative of adult human cells. For
example, iRPE are phenotypically similar to RPE cells in the
developing fetus,”® and ECs derived from iPSC lack a distinct
retinal or choroidal phenotype and therefore limit the
relevance of modeling the BRB. Similarly, iPSC-derived ROs
have immature, fetal phenotypes and suffer from a shifting
cellular content due to selective differentiation, degradation
and proliferation of cell types.*®”®”” The main strategies for
achieving more realistic phenotypes in stem cell-derived cells
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focus on optimizing differentiation protocols®® and on co-
culture with relevant cell types in, for instance, the retina-on-
chip as proposed in Fig. 3.

3.1.1 Vascular cells. The most recent approach to
differentiate choroidal ECs is based on supplementing
connective tissue growth factor (CTGF) in the differentiation
medium, which has previously been demonstrated to drive
the differentiation towards a choroidal ECs.”® In this
approach, the differentiated cells expressed the endothelial
marker CD31, the fenestration marker plasmalemma vesicle-
associated protein (PLVAP), and the more choroidal ECs-
specific marker forkhead box protein A2 (FOXA2) and
carbonic anhydrase 4 (CA4). Besides, it was shown that these
ECs can form tubes in vitro.>> This marks an important step
to generate choroidal-like ECs which can potentially be
further matured when seeded in retina-on-chip models.

It is well established that the co-culture of ECs with
stromal or mural cells have a synergistic positive effect and
enable further maturation.®® Recently, the co-culture of iRPE,
pericytes, fibroblasts and ECs led to an enhanced choroidal
fate in the ECs after six weeks. It was shown that choroidal
and capillary marker expression was significantly enhanced.
Additionally, the co-culture showed a beneficial effect not
only on the ECs but also on the fibroblasts and pericytes with
enhanced maturity, high extracellular matrix (ECM) marker
expression, and an overall gene expression profile more
similar to the native oBRB.>® This confirms previous findings
where co-culture with RPE enhanced choroidal fate in ECs
and showed a positive effect on the RPE as well.*’

Since retinal capillary ECs share the same origin and have
similar characteristics as brain ECs, it may be possible that iPSC
differentiation protocols for human brain microvascular ECs
can be repurposed for generating retinal ECs.”® Additionally, co-
culture with pericytes and astrocytes, which play key roles in
retinal development,®**®"  may induce further
phenotypic maturation. Similarly, co-culturing ECs with ROs
could potentially enhance the retinal phenotype.®*

3.1.2 Retinal pigment epithelial cells. The generation of
functionally mature iRPE has been relatively well-established
as iRPE cultured on transwell inserts are pigmented,
polarized, and form a barrier by expressing tight junction
proteins. Additionally, polarized secretion of growth factors
including VEGF can be detected in these RPE cells, and after
stress induction, there is polarized secretion of additional
growth factors, as well as stress factors and other
metabolites.** The RPEs retain phagocytic capabilities, being
able to display photoreceptor OS phagocytosis.

3.1.3 Neuroretinal cells. The differentiation of ROs from
iPSCs closely mimics the development of the human retina.
Here, different cell types arise in the ROs in a specific
temporal order.*® Starting with the development of retinal
progenitor cells, early cell types, such as RGCs, horizontal
cells and amacrine cells start to differentiate. Late-born cell
types in ROs include rod photoreceptors, bipolar cells, and
Miiller glia. Due to the close resemblance of development of
the retina in vivo and RO development, researchers have
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Fig. 3 Advanced retina-on-chip platform, a high-throughput system designed to mimic retinal physiology. The platform comprises a choroid layer
consisting of phenotypical more relevant choroidal cells forming a functional vascular layer separated from iRPE by a novel scaffold membrane,
with the neural retina integrated on top. A physiological oxygen and metabolite gradient is established by exclusively perfusing medium through
the choroid layer. The use of gas-impermeable materials further enhances the native microenvironment. Integrated optical sensors allow real-time
monitoring of O,, pH, and temperature, while embedded electrodes enable live TEER and electrophysiological measurements. Additionally, live

imaging facilitates precise monitoring of RoC throughout cultivation.

found that RO transcriptome closely resembles that of the
fetal retina.*®’® Similar to the neuroretina, ROs develop a
laminated structure, with photoreceptor cells located on the
outside of the organoid and a brush-like border representing
photoreceptor OS. These photoreceptors display IS which
include mitochondria and have a connecting cilium.®
However, there are often few, and disorganized, disk
segments in the photoreceptor 0S.%°> West et al. showed that
supplementation of RO media with antioxidants and
docosahexaenoic acid (DHA), an abundant retinal lipid,
improved the structure of photoreceptor outer segments.®
Researchers not only detected increased number of disk
segments per photoreceptor, but the disks also had improved
organization compared to ROs cultured without antioxidants
and DHA.

1006 | Lab Chip, 2025, 25, 996-1014

RO development might also be affected by factors excreted
from RPE cells.®” Supplementation of RO culture media with
decellularized ECM derived from bovine RPE indeed
improved the development of rod photoreceptors and showed
functional improvement by enhanced synaptic marker
expression and light responses of ROs. Similarly, iRPE
conditioned media improved rod photoreceptor development
in ROs.*® These findings are further supported by a study
performing co-culture experiment with human iPSC-derived
ROs and mouse primary RPE cells.*® After two weeks of co-
culture, ROs had increased expression of both rod and cone
photoreceptor markers compared to ROs cultures without
RPE. In static culturing conditions, the limited nutrient and
oxygen supply influences RO morphology. Integration of
media perfusion in RO culturing could therefore further
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improve RO development and maturation. Several groups
have studied RO culturing in combination with media
perfusion.”® When culturing ROs in a rotating-wall vessel
bioreactor, mouse ROs enhanced proliferation and
differentiation of retinal cells compared to static cultures.’®
Similarly, improved retinal ganglion cell development was
found in human RO cultures in microfluidic devices.*®
Therefore, an advanced retina-on-chip system, as depicted in
Fig. 3, should allow for improved nutrient and oxygen supply
by incorporating flow using the microfluidic system, and
therefore enhance RO maturation.

Lastly, although no research on vascularized ROs has been
published, we believe that vascularized ROs, mimicking the
iBRB, could further improve phenotypic maturation, as
similar improvements were measured in other models, such
as in brain organoids."**

3.1.4 Patient cells. Models based on iPSC-derived cells
come with the advantage that they can contain cells from
specific individuals, including patients. This means that
models can be fully ‘personalized’ with all distinct cell types
derived from the same iPSC-line, and therefore same person.
This allows studies on personalized treatments or targeted
gene therapy.”>**

For example, mutations of complement factor H (CFH) are
correlated with AMD. The mutations have implications on
the RPE but are also associated with choroidal degradation
in early AMD.” Therefore, deriving all cells from patients
carrying the CFH mutation would enable mechanistic
studies, including the associated phenotypic effects on all
layers of the oBRB.°®°” Similarly, RPE cells derived from
iPSCs of a STGD1 patient showed measurable aberrant lipid
metabolism and photoreceptor OS phagocytic capabilities.”®
Similarly, using ROs, researchers investigated protein
expression and localization, especially in IRDs, and have
tested whether therapeutic intervention can restore aberrant
protein functioning.’®'°" For example, by using iPSC-derived
models, the role of a deep-intronic variant in CEP290 was
identified. This gene typically causes severe syndromic
diseases in an autosomal recessive manner, however, this
particular variant was found to cause only blindness. While
studies in blood and fibroblasts revealed 50% correct CEP290
mRNA, it was assumed that the retina required high levels of
the CEP290 protein for proper function. Parfitt and
collaborators demonstrated that, in a retinal background
(using ROs), the correct CEP290 mRNA in the retina was less
than 10%, highlighting the importance of the retinal
molecular background in understanding and modeling
diseases.'”>"'%® Following on these findings, a therapeutic
molecule based on an antisense oligonucleotide**'% for this
variant was evaluated in these ROs, and the data gathered
from this system led to the initiation of a clinical trial, which
is now in phase 3.'°%'” Similar examples where iPSC-derived
models have been crucial for understanding disease or
assessing therapeutics have been documented in the
literature for various retinal diseases, like STGD1 disease or
Usher syndrome,'*%1087113
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3.2 Enhanced microenvironment engineering

Organ-on-a-chip models rely on recapitulating organ-level
function by culturing relevant cell types in an engineered
microenvironment, which includes relevant cell-cell
interactions, tissue geometries, dynamic biophysical
stimulation and local biochemical control.*****® Therefore,
to replicate the human retina as physiologically relevant as
possible, only the integration of the retinal cells together in
one microfluidic chip model will not be sufficient. A suitable
near native microenvironment to cultivate and mature the
model needs to be engineered. An advanced retina-on-chip
should provide integration of membranes, establishment of
metabolite gradients, medium  perfusion,
integration of sensing technology to monitor and assess
cultivation parameters, and tissue-specific responses (Fig. 3).
In this section, we will elaborate on these parameters for an
advanced retina-on-chip.

3.2.1 Scaffolding membranes. Over the last two decades,
researchers have enabled (bio)engineering strategies to model
Bruch's membrane. Although we are aware that Bruch's
membrane explants could potentially be used for retina-on-
chip models, its availability is a major issue and will
therefore not be included in this section.'’” Focusing on
engineered membranes, certain natural and synthetic
strategies were recently reviewed by Molins et al''® In
essence, one should be able to fabricate a membrane that
has the same physical properties as Bruch's membrane. In
ideal case, the fabricated membrane should have the same
thickness (few ums), porosity, and mechanical properties.’'®
Membranes that, for example, are thicker than those of the
Bruch's membrane could lack the close interactions between
the choroid and the RPE found in vivo. Furthermore, one
should conserve the molecular composition of the Bruch's
membrane as this is imperative to recapitulate sufficient RPE
behaviour."'® For that, the appropriate microenvironment
provides the cues to steer and maintain cellular behavior as
discussed before.''® In addition to the above, the fabricated
membrane should allow for long-term cultivation of RPE
since it was found that this is vitally important for high
expression of maturation markers and recovery time after
passaging.'*® Synthetic membranes are reproducible, can be
fully characterized, and allow for long-term culture. The
membranes can be coated with biological molecules such as
basement membrane proteins to allow cells to attach."*®"*!

Current retina-on-chip models have used either polyester
or PET that could be functionalized to facilitate RPE
attachment.***° Yet, most commercially available membranes
have a thickness between 10 and 20 micron which is much
greater than Bruch's membrane. Although many thinner
synthetic alternatives for Bruch's membrane based on, for
instance, film casting and electrospinning exists,"*%*?
incorporating such membranes in microfluidic chips could
be challenging as one should be able to include the
membrane without any leaking. To overcome these issues, a
solution for PDMS-based chips was recently published by

continuous
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Zakharova et al'>® Here, PDMS-based membranes of two
micron-thickness and defined pore sizes were fabricated on
silicon wafers with a sacrificial layer that could be dissolved
with acetone. More recently, Song et al. integrated a two to
ten micron-thick poly-(lactic-co-glycolic  acid) (PLGA)
electrospun porous scaffold in their 3D-bioprinted model of
the oBRB.> PLGA is a biodegradable material and after six
weeks, the scaffold was replaced by RPE- and EC-secreted
ECM, consisting of proteins found in the native Bruch's
membrane, as discussed in section 1.1.

Natural membranes are those that consist of materials
found in nature. Many have fabricated or derived natural
membranes to mimic the Bruch's membrane from various
sources, such as (spider) silk fibroin, soy, cellulose, alginate,
hagfish slime intermediate filament proteins and the
amniotic sac."’® Those derived from spider silk fibroin and
hagfish slime seem most promising as they showed similar
thickness, mechanical properties, and barrier functions as
compared to the native Bruch's membrane. Besides, in both
materials, no additional coating of ECM proteins was
required to let the RPE grow on the membrane. However,
these membranes were secured to transwell inserts using
silicone rings which makes it difficult to implement them in
microfluidic systems.'**"**

3.2.2 Controlled transport and flow. Metabolites and
oxygen diffuse from the choroidal layer, driven by passive
diffusion in a steep gradient from the choroid (100 mmHg)
towards the photoreceptors (20 mmHg). This gradient is
believed to be crucial for retinal health, and any disruption is
associated with retinal diseases and should be taken into
account when setting up novel retina-on-chip models. The
oxygen levels in current retina-on-chip models are only
controlled through environmental oxygen (incubator
settings), and oxygen level control on-chip is not
implemented. Normoxia in vitro, in standard cell culture at
around 140 mmHg, is far above physiological levels, and the
implications of a non-physiological oxygen environment are
widely unaddressed for in vitro cell culture models."*® For
RPE cells, it was shown in vitro that unsuitable oxygen levels
impact RPE physiology."”” In vivo, hyperoxia increases
oxidative stress in the human retina, and in premature
infants exposed to supplemental oxygen, hyperoxia-induced
retinopathy can develop."*®'*? In addition, retinogenesis in
ROs can be improved by cultivation under changing oxygen
levels, as early stages of differentiation require low oxygen
levels, and improved oxygen supply is needed in later stages
of differentiation to improve ganglion cell survival and match
the increased oxygen demand as cell proliferation is
enhanced."*”

Establishing near-native oxygen and metabolite gradients
could therefore be an important next step to improve retina-
on-chip models. Using PDMS as the main chip material
hinders the control of oxygen levels and the establishment of
oxygen gradients, as the material is highly permeable to
oxygen. By using low oxygen-permeable chip materials, e.g.,
glass, PMMA and polystyrene, the oxygen intake in the chip
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can be limited exclusively by the oxygenated medium,
enabling simple control of the oxygen intake in the system.
By enabling continuous oxygenated medium perfusion
exclusively through a vascular layer, as seen in the work by
Paek et al.*® or Cipriano et al,” but in a gas-impermeable
chip, intravascular supply of oxygen and metabolites can be
established. Restricting the intake of oxygen and metabolites
in the system makes continuous perfusion with fresh
medium and the monitoring of the cultivation conditions on-
chip essential to avoid unfavorable culture conditions. The
oxygen level in the medium could be conditioned beforehand
to physiological levels before pumping it through the vascular
layer. Continuous medium perfusion stimulates ECs and the
maturation of the vascular layer,"*' which may have a
favorable impact on retina-on-chip functionality.

To control and monitor oxygen levels, as well as other
cultivation parameters such as pH and temperature, and to
assess metabolites like glucose or lactate, the integration of
suitable sensors within the retina-on-chip models will be the
next fundamental step. Different sensor principles and
sensor integration in microphysiological systems are
extensively reviewed elsewhere."*>"** Optical sensors, based
on dynamic quenching of a luminescent dye in the presence
of an analyte that influences lifetime, are promising in terms
of cost, robustness, ease of integration, ease of use, and high
sensitivity, and allow for high-throughput and parallel
readout of several cultivation parameters.™**"%*

3.2.3 Stimulation with light. The principal function of the
retina is the conversion of light into an electrical signal. It is
therefore crucial that in vitro models can recapitulate these
features. In the mammalian retina, the conversion of light
occurs in the photoreceptor OS where photons convert 11-cis-
retinol to all-trans-retinol.'*® This conversion leads to the
activation of photopigments in the photoreceptor OS and the
recruitment of transducin and a phosphodiesterase (PDE). PDE
activation results in reduced cyclic guanosinemonophosphate
(cGMP), and therefore the closure of cyclic nucleotide gated
channels (CNGCs), stopping the influx of sodium ions leading
to hyperpolarization of the cell.*”**3

It is believed that the phototransduction pathway is
conserved in  ROs. research  revealed that
photoreceptors in ROs are able to respond to light similarly to
the non-human primate eye.*'** Using patch-clamp recording,
researchers were able to detect distinct electrophysiological
properties during RO development. Cone photoreceptor cells in
ROs were able to respond to different intensities and between
different wavelengths of light. In ROs, this light responsiveness
is then transferred to retinal ganglion cells. Activity of retinal
ganglion cells can be measured by plating ROs on
microelectrode arrays (MEA). Here, responses to light being
switched on and off can be detected from RGCs by cutting the
RO and plating the RGC side on electrodes of the MEA,™ %'
Stimulating ROs with white light pulses revealed distinct
responses that could be modulated by the addition of 8-br-
¢GMP or Gamma-aminobutyric acid (GABA).'*® Current MEA
experiments only investigate the short-term activity of RGCs,

Previous
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while the effect of long-term follow-up of RO light responses
has not been reported.

In an open top retina-on-chip design, which allows
stacking of cellular and ECM components as exemplified in
Fig. 2A and C,**° combined with a plated cut RO, light
would travel through the same retinal cell layers as in the
human eye, first passing through RGCs and cells of the INL
and ONL, before reaching the photoreceptor OS that are in
contact with RPE cells (Fig. 3). The connection between the
RPE and the photoreceptors could possibly further enhance
RO light responsiveness, as the combination of cell types
restores the complete visual cycle thanks the RPEs conversion
of all-trans-retinol to 11-cis-retinol which could then be taken
up by the photoreceptors again. Therefore, light responses of
photoreceptors in a retina-on-chip could resemble more
closely the light responses in the human retina. These light
responses could then be passed on to the different cell layers
back to the RGCs, where activity could be measured by
integrated electrodes.

3.3 Implementation and impact

The future impact of retina-on-chip models will be strongly
dependent on their successful implementation in relevant
settings, particularly in studying disease mechanisms and
developing safe and efficacious treatment strategies.

3.3.1 Qualification of retina-on-chip models. To facilitate
qualification of a retina-on-chip model as a relevant model
for human disease, two key aspects need to be addressed.
Firstly, the (patho)physiological relevance of the models must
be demonstrated. This could be achieved by analyzing the
models in ways that enable direct comparison with clinical
specimens or patient data.'**> For example, models could be
analyzed with clinical imaging techniques like fluorescence
angiography or OCT, or with histological sectioning and
immunostaining.*® Additionally, the physiological relevance
of the models could be demonstrated by leveraging-omics
techniques that enable side-by-side comparison with human
data, such as single cell gene expression patterns and
comparison with the human retina cell atlas."** A significant
challenge in the current drug development pipeline is the
lack of translatability between preclinical in vitro and in vivo
studies, and clinical testing. One of the major issues
proposed is the lack of cell diversity in the current in vitro
gold standard (immortalized cell lines) and genetic diversity
in both in vitro and in vivo gold standard (immortalized cell
lines and inbred animal models)."** Inbred strains display
over 98% of shared genetics between animals, making these
closer to technical replicates rather than biological
replicates.”® To tackle these issues, the FDA launched the
FDA Modernization Act 2.0, which allows for the use of
alternatives to animal testing, including organoids, advanced
artificial intelligence, but also iPSC-based organ-on-chip
models such a retina-on-chip.'** The ability to mimic the
complexity of the human retina through the co-culture of
ECs, RPE, and ROs, and the use of iPSC-derived cells tackles
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both of the issues mentioned above. For uptake in preclinical
drug development and regulatory science, it will be crucial to
clearly define the ‘context of use’ (COU) of retina-on-chip
models as they are being developed. The COU describes the
specific role and scope of the model in addressing a well-
defined question of interest. This strong need for defining a
COU is also highlighted more broadly in the field of organ-
on-chip by industry and regulatory scientists."****’ To
demonstrate that a retina-on-chip model is qualified for a
particular COU, it will be important to define read-outs that
are relevant for specific (patho)physiological mechanisms, to
analyze variability from technical, biological, and inter-lab
sources, and to test predictive value (sensitivity, specificity)
with appropriate positive and negative controls and, where
possible, relevant reference compounds. Identifying these
measurable readouts will not only help to advance the
diseases modeling but will also provide valuable biomarkers
to test efficacy and safety for therapeutic interventions. These
aspects of model characterization and qualification will rely
on multi-stakeholder efforts, not only from future users from
industry and regulatory bodies, but also from the early
developers of retina-on-chip models, including engineers and
biologists from academia.

3.3.2 Throughput and usability. Live monitoring of culture
parameters inside the retina-on-chip models not only enables
feedback loops for parameter control but also adds a non-
destructive readout for tissue integrity and -specific responses,
offering a valuable tool alongside endpoint analysis techniques
like immunofluorescence microscopy or qPCR.'*® It has been
shown that metabolic activity and drug-induced metabolic shifts
can be directly measured by assessing the oxygen and pH
changes with integrated optical sensors.**’ In combination with
optical sensors, the integration of electrodes in a retina-on-chip
model would further provide non-invasive readouts. Continuous
assessment of the barrier integrity of the RPE and vascular layer
using TEER measurements provides valuable information about
the maturation of the retina-on-chip model and is a well-
established readout that can also be used to monitor electrical
activity. Methods to integrate electrodes on chips are reviewed
elsewhere." Live monitoring of various parameters allows for
the continuous generation of datasets throughout the entire
cultivation period of a single sample, including real-time
imaging data. Combined with endpoint analysis, this approach
provides a more detailed and accurate interpretation of results,
offering a deeper understanding of the experimental outcomes.

To enable the use of retina-on-chip models for drug
development or drug screening, efforts should focus on
developing platforms with increased throughput that combine
all the points discussed above within each individual chip unit,
allowing for higher sample numbers and increasing the
significance of the experiments conducted.’® Ideally, the
retina-on-chip platforms should be designed in accordance with
ISO standards to facilitate integration into highly parallelized
and fully automated platforms, to further enhance robustness,
reproducibility, and throughput.”®>'*> At the same time, the
focus should not only be on increasing throughput, but also on
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generating high-content models that generate a diverse dataset
for each sample, encompassing live monitoring of various
cultivation parameters, impedance measurements,
electrophysiology, high-throughput imaging, and additional
transcriptomics and genomics data. The vast amount of high-
content data produced will make the use of machine learning
(ML) for effective analysis and interpretation crucial. ML
algorithms can identify patterns, predict outcomes, and
optimize experimental conditions, thereby making the research
process faster, more efficient, and more precise.*****

4 Conclusion

Current retina-on-chip technology mimics aspects of human
retinal structure and function, aiding in the study of retinal
diseases like macular degeneration and diabetic retinopathy.
Current work focuses on replicating complex cellular
interactions, providing insights into disease mechanisms.
Next-generation retina-on-chip models could focus on
capturing patient-specific aspects of disease, thereby
enhancing personalized disease modeling and therapeutic
strategies. Additionally, the next generation of retina-on-chip
technology should facilitate medium-throughput or even
high-throughput = drug  screening, accelerating the
development of new treatments and reducing reliance on
animal models. Overall, this evolution promises significant
advancements in ophthalmology, offering more personalized
and effective treatments for eye disease.
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