
where it is degraded by mechanical and physical processes giving
rise to micro (< 5mm) and nanoplastics (< 1000 nm; NP) and can
reach humans through ingestion, inhalation and the dermal route.
There is growing concern about the effects that NPs may cause on
human health, in particular there are few studies that assess the
effect of NPs on the developing brain, although they have been
shown to be able to cross the blood-brain barrier and the placenta. In
this study, we evaluate the effects of 30 nm polysteren NPs (PSNPs)
on human neural stem cells (hNSCs) and human cerebral organoids
(hCOs). In these models we perform studies on cell death, cell
proliferation and phenotypic differentiation. As initial results, it can
be said that the NPs penetrate cells and organoids, observing an
increase of apoptotic markers at higher concentrations, indicative of
cell death and alterations in cell proliferation and phenotypic
differentiation. Overall, our study suggests the vulnerability of
human stem cells to PSNPs exposure, resulting in functional dis-
turbance that might lead to neurodevelopmental disorders.
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Human cerebral organoid culture is a technology with immense
potential in the areas of developmental neurobiology and neurode-
generation for example to study cell types, mechanisms involved, to
discover of new biomarkers, to propose specific therapeutic strate-
gies or to study the effects of compound-induced toxicity. Single-cell
RNA sequencing (scRNA-seq) is a promising technology that will
help to define the identity of the cerebral organoids and to under-
stand cellular composition and cell type specific expression profiles.
Standardization of workflows to do the scRNA-seq analysis is an
important means to improve the use of this technology. We present
the workflow and results of the scRNA-seq performed for cerebral
organoids generated from the AND-2 cell line of human embryonic
stem cells (hESCs). Dissociated cerebral organoid samples were
loaded on the 10X Chromium and single cell libraries were prepared
according to 10X Genomics standard procedures and sequenced on
the Novaseq sequencer (Illumina).The data were checked and
aligned to the GRCh38 human reference genome with CellRanger
v6.0.2 and analyzed with Seurat v4.0. After quality filtering and data
normalization with the SCTransform function, we performed Princi-
pal component analysis (PCA) using the highly variable genes, built
a Shared Nearest Neighbor (SNN) graph using the Louvain method.
To visualize data, Uniform Manifold Approximation and Projection

(UMAP) dimensional reduction was performed. The identities of the
cell clusters were assigned using the expression of genes specific of
each cell type. We annotate in the AND2 cerebral organoids clusters
for intermediate progenitor cells, astrocytes, oligodendrocyte pre-
cursor cells, excitatory neurons, inhibitory neurons, and mesodermal
cells. We find also some cells in these organoids with expression of
endothelial and microglial gene markers. Enrichment analysis of the
highly variable differentially expressed genes (DEGs) was utilized to
characterize the assigned cell types with Gene Ontology (GO),
PanglaoDB and Cellmarker databases.
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Posthemorrhagic hydrocephalus (PHH) is a significant cause for
premature children’s morbidity, mortality, and peri/postnatal neu-
rodevelopmental impairment. PHH is mainly triggered by germinal
matrix hemorrhages (GMH) and causes germinal matrix and epen-
dyma disfunction. Ependyma constitutes a relevant tissue barrier
with roles in cerebrospinal fluid homeostasis, circulation, and
neurogenesis, hence situating ependyma as a main target when
treating PHH. Clinical treatments are directed to eliminate immedi-
ate inflammatory condition triggered by the bleeding, to drain excess
of CSF if needed, but not to treat or recover ependyma structure.
Ependymal progenitors were obtained from P0 mice. Cells were
cultured under specific conditions to enhance either ependymal
proliferation or differentiation status. Different GMH/IVH neuroin-
flammatory conditions were mimed in the ependyma cultures,
different stem cell therapies tested and effect on the ependymal
differentiation measured. Additionally, ventricular wall explants
from mice with induced PHH were obtained and cultured as ex-vivo
system of PHH. A combination of stem cells was applied on the tissue
to probe its regenerative capabilities on the multiciliated ependyma.
All samples were analyzed through immunofluorescence and laser
confocal microscopy and quantified. Results show that (i) ependymal
progenitors’ maturation is hindered under neuroinflammatory con-
ditions, showing no multiciliated ependyma and (ii) the tested stem
cell combination promotes ependymal progenitors’ survival albeit
does not alter the differentiation of the selfsame. In summary, it can
be stated that the final differentiation of the ependyma is disrupted
by the molecular conditions triggered by GMH/IVH, which our
proposed cell therapy is able to counteract through increased
survival and differentiation in a murine model of experimental
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