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Simple Summary: Animal models are routinely used in pre-clinical studies to evaluate the safety
and efficacy of novel therapies, such as cell transplantation, but have limited predictive value. In
this study, we set up an experimental model using human stem cells grown in 3D, which form
rudimentary brain structures in vitro, called brain organoids. We investigated the possibility of using
these brain organoids to evaluate the safety of a cell therapy product, by comparing the results
obtained in our model with the standard mouse model. Our results suggest that brain organoids can
be informative in the evaluation of cell therapies, helping to reduce the number of animals used in
regulatory studies.

Abstract: Animal models currently used to test the efficacy and safety of cell therapies, mainly murine
models, have limitations as molecular, cellular, and physiological mechanisms are often inherently
different between species, especially in the brain. Therefore, for clinical translation of cell-based
medicinal products, the development of alternative models based on human neural cells may be
crucial. We have developed an in vitro model of transplantation into human brain organoids to
study the potential of neural stem cells as cell therapeutics and compared these data with standard
xenograft studies in the brain of immunodeficient NOD.Cg-Prkdcscid Il2rgtm1Wjl/SzJ (NSG) mice.
Neural stem cells showed similar differentiation and proliferation potentials in both human brain
organoids and mouse brains. Our results suggest that brain organoids can be informative in the
evaluation of cell therapies, helping to reduce the number of animals used for regulatory studies.

Keywords: brain organoids; cell therapy; neural stem cells; neural progenitors; translation; 3 Rs; reduction

1. Introduction

Cell therapies are perceived as medicines of the future and many pharmaceutical
companies are now investing in the development of advanced therapies to treat different
pathologies that to date have no cure [1]. However, for their translation into clinical practice,
these therapies face numerous challenges such as their high cost, regulatory requirements
for authorization and lack of predictive in vivo models to achieve effective translation [2,3].

For the development of cell therapeutics, a regulatory requirement is to perform
efficacy and safety studies. These experiments are usually performed in animal models,
most often in murine models, and may include homologous and heterologous models.
Homologous studies in which mouse cells are transplanted in mouse models of the disease
generally use mice with a C57BL/6J genetic background [4,5]. Heterologous models are
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required to test the proliferation and differentiation potential of the cell therapeutic that will
be used in humans and are commonly evaluated in nude and NSG immunodeficient mice
to avoid rejection of human cells [6–8]. These animal models have many limitations and
it has been shown that results from mice experiments are rarely predictive of the human
outcome [9]. These problems are even more accentuated in translational neuroscience
research, since the brain structure lacks much complexity in rodents and fails to mimic
many key features of the human brain [10,11]. Non-human primates can provide more
relevant information because of their homology to humans. However, high costs and
the need for special animal facilities, among other limitations, hinder generalization of
experiments with these animals. In addition to the lack of predictability, animal experiments
are expensive and laborious, and there is an increasing demand from society and regulatory
bodies to reduce the number of animals used for research [11].

In vitro models based on human cells cultured in 2D have been proposed as alterna-
tive systems to test specific safety and efficacy attributes of new therapeutics. However,
2D cultures also have important limitations. Growing cells as monolayers can lead to
alterations in the cytoskeleton, nucleus and cell shape, resulting in altered gene expres-
sion patterns [12,13]. Furthermore, 2D cultures fail to reproduce the 3D nature of in vivo
environments and lack crucial cell–cell as well cell–matrix interactions, limiting their use-
fulness [14,15]. Therefore, for an effective translation of new cell therapies to the clinic, the
development of more complex and predictive human models is crucial.

In recent years, alternative 3D in vitro models, which could replace the animal model
in certain studies have been developed. Among these, the most promising are organoids,
which are stem cell-derived mini-organs developed in the laboratory [16]. The emergence
of organoids has generated tremendous interest in the field of regenerative medicine [17].
Brain organoids are 3D in vitro aggregates generated from human induced pluripotent stem
cells (hiPSC), or human embryonic stem cells (hESC) that reproduce specific brain structures
simulating different human brain regions in their composition and cytoarchitecture [18].
They produce neural stem cells (NSC) that develop into mature cerebral cell types and
recapitulate both the transcriptome and the epigenome of the fetal brain [19,20]. In this
way, brain organoids allow obtaining in vitro information about the human brain to study
brain development and cellular interconnections, and are emerging as an excellent in vitro
model for the investigation of mechanisms involved in neurological diseases and for drug
testing [21]. For example, cortical organoids have been successfully used as drug screening
tools to test different chemical drugs for Rett Syndrome [22,23]. However, the applicability
of organoids for the evaluation of stem cell-based therapeutics has not been explored
to date.

NSC are multipotent cells that can potentially differentiate into neurons and glial cells
and secrete trophic and immunomodulatory factors. All these properties make NSC attrac-
tive for regenerative therapies and several clinical-grade NSC-based medicinal products
have been tested in clinical trials [24]. Evidence of their safety and efficacy profiles has been
collected in all those studies from experiments performed in immunodeficient animals,
mostly rodents.

Here, we have investigated whether human brain organoids can be used as in vitro
models for the evaluation of human cell-based therapeutics. We successfully transplanted
human NSC into brain organoids and compared these data with standard xenograft stud-
ies in the brain of NOD.Cg-Prkdcscid Il2rgtm1Wjl/SzJ (NSG) mice. Our results show that
brain organoids can be informative when exploring human NSC therapeutic potential,
helping to facilitate preclinical studies and to reduce the number of animals used for
regulatory studies.

2. Materials and Methods
2.1. Organoid Generation

The hiPSC line CBiPSS1sv-4F-5, derived from CD133+ umbilical cord cells (CB-hiPSC),
was used to generate cortical organoids. This cell line is available from the Spanish National
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Repository, and data regarding characterization can be downloaded at https://eng.isciii.es
(accessed on 1 November 2022). The use of CB-hiPSC was approved by the Andalusian
Ethical Committee of Research with Biological Samples of an Embryonic Origin and Similar
Cells (PR-02-2016). CB-hiPSC were maintained on Matrigel-coated plates, cultured in
mTeSRTM Plus medium (Stemcell Technologies, Vancouver, British Columbia, Canada, Cat.
#100-0276). Normal karyotype and pluripotency were verified before organoid generation
(Figure S1A,B).

Brain organoids were generated and cultured following a protocol slightly modified
from that described by Lancaster et al. [19,25] (Figure 1A). Briefly, on day 0, 3000 hiPSC/well
were seeded in mTeSRTM plus medium with 10 µM ROCK inhibitor Y-27632 (Tocris Bio-
science, Minneapolis, MN, USA, Cat. 1254) in agarose microwells to generate uniform
embryoid bodies (EB). Agarose microwells were prepared with a Micro Tissues 3D Petri
Dish spheroids micro-mold (size L, 9 × 9 array; Sigma, St. Louis, MO, USA, Cat. #Z764019-
6EA) with 2% D1 Low EEO agarose (Pronadisa by Conda, Torrejón de Ardoz, Madrid,
Spain, Cat 8010.22) in Dulbecco’s PBS without CaCl2 and MgCl2 (Sigma, St. Louis, MO,
USA, Cat. D8537). The solidified microwells were equilibrated with 2.5 mL mTeSRTM

plus medium for 15 min at 37 ◦C before use. For 6 days, EB were fed every other day
with mTeSRTM plus medium without ROCK inhibitor and then changed to neural induc-
tion media (NIM) containing Dulbecco’s modified Eagle Medium (DMEM):F12 (Gibco by
Thermo Fisher Scientific, Waltham, MA, USA, Cat. 21331020), 1X N2 supplement (Gibco
by Thermo Fisher Scientific, Waltham, MA, USA, Cat. 17502-048), Glutamax (Gibco by
Thermo Fisher Scientific, Waltham, MA, USA, Cat. 35050-061), minimum essential media–
non essential amino acids (MEM-NEAA) (Sigma, St. Louis, MO, USA, Cat. P4999) and
1 µg/mL heparin 1000 UI/mL (Rovi, Madrid, Spain, Cat. 641747). Then, EB were fed
every other day with NIM for 4–5 days. On day 10 of the protocol, organoids were covered
with Matrigel (Corning, New York, NY, USA, Cat. 354277) and grown in differentiation
media containing a 1:1 mixture of DMEM/F12 and Neurobasal (Gibco by Thermo Fisher
Scientific, Waltham, MA, USA, Cat. 21103-049) with 1X N2 supplement, 2X B27 supplement
without vitamin A (Gibco by Thermo Fisher Scientific, Waltham, MA, USA, Cat. 12587-10),
1X Glutamax, 1X MEM-NEAA, 1X P/S (Sigma, St. Louis, MO, USA, Cat. P4333), 0.09%
2-mercaptoethanol (Gibco by Thermo Fisher Scientific, Waltham, Massachusetts, USA, Cat.
21985-023) and 0.025% insulin (Sigma, St. Louis, MO, USA, Cat. I9278). After 4 days of
stationary growth, the organoids were transferred to an orbital shaker (Celltron, Infors HT,
Bottmingen, Switzerland) installed in a 37 ◦C incubator with differentiation media, but
adding B27 supplement with vitamin A (Gibco by Thermo Fisher Scientific, Waltham, MA,
USA, Cat. 17504-044).

Animals 2022, 12, x FOR PEER REVIEW 4 of 15 
 

 
Figure 1. Generation of human brain organoids. (A) Protocol used for the generation of brain or-
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acidic protein (GFAP), SOX2, Vimentin (VIM), OLIG2, Beta-III-tubulin (TUJ1), MAP2, SATB2, 
CTIP2, Tubulin-beta-IV (TUBβIV) and transthyretin (TTR). Scale bar: 100 µm. 
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Figure 1. Generation of human brain organoids. (A) Protocol used for the generation of brain
organoids. EB: embryoid body; hiPSC: human induced pluripotent stem cells. (B) Formation of brain
structures was assessed by detection of different markers by immunofluorescence: Glial fibrillary
acidic protein (GFAP), SOX2, Vimentin (VIM), OLIG2, Beta-III-tubulin (TUJ1), MAP2, SATB2, CTIP2,
Tubulin-beta-IV (TUBβIV) and transthyretin (TTR). Scale bar: 100 µm.

2.2. Transplantation into Brain Organoids

For transplantation experiments, we used human NSC isolated from the germinal
zone of the ventral forebrain (Gz-NSC) and purified for the expression of the stem cell
marker CD133+ [26]. For transplantation, two different NSC lines were first expanded
and transduced with a lentiviral vector with the green fluorescent protein containing a
nuclear localization sequence (EGFP-NLS) under the constitutive promoter of spleen focus-
forming virus (SFFV). NLS allows EGFP to enter in the nucleus of NSC facilitating the
quantification of transplanted cells. Lentiviral particles were pseudotyped with the VSVG
protein (vesicular stomatitis virus G protein). Viral particles were added to the culture
medium at a concentration of 25,000 TU/mL (transduction units/mL) for 6 h. Subsequently,
the medium was removed and EGFP expression was confirmed under a fluorescence
microscope at 24–48 h.

For cell transplantation, brain organoids were selected and individually transferred
to a low-adhesion 24-well plate without culture medium. Brain organoids were injected
under a stereomicroscope (SMZ1500, Nikon, Tokyo, Japan) located inside a laminar flow
cabinet using a Hamilton syringe with a 30GA small Hub RN sterile needle. Then, 1 µL of
cell suspension (1 × 105 NSC-EGFP in hypothermosol (HTS, Biolife Solutions, Bothell, WA,
USA Cat. 101102) was slowly injected (0.25 µL/30 seg). At least 3 brain organoids were
transplanted with each of the NSC-EGFP lines and with HTS alone (1 µL) to control for
background fluorescence. After transplantation, medium was slowly added to the wells
and organoids were maintained 24 h without agitation. Then, they were cultured again
under agitation until the end of the experiment. The presence of fluorescent transplanted
cells (NSC-EGFP+) inside the brain organoids was evaluated using a Nikon Eclipse Ti-S
inverted fluorescence microscope at different time points after transplantation.

Three weeks after the transplant, brain organoids were fixed with 4% paraformalde-
hyde (PFA, Santa Cruz Biotechnology, Dallas, TX, USA, Cat. sc-281692) for 20 min at room
temperature (RT), equilibrated in 30% sucrose (VWR, Radnor, PL, USA, Cat. M117-1KG) in
phosphate buffer saline (PBS, Gibco by Thermo Fisher Scientific, Waltham, MA, USA, Cat.
14190-144), embedded in optimal cutting temperature compound (OCT, Sakura Finetek Inc.,
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Torrance, CA, USA, Cat. 4583) and kept at −80 ◦C. Once frozen, serial sections of 20 µm
thickness were cut in the cryostat (CM 3050 S, Leica, Wetzlar, Germany) and processed
for immunofluorescence analysis. At least 2 organoids transplanted with each NSC line
were analyzed.

2.3. Transplantation into the Brain of Immunodeficient Animals

Animals were anesthetized by inhalation with sevoflurane (5% sevoflurane, 2% oxy-
gen) in an anesthesia induction chamber and were later transferred to a stereotaxic frame
where 3 µL of cell suspension (3 × 105 NSC in HTS) were injected into the caudate-putamen
(anteroposterior: 0 mm; dorsolateral: −2.5 mm from bregma; dorso-ventral −3 mm from
dura matter) [27] close to the lateral ventricle. In total, 8 animals were transplanted with
each of the NSC lines. Three weeks after transplantation, animals were anesthetized by
injection of a sublethal dose of 30–40 mg/kg of thiobarbital intraperitoneally and transcar-
dially perfused with a saline solution followed by 4% PFA diluted in cold PBS. The brains
were removed and post-fixed in 4% PFA overnight, cryoprotected in 30% sucrose in PBS
and then, embedded in OCT and kept at −80 ◦C. Once frozen, 20 µm-thick serial sections
were cut in the cryostat and immunofluorescence studies were carried out. Expression of
the different markers was investigated in at least 2 animals transplanted with each NSC
line. Animal care and experimental procedures were conducted according to the current
National and International Animal Ethics Guidelines and approved by the Research Ethics
Committee of University Hospital Virgen Macarena and Virgen del Rocío (0287-N-20).

2.4. Immunofluorescence

Immunofluorescence experiments were performed on mouse brains and human brain
organoids serial sections, which were permeabilized and blocked in PBS with 10% Donkey
Serum (DKS, Sigma, St. Louis, MO, USA, Cat. D9663) and 0.1% Triton X-100 (Sigma, St.
Louis, MO, USA, Cat. T8787) for 90 min. An antigen retrieval step with 10mM citrate
buffer (Thermo Fisher Scientific, Waltham, Massachusetts, USA, Cat. J63950) was per-
formed previously to overnight incubation with the primary antibodies at 4◦C. Samples
were subsequently incubated with secondary antibodies and Hoechst for 1 h at RT and
mounted with ProLong™ Gold Antifade Mountant (Thermo Fisher Scientific, Waltham,
MA, USA, Cat. P36930). Primary and secondary antibodies are listed in Table S1. Acqui-
sition of fluorescence images was performed in a Nikon Eclipse Ti-S or a Leica TCS-SP5
confocal microscope. Images were processed using Image J 1.53t software developed at
the National Institutes of Health and the Laboratory for Optical and Computational Instru-
mentation (LOCI, University of Wisconsin, Madison, WI, USA) [28]. For cell counting, at
least 100 transplanted cells were counted for each condition.

2.5. Statistics

Data are represented as mean ± standard deviation (SD). Significance was determined
using two-tailed Student’s t test for comparisons between two groups. A two-way analysis
of variance (ANOVA) was used to compare cell proliferation of each line in the two model
systems (mouse brain versus human brain organoids). p < 0.05 was considered significant.
All statistical analyses were performed using the GraphPad Prism 8.01 software (San Diego,
CA, USA).

3. Results
3.1. Transplantation into Human Brain Organoids

We generated brain organoids from hiPSC following the original protocol designed by
Lancaster and colleagues [19,25] with few modifications, the most important of them being
the use of agarose wells to favor uniform EB formation (Figure 1A).

We maintained organoids for 1–2 months in culture. The presence of several human
brain tissues and cell types was characterized by immunofluorescence analysis. We identi-
fied structures resembling the ventricular zone (VZ) with many NSC positive for the stem
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cell transcription factor SOX2 and relatively more mature cell types located in the outer
part of the VZ, such as neuroblasts positive for doublecortin (DCX) or neuron specific beta
III tubulin (TUJ1), precursors of oligodencrocytes positive for OLIG2 and more mature
neurons positive for the neuronal marker, microtubule-associated protein 2 (MAP2). We
also detected more mature structures such as cerebral cortex, with early-born and late-born
cortical neurons identified by the transcriptional regulators SATB2 and CTIP2 forming
rudimentary layers, ependyma (positive for TUBβIV and FOXJ1) and non-neuronal cuboid
epithelia characteristic of the choroid plexus, marked by the expression of transthyretin
(TTR) (Figure 1B). We next analyzed several markers expressed during human brain de-
velopment at two time points. We found that the expression of the early forebrain marker
FOXG1 and the NSC marker SOX2 decreased with time, while the expression of the neu-
roblast markers DCX and GAD increased with time, indicating progressive maturation of
cells in the brain organoids (Figure S1C).

For transplantation experiments, we used human NSC derived from the germinal
zones (Gz-NSC) of the developing human brain. These cells have been purified for the
expression of the stem cell marker CD133+ and have been extensively characterized by
us [26]. Gz-NSC lines isolated from different donors showed different levels of expression
of the ventral marker NKX2.1, depending on the gestational age of the donor. For this study,
we selected a line with high expression of NKX2.1 and another line with low expression
of NKX2.1 to investigate whether results were independent of the line differentiation bias.
Before transplantation, we transduced the two lines of Gz-NSC with a lentiviral vector
containing EGFP with an NLS in order to detect the grafted cells in the organoid. Gz-NSC
were effectively transduced, and we verified that after transduction, they did not lose the
expression of the NSC markers Nestin and SOX2 and maintained their inherent regional
identity determined by the expression of NKX2.1 (Figure 2A).

For cell transplantation into brain organoids, we evaluated two technical options:
(1) organoid–cell coculture, where the Gz-NSC forms a neurosphere that fuses with the
surface and cells slowly penetrate the organoid (Figure 2B); (2) injection into the organoid
parenchyma (Figure 2C).

For this study we decided to perform the injection into the organoid parenchyma
because it can help cell integration and it is more similar to the procedure in the animal
model. We injected the two Gz-NSC lines transduced with EGFP in 3-month-old organoids.
The brain organoids generated with our protocol were around 5 mm in size and injection
was easily performed with a Hamilton microsyringe under a stereomicroscope (Figure 2C).
The organoids were individually located in wells of a 24-well low binding plate without
medium and injections were performed by gently immobilizing the organoid against the
wall of the well (Figure 2C). Some organoids were mock transplanted with vehicle to control
for background fluorescence. After injection, medium was slowly added, and organoids
were maintained for 24 h without agitation to favor recovery after the puncture. In pre-
liminary studies, we slowly injected 3 µL per organoid, but the organoids collapsed and
most of the fluid came out. In this study, we injected 1 µL and there was no evident reflux,
and the organoid structure was maintained with no visible signs of damage. However,
24 h after injection, we could identify some neurospheres floating around the organoid,
indicating that some cells were ejected out of the organoid. Using live cell imaging, we
confirmed that NSC-EGFP+ injected into brain organoids survived, and were integrated
within the human tissue (Figure 2D). We detected cells in all transplanted organoids 24 h
after cell injection, but 3 weeks later, NSC-EGFP+ cells were visible in only 61% (19/31) of
all transplanted organoids.

Analysis by immunofluorescence 3 weeks after transplantation confirmed that cells
from both donor cell lines survived and integrated into the organoids (Figure 3A). Injected
cells mostly differentiated into DCX+ neuroblasts with some OLIG2+ oligodendrocyte
precursor cells and few GFAP+ astrocytes, while other cells maintained an immature,
Nestin+ NSC phenotype (Figure 3B).
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ral vector containing EGFP with a NLS to allow the detection of transplanted cells in the human tissue.
Upper panels show phase contrast images and fluorescent images of EGFP-NLS. Lower panels show
expression of the NSC markers Nestin and SOX2 and the ventral regional transcription factor NKX2.1
which is expressed at the level of the medial ganglionic eminence. The two Gz-NSC lines used for
transplantation experiments expressed different levels of NKX2.1. Scale bar: 100 µm. (B) Coculture of
Gz-NSC-EGFP and brain organoids. Gz-NSC EGFP form a neurosphere that fuses with the organoid.
Scale bar: 100 µm. (C) Cell injection under a stereomicroscope inside a laminar flow cabinet. Scale
bar: 100 µm and 1 mm in the inset (D) Detection of injected EGFP+ cells at different time points under
an inverted fluorescence microscope. Scale bar: 100 µm and 50 µm in the insets.
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ization of two different lines of human Gz-NSC (EGFP+) transplanted into brain organoids. (B) Some
transplanted cells maintain the stem cell phenotype as shown by the expression of Nestin while other
cells differentiate into doublecortin (DCX)+ neuroblasts, OLIG2+ oligodendrocyte precursors and
glial fibrillary acid (GFAP)+ astrocytes. Insets show colocalization of EGFP in green and the different
markers in red. Scale bar: 50 µm and 20 µm in the insets.

3.2. Transplantation into Immunodeficient Mouse Brains

We compared the data from transplantation experiments into brain organoids with
data obtained from standard transplantation studies of the same two Gz-NSC lines into the
brains of adult NSG mice.
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In mice brains, Gz-NSC mostly remained at the transplantation site, which was sur-
rounded by reactive astrocytes positive for GFAP and activated microglia positive for IBA1
(Figure 4A). Three weeks after transplantation, Gz-NSC transplanted into the mouse brain,
mostly differentiated into DCX+ neuroblasts with some OLIG2+ oligodendrocyte progenitor
cells and few GFAP+ astrocytes, with some cells still maintaining a more immature Nestin+

phenotype (Figure 4B).
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Figure 4. Gz-NSC survive and differentiate in the brain of immunodeficient mice. (A) Transplan-
tation site of two different lines of human Gz-NSC identified by the expression of human nuclear
antigen (HNA in green), surrounded by mouse reactive GFAP+ astrocytes and IBA1+ microglia (in
red). (B) Some transplanted cells maintain a stem cell phenotype as shown by the expression of
Nestin while other cells differentiate to DCX+ neuroblasts, OLIG2+ oligodendrocyte precursors and
human specific (h)GFAP+ astrocytes. Insets show colocalization of nuclear human markers, HNA or
KU80 respectively, in green, with the differentiation markers in red. Scale bar: 100 µm and 20 µm in
the insets.
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Since proliferation capability is an important safety issue for the development of cell
therapeutics, we studied the proliferation rate of the Gz-NSC lines when transplanted in the
human and mice models. In organoids, quantification of Ki67+ transplanted cells showed a
remarkably similar proliferation activity for both lines (6.54% of 2179 NSC-EGFP+ cells and
6.54% of 1493 NSC-EGFP+ cells, respectively) (Figure 5A). Quantification of Ki67 expression
in cells transplanted in mice revealed a variable proliferation rate (12.6% and 7.4%), with a
similar inter-line (between groups) and inter-subject (within groups) variability (Figure 5B).
The proliferation rate of transplanted cells was slightly higher in mice than in organoids for
both Gz-NSC lines, although the differences were not statistically significant (Figure 5C).
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4. Discussion

In this work, we have explored whether human brain organoids can be used as
in vitro models for cell transplantation. We have successfully transplanted NSC lines into
brain organoids by injection and compared these data with standard xenograft studies
in the brain of NSG mice. NSC proliferation and differentiation potential were similar
in both models, suggesting that brain organoids can be informative when studying the
proliferative and differentiation potential of cell products, which are important safety and
efficacy indicators. Our results suggest that brain organoids can help reduce the number of
animals used for regulatory efficacy and safety studies in cell therapy and, importantly, to
facilitate preclinical studies.

The proliferation activity of transplanted cells was more uniform in brain organoids
than in mouse brains, probably reflecting the higher complexity of the animal as a model
system, with many factors affecting the reproducibility of the outcome. In this regard, brain
organoids may be advantageous for addressing some specific aspects of NSC biology.

Our brain organoid model for cell transplantation would facilitate regulatory studies,
since it is a relatively simple method that can be carried out in a cell culture cabinet without
the need for highly regulated and specialized animal facilities. Other in vitro models
for cell transplantation, such as brain slices, have been proposed, but that 3D model is
usually generated from mice brains. Brain organoids have the advantage of being a human
model, and provide more accurate information of human-specific cell–cell and cell–matrix
interactions. Furthermore, unlike brain slices, organoids can be kept in culture for a longer
time [25].

A limitation of our system is that, in the brain organoids, we cannot assess the host
immune reaction to the cell graft, as the organoids lack a vascular and hematopoietic
system, although with this protocol we can occasionally observe the presence of microglial
cells in some organoids [29]. In animals, we can better evaluate the immunogenicity of our
product, but we do not know if it will predict the reaction in immunocompetent hosts, as
we usually employ immunodeficient or immunosuppressed animals. In this regard, the
use of human brain organoids that consistently include microglial cells generated more
recently [30] could be informative in evaluating the immune reaction to cell transplantation,
and the interaction of the transplanted cells with the immune cells in the organoid.

Another limitation of our study is that our experiments have been performed with
brain organoids generated by a default protocol; therefore, different brain structures and
non-neural structures are formed. Furthermore, the generation of brain organoids is a
variable process, with significant batch-to-batch and organoid-to-organoid differences [31].
Attempts are being made in the scientific community to decrease this variability and to
automate the process. The use of small molecules to generate organoids of a specific
brain structure (e.g., cerebral cortex) with no contamination with non-neural tissues can
normalize identity and decrease variability [32], probably being a more robust tool to sys-
tematically evaluate differentiation and maturation of the NSC progeny. Finally, a technical
consideration is that, for the transplantation into organoids, we used EGFP-transduced
cells, and it is known that viral transduction can affect cell proliferation [33]. This can
lead to an underestimation of the proliferative state of transplanted cells. Nevertheless,
our preliminary findings might help guide future studies on the evaluation of safety and
efficacy of cell therapeutics using human in vitro models.

Overall, our results suggest that the use of brain organoids as in vitro human models
for study the safety and efficacy profile of new cell therapeutics is feasible and may help
reduce animal experimentation. This provides unprecedented opportunities for elucidating
mechanisms and studying cell integration in neural circuits. However, future studies
should determine key factors for performing an effective transplantation, such as the age of
the organoid in which the transplant is most effective and the optimal volume and number
of transplanted cells. Furthermore, larger experiments will be required to validate the
system and discern whether brain organoids increase predictability for future treatments.
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5. Conclusions

NSC differentiate into neuroblasts and oligodendrocyte precursors and generate few
astrocytes in both human brain organoids and mouse brains. Similar proliferation potential
was detected in both models, although it was more variable in animals. Overall, our results
suggest that brain organoids can be useful in the evaluation of cell therapy approaches,
facilitating preclinical studies and helping to reduce the number of animals used for testing,
being aligned with the philosophy of the 3Rs.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/ani12223150/s1, Figure S1: iPSC and organoid quality controls;
Table S1: List of antibodies used.

Author Contributions: B.F.-M., J.M.-R. and R.S.-P. designed the study. A.B.G.-D. and B.F.-M. per-
formed the experiments in Figures 1 and S1. A.B.G.-D., C.C. and B.F.-M. performed the experiments
in Figure 2. A.B.G.-D., C.C., R.C.-C. and B.F.-M. performed the experiments in Figure 3. A.B.G.-D.,
C.C., R.C.-C., C.R.-V., M.M.-L., D.F., R.S.-P. and B.F.-M. performed the experiments in Figures 4 and 5.
A.B.G.-D., B.F.-M. and R.S.-P. wrote the manuscript. B.F.-M. assembled the figures of the article. All
authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by research funds from the Fundación Alicia Koplowitz and
the Instituto de Salud Carlos III- FEDER funds “Una manera de hacer Europa” through the projects
“DTS20/00108” and “PT20/00065” (Plataforma de Biobancos y Biomodelos, Plataformas ISCIII de
apoyo a la I+D+I en Biomedicina y Ciencias de la Salud, Biobanco del Sistema Sanitario Público
de Andalucía).

Institutional Review Board Statement: Animal care and experimental procedures were conducted
according to the current National and International Animal Ethics Guidelines and approved by the
Research Ethics Committee of University Hospital Virgen Macarena and Virgen del Rocío (0287-N-20).

Informed Consent Statement: Not applicable.

Data Availability Statement: The data that support the findings of this study are available upon
reasonable request to the corresponding author.

Acknowledgments: The authors are grateful to Daniel Rodríguez and Paloma Domínguez for techni-
cal assistance with the experiments performed in the Histology and Microscopy Core Facilities of the
Andalusian Center of Molecular Biology and Regenerative Medicine (CABIMER), to Francisco García
Cozar and Lucía Olvera from Cádiz University/INIBICA for the production of lentiviral particles
containing EGFP-NLS and to all the members of the Unidad de Producción y Reprogramación Celular
(UPRC) for technical help and support. Drawings in Figure 2 were created through BioRender.com,
accessed on 26 May 2022.

Conflicts of Interest: J.M.-R., R.S.-P. and B.F.-M are authors of a patent application for the use of
Gz-NSC (nº application European Patent Office: 200930943). The other authors indicate no potential
conflict of interest.

References
1. Bashor, C.J.; Hilton, I.B.; Bundukwala, H.; Smith, D.M.; Veiseh, O. Engineering the next generation of cell-based therapeutics. Nat.

Rev. Drug Discov. 2022, 21, 655–675. [CrossRef]
2. Mak, I.W.Y.; Evaniew, N.; Ghert, M. Lost in translation: Animal models and clinical trials in cancer treatment. Am. J. Transl. Res.

2014, 6, 114.
3. Ransohoff, R.M. All (animal) models (of neurodegeneration) are wrong. Are they also useful? J. Exp. Med. 2018, 215, 2955–2958.

[CrossRef]
4. Donega, V.; Nijboer, C.H.; Van Velthoven, C.T.J.; Youssef, S.A.; De Bruin, A.; Van Bel, F.; Kavelaars, A.; Heijnen, C.J. Assessment of

long-term safety and efficacy of intranasal mesenchymal stem cell treatment for neonatal brain injury in the mouse. Pediatr. Res.
2015, 78, 520–526. [CrossRef]

5. Nabar, N.R.; Yuan, F.; Lin, X.; Wang, L.; Bai, G.; Mayl, J.; Li, Y.; Zhou, S.F.; Wang, J.; Cai, J.; et al. Cell Therapy: A Safe and
Efficacious Therapeutic Treatment for Alzheimer’s Disease in APP+PS1 Mice. PLoS ONE 2012, 15, e0243343. [CrossRef]

6. Rosati, J.; Ferrari, D.; Altieri, F.; Tardivo, S.; Ricciolini, C.; Fusilli, C.; Zalfa, C.; Profico, D.C.; Pinos, F.; Bernardini, L.; et al.
Establishment of stable iPS-derived human neural stem cell lines suitable for cell therapies. Cell Death Dis. 2018, 9, 937. [CrossRef]

https://www.mdpi.com/article/10.3390/ani12223150/s1
https://www.mdpi.com/article/10.3390/ani12223150/s1
BioRender.com
http://doi.org/10.1038/s41573-022-00476-6
http://doi.org/10.1084/jem.20182042
http://doi.org/10.1038/pr.2015.145
http://doi.org/10.1371/journal.pone.0049468
http://doi.org/10.1038/s41419-018-0990-2


Animals 2022, 12, 3150 13 of 13

7. Aguilera, Y.; Mellado-Damas, N.; Olmedo-Moreno, L.; López, V.; Panadero-Morón, C.; Benito, M.; Guerrero-Cázares, H.; Márquez-
Vega, C.; Martín-Montalvo, A.; Capilla-González, V. Preclinical safety evaluation of intranasally delivered human mesenchymal
stem cells in juvenile mice. Cancers 2021, 13, 1169. [CrossRef]

8. Barrett, D.M.; Zhao, Y.; Liu, X.; Jiang, S.; Carpenito, C.; Kalos, M.; Carroll, R.G.; June, C.H.; Grupp, S.A. Treatment of advanced
leukemia in mice with mRNA engineered T cells. Hum. Gene Ther. 2011, 22, 157–1586. [CrossRef]

9. Van Norman, G.A. Limitations of Animal Studies for Predicting Toxicity in Clinical Trials: Is it Time to Rethink Our Current
Approach? JACC Basic to Transl. Sci. 2019, 4, 845–854. [CrossRef]

10. Dawson, T.M.; Golde, T.E.; Tourenne, C.L.; Programs, S.C.; Sciences, M.; Snyder, S.H.; Malvin, H.; Orleans, N.; Hospital, M.G.
Animal Models of Neurodegenerative Diseases. Nat. Neurosci. 2018, 21, 1370–1379. [CrossRef] [PubMed]

11. Azkona, G.; Sanchez-Pernaute, R. Mice in translational neuroscience: What R we doing? Prog. Neurobiol. 2022, 217, 102330.
[CrossRef]

12. Knight, E.; Przyborski, S. Advances in 3D cell culture technologies enabling tissue-like structures to be created in vitro. J. Anat.
2015, 14, 384–395. [CrossRef]

13. Vergani, L.; Grattarola, M.; Nicolini, C. Modifications of chromatin structure and gene expression following induced alterations of
cellular shape. Int. J. Biochem. Cell Biol. 2004, 36, 1447–1461. [CrossRef]

14. Doss, M.; Sachinidis, A. Current Challenges of iPSC-Based Disease Modeling and Therapeutic Implications. Cells 2019, 8, 403.
[CrossRef]

15. de Leeuw, S.M.; Davaz, S.; Wanner, D.; Milleret, V.; Ehrbar, M.; Gietl, A.; Tackenberg, C. Increased maturation of iPSC-derived
neurons in a hydrogel-based 3D culture. J. Neurosci. Methods 2021, 360, 109254. [CrossRef]

16. Morata Tarifa, C.; López Navas, L.; Azkona, G.; Sánchez Pernaute, R. Chimeras for the twenty-first century. Crit. Rev. Biotechnol.
2020, 40, 283–291. [CrossRef]

17. Bai, J.; Wang, C. Organoids and Microphysiological Systems: New Tools for Ophthalmic Drug Discovery. Front. Pharmacol. 2020,
11, 407. [CrossRef]

18. Rabeling, A.; Goolam, M. Cerebral organoids as an in vitro model to study autism spectrum disorders. Gene Ther. 2022, 2022,
1–11. [CrossRef]

19. Lancaster, M.A.; Renner, M.; Martin, C.A.; Wenzel, D.; Bicknell, L.S.; Hurles, M.E.; Homfray, T.; Penninger, J.M.; Jackson, A.P.;
Knoblich, J.A. Cerebral organoids model human brain development and microcephaly. Nature 2013, 493, 385–388. [CrossRef]

20. Luo, C.; Lancaster, M.A.; Castanon, R.; Nery, J.R.; Knoblich, J.A.; Ecker, J.R. Cerebral Organoids Recapitulate Epigenomic
Signatures of the Human Fetal Brain. Cell Rep. 2016, 17, 3369–3384. [CrossRef]

21. Shou, Y.; Liang, F.; Xu, S.; Li, X. The Application of Brain Organoids: From Neuronal Development to Neurological Diseases.
Front. Cell Dev. Biol. 2020, 8, 579659. [CrossRef]

22. Trujillo, C.A.; Adams, J.W.; Negraes, P.D.; Carromeu, C.; Tejwani, L.; Acab, A.; Tsuda, B.; Thomas, C.A.; Sodhi, N.; Fichter, K.M.;
et al. Pharmacological reversal of synaptic and network pathology in human MECP2-KO neurons and cortical organoids. EMBO
Mol. Med. 2021, 13, e12523. [CrossRef]

23. Samarasinghe, R.A.; Miranda, O.A.; Buth, J.E.; Mitchell, S.; Ferando, I.; Watanabe, M.; Allison, T.F.; Kurdian, A.; Fotion, N.N.;
Gandal, M.J.; et al. Identification of neural oscillations and epileptiform changes in human brain organoids. Nat. Neurosci. 2021,
24, 1488–1500. [CrossRef]

24. Fernandez-Muñoz, B.; Garcia-Delgado, A.B.; Arribas-Arribas, B.; Sanchez-Pernaute, R. Human neural stem cells for cell-based
medicinal products. Cells 2021, 10, 2377. [CrossRef]

25. Lancaster, M.A.; Knoblich, J.A. Generation of cerebral organoids from human pluripotent stem cells. Nat. Protoc. 2014, 9,
2329–2340. [CrossRef]

26. Fernández-Muñoz, B.; Rosell-Valle, C.; Ferrari, D.; Alba-Amador, J.; Montiel, M.Á.; Campos-Cuerva, R.; Lopez-Navas, L.;
Muñoz-Escalona, M.; Martín-López, M.; Profico, D.C.; et al. Retrieval of germinal zone neural stem cells from the cerebrospinal
fluid of premature infants with intraventricular hemorrhage. Stem Cells Transl. Med. 2020, 9, 1085–1101. [CrossRef]

27. Paxinos, G.F.K. The Mouse Brain in Stereotaxic Coordinates: Compact Second Edition; Acadademic Press: San Diego, CA, USA, 2004.
28. Schneider, C.A.; Rasband, W.S.; Eliceiri, K.W. NIH Image to ImageJ: 25 years of image analysis. Nat. Methods 2012, 9, 671–675.

[CrossRef]
29. Ormel, P.R.; Vieira de Sá, R.; van Bodegraven, E.J.; Karst, H.; Harschnitz, O.; Sneeboer, M.A.M.; Johansen, L.E.; van Dijk, R.E.;

Scheefhals, N.; Berdenis van Berlekom, A.; et al. Microglia innately develop within cerebral organoids. Nat. Commun. 2018,
9, 4167. [CrossRef]

30. Cakir, B.; Tanaka, Y.; Kiral, F.R.; Xiang, Y.; Dagliyan, O.; Wang, J.; Lee, M.; Greaney, A.M.; Yang, W.S.; duBoulay, C.; et al.
Expression of the transcription factor PU.1 induces the generation of microglia-like cells in human cortical organoids. Nat.
Commun. 2022, 13, 430. [CrossRef]

31. Lancaster, M.A.; Corsini, N.S.; Wolfinger, S.; Gustafson, E.H.; Phillips, A.W.; Burkard, T.R.; Otani, T.; Livesey, F.J.; Knoblich, J.A.
Guided self-organization and cortical plate formation in human brain organoids. Nat. Biotechnol. 2017, 35, 659–666. [CrossRef]

32. Kim, J.; Sullivan, G.J.; Park, I.H. How well do brain organoids capture your brain? iScience 2021, 24, 102063. [CrossRef] [PubMed]
33. Emmett, S.R.; Dove, B.; Mahoney, L.; Wurm, T.; Hiscox, J.A. The cell cycle and virus infection. Methods Mol. Biol. 2005, 296,

197–218. [CrossRef]

http://doi.org/10.3390/cancers13051169
http://doi.org/10.1089/hum.2011.070
http://doi.org/10.1016/j.jacbts.2019.10.008
http://doi.org/10.1038/s41593-018-0236-8
http://www.ncbi.nlm.nih.gov/pubmed/30250265
http://doi.org/10.1016/j.pneurobio.2022.102330
http://doi.org/10.1111/joa.12257
http://doi.org/10.1016/j.biocel.2003.11.015
http://doi.org/10.3390/cells8050403
http://doi.org/10.1016/j.jneumeth.2021.109254
http://doi.org/10.1080/07388551.2019.1679084
http://doi.org/10.3389/fphar.2020.00407
http://doi.org/10.1038/s41434-022-00356-z
http://doi.org/10.1038/nature12517
http://doi.org/10.1016/j.celrep.2016.12.001
http://doi.org/10.3389/fcell.2020.579659
http://doi.org/10.15252/emmm.202012523
http://doi.org/10.1038/s41593-021-00906-5
http://doi.org/10.3390/cells10092377
http://doi.org/10.1038/nprot.2014.158
http://doi.org/10.1002/sctm.19-0323
http://doi.org/10.1038/nmeth.2089
http://doi.org/10.1038/s41467-018-06684-2
http://doi.org/10.1038/s41467-022-28043-y
http://doi.org/10.1038/nbt.3906
http://doi.org/10.1016/j.isci.2021.102063
http://www.ncbi.nlm.nih.gov/pubmed/33554067
http://doi.org/10.1385/1-59259-857-9:197

	Introduction 
	Materials and Methods 
	Organoid Generation 
	Transplantation into Brain Organoids 
	Transplantation into the Brain of Immunodeficient Animals 
	Immunofluorescence 
	Statistics 

	Results 
	Transplantation into Human Brain Organoids 
	Transplantation into Immunodeficient Mouse Brains 

	Discussion 
	Conclusions 
	References

