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Retinal organoids are three-dimensional (3D) microscopic tissues that are induced and differentiated
from stem cells or progenitor cells in vitro and have a highly similar structure to the retina. With the
optimization and development of 3D retinal culture system and the improvement of induced differen-
tiation technology, retinal organoids have broad application prospects in retinal development, regen-
erative medicine, biomaterial evaluation, disease mechanism investigation, and drug screening. In this
review we summarize recent development of retinal organoids and their applications in ophthalmic
regenerative medicine. In particular, we highlight the promise and challenges in the use of retinal
organoids in disease modeling and drug discovery.

© 2024 The Author(s). Published by Elsevier BV on behalf of The Japanese Society for Regenerative
Medicine. This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/

licenses/by-nc-nd/4.0/).
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1. Introduction

Due to the non-renewability of ganglion cells and photoreceptor
cells, glaucoma and retinal degenerative diseases are both
se Society for Regenerative

r BV on behalf of The Japanese Soc
d/4.0/).
irreversible blinding eye diseases, seriously affecting the life and
visual health of the patients. Currently, there are no effective cure
and prevention methods for glaucoma and retinal degenerative
diseases. With recent progress on stem cell biology, cell regenera-
tion therapy has provided the possibility for the treatment of
blinding eye diseases [1].

Retinal organoids are a 3D cell complex formed by inducing the
differentiation of stem cells or progenitor cells using 3D culture
technology in vitro, which is structurally and functionally similar to
iety for Regenerative Medicine. This is an open access article under the CC BY-NC-ND
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the retina (Fig. 1) [2]. Retinal organoids mimic the retina and
containmost types of retinal cells, such as posterior retinal pigment
epithelium (RPE). The outer limiting membrane (OLM) is formed by
the Müller cell end-feet and photoreceptors. The photoreceptor
nuclei constitute a layer called the outer nuclear layer (ONL), while
their axons meet with bipolar and horizontal cells in the outer
plexiform layer (OPL). The inner nuclear layer (INL) contains the
nuclei of bipolar and horizontal cells and Müller glia, while the
inner plexiform layer contains the synapse of bipolar cell and
retinal ganglion cell (RGC). Therefore, subcellular structures specific
to the retina can be observed in retinal organoids [2].

Compared with traditional two-dimensional cell culture system,
three-dimensional retinal organoids better simulate the in-
teractions between the microenvironment in each layer in vivo, and
provide a new treatment approach for retinal regeneration diseases
[3,4]. In this review, we summarize recent development of retinal
organoids and discuss their advantages and deficiencies, and
highlight their potential applications in ophthalmic regenerative
medicine.

2. Sources and culture of retinal organoids

At present, the main sources of retinal organoids are embryonic
stem cells (ESCs), adult stem cells (ASCs), and induced pluripotent
stem cells (iPSCs) [5]. Comparedwith ESCs, iPSCs are not affected by
ethical and immune rejection, and have a lower risk of tumor for-
mation, making them widely used [6]. Currently, traditional 2D
monolayer cell culture platforms are used in most studies on iPSC
disease models. Compared with traditional 2D culture, 3D culture
can better simulate complex cell microenvironment, and is
convenient for investigating the retinal circuit and the connections
between neurons.

While 3D culture system has been optimized to mimic retinal
tissue, the maturation of photoreceptor cells in retinal organoids
takes about 6 months, and how to shorten culture cycle and in-
crease production is currently an urgent problem to be solved. It
Fig. 1. Comparison of the origination of retinal organoids and the retina. Retinal
organoids mimic the retina and contain most types of retinal cells, such as posterior
retinal pigment epithelium (RPE). The outer limiting membrane (OLM) is formed by
the Müller cell end-feet and photoreceptors. The photoreceptor nuclei constitute a
layer called the outer nuclear layer (ONL), while their axons meet with bipolar and
horizontal cells in the outer plexiform layer (OPL). The inner nuclear layer (INL) con-
tains the nuclei of bipolar and horizontal cells and Müller glia, while the inner plex-
iform layer contains the synapse of bipolar cell and retinal ganglion cell (RGC).
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was reported that adding retinal pigment epithelium and decellu-
larized extracellular matrix to the culture medium could signifi-
cantly increase the production of rod-shaped photoreceptors, and
promote photoreceptor cell maturation and synapse formation [7].
Moreover, adding retinoic acid at a specific stage of cell differen-
tiation promotes the generation of rod and cone photoreceptors in
the formation of retinal organoids [7].

A commonly used neural induction method involves dual SMAD
inhibition (dSMADi). In this method, both BMP and TGF-b signaling
are inhibited through small molecule inhibitors to achieve the
differentiation of the neuroectodermal organoid lineage. The use of
bioreactors could help increase the production of photoreceptors
compared to traditional suspension culture dishes, which may be
related to the reduction of apoptotic cells and the increase of cell
proliferation in bioreactor culture [8]. By promoting oxidation and
promoting nutrient absorption, culture conditions can be
improved, and these characteristics can in turn regulate cell sur-
vival and proliferation. A rotating wall vessel (RWV) bioreactor has
been developed to culture retinal organoids from mouse pluripo-
tent stem cells [9]. The proliferation of organoids cultured with
RWV was accelerated, and neuronal differentiation was enhanced.
These results indicate that the bioreactor can accelerate and
improve the growth and differentiation of retinal organoids [10].

The scaffolds have been applied in tissue engineering. Scaffolds
include both natural and synthetic scaffolds, and provide physical
support carriers for cell transportation, integration, and delivery of
cell matrix [11]. Natural polymers such as polysaccharides, proteins,
and polyesters maintain various characteristics of natural tissues
andmembranes, such as inherent biological activity, and arewidely
used as cell delivery scaffolds. However, the small variability of
mechanical properties, relatively poor environmental stability,
potential immune reactions, and risk of infection are currently the
main obstacles to the use of natural scaffold materials. Synthetic
polymer scaffolds based on polyesters, polylactic acid (PLA) and
polyglycolic acid (PGA) have a wide range of applications, but the
disadvantage is that they have less cell adhesion. By changing the
physical and chemical surface properties of the top layer of the
scaffold, such as modifying hydrophilic/hydrophobic properties,
surface topology, pH level, and surface adhesion properties, cell
adhesion to the scaffold can be enhanced [11]. Moreover, the
modification of scaffolds with stem cells provide a novel approach
for regenerative medicine [12,13]. Recently, bioprinting technology
is applied to create 3D tissue structures. The retina contains 9 cell
layers, each of which performs specific tasks. Most of the functions
of natural RPE are related to the 3D structure of the retina. Masaeli
et al. successfully designed a portion of the complex 3D structure of
the retina using 3D inkjet bioprinting technology [14]. After
printing, RPE cells were well positioned within the 9-layer struc-
ture without altering their biological function. After four bioprints,
RPE was able to perform specific retinal functions [14].

Many organ-like models lack matrix components, especially the
vascular system. Fortunately, the angiogenic capacity of mesen-
chymal stem cells could be utilized for potential therapeutic
application [15]. Organ chip technology combines microfluidic
technology, biomaterials, and cell culture technology, which can
simulate the microstructure and function of human organs at a
micro scale, and has recently attracted much attention. Achberger
et al. established in vitro 3D model of the human retina by
combining hiPSC-ROs with hiPSC derived RPE on a retinal chip
(RoC). This method can enhance the formation and preservation of
inner and outer segments, enabling direct interaction between
retinal pigment epithelium and photoreceptors, and achieving
precise and controllable vascular perfusion [16]. The same group
further demonstrate the potential of iPSC-based Organ-on-chip
models as the next generation of screening platforms for gene
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therapy [17]. Moreover, an in vitro rabies virus-based mono-
synaptic retrograde tracing assay was recently developed to iden-
tify de novo synaptic connections among early retinal cell types
following RO dissociation [18].

3. Application of retinal organoids in ophthalmic
regenerative medicine

Retinal ganglion cells (RGCs) are central nervous system pro-
jection neurons with complex patterns, and play a crucial role in
visual information transmission between the eyes and the brain. At
present, one of the main technical limitations of simulating glau-
coma with retinal organoids is that RGC needs to establish a long-
distance connection with the visual center of the brain [19]. Fligor
et al. showed that the long-distance growth of RGCs axons was
regulated by external factors, including substrate composition and
signal transduction through growth factors. Among many sub-
strates, laminin andmatrix gel aremost conducive to increasing the
neurite length. In addition, in the presence of Netrin-1 and BDNF
growth factor, RGCs from retinal organoids can extend significantly
more axons [20]. In addition, bioengineering methods may over-
come current limitations. Chen et al. showed that the polybenzyl
glutamate (PBG) biocompatible scaffold could promote the growth
of neural stem cells and RGC progenitor cells [21].

Electrospinning is a technology to manufacture nanofiber scaf-
folds. Kador et al. demonstrated that polylactic acid electrospun
scaffolds can reconstruct the directionality of retinal nerve fibers,
and fixing gradient Netrin-1 protein onto the electrospun scaffold
can increase the RGC of the axon guiding scaffold center from 31%
to 52% [22]. Currently, animal experiments support the trans-
plantation of RGCs. Oswald et al. transplanted RGCs derived from
mouse iPSCs/ESCs into the retinas of healthy and glaucoma mice.
The transplanted RGCs were able to polarize and form axonal
processes within the host retina. The donor cells survived for up to
12 months [23]. Chao et al. injected donor cells into the retina of
squirrel monkeys. Despite immune suppression, the donor cells
survived for three months after transplantation, and many axonal
projections were observed throughout the process. Some donor
cells integrated into the host's inner retina, demonstrating the
feasibility of replacing hESC derived retinal cells in non-human
primate eyes [24]. Before being used in clinical practice, there are
still many key obstacles that need to be overcome, such as the in-
jection of ganglion cells from the vitreous body into the eye, with an
integration efficiency of only 1e7% [25]. How to control the growth
of axons in the correct direction of the optic nerve bundle is also a
problem that needs to be solved.

With the development of 3D retinal culture technology, retinal
organoids can generate photoreceptor cells and tissues required for
transplantation in vitro, providing hope for treating irreversible
ophthalmic diseases such as retinitis pigmentosa (RP). Mandai et al.
transplanted the iPSC retina into the eyes of late-stage RP mice,
producing mature ONL, and nearly half of the transplanted mice
responded to light [26]. Lin et al. transplanted human retinal
organoid cells into rats with RPE dysfunction, and the transplanted
photoreceptors could function [27]. These experiments indicate
that stem cell organoid transplantation may be an effective method
to treat RP diseases, but rodents are nocturnal animals with a
higher proportion of rod photoreceptors and a lack of cone pho-
toreceptors [28]. This is not consistent with the characteristics of
the human retina, but obtaining samples from the human retina is
difficult.

It is proposed to use iPSCs produced by patients' fibroblasts for
transplantation to avoid rejection risks and ethical issues, but
derived iPSCs still carry pathogenic mutations, and new gene
editing techniques may solve this problem. Bassuk et al. applied
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short palindrome repeat sequences (CRISPR) to correct pathogenic
mutations in RP. They generated specific iPSCs from a patient with
X-linked retinitis pigmentosa (XLRP) and corrected pointmutations
in the ORF15 region of the RPGR gene by transfecting CRISPR gRNA/
Cas9 with donor homologous templates. Therefore, CRISPR tech-
nology can accurately edit pathogenic mutations and generate gene
corrected hiPSCs, which can ultimately be applied to autologous
transplantation for the treatment of RP. This is the first successful
gene correction report related to RP, providing ideas for personal-
ized transplantation of various retinal diseases [29].

In addition, photoreceptor replacement therapy provides great
hope for the treatment of age-relatedmacular degeneration (AMD).
Mandai's team successfully transplanted RPE cells derived from
autologous iPSCs into the retina of patients with AMD for the first
time [30]. One year after surgery, the patient's best corrected visual
acuity did not improve or deteriorate, and the graft remained intact.
Ribeiro's team transplanted purified hPSC derived cone cells into
mice with advanced retinal degeneration. The transplanted donor
cells matured in the body and formed synaptic connections with
the recipient cells, producing new photoreceptor cells [31]. These
studies demonstrate the feasibility of transplanting retinal orga-
noids for the treatment of ophthalmic degenerative diseases.

4. Conclusion and prospects

Compared to traditional cell culture and animal models, retinal
organoids have unparalleled advantages [32,33]. In this review we
provide a brief overview of the sources, cultivation methods, and
applications of retinal organoids in treating retinal degenerative
diseases such as glaucoma, AMD, and RP. Retinal organoids have a
wide range of applications (Fig. 2). First, they can be used for dis-
ease modeling. Due to the inability of animal models to accurately
reflect all the characteristics of human diseases, experimental re-
sults may be inaccurate. The application of 3D organoid technology
can model complex ophthalmic diseases [34,35]. Second, potential
pathogenetic mechanisms of ophthalmic diseases can be studied
based on omics analysis including but not limited to genomics,
transcriptomics, proteomics and metabolomics [36]. Third, drug
testing and safety evaluation can be conducted. The effects of drugs
on different patients may vary, and specific effects can be tested on
the patient's retinal organoids to find the best individual treatment
[37]. In addition, retinal organoids can be analyzed and tested for
drug side effects and pharmacodynamics [38].

In recent years, research on retinal organoids has made rapid
progress, bringing newhope for the treatment of blind eye diseases.
However, there are still many issues that need to be addressed in
order to achieve sustainable, repeatable, and safe treatment of
retinal diseases on a large scale. (1) The technical bottleneck of
cultivation. Despite significant progress in the field of retinal
organoids technology in recent years, it is still difficult to produce
retinal organoids in vitro with identical biochemical and physio-
logical characteristics as mature retinas in vivo. Integrating smooth
muscle cells, vascular systems, and immune cells in culture can
help establish a better in vitro model. (2) Ethical issues regarding
stem cell sources; (3) How to avoid rejection reactions although
recent studies have shown promise [39,40]; (4) How to improve the
homogeneity of differentiation between different cell lines and
batches in preparation for mass production; (5) How to reduce
various complications caused by subretinal transplantation; (6) The
maturation of photoreceptor cells in retinal organoids takes about 6
months, with a long time cycle. How to improve the differentiation
ratio of photoreceptor cells in retinal organoids and promote the
maturation of photoreceptor cells, while shortening the cultivation
time. (7) How to integrate other stem cells and stem cell-derived
secretome in the design of retinal organoids [41].



Fig. 2. The application of retinal organoids in ophthalmic medicine. Retinal organoids can be applied in both basic and translational ophthalmic medicine.
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5. Conclusion

In summary, retinal organoids have very broad applications.
However, there is still a long way to go to fully utilize retinal
organoids in the clinical practice, and the universality and effi-
ciency of their induced differentiation, the heterogeneity of orga-
noid induced differentiation, and the differences between them
and embryonic retinal development are urgent issues to be solved
in the field [42,43]. We should further optimize numerous differ-
entiation protocols and co-culture systems of retinal organoids and
promote clinical application of retinal organoids.
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