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Human brain organoid model of maternal immune activation
identifies radial glia cells as selectively vulnerable
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Maternal immune activation (MIA) during critical windows of gestation is correlated with long-term neurodevelopmental deficits in
the offspring, including increased risk for autism spectrum disorder (ASD) in humans. Interleukin 6 (IL-6) derived from the
gestational parent is one of the major molecular mediators by which MIA alters the developing brain. In this study, we establish a
human three-dimensional (3D) in vitro model of MIA by treating induced pluripotent stem cell-derived dorsal forebrain organoids
with a constitutively active form of IL-6, Hyper-IL-6. We validate our model by showing that dorsal forebrain organoids express the
molecular machinery necessary for responding to Hyper-IL-6 and activate STAT signaling upon Hyper-IL-6 treatment. RNA
sequencing analysis reveals the upregulation of major histocompatibility complex class I (MHCI) genes in response to Hyper-IL-6
exposure, which have been implicated with ASD. We find a small increase in the proportion of radial glia cells after Hyper-IL-6
treatment through immunohistochemistry and single-cell RNA-sequencing. We further show that radial glia cells are the cell type
with the highest number of differentially expressed genes, and Hyper-IL-6 treatment leads to the downregulation of genes related
to protein translation in line with a mouse model of MIA. Additionally, we identify differentially expressed genes not found in
mouse models of MIA, which might drive species-specific responses to MIA. Finally, we show abnormal cortical layering as a long-
term consequence of Hyper-IL-6 treatment. In summary, we establish a human 3D model of MIA, which can be used to study the
cellular and molecular mechanisms underlying the increased risk for developing disorders such as ASD.
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INTRODUCTION
The role of environmental factors in shaping prenatal brain
development and contributing to neurodevelopmental disorders
is being increasingly appreciated [1]. Epidemiological studies
suggest that the health of the gestational parent (i.e., women in
the experimental setup) correlates with fetal neurodevelopmental
outcomes [2–4]. For example, infections lead to a higher probability
to develop autism spectrum disorder (ASD) [5, 6] with an ASD
hazard ratio of 2.98 (95% CI 1.24–7.15) due to viral infection in the
first trimester and 1.42 (95% CI 1.08–1.87) for bacterial infection in
the second trimester [5]. Considering the large number of COVID-19
cases, it will be important to consider long-term effects following
prenatal exposure in the near future [7]. Common to different types
of infection is the increase in cytokines and chemokines that, either
via placental transfer or induction of placental inflammation and
subsequent cytokine and chemokine release, leads to elevated
concentrations of these immune mediators in the fetal compart-
ment [7]. Elevated concentrations of the pro-inflammatory cytokine
interleukin 6 (IL-6) during pregnancy have been correlated with
changes in newborn brain anatomy, structural and functional
connectivity, and altered cognitive function in infancy [8–10]. Taken
together, there is mounting evidence for maternal immune
activation (MIA) to affect neurodevelopmental trajectories and
psychiatric disease risk in humans.

Diverse animal models have shown that MIA contributes to
the behavioral deficits that recapitulate ASD symptoms in
humans [11–15]. In mouse models, MIA is generally modeled
by mimicking viral infection through a single injection of
synthetic double-stranded RNA (dsRNA), polyinosinic:polycy-
tidylic acid (poly(I:C)) at E12.5-E18 [16, 17]. Using gain and
loss-of-function approaches in mouse models, several cytokines
including IL-17α and IL-6 have been identified to be causal for
behavioral deficits [11, 16, 17]. IL-17α mediates abnormal protein
translation specifically in the neurons of male offspring resulting
in behavioral deficits reminiscent of ASD [16]. IL-6 is necessary
and sufficient to induce behavioral abnormalities in male
offspring [11] and induces changes in the proliferation of radial
glia cells (RGs) and differentiation of excitatory neurons in the
neocortex [18]. Thus, mouse models have provided valuable
insights into the molecular mechanisms of MIA implicating ASD-
relevant changes in both neural progenitor cells and neurons
[11, 16–19]. However, mouse models suffer from limitations
including within-litter variability in behavioral responses [20]
and a lack of translational potential to humans due to
interspecies differences [21].
In vitro models now allow investigating MIA in a human

cellular context. A recent study used human induced pluripotent
stem cells (iPSCs)-derived neural precursor cells (NPCs) to show
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how interferon-γ (IFN-γ) activates the anti-viral response result-
ing in up-regulation of MHCI genes, targeting of MHCI proteins
to the neuronal growth cone and, consequently, abnormal
neurite outgrowth [22]. This effect is accompanied by ASD-
relevant transcriptional abnormalities [22].
Recent advances in PSC-derived 3D brain organoid cultures

provide new avenues to investigate the effects of environmental
adversities on early brain development in a tissue context [21].
Organoids model key aspects of the cellular complexity of the
developing human brain enabling direct observation of pro-
cesses inaccessible in utero [23]. We propose that brain
organoids are a powerful tool for studying human cell type-
specific effects of molecular mediators of MIA.
IL-6 acts on its target cells by binding to its specific receptor,

interleukin 6 receptor (IL6R), which forms a complex with
interleukin 6 cytokine family signal transducer (IL6ST), also known
as gp130 (Fig. 1a) [24]. In classic signaling, IL6R and IL6ST are
expressed by the same cell in cis [24]. However, IL6R can also be
supplied in trans as a soluble form (s-IL6R) originating either from
the alternative splicing of IL6R transcripts or from shedding from
plasma membrane by metalloproteinases [24, 25]. Interestingly,
the authors of a recent paper found that human iPSC-derived
microglia constitutively release s-IL6R [26]. In the absence of
microglia, trans signaling can be modelled by exposing target cells
to the chimeric protein Hyper-IL-6 in which s-IL6R is covalently
bound to IL-6 through a flexible peptide link (Fig. 1b) [27]. Upon
binding of Hyper-IL-6 to IL6ST, intracellularly, IL6ST is autopho-
sphorylated leading to the activation of the Janus kinase/signal
transducer and activator of transcription (JAK/STAT) pathway [24]
(Fig. 1c).
The IL6ST/JAK/STAT signaling pathway plays an important role

in the developing neocortex, a brain region predominantly
affected in many neurodevelopmental disorders including ASD
[28]. IL6ST acts as an accessory receptor to other cytokines of the
IL-6 family, including leukemia inhibitory factor (LIF), which
contributes to maintaining the RG pool [29]. Indeed, the JAK/
STAT pathway is activated in some RGs of the developing human
neocortex at midgestation [30]. However, IL-6 itself is hardly
expressed in the developing human and mouse brain [31, 32], and
a rodent radioisotope tracing study suggests that IL-6 in the
prenatal brain is primarily of maternal origin [33]. Therefore,
maternal IL-6 signaling through JAK/STAT may be an important
mediator of MIA in the developing human brain.
In this study, we developed a human 3D in vitro model of MIA

using dorsal forebrain organoids (DFOs) [34] and activating IL-6
signaling to reveal the cellular and molecular responses to MIA
during neocortical development. We used Hyper-IL-6 exposure for
5 to 10 days in DFOs starting at day 45 of differentiation to model
MIA. This time point corresponds to the human neocortex at early
midgestation. We treated cells for several days to account for the
extended period of elevated cytokine levels upon exposure to
infections. We validated our model by showing activation of JAK/
STAT signaling upon Hyper-IL-6 exposure as well as upregulation
of transcripts encoding proteins involved in the innate immune
response. Immunohistochemical analysis of cell type composition
revealed minor effects of Hyper-IL-6 treatment on the number of
SOX2-positive ventricular RGs (vRGs). The long-term effects of
Hyper-IL-6 treatment included an increased number of SATB2-
positive upper-layer excitatory neurons (uExN) and laminar
mislocalization of both CTIP2-positive deep-layer excitatory
neurons (dExN) and SATB2-positive uExNs indicating a neuronal
migration defect. Using single-cell RNA sequencing (scRNAseq)
trajectory analysis, we found that exposure to Hyper-IL-6 led to a
shift towards earlier progenitor cell types at the expense of
neurons in the excitatory lineage. Hyper-IL-6 induced cell type-
specific transcriptional changes, including upregulation of
immune response-related genes and downregulation of genes
involved in protein translation specifically in vRGs in agreement

with previous animal and in vitro models of MIA. Moreover, our 3D
model of MIA also revealed differentially expressed genes not
reported in any other model, including NR2F1, which could have
species-specific effects and may be especially relevant to link to
human epidemiological findings. Therefore, our model is a needed
extension to previous models of MIA and opens the door for
further investigating causal relations underlying MIA-dependent
neurodevelopmental trajectories in humans.

MATERIALS AND METHODS
See supplementary methods for more details.

iPSC culture and DFO generation
Human iPSC lines BIONi010-C (Source: EBiSC) and HMGU1 (Source: Human
Pluripotent Stem Cell Registry) were cultured in standard conditions. DFOs
were generated as previously described with minor modifications [34].

Human tissue samples
De-identified second-trimester tissue samples were collected with previous
patient consent in strict observance of the legal and institutional ethical
regulations. Protocols were approved by the Human Gamete, Embryo, and
Stem Cell Research Committee (Institutional Review Board) at the
University of California, San Francisco, and the institutional ethics
committee at the University Hospital Tübingen. Tissues were fixed,
cryopreserved, and cryosectioned at 16 µm as described in [35].

Immunohistochemistry
Whole DFOs and primary tissues were processed for immunohistochem-
istry as previously described with minor modifications [36]. A complete list
of antibodies used can be found in the supplement.

Western Blotting
Organoid protein extraction was performed based on a previously
published protocol [37]. Western Blotting detection was performed with
the Li-COR Odyssey system according to the manufacturer’s instructions.

RNA sequencing
mRNA sequencing was performed by Novogene and samples were
prepared according to the provider’s instructions.

Single-cell dissociation and multiplexing for scRNAseq
Individual DFOs were dissociated following a published protocol [38]
with minor modifications. After dead cell removal (Miltenyi, Cat. no. 130-
090-101), cells were subjected to multiplexing using 3′ CellPlex Kit Set A
(10x Genomics, Cat. no. PN-1000261) following the manufacturer’s
instructions. Equal proportions were loaded onto a Chromium Single Cell
3′ Chip (10x Genomics, Cat. no. PN-120236) and processed through the
Chromium controller to generate single-cell gel beads in emulsion.
scRNAseq libraries were prepared with the Chromium Single Cell 3′
Library & Gel Bead Kit v.3 (10x Genomics, Cat. no. PN-1000121). Libraries
from different samples were pooled and sequenced on a NovaSeq6000
instrument (Illumina).

scRNAseq analysis
scRNAseq analysis was performed using a range of publicly available tools
as detailed in the Supplementary Methods.

Statistics
Statistical tests used are indicated in each figure legend. Cell line of origin
and batch of organoid differentiation were included as a covariate in the
models unless stated otherwise.

RESULTS
RG in the human neocortex at midgestation express the
molecular machinery to respond to IL-6
To determine cell types susceptible to IL-6 in the developing
human neocortex at midgestation, a peak period of neurogenesis,
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we first analyzed the expression of the IL-6 receptors, IL6R and
IL6ST, in a scRNAseq dataset [31]. We found that IL6R was
expressed exclusively in microglia (Fig. 1d), whereas IL6ST was
predominantly present in both microglia and RGs (Fig. 1d). We
confirmed IL6ST expression in the ventricular (VZ) and

subventricular (SVZ) zones in situ (Fig. 1e,f) and found association
with the RG marker Nestin (Fig. 1e,f, Supplementary Fig. 2a) and to
a lesser extent with intermediate progenitor cell (IPC) marker
PPP1R17 (Fig. 1h, Supplementary Fig. 1b). As previously reported
[30], we found that p-Y705-STAT3 co-localized with SOX2, a
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marker of RGs, in a subset of cells in both VZ and SVZ
(Supplementary Fig. 1c). We therefore concluded that RGs at
midgestation might be susceptible to IL-6 through trans signaling
(Fig. 1a) with s-IL6R supplied by microglia.
Similarly, human DFOs generated using a published protocol

[34] at day 50 of differentiation express IL6ST in the Nestin-
positive RGs localized to the VZ-like and SVZ-like areas (Fig. 1g)
and, to a lesser extent, in the PPP1R17-positive IPCs (Fig. 1i). At this
stage, organoids consist mainly of SOX2-positive RGs organized
into rosettes, TBR2-positive IPCs, and CTIP2-positive dExNs
(Supplementary Fig. 1d). This cellular arrangement corresponds
to the human neocortex at early midgestation (Supplementary
Fig. 1e) [31], but lacks cells of non-neuroectodermal identity (i.e.,
microglia, blood vessels) and has an under-representation of the
cells of non-dorsal forebrain origin that migrate into the neocortex
such as interneurons [39].

Establishment and characterization of IL-6 treated DFOs as a
model of MIA
To investigate the effect of IL-6 exposure on human neocortical
development, we differentiated human DFOs from two male iPSCs
lines since pronounced effects are expected to be found in males
based on animal studies [16] and ASD prevalence in humans [36].
We exposed DFOs to 8.8 ng/ml (422.6 nM) IL-6 and equimolar
concentration of Hyper-IL-6 (25 ng/ml, 422.6 nM) for 5 to 10 days
starting at day 45 of differentiation to model the period of early
midgestation. This concentration is comparable to the serum
concentration of IL-6 upon septic infection [40]. The prolonged
treatment scheme was chosen because IL-6 serum concentrations
may be elevated beyond acute inflammatory response [41]. 0.1%
BSA diluted in PBS was used as a Vehicle solution for both IL-6 and
Hyper-IL-6 to enhance the stability of recombinant proteins (see
Fig. 2a for experimental design). To assess the activation of the
signaling cascade downstream of IL-6/Hyper-IL-6 treatment, we
analyzed phosphorylation of STAT3 at Y-705 relative to total STAT3
using Western Blot (Fig. 2b). We found that treatment with Hyper-
IL-6, but not IL-6, resulted in an increased p-Y705-STAT3 (Fig. 2c).
We also showed that p-Y705-STAT3 co-localized with SOX2 in the
VZ-like areas after Hyper-IL-6 treatment (Supplementary Fig. 2a).
We, therefore, concluded that, as predicted by gene expression
data (Fig. 1), DFOs were capable of responding to Hyper-IL-6
treatment through trans-signaling. Therefore, we reasoned that
Hyper-IL-6 treatment could be used to model MIA in DFOs.
STAT3 is a transcriptional activator with cell type-specific targets

in human neurodevelopment [30, 42, 43]. Moreover, MIA has been
shown to induce transcriptional changes in rodent models [16, 44].
Therefore, we next investigated the transcriptional changes
associated with the exposure of DFOs to Hyper-IL-6 by performing
RNAseq on days 50 and 55 of differentiation (Supplementary
Fig. 2b,c, Supplementary Table 1). To identify gene expression
changes driven by Hyper-IL-6, we performed differential gene
expression (DGE) analysis. DGE analysis was performed with
relatively permissive significance thresholds (FDR ≤ 0.2, absolute

log2 Fold Change ≥ 0.4) to correct for relatively low number of
samples as reported in a similar study [45]. First, we analyzed DGE
separately at two time points. We identified 123 and 3104 DEGs on
day 50 and day 55, respectively (Supplementary Fig. 3d, Supple-
mentary Table 2,3; FDR ≤ 0.2, absolute log2 Fold Change ≥ 0.4; three
DFOs from two iPSC lines per time point) which belonged to
different functional groups as shown by gene set overrepresenta-
tion (ORA) and enrichment analyses (GSEA) (Supplementary Fig. 3e,
Supplementary Table 4,5). Second, we performed DGE analysis
without considering dosing length as a covariate. We identified 89
differentially expressed genes (DEGs) (Fig. 2d; FDR ≤ 0.2, absolute
log2 Fold Change ≥0.4; three DFOs from two iPSC lines in two
differentiation experiments) of which only 11 showed a down-
regulation (Supplementary Table 6). The upregulated DEGs were
associated with innate immune response (e.g., MHCI members and
B2M) as well as with response to IL-6 and signaling through the JAK/
STAT pathway based on ORA (Fig. 2e and Supplementary Table 7).
Interestingly, MHCI components and its accessory B2M protein have
been reported to be also deregulated upon IFN-γ treatment in
human iPSC-derived NPCs [22].
Since gene expression has a correlative structure it can be

analyzed as gene co-expression modules [38] to enable functional
interpretation of the DEGs [46]. We, therefore, employed weighted
gene co-expression network analysis (WGCNA) (Fig. 2f). WGCNA
revealed 20 modules of genes with correlated expression. Only the
light-yellow module was associated with Hyper-IL-6 treatment
(Fig. 2g). A network connection representation of the genes
constituting the light-yellow module showed an overlapping
expression of RG-enriched genes [30] with genes involved in
immune response (Fig. 2h, Supplementary Fig. 2f and Supple-
mentary Table 8). Therefore, RGs are likely the most susceptible
cell type to Hyper-IL-6 exposure, in line with the expression
pattern of IL6ST (Fig. 1).

Mild cytoarchitectural changes are observed in Hyper-IL6-
treated DFOs
Our findings suggested that Hyper-IL-6 treatment was mostly
targeting RGs within DFOs. Previous studies have indicated that
MIA in mice alters the proportions of proliferative versus
neurogenic cell divisions at E12.5 culminating in an overproduc-
tion of dExNs later in development [18]. To evaluate potential
disturbances in the cell fate decisions of RGs upon exposure to
Hyper-IL-6, we performed a series of immunohistochemical
analyses to assess organoid morphology and cell type composi-
tion changes (Fig. 3a). First, we followed the growth rate of the
DFOs upon Hyper-IL-6 treatment on days 45–55 and until day 90
of differentiation. We observed no differences either in the
organoid size (Fig. 3b) or area, perimeter, or number of SOX2-
positive VZ-like regions within individual organoids at days 50 and
55 of differentiation (Fig. 3c and Supplementary Fig. 2a, b).
However, the number of SOX2-positive cells within individual VZ-
like regions was higher in Hyper-IL-6-exposed organoids (Fig. 3d).
While the number of TBR2-positive IPCs was constant, the

Fig. 1 Characterization of the IL-6 signaling pathway in human midgestational neocortex and dorsal forebrain organoids. a IL-6 has two
receptors, IL6R and IL6ST. When both of them are expressed in the target cell, the IL-6-dependent signaling cascade is called “classic” whereas
when IL6R is provided extracellularly for example by a different cell in its soluble form, the cascade is called “trans”. b Hyper-IL-6 is a chimeric
protein consisting of soluble IL6R (s-IL6R) and IL-6 connected to each other through a peptide linker. c Upon binding to IL6R and IL-6, IL6ST
induces phosphorylation of JAK1, which in turn phosphorylates STAT3 at Y705. Then, p-Y705-STAT3 enters the nucleus and activates
transcription. d In the developing human neocortex, IL6R is expressed exclusively in microglia whereas IL6STexpression can be detected in
radial glia (RG) and to a lesser extent in intermediate progenitor cells (IPC), as well as in glial cells in a neocortical scRNAseq dataset
(Nowakowski et al., Science, 2017). e, f IL6ST (magenta) immunofluorescence of human PCW13 neocortex, shows protein expression in the
ventricular zone (VZ, e) and subventricular zone (SVZ, f) where it is associated with the marker of RGs Nestin (green). g IL6ST
immunofluorescence is associated with Nestin in the VZ-like area of dorsal forebrain organoids (DFO) at day 50 of differentiation. h IL6ST
(magenta) in human neocortex at PCW12 is weakly associated with PPP1R17 (green) which is used as a marker of IPCs. i, IL6ST
immunofluorescence is weakly associated with PPP1R17 in DFOs at day 55 of differentiation. For e–i, the images represent maximum intensity
projections of z-stacks sampled in 337 nm steps. The lines in the insets represent the positions from which orthogonal sections were sampled.
Orthogonal sections for separate channels are shown underneath the respective inset images.
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module eigengene value by treatment condition based on WGCNA. Comparisons were analyzed using t-test, Bonferroni adjusted p-value.
hWGCNA network for the light-yellow module. Color of the dots represents gene group: nervous system-enriched, green; radial glia-enriched,
yellow; immune-response-related, pink; other genes, orange.
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proportion of IPCs to SOX2-positive RGs was decreased (Fig. 3d).
The proliferation rate of vRGs, measured as the proportion of Ki-
67-positive cells to SOX2-positive cell count, was not altered
(Fig. 3e and Supplementary Fig. 3c). We also observed no
differences in the count of CTIP2-positive dExNs and the total
Tuj1-positive neuron-enriched area upon Hyper-IL-6 exposure at
day 50 of differentiation (Supplementary Fig. 3d). Together, these
data suggest minor changes in the counts of SOX2-positive RGs,
which do not result in an overproduction of IPCs or neurons in a
short time frame. We also investigated the long-term effect of the
Hyper-IL-6 treatment by analyzing the number of CTIP2-positive
dExNs and SATB2-positive uExNs at day 90 of differentiation
(Fig. 3f). We found no significant changes in CTIP2-positive cell
counts whereas the number of SATB2-positive cells was increased
upon Hyper-IL-6 exposure (Fig. 3f). MIA in mouse models leads to

abnormalities not only in the number of neurons but also in the
cortical cytoarchitecture [17, 18]. Therefore, we characterized two
aspects of cortical cytoarchitecture. First, we analyzed the
proportion of double CTIP2-, SATB2-positive cells to the total
number of either CTIP2- or SATB2-positive cells to assess fate
misspecification upon Hyper-IL-6 treatment. We did not find any
difference between the experimental conditions (Supplementary
Fig. 3e). Next, we analyzed the distribution of both CTIP2- and
SATB2-positive cells along the putative cortical plate (CP) to assess
cortical layering (Fig. 3g and Supplementary Fig. 3f). CTIP2-positive
dExNs were overrepresented in the upper bins of putative CP
while SATB2-positive uExNs were overrepresented in the lower
bins of putative CP upon Hyper-IL-6 treatment (Fig. 3g). These
mild laminar positioning abnormalities indicate a neuronal
migration or maturation defect. Coherent with the absence of
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clinical observations of the gross anatomical malformations in
neocortical development upon MIA, we show that Hyper-IL-6
treatment of DFOs leads to mild cytoarchitectural changes after
6-7 weeks in culture.

Lineage trajectory analysis in scRNAseq data shows shift
towards earlier pseudoage
Taken together, our transcriptomic and immunohistochemical
analysis indicated that there might be cell type-specific responses
to Hyper-IL-6 treatment with strongest effects expected in RGs. To
investigate whether Hyper-IL-6 exposure results in cell type-specific
molecular changes, we treated DFOs using our established
paradigm and profiled individual organoids using scRNAseq at
day 53 of differentiation (Fig. 4a). We profiled two organoids per
experimental condition originating from two male iPSCs lines. After
quality and doublet filtering (quality metrics provided in Supple-
mentary Table 9 and Supplementary Fig. 4a), we analyzed the
transcriptomes of 11 162 cells, recovering an average of 3200
unique transcripts per cell. Using Louvain clustering, we identified
16 transcriptionally distinct clusters (Fig. 4b). A combination of DGE
analysis, analysis of expression of common cell type markers and
gene module expression analysis allowed us to characterize all
clusters (Supplementary Table 10,11). Using this approach, we
identified multiple types of progenitor cells and neurons as well as
cell states, including proliferative and metabolic states (Fig. 4c and
Supplementary Fig. 4b). Importantly, cell type classifications were in
broad agreement with previous scRNAseq data from DFOs and
primary neocortex [34, 47, 48] (Supplementary Fig. 4c). Next, we
assessed the neocortical identity of different clusters using VoxHunt
[49]. First, we used the E13 Allen Developing Mouse Brain Atlas
dataset as a reference for the expression of regional identity markers
[50]. These markers were further employed to correlate transcrip-
tomes of our cell clusters with human neocortical transcriptomes
from BrainSpan [51]. This analysis revealed a subset of neuronal
clusters whose regional marker expression did not correlate with
neocortical markers but corresponded to ventral forebrain or more
caudal brain regions (Fig. 4d and Supplementary Fig. 4d). Cells
originating from these non-neocortical neuronal clusters were
enriched in organoids generated from one iPSC line (Supplementary
Fig. 4e) and, therefore, omitted from further analysis resulting in 8
130 cells with dorsal and medial forebrain identity constituting the
final dataset. We reclustered these cells for downstream analysis and
obtained 11 clusters (Fig. 4e and Supplementary Table 12). Analysis
of cell type proportions within individual organoids did not reveal

major shifts in cellular composition upon Hyper-IL-6 treatment
(Fig. 4f and Supplementary Fig. 4f). However, the reconstruction of
the dExN lineage trajectory showed a shift towards earlier
pseudoage in Hyper-IL-6-treated organoids (Fig. 4g–i) in line with
immunohistochemical characterization (Fig. 3).

Differential gene expression analysis suggests disturbed
protein translation in vRGs
We aimed to characterize cell type-specific transcriptional altera-
tions upon Hyper-IL-6 treatment by performing DGE analysis. In
order to focus on cell types rather than cell states, we first unified
clusters of vRGs belonging to different stages of the cell cycle into
a “cycling vRG” metacluster (Fig. 5a). Although all clusters had
DEGs, we identified a higher number of DEGs in the cycling vRGs
compared to all other cell clusters (Fig. 5b,c and Supplementary
Table 13). Among the upregulated DEGs in the cycling vRGs, we
identified transcription factors (TFs) STAT3, NR2F1, and NR2F2,
among others, based on comparison with the human TFs list [52]
(Fig. 5c). Gene set enrichment analysis (GSEA) of DEGs suggested
innate immune response-related genes as well as genes involved
in the regulation of cell proliferation and gliogenesis being
upregulated (Fig. 3d and Supplementary Table 14). This result
agrees with previous reports showing that JAK/STAT pathway
activation is pro-proliferative and -gliogenic in NPCs [42]. Among
the gene ontology (GO) terms enriched in downregulated DEGs of
cycling vRGs, we found translation initiation and protein targeting
to ER (Fig. 3d). We also aimed to link differential gene expression
in the study by Kalish and colleagues to our data. We, therefore,
identified gene lists behind the GO terms that were significant in
GO enrichment analysis in the mouse model of MIA [16] and
performed module expression of these genes in our dataset. We
found significant downregulation of translation initiation and
cytoplasmic translation in cycling vRG while cytoplasmic transla-
tion was upregulated in dExNs (Fig. 5e). Downregulation of protein
translation-related genes in cycling vRG is in agreement with the
widespread disruption of protein translation in mouse embryos
upon MIA (Supplementary Fig. 5a,b) [16, 44]. Downregulation of
protein translation in neurons was suggested to be causal for
mediating behavioral abnormalities [16]. Here, we provide
evidence that abnormal protein translation manifests already on
the level of RGs preceding potential abnormalities in neurons.
To analyze the relevance of the DEGs for ASD, we performed

two types of analysis. First, gene module expression analysis of the
ASD-relevant gene groups reported by Satterstrom and colleagues

Fig. 3 Hyper-IL-6 treatment results in subtle changes in cell type composition in dorsal forebrain organoids. a Experimental timeline and
sample harvesting scheme. b Hyper-IL-6 treatment does not lead to changes in size of the DFOs during the treatment (days 45–55, grey area)
and at least up to day 90 of differentiation. Vehicle (n= 5–32) and Hyper-IL-6 (n= 5–32) DFOs from one batch per iPSC line, two iPSC lines.
c Hyper-IL-6 treatment does not lead to changes in the proportion of the SOX2-positive areas and the number of the VZ-like regions in the
DFOs. Ki-67 (cyan), SOX2 (magenta), nuclei stained by DRAQ5 (blue). Four sections of each DFO were analyzed. Each dot represents the mean
value of four sections in a single organoid. Color represents cell line of origin, HMGU1 (green), BIONi010-C (orange). Vehicle (n= 6) and Hyper-
IL-6 (n= 5) DFOs from one batch per iPSC line. d Hyper-IL-6 treatment leads to an increase in SOX2-positive ventricular RGs (vRG). Hyper-IL-6
treatment does not change the number of TBR2-positive IPCs. Hyper-IL-6 treatment leads to decreased proportion of TBR2-positive IPCs over
SOX2-positive vRGs. Each dot represents individual VZ/SVZ-like region, 2–6 regions imaged per organoid. Color represents cell line of origin,
HMGU1 (green), BIONi010-C (orange). Shape corresponds to individual DFO. Vehicle (n= 8) and Hyper-IL-6 (n= 6) DFOs from one batch per
iPSC line. e Hyper-IL-6 treatment does not lead to changes in proportion of Ki-67-positive proliferative cells over SOX2-positive vRGs. Each dot
represents individual VZ-like region, 2–3 regions imaged. Color represents cell line of origin, HMGU1 (green), BIONi010-C (orange). Shape
corresponds to individual DFO. Vehicle (n= 6) and Hyper-IL-6 (n= 5) DFOs from one batch per iPSC line. f Hyper-IL-6 treatment does not
change the number of CTIP2-positive deep-layer excitatory neurons (dExN) at day 90 of differentiation while increasing the number of SATB2-
positive upper-layer excitatory neurons (uExN). Each dot represents an individual region-of-interest representing a putative cortical plate (CP)-
like region, 2-3 regions per DFO imaged. Color represents cell line of origin, HMGU1 (green), BIONi010-C (orange). Shape corresponds to
individual DFO. Vehicle (n= 12) and Hyper-IL-6 (n= 14) DFOs from three batches. g Hyper-IL-6 treatment leads to incorrect laminar
positioning of both CTIP2-positive dExNs and SATB2-positive uExNs at day 90 of differentiation. The cortical structure from the surface of the
organoid until the end of dense CTIP2-positive area was evenly divided into bins 1–10. Shown are curves representing the normalized
abundance within each bin, calculated as [#CTIP2/SATB2+ cells in a bin/#total CTIP2/SATB2+ cells]. Same samples as in f are shown. In all
panels, bars (for c–f) and points (for b and g) represent mean, error bars represent ± SEM. For panels b–f, comparisons were analyzed using
Aligned Rank Transform (ART) ANOVA: n.s., non-significant p-value >0.05, *p-value < 0.05. For panel g, comparisons were analyzed using t-test:
*p-value < 0.05.
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in our scRNAseq dataset revealed significant deregulation of gene
groups “Cytoskeleton” and “Neuronal communication” specifically
in RGs (Supplementary Fig. 5c) [53]. However, SFARI genes of
categories 1–4 by the old classification and categories 1-2 by the
new classification were not differentially enriched among DEGs in
our single-cell clusters (Supplementary Fig. 5d).

We further performed SCENIC analysis to better characterize
gene networks deregulated by Hyper-IL-6 treatment specifically
in vRG cycling cells [54, 55]. The highest specificity scores were
obtained by STAT3 and NR2F1-driven regulons (Fig. 5f and
Supplementary Table 15). The activity of these regulons was
significantly higher in Hyper-IL-6-treated cells (Fig. 5g). While the
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increased activity of STAT3-mediated gene expression further
validates our model (Supplementary Fig. 5e and Supplementary
Table 16) in line with RNAseq and Western Blot data, NR2F1 has
not been reported as differentially expressed in rodent models
of MIA [16, 44]. ORA of the genes in NR2F1 regulon revealed
genes involved in synapse organization and cell migration
(Supplementary Fig. 5f, g, Supplementary Table 16). We
confirmed the upregulation of NR2F1 on the protein level in
Hyper-IL-6-treated organoids at day 55 of differentiation in
Western Blot (Fig. 5h) and showed that NR2F1 is expressed
across cell types in the DFOs at day 50 of differentiation by
immunohistochemistry (Supplementary Fig. 5h). Additionally,
RNAseq data also showed an upregulation of NR2F1 in Hyper-IL-
6-treated organoids at day 55 of differentiation (log2 Fold
Change= 0.71, adjusted FDR= 0.11).

DISCUSSION
By establishing a human 3D model of the cytokine-mediated
effects of MIA on human neocortical development (Fig. 6), we
close the gap between human epidemiological studies and
mechanistic studies in animal models.

IL-6 as a molecular mediator of MIA
Epidemiological studies, as well as animal and 2D in vitro models
of MIA, have revealed possible molecular mediators of MIA,
including IL-6, IL-17α, TNF-α, and IFN-γ, that drive the adverse
neurodevelopmental outcomes [11, 16, 17, 22, 56] with IL-6
playing a key role [11, 18]. We, therefore, chose to model MIA by
activating IL-6 signaling. To show the validity of this approach,
we confirmed that the molecular machinery required for
responding to IL-6 is expressed in the developing human
neocortex as well as DFOs. Since only microglia express IL6R in
the developing human brain [31], we hypothesized that
neuroectodermal cells can only be activated by IL-6, if IL6R is
provided in trans from microglia. We model trans-signaling in
DFOs devoid of microglia by applying Hyper-IL-6, a chimeric
protein consisting of the soluble IL6R and IL-6 connected by an
oligopeptide linker [57]. We observed that only Hyper-IL-6, not
IL-6 itself, activates JAK/STAT signaling validating our hypothesis
(Fig. 2). Therefore, we chose to model MIA with Hyper-IL-6 in
DFOs devoid of microglia. We suggest that a similar trans-
signaling mechanism may also link MIA-induced IL-17α eleva-
tions to neurodevelopmental outcomes [16, 17], since transcrip-
tomics data suggests that IL17RA is expressed predominantly in
microglia [31, 32]. In the future, our model can be expanded by
incorporating microglia in DFOs [58–60].

Cellular effects of MIA on neocortical development:
modulation of neurogenesis
Infections during the first and early second trimester pose the
highest risk for developing neurodevelopmental deficits [5].
We, therefore, focus on an early time point in organoid

differentiation, that models early midgestation [31]. Infections
usually last several days, prompting us to treat organoids for 5
to 10 days. Immunohistochemical and scRNAseq analysis
showed increased numbers of vRGs, while not significantly
affecting IPCs and neurons within days of treatment (Figs. 3, 4).
Similarly, in a mouse model of MIA, higher numbers and
proliferative capacity of vRGs was observed [18]. In the mouse
MIA also led to an overproduction of dExNs by E18.5 [18].
When we quantified neuronal populations on Day 90, 35 days
after the end of Hyper-IL-6 treatment, we found that while the
number of CTIP2-positive dExNs was unchanged, the number
of SATB2-positive uExNs was significantly higher in Hyper-IL-6-
treated organoids (Fig. 3). Moreover, similar to the mouse
model of MIA [18], the CTIP2-positive dExNs were mislocalized
in the upper layers of putative CP. Additionally, and coherent
with another study [17], the SATB2-positive uExNs were
mislocalized to deeper layers of the putative CP. Together,
these observations indicate a migration or maturation defect
induced by Hyper-IL-6 treatment. The discrepancies between
mouse and organoid models of MIA may be due to species-
specific differences in the cellular responses to MIA, differences
between the in vivo and in vitro setting, or differences in the
extent of MIA induced by poly(I:C) and Hyper-IL-6 treatment.
We model the effect of MIA in the early phase of human
neocortical neurogenesis. We expect that our model will be
used to reveal how MIA affects later neurodevelopmental
processes in a human context, focusing for example on outer
or basal RGs, which are abundant in the human but almost
absent from the mouse neocortex [61–63].

Molecular effects of MIA on neocortical development: changes
in gene expression associated with immune response, protein
translation, and NR2F1 signaling
In order to determine which molecular changes were induced in
our MIA model and how they compared mechanistically to
previous findings in other models, we performed transcriptomic
analysis. In RNAseq data, the top upregulated genes were at the
interface of innate and adaptive immune responses: MHCI genes
and B2M, which encodes the ancillary protein necessary for the
MHCI assembly [64]. Analogously, Warre-Cornish and colleagues
also found expression of MHCI proteins in iPSC-derived neural
precursor cells treated with IFN-γ [22]. This resulted in abnormal
neurite outgrowth, which was rescued by a B2M knockdown in
differentiating neurons [22]. The authors note that similarly,
iPSC-derived neurons from patients with ASD show neurite
outgrowth deficits [65–67]. In our study, WGCNA analysis
showed co-expression of MHCI genes with RG-enriched genes
(Fig. 2) suggesting a similar mechanism of IL-6 action as found
for IFN-γ-treated NPCs. Upregulation of MHCI proteins was also
reported in a mouse model of MIA [68] and HLA-A alleles are
differentially associated with ASD in humans [69]. Therefore, our
data further strengthens the link between the cellular effects of
MIA and neurodevelopmental processes altered in ASD [22, 68].

Fig. 4 Single-cell RNA sequencing of the dorsal forebrain organoids at day 53 of differentiation upon Hyper-IL-6 and Vehicle treatment.
a Schematic overview of the experimental design, including dissociation of DFOs, dead cell removal and sample multiplexing by CellPlex.
b UMAP with 16 clusters with cell types labeled by color. Data from n= 2 organoids per condition. vRG, ventricular radial glia; vRG-div,
dividing ventricular radial glia; IPC, intermediate progenitor cell; dExN, deep-layer excitatory neuron; N, neuron; ChP, choroid plexus.
c Heatmap of gene expression level for selected known markers of neural cell types across clusters. Colors in the upper bar represent cell types
from b. oRG, outer radial glia; IN, inhibitory neuron. d Heatmap of similarity metric of VoxHunt algorithm comparing organoid clusters with
human neocortical RNAseq data from BrainSpan using brain regional markers obtained from Mouse Brain Atlas at E13. Colors in the left bar
represent cell types from b. Data from n= 4 organoids. e UMAP with 11 clusters resulting from subclustering of cells with dorsal and medial
forebrain regional identity. f Bar plots of the proportions of cell types by organoid in two cell lines. g Putative differentiation trajectories
(generated by Slingshot) overlaid over UMAP, dExN differentiation trajectory in red. h, Heatmap of gene expression of genes correlating with
progression through pseudotime over dExN differentiation trajectory as assessed by random forest classifier. Colors in the bar correspond to
cell types from e. Hierarchical clustering of the genes shown on the left. Data from n= 4 organoids. i Density plot of cells over dExN
differentiation trajectory by experimental condition. Kolmogorov-Smirnov test. Data from n= 2 organoids per condition.
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Fig. 5 Single-cell DGE and transcriptional networks change upon Hyper-IL-6 treatment. a vRG, vRG S and vRG G2M clusters unified into
cycling vRG metacluster in the UMAP with clusters with cell types resembling forebrain regional identity from Fig. 4e. b Strip plot displaying
DEGs between Hyper-IL-6 and Vehicle-treated organoids in red (FDR < 0.05). The x axis displays cell clusters from a. L1N is missing because
these cells were not present in all samples. c Volcano plot of Hyper-IL-6-dependent gene expression in cycling vRG metacluster. Red dots
indicate statistical significance (FDR < 0.05). Positive log2 Fold Change indicates higher gene expression in Hyper-IL-6-treated relative to
Vehicle-treated cells. d Gene set enrichment analysis (GSEA) of DEGs (FDR < 0.05) between Hyper-IL-6 and Vehicle-treated cycling vRGs from c.
The x-axis displays normalized enrichment score. Numbers inside the bars represent adjusted p-values for differential enrichment. e, Heatmap
representing mean module expression assessed by UCell by treatment condition across cell clusters from a. Comparisons were analyzed using
t-test, Bonferroni adjusted p-values: ***p-value < 0.001. f Rank for regulons in Hyper-IL-6-treated cycling vRGs based on regulon specificity
score (RSS) found by SCENIC. g, Regulon area under the curve (AUC) for STAT3 and NR2F1-driven regulons in cycling vRGs between
conditions. Comparisons were analyzed using t-test: ***p-value < 0.001. h Representative Western Blot image and quantification measuring
NR2F1 (top) normalized to Total Protein Stain (bottom) in dorsal forebrain organoids at day 55 of differentiation. In the plot, each dot
represents an individual organoid. Color represents cell line of origin, HMGU1 (green), BIONi010-C (orange). Vehicle (n= 7) and Hyper-IL-6
(n= 7) DFOs from one batch per iPSC line. Bars represent mean, error bars represent ± SEM. Comparisons were analyzed using Aligned Rank
Transform (ART) ANOVA: *p-value < 0.05.
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Since our WGCNA analysis indicated that RGs might be
specifically affected by Hyper-IL-6 treatment (Fig. 2), we performed
scRNAseq. Indeed, we found the highest number of differentially
expressed genes in the vRGs (Fig. 5). Among the downregulated
genes were many involved in protein translation, consistent with
the results obtained from diverse cell types including RGs in a
mouse model of MIA [16]. However, we identify deregulation not
only of cytoplasmic translation but also protein targeting to the
endoplasmic reticulum (ER) and plasma membrane. Changes in
protein secretion may be biologically relevant especially in the
human developing neocortex, which has a different extracellular
matrix composition compared to rodents [30]. Notably, it has
previously been reported that ER stress may protract the
developmental shift from direct to indirect neurogenesis [70]
and may thus explain the decreased proportion of TBR2-positive
IPCs to SOX2-positive vRGs (Fig. 3). Finally, downregulation of
translation machinery components may alter the translation
landscape in a cell type-specific manner [71, 72]. We suggest that
we can gain interesting mechanistic insights into cell type-specific
translational changes induced by MIA in the future considering
current developments in single-cell [73] and ultrasensitive [74]
Ribo-seq.
Since gene expression has correlative structure where

expression of groups of genes is driven by binding of TFs to
the respective genomic loci, in so-called regulons, these
regulons can be perceived as functional entities of gene
expression [54]. Analysis of regulon activity in cycling vRGs
revealed two major TFs driving transcriptional changes in Hyper-
IL-6-treated organoids, STAT3 and NR2F1 (Fig. 5). STAT3
validates our model, since STAT3 is the known major transcrip-
tion factor downstream of IL-6/JAK/STAT signaling [42]. In
contrast, NR2F1 has not been reported to be involved in
mediating the effects of MIA but it is an important TF with
multiple cell type- and cortical/brain region-specific functions
[75–77]. In dorsal forebrain RGs, it determines the balance
between proliferation and differentiation by acting as a counter-
balance to PAX6 [77]. Given that in comparison with murine data
we do not observe dExNs overproduction in response to MIA, we
hypothesize that NR2F1 is upregulated in RGs as a protective
factor against the neotenic effect of IL-6 and that this effect may
differentiate mouse and human model systems. However, NR2F1
is also known as prominent modulator of neuronal migration
[76] and, therefore, deregulation of NR2F1 in Hyper-IL-6-treated
organoid may be causal for the observed defects in cortical
lamination 35 days after treatment.
Taken together, our findings corroborate a causal role of

abnormalities in protein translation for the development of ASD-
like phenotypes upon MIA [16]. Additionally, the upregulation of
genes involved in the innate immune response, including those of

MHCI, partially recapitulates the effects of IFN-γ exposure in NPCs
[22]. Therefore, our model demonstrates the utility of DFOs for
investigating the molecular mechanisms underlying the effects of
MIA on human neurodevelopment. While our study focused only on
male DFOs, future studies may determine whether similar effects
are seen in female DFOs or whether female DFOs possess inherent
resilience mechanisms as suggested by mouse models [16].
In conclusion, our study established a model of MIA in brain

region-specific organoids and provides a framework for future
studies of the effects of MIA on multiple organizational levels,
from subcellular to tissue-wide. Our results corroborate previous
results from rodent and 2D in vitro models [16, 18, 22, 44].
However, we also extend our knowledge of cell types primarily
affected by MIA, by showing that vRGs are specifically vulnerable
to IL-6 signaling, shifting them towards a younger pseudoage
along the neural differentiation trajectory. Finally, the DFO
model of MIA may serve as a platform for investigating the
effects of the interaction of genetic and environmental
mediators of complex neurodevelopmental diseases such as
ASD [36, 78, 79].
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