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SUMMARY

The heterogeneous complexes comprising the family of Polycomb Repressive Complex 1 (PRC1)
are instrumental to establishing facultative heterochromatin that is repressive to transcription.
Yet, two PRC1 species, PRC1.3 and PRC1.5, are known to comprise novel components, AUTS2,
P300, and CK2 that convert this repressive function to that of transcription activation. Here, we
report that patients harboring mutations in the HX repeat domain of AUTS2 exhibit defects in
AUTS2 and P300 interaction as well as a developmental disorder reflective of Rubinstein-Taybi
syndrome, which is mostly associated with a heterozygous pathogenic variant in
CREBBP/EP300. As well, the absence of AUTS2 gives rise to a mis-regulation of a subset of
developmental genes and curtails motor neuron differentiation from embryonic stem cells in
the context of a well-defined system. Moreover, the transcription factor, Nuclear Respiratory
Factor 1 (NRF1) exhibits a novel and integral role in this aspect of the neurodevelopmental
process, being required for PRC1.3 recruitment to chromatin.
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INTRODUCTION

The establishment, maintenance, inheritance and regulated dissolution of facultative
heterochromatin(Trojer and Reinberg, 2007) is paramount to the developmental processes that
give rise to the distinct cellular identities comprising multi-cellular organisms. The Polycomb
group (PcG) of proteins are required for the formation and integrity of facultative
heterochromatin as a function of the presence of intracellular signals that occur during
development, as well as for the maintenance of adult tissue-specific gene expression
profiles(Bonasio et al., 2010; Margueron and Reinberg, 2011; Di Croce and Helin, 2013). Indeed,
our findings demonstrate that in contrast to chromatin domains engaged in active
transcription, it is the repertoire of repressive chromatin domains that are conveyed to
daughter cells upon DNA replication, thereby maintaining cellular identity(Escobar et al., 2019,
2021).

Two multi-subunit complexes, Polycomb Repressive Complex-1 and -2 (PRC1 and PRC2,
respectively) comprise a defined subset of PcG proteins(Schuettengruber et al., 2017), and act
in concert to establish facultative heterochromatin. PRC2 comprises the sole activity that
catalyzes mono-, di, and tri-methylation of histone H3 at lysine 27 (H3K27mel, -me2, -me3,
respectively), with chromatin domains comprising H3K27me2/me3 forming the platform for
chromatin compaction(Lau et al., 2017; Oksuz et al., 2018; Yu et al., 2019; Kim and Kingston,
2020). PRC1 complexes comprise other subsets of the PcG protein family. We and others
previously characterized at least six heterogeneous PRC1 subcomplexes, each of which
comprise one of the six Polycomb Group Ring Finger (PCGF1-6) components and RING1A and/or
RING1B(Gao et al.,, 2012; Tavares et al., 2012; Hauri et al., 2016). This heterogenicity of the
PRC1 complexes resulted in their classification into two major PRC1 subcomplexes. Canonical
PRC1 (cPRC1) comprise one of several CBX components that bind to chromatin containing
nucleosomes decorated with H3K27me3 catalyzed by PRC2, thereby resulting in chromatin
compaction and thus, transcription repression(Min et al., 2003; Francis et al., 2004; Gao et al.,
2012; Lau et al.,, 2017; Kim and Kingston, 2020). The non-canonical set of PRC1 (ncPRC1)
comprise either RYBP or YAF2 that stimulate the catalysis of H2A mono-ubiquitinated lysine 119
(H2AK119ub1) through the common PRC1 subunit, RING1A/B. Of note, incorporation of CBX or
either RYBP or YAF2 into PRC1 is competitive such that cPRC1 is devoid of RYBP and YAF2 and
ncPRC1 is devoid of CBX(Wang et al., 2010; Gao et al., 2012). The joint effect of PRC2/ncPRC1
arises from a PRC2 accessory partner, Jarid2, which stimulates PRC2 activity(Li et al., 2010;
Pasini et al., 2010). Jarid2 reportedly interacts with the ncPRC1-mediated product,
H2AK119ub1(Kasinath et al., 2021). Interestingly, while this joint recruitment of PRC2 with
either cPRC1 or ncPRC1 is distinct, both of these versions of PRC1 are found in proximity at
select genome-wide regions(Gao et al., 2012; Scelfo et al., 2019). Most importantly, this
PRC2/PRC1 network is paramount to fostering the appropriate profiles of facultative
heterochromatin evident during development and in adulthood(Margueron and Reinberg,
2011; Aloia et al., 2013; Schuettengruber et al., 2017).

Our previous characterization of PRC1 complexes also revealed that a subset of ncPRC1 that
comprise either PCGF3 (ncPRC1.3) or PCGF5 (ncPRC1.5) unexpectedly contained three non-PcG
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proteins: AUTS2, CK2 and P300(Gao et al.,, 2012, 2014). Remarkably, we found that these
proteins hijack the normally repressive ncPRC1 complex and convert it into a transcriptional
activator(Gao et al., 2014). Indeed, CK2 mediates the phosphorylation of the RING1A/B subunit
of PRC1, thereby thwarting its catalysis of H2AK119ubl. Moreover, AUTS2 interacts with
PCGF3/-5 and most importantly, recruits P300/CBP, a known transcriptional co-activator
possessing histone acetyltransferase activity(Bannister and Kouzarides, 1996; Ogryzko et al.,
1996). The presence of AUTS2, P300/CBP and CK2 within two ncPRC1 complexes (PRC1.3/1.5)
converts the function of these complexes into that of transcription activation, rather than
repressive activity(Gao et al., 2014). These findings point to AUTS2 having a profound impact on
gene expression in the context of defined aspects of development. Indeed, AUTS2-ncPRC1.3 is
important during development of the central nervous system (CNS) as well as in the post-
developmental stage (see below). In contrast, AUTS2-ncPRC1.5 appears to function in the
establishment and maintenance of other lineages of differentiation (our unpublished results).
Notably, ncPRC1.3/-1.5 comprises another non-PcG protein, FBRSL1, which shares a highly
similar protein sequence with AUTS2(Gao et al., 2012). Interestingly, AUTS2 and FBRSL1 bind
competitively to the PCGF subunit of ncPRC1.3/-1.5(Gao et al., 2014).

The gene encoding AUTS2 was designated as such based on the identification of its
translocation in a pair of monozygotic twins that were diagnosed with autism(Sultana et al.,
2002); yet its role in Autism Spectrum Disorders (ASD) is still putative. Nonetheless, the role of
AUTS2 in neurodevelopment has been more widely established through the identification of
variants in AUTS2 that are associated with variable intellectual disability (ID), outgoing social
behavior, mild microcephaly, and selected co-morbid features of autism that include obsessive-
compulsive behavior(Beunders et al., 2013; Oksenberg and Ahituv, 2013; Hori and Hoshino,
2017). Various reports indicate the association of AUTS2 variants with other pronounced
neurological diseases, including epilepsy, bipolar disorder, attention deficit hyperactive
disorder, and alcohol dependency(Hattori et al., 2009; Mefford et al., 2010; Elia et al., 2010;
Kapoor et al., 2013). Notably, a thorough and informative report analyzed AUTS2 binding to
chromatin genome-wide in mouse E16.5 forebrain, finding that AUTS2 is bound to gene
promoters and enhancers whose function appears to be important during
neurodevelopment(Oksenberg et al., 2014), and pointing to its substantive role in activating
genes required for appropriate CNS development and function.

Given that AUTS2 interacts with P300, converting ncPRC1.3 into a transcriptional activator, it is
notable that human heterozygous pathogenic variants in EP300 or CREBBP (CREB Binding
Protein/CBP) are associated with Rubinstein-Taybi syndrome (RSTS), a neurodevelopmental
disorder characterized by distinctive facial features, broad and angulated thumbs, short stature,
and intellectual disability(Stevens, 1993; Ajmone et al., 2018). Here, we report heterozygous de
novo variants in AUTS2 in patients who exhibit a severe phenotype overlapping that of RSTS.
Notably, these new AUTS2 variants are defective in P300/CBP interaction, underscoring the
biological relevancy of P300/CBP incorporation into AUTS2-ncPRC1.3 with respect to
appropriate neurodevelopment and brain function in human.
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We further extended our studies to understand the means by which AUTS2-ncPRC1.3 accesses
specific chromatin sites in the brain and identified the transcription factor, Nuclear Respiratory
Factor 1 (NRF1), as being instrumental to this process. Previous studies implicated NRF1 in
mitochondrial biogenesis(Scarpulla, 2011) and appropriate development of the retina(Hsiao et
al.,, 2013; Kiyama et al., 2018). Here we demonstrate that NRF1 mediates AUTS2-ncPRC1.3
recruitment to a subset of neurodevelopmental genes during differentiation of mouse
embryonic stem cells to motor neurons, as well as in the mouse brain during early
development. These findings expose a novel and key role for NRF1 in facilitating appropriate
AUTS2-ncPRC1.3-mediated activation of genes involved in neurodevelopment as a consequence
of AUTS2-P300 interaction.
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RESULTS

ncPRC1.3 occupies active genes during early development in the mouse brain

The Auts2 gene encodes 2 major transcript isoforms in the mouse brain(Hori et al., 2014). The
full-length (FL) mouse Auts2 transcript (Auts2-1, Figure 1A) includes 19 exons, and produces the
long isoform of AUTS2 (AUTS2 L, 1-1261 aa, Figure 1B). Another Auts2 transcript (Auts2-2,
Figure 1A) arises from a transcriptional start site near exon 7 and comprises a translational start
site in the middle of exon 8 that gives rise to the short form of AUTS2 protein (AUTS2_S, 458-
1261 aa, Figure 1B)(Hori et al., 2014). Both AUTS2 isoforms contain a PY motif and an HX repeat
that in the case of AUTS2-L is located between two proline rich regions (PR1 and PR2) in the N-
terminus (Figure 1B). The PY motif is a potential WW-domain-binding region present in various
activating transcription factors(Sultana et al.,, 2002). The HX repeat (aa 525-542) comprises
alternating HQ (x6) or HT (x3) residues, mutations of which in two other genes (ATN1 and
RERE), are related to neurodevelopmental disorders(Jordan et al., 2018; Palmer et al., 2019).

To investigate the role of AUTS2 specifically in the context of its associated ncPRC1 complex in
brain development, we examined its expression and that of the core PRC1 components in the
mouse brain throughout early development. Western blot analysis in whole mouse brain
lysates using an antibody against the AUTS2 C-terminus [1160—1259 amino acids of human
AUTS2 protein(Gao et al., 2014)], showed expression of both FL AUTS2 protein (approximately
170 kDa) and its shorter form (approximately 95 kDa) with the latter being predominant (Figure
1C). The expression of both isoforms gradually decreased throughout early development
(Figure 1C). Accordingly, both RinglB and PCGF3 expression subsided dramatically from
postnatal day 5 (P5) (Figure 1C).

As AUTS2 is incorporated into both ncPRC1.3 comprising PCGF3 and ncPRC1.5 comprising
PCGF5 in 293 T-REx cells(Gao et al., 2012), we examined the expression of Pcgf3 and Pcgf5 from
whole brain lysates at postnatal day 1. Interestingly, RNA-Seq data revealed that Pcgf3, but not
Pcgf5, was predominantly expressed in the mouse brain (Figure 1D). Mass spectrometry (MS)
analysis following co-immunoprecipitation (co-IP) experiments from brain lysate, using AUTS2
antibody recovered considerably more peptides from Pcgf3 than from Pcgf5 (Figure 1E). As
previously reported(Gao et al., 2014), Two other components comprising ncPRC1.3, RinglA/B
and casein kinase 2 (CK2), were also observed (Figure 1E). Importantly, brain-specific
conditional knockout of Pcgf3 (Pcgf3'™®'*®:Nes™®) caused lethality (data not shown), suggesting
a critical role for AUTS2-ncPRC1.3 during early brain development.

To better understand how AUTS2-ncPRC1.3 is involved in transcriptional regulation, we next
characterized the genomic localization of AUTS2, P300, and the ncPRC1.3 components: RING1B,
RYBP and PCGF3, by ChIP followed by deep sequencing (ChIP-seq) in whole brain lysate at
postnatal day one. Consistent with our previously published ChIP-seq data in mouse brain,
AUTS2 associated with ncPRC1.3 components including P300 in the promoter of active genes
that were devoid of histone post-translational modifications (hPTMs) associated with
transcription repression, and instead exhibited strong signals for hPTMs associated with active
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transcription, e.g. H3K27ac and H3K4me3 (Figure 1F). This finding was corroborated by a
genome-wide analysis (Figure 1G), and together provide strong evidence that AUTS2-ncPRC1.3
is involved in active transcription in the mouse brain. GO analysis revealed that terms related to
RNA processing and neuronal development were enriched in genes located in AUTS2-bound
regions (Figure S1).

Patients with mutations in the AUTS2 HX repeat share features with Rubinstein-Taybi
syndrome

We previously reported that a truncated form of AUTS2 protein (404 to 913 aa) was sufficient
to mediate transcriptional activation through its recruitment of P300(Gao et al., 2014). Yet, the
AUTS?2 residues key to its interaction with P300 and the physiological relevance of AUTS2-P300
interaction during brain development remained largely unexplored. As part of an ongoing effort
to identify genetic variants associated with developmental brain disorders(Aldinger et al.,
2019), we detected a novel de novo missense variant in AUTS2 in a boy with multiple congenital
anomalies and a proposed diagnosis of RSTS. His phenotype was more severe than the
syndrome previously reported among individuals with heterozygous AUTS2 deletions(Beunders
et al.,, 2013). To investigate the clinical phenotype associated with AUTS2 mutations, we
identified 6 additional individuals with de novo intragenic variants that were clustered in exon 9
of the AUTS2 coding region (NM_015570.2) (Figures 2A, S2 and Table S1). All 7 individuals
displayed dysmorphic features and feeding difficulties in infancy, and most had moderate to
severe intellectual disability and hypotonia (Table S1). Importantly, 5 of these individuals
harbored mutations within a short histidine-rich HX repeat motif (aa 525-542) that comprises
alternating HQ (x6) or HT (x3) residues, all of whom had severe phenotypes (Table S1). Our
original proband (LR05-007) had a missense mutation, p.Thr534Pro, while the remaining four
individuals (LR15-003, LR18-404, LR19-314, LR19-506) had an identical recurrent small deletion
within exon 9: p.His535_Thr542del (Figure 2A). Notably, pathogenic variants in the HX repeat of
two other genes [ATN1(Palmer et al., 2019) and RERE(Jordan et al., 2018)] are also associated
with neurodevelopmental disorders (Figure 2B).

All 5 patients with mutations in the HX repeat of AUTS2 had a dysmorphic facial appearance
dominated by features seen in RSTS, although less severe than classic RSTS (Table S1). RSTS is a
complex multiple congenital anomaly syndrome characterized by short stature, distinctive facial
features, and varying degrees of intellectual disability(RUBINSTEIN and TAYBI, 1963; Wiley et
al., 2003). In most individuals, RSTS is associated with mutations in genes (CREBBP, EP300)
encoding the CREB binding protein (CBP) or P300, or a microdeletion of 16p13.3 that includes
CREBBP(Stevens, 1993). A clinical diagnosis of RSTS was suggested for 2 of the 5 individuals
prior to genetic testing (Table S1). The two other patients with mutations outside of the HX
repeat domain did not exhibit a phenotype overlapping that of RSTS (Table S1), but display
other neurological defects. Moreover, neuroimaging studies from 4 of the 5 patients with
mutations in the HX repeat showed hypoplasia of the corpus callosum (n=3), cerebellar
hypoplasia and small posterior fossa (n=4), and Chiari malformation type 1 (n=1) (Figure 2C and
Table S1). Such brain malformations are also reported in individuals with classic RSTS(Cantani
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and Gagliesi, 1998; Ajmone et al., 2018). These findings led us to hypothesize that the HX
repeat in AUTS2 coordinates with CBP/P300 in regulating proper gene expression in the brain.

The HX repeat in AUTS2 interacts with P300, crucial for activating transcription

Given that mutations in both the AUTS2 HX repeat and CBP/P300 are associated with RSTS, we
next sought to determine whether the RSTS phenotype observed could be due to disrupted
interactions between AUTS2 and CBP/P300. To this end, we initially expressed Flag-tagged
AUTS2, either wild-type (WT) or patient-derived mutant forms including two variants within the
HX repeat (T534P and 535-542aa del) and one outside this region (P517L within the PY motif) in
293 T-REx cells (Figures 3A and 2A). Strikingly, co-IP experiments using Flag-WT or Flag-mutant
AUTS2 revealed that both mutations within the HX repeat (T534P and 535-542aa del), but not
P517L, disrupted interaction with P300 (Figure 3B). This finding is in accordance with the
clinical diagnosis of RSTS for patients harboring mutations within the HX repeat, but not the
P517L mutation (Table S1). Of note, WT and all AUTS2 variants interacted stably with RinglB
(Figure 3B), suggesting that AUTS2 regions outside the PY motif and HX repeat could mediate
AUTS2 incorporation into the ncPRC1 complex. Importantly, reciprocal co-IP experiments
performed against endogenous P300 confirmed that its interaction with AUTS2 was disrupted
when AUTS2 was mutant in its HX repeat (Figure 3C). Similar results were observed using a
more relevant system: cells undergoing differentiation into motor neurons (see below).

Considering that P300 is required for AUTS2-mediated transcriptional activation(Gao et al.,
2014), we next wondered whether AUTS2 mutants in the HX repeat lose the ability to activate
transcription due to their disrupted interaction with P300. To this end, GAL4-AUTS2, either WT
or mutant in the HX repeat, or GAL4 alone were inducibly expressed in 293 T-REx cells
containing an integrated luciferase reporter with a UAS comprising five consecutive GAL4 DNA
binding sites (Figure 3D). Importantly, we found a severe defect in doxycycline-mediated
induction of luciferase activity in the case of the GAL4-AUTS2 mutants compared to WT (Figure
3E).

Finally, to confirm the critical role of the HX repeat domain in mediating interaction between
AUTS2 and P300 in a more relevant system (in vitro neuronal differentiation), we generated
mouse embryonic stem cells (mESC) genetically modified to harbor one of two mutations in the
AUTS2 HX repeat domain at the endogenous locus (T534P or a 535-542 aa deletion, Figures S3A
and S3B, respectively), which we could then differentiate toward the neuronal lineage (see
Figure 5A for more details). Introduction of either mutation at the endogenous locus did not
change the expression level of AUTS2 (Figure S3C). Consistent with our observations in 293T
cells, patient-derived mutations in the AUTS2 HX repeat domain disrupted its interaction with
P300 but not its incorporation into the ncPRC1 complex (Figures 3F and 3G). Altogether, these
results establish that the AUTS2 HX repeat (aa 525-542) engages in P300 interaction, pointing
to the critical role of this minimal region in AUTS2-mediated transcriptional activation and
corroborating the consequences of the HX mutation in Rubinstein-Taybi syndrome (RSTS).

AUTS2 and NRF1 co-localize within chromatin and interact in the mouse brain
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To identify the factor(s) involved in the key process by which AUTS2 is recruited to chromatin,
we first determined the motifs of transcription factors (TFs) enriched in AUTS2-bound sites in
the mouse brain and identified an overrepresentation for that of Nuclear Respiratory Factor 1
(NRF1) (Figure 4A). NRF1 is a TF known for its role in mitochondrial biogenesis(Scarpulla, 2011),
and binds to GC-rich DNA elements in promoters of many mitochondrial biogenesis-related
genes(Evans and Scarpulla, 1990; Gleyzer et al., 2005). As well, the protein is associated with
the regulation of neurite outgrowth(Chang et al., 2005; Tong et al., 2013) and exhibits essential
roles in retinal development(Hsiao et al., 2013; Kiyama et al., 2018), yet its function and
regulation in the CNS is largely unknown. To validate our computational prediction, we
performed ChIP-seq for NRF1 using 2 different antibodies and lysates from whole mouse brain
isolated at postnatal day one and ascertained that the majority of AUTS2 peaks (1545 of 2005
peaks in total) were associated with genomic sites bound by NRF1 (Figures 4B and 4C).

Based on this high overlap between chromatin-bound AUTS2 and NRF1, we next tested the
possibility that NRF1 might physically interact with AUTS2, thereby contributing to their co-
localization. Reciprocal co-IP assays using endogenous proteins revealed that indeed, NRF1
physically associates with AUTS2 in the mouse brain (Figure 4D). Notably, the core component
of AUTS2-ncPRC1.3, PCGF3, also co-immunoprecipitated with NRF1 indicating that AUTS2
interacts with NRF1 within the context of the ncPRC1.3 complex in mouse brain (Figure 4D).
Moreover, the expression of NRF1 recapitulated the pattern of AUTS2-ncPRC1.3 and CBP/P300
expression during early brain development (Figures 4E and 1C). These data strongly suggest
that NRF1 contributes to the recruitment of AUTS2 and its associated ncPRC1 complex,
although it is also clear that both have independent targets, likely due to their additional
functions and partnership with other factors.

AUTS2 and NRF1 colocalize with ncPRC1.3 at actively transcribed loci in cells induced to
differentiate to motor neurons

To understand the underlying mechanism that coordinates both the chromatin binding of and
the regulation of transcription by AUTS2-ncPRC1.3 and NRF1, we utilized the system by which
differentiated motor neurons (MN) are attained in vitro(Wichterle et al., 2002; Mazzoni et al.,
2013; Narendra et al., 2015). Under these conditions, the expression of both AUTS2 and PCGF3
was significantly up-regulated in MN, while that of NRF1 decreased to approximately half of its
expression in mESC at both the protein (Figure 5A) and RNA levels (Figure S4A). In contrast, the
overall level of PRC1 complex as reflected by that of RING1B was down-regulated (Figures 5A
and S4A), consistent with its essential role in maintaining mESC identity(Endoh et al., 2008). To
complement our previously published ChIP-seq data for RNA polymerase Il (RNAPII) in both
mESC and MN(Narendra et al.,, 2015; LeRoy et al., 2019), we performed similar ChlIP-seq for
AUTS2 and NRF1. The majority of regions that gained AUTS2 binding upon MN differentiation,
also accumulated NRF1 binding (Figure 5B). Importantly, these regions became actively
transcribed during differentiation as evidenced by an increase in RNAPII binding (Figure 5B).
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To examine whether AUTS2 cooperates with ncPRC1.3 for active transcription in MN, we next
analyzed the genome-wide distribution of a set of hPTMs (H2AK119ub, H3K27me3, H3K27ac
and H3K4me3), and the core PRC1 subunits, RING1B and RYBP. Consistent with previous studies
in other systems(Kloet et al., 2016; Cohen et al., 2018; Loubiere et al., 2020), k-means clustering
revealed three discrete classes of RinglB-bound regions in MN (Figure 5C). In cluster 1, we
observed strong and broad ChIP-seq signals for RING1B, H2AK119ub, and H3K27me3, and the
absence of signals for H3K27ac, H3K4me3, RNAPII and the noncanonical PRC1 component,
RYBP/YAF2 (RYBP antibodies do not distinguish between RYBP and YAF2), suggesting that these
regions are co-repressed by PRC2 and canonical PRC1. The second cluster exhibited lower levels
of H2AK119ub and H3K27me3, and increased levels of H3K27ac and H3K4me3, these last two
mostly abundant at the peak center, suggesting that these RinglB-bound regions featured
bivalency(Bernstein et al., 2006; Voigt et al., 2013). The third cluster exhibited both H3K27ac-
and H3K4me3-marked active regions enriched for developmental GO terms (Figure S4B).
Surprisingly, cluster 3 exhibited elevated RYBP/YAF2 levels. Importantly, both AUTS2 and NRF1
binding were specifically enriched in cluster 3 (Figure 5C). Accordingly, genes flanking cluster 3
regions were expressed at levels significantly higher than those in clusters 1 and 2 (Figure 5D).
These data strongly suggest that the transcription factor NRF1 associates with AUTS2-ncPRC1 to
facilitate active transcription in motor neurons.

NRF1 directs AUTS2-ncPRC1 chromatin binding

To ascertain whether AUTS2 binding to chromatin is dependent upon NRF1 binding or vice
versa, we first performed ChlP-seq analysis for the presence of AUTS2 or NRF1 as a function of
depleting either NRF1 or AUTS2, respectively. Exon 9 of the Auts2 gene was targeted by CRISPR-
Cas9 to remove both the long and short forms of the protein (Figures S4C-E, Table S2) and exon
4 of the Nrfl gene was targeted by CRISPR-Cas9 to remove NRF1 protein (Figures S4F-H, Table
S2) in mESC from which MN were then derived. As a consequence of NRF1 depletion, most
AUTS2-binding events were decreased in MN (Figures 5E and S5A). However, NRF1 ChiIP-seq
signals remained largely unaltered upon AUTS2 depletion (Figures 5F and S5B), demonstrating
that binding of AUTS2 is NRF1-dependent, but NRF1 binding to chromatin is independent of
AUTS2.

We next probed how NRF1-directed AUTS2 binding might modulate ncPRC1.3-associated active
transcription. Under NRF1 depleted conditions, we performed ChlP-seq for RinglB and a set of
hPTMs (H2AK119ub, H3K27me3 and H3K27ac) followed by k-means clustering analysis.
Remarkably, we did not recover the cluster of RinglB-bound active regions (labeled by
H3K27ac, but not by H3K27me3 or H2AK119ub), relative to the control (Figures 5G and 5C),
implying that ncPRC1.3 was no longer associated with active transcription in the absence of
NRF1. Collectively, these data demonstrate a pivotal role for NRF1 in facilitating ncPRC1.3-
associated active transcription by directing AUTS2 binding to chromatin in motor neurons.

The absence of AUTS2 or NRF1 leads to a defect in PNP to MN differentiation
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Despite much evidence indicating that mutations in the AUTS2 gene are associated with
multiple neurodevelopmental disorders, including ASD(Oksenberg and Ahituv, 2013), and the
essential role(s) of NRF1 in retinal development(Hsiao et al., 2013; Kiyama et al., 2018), that
AUTS2 and NRF1 might coordinately regulate the process of neuronal differentiation was not
previously recognized. To characterize gene expression changes during the transition from
multipotent, posterior neural progenitors (PNPs) to terminally differentiated MNs upon
ablation of AUTS2 or NRF1, we performed single-cell RNA sequencing (scRNA-seq) on MN
differentiated from mESC either WT, or having a knockout (KO) of Auts2 (Auts2-KO) or Nrfl
(Nrf1-KO) (see Methods). We chose the newly developed Smart-seq3 technique(Hagemann-
Jensen, 2020; Hagemann-Jensen et al., 2020), an improved version of Smart-seq2 with a 5'-
unique molecular identifier RNA counting strategy and a much higher sensitivity that detects
thousands more transcripts per cell. We obtained 632 high-quality (cells with >3000 detected
genes) single-cell transcriptomes from all samples (WT, 228 cells; Auts2-KO, 221 cells; Nrf1i-KO,
183 cells) for in-depth analyses (Figures 6A and S6A). To identify major cell types, we performed
unsupervised clustering on a graph-based representation of the cellular gene expression
profiles and 5 major clusters were visualized in a uniform manifold approximation and
projection (UMAP) embedding(Butler et al., 2018; Becht et al., 2019) and represented by color-
coded dashed-line circles (Figure 6A). Clusters were annotated according to known markers and
previously established lineage information(Wichterle et al., 2002; Briggs et al., 2017), i.e,
posterior neural progenitor (PNP) expressing Sox3, posterior and ventral neural progenitor
(PVNP) expressing Hoxd4, newborn motor neuron (NMN) expressing Neurog2, and motor
neuron (MN) expressing Mnx1 and Chat (Figures S6B and S6C). Importantly, cells from all
samples were clustered by cell type identity rather than sample identity (Figure 6A), indicating
little or no batch effect. Notably, Auts2 and Nrfl were highly expressed in all cell types (Figure
S6C), suggesting their involvement in all of the different stages of differentiation.

To pursue the potential functional requirement of AUTS2 and NRF1 for proper MN
differentiation, we first compared the percentage of MN (including NMN and MN) and PNP
under WT, Auts2-KO and Nrf1-KO conditions. The percentage of PNP was retained at a much
higher level in both KO conditions (52% in WT, 68% and 70% in Auts2-KO and Nrfi-KO,
respectively, Figure 6B). Moreover, a slight decrease in the percentage of terminally
differentiated MN in Auts2-KO (32% to 25%) and a more severe defect in Nrf1-KO (32% to 16%)
were observed (Figure 6B), indicating that Auts2-KO and Nrfi-KO result in a defect in PNP
differentiation into MN. To gain more insight into the molecular mechanism by which AUTS2
and NRF1 contribute to the transition from PNP to MN, we further analyzed the differentially
expressed genes (DEGs) specifically in the MN population from either WT or Auts2-KO (see
Methods). Among the top 500 DEGs identified from WT MN and Auts2-KO MN, 458 genes were
down-regulated in Auts2-KO, in accordance with the role of AUTS2 in transcriptional activation
(Figures 6C, 1G and 5B)(Gao et al., 2014). Furthermore, about half of these 458 genes (205 of
458) were also down-regulated in Nrf1-KO MN compared to WT MN (C1, C2 and C3 labeled on
the right, Figure 6C). To test whether NRF1-directed AUTS2 binding is required for the
transcriptional activation of AUTS2-ncPRC1-associated active genes (cluster3 region, Figures 5C
and 5G), we compared the differentially expressed genes in Nrf1-KO MN with the genes located
in cluster3 and clusterl regions from Ring1B ChIP-Seq. Consistent with the loss of AUTS2-


https://doi.org/10.1101/2021.03.30.437620
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2021.03.30.437620; this version posted March 30, 2021. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY-NC-ND 4.0 International license.

ncPRC1 binding to active genes upon NRF1 knockout (Figures 5C and 5@G), genes located in
cluster3 regions were enriched in the down-regulated category instead of being up-regulated in
Nrfl-KO MN (Figure S7). In contrast, very few of the genes located in clusterl region (co-
repressed by cPRC1 and PRC2) are affected in Nrf1-KO MN (Figure S7). These results strongly
suggest that AUTS2 and NRF1 coordinately function in regulating transcriptional activation
(Figures 5C and 5G).

We next asked whether the down-regulated genes in Auts2-KO MN reflected the WT transition
from PNP to MN. Indeed, 186 of the 458 genes were normally up-regulated during PNP to MN
differentiation in WT, but were defective in activation in Auts2-KO (C1, C2 and C3 labeled on
the left, Figure 6C). For example, up-regulation of Asic2, a member of the sodium channel
superfamily that regulates synaptic function(Zha et al., 2009) and of Pnpla6, a phospholipase
that functions in neurite outgrowth(Guerreiro et al., 2015) were significantly attenuated under
conditions of AUTS2 depletion. Finally, genes down-regulated in Auts2-KO MN were enriched
for GO terms related to neuronal differentiation and function (Figure 6D). These data
demonstrate that AUTS2 and NRF1 function coordinately to foster the appropriate
differentiation of posterior neural progenitors to motor neurons by directly binding to and
activating a subset of the relevant genes (Figure 6E).
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DISCUSSION

The results herein point to an instrumental role for the transcription factor NRF1 in facilitating
chromatin access to the ncPRC1.3 comprising AUTS2, P300, CK2, PCGF3, and RYBP or YAF2. The
function of this particular ncPRC1 has been converted from that of the typical PRC1 in
facilitating transcription repression to that of a transcriptional activator(Gao et al., 2014). This
conversion involves AUTS2-mediated recruitment of the P300 transcriptional co-activator and
CK2-mediated phosphorylation of serine 168 of the integral PRC1 subunit, RING1, thereby
thwarting PRC1-mediated monoubiquitination of H2AK119(Gao et al., 2014). Given that
RYBP/YAF2 within other ncPRC1 complexes stimulate such RING1A/RING1B-mediated
ubiquitination, their presence within ncPRC1.3 may indicate additional RYBP/YAF2 function(s).
Importantly, as shown here, most of the genomic sites occupied by AUTS2 require NRF1, while
most NRF1 sites are AUTS2-independent.

We noticed that the motif of transcription factor NRF1 is also significantly enriched in AUTS2-
bound regions in a previous report(Oksenberg et al.,, 2014), although the enrichment is less
dramatic than observed here. A recent study identified transcription factor USF1/2 as being key
to PCGF3 chromatin binding in mESC(Scelfo et al., 2019), yet the motif corresponding to the
DNA binding site of USF1/2 was not recovered in our study, suggesting that cell type/tissue
specific mechanisms might dictate ncPRC1.3 recruitment to chromatin.

Instead, our findings direct attention to NRF1 in facilitating chromatin access by AUTS2, which is
pivotal to the role of AUTS2 at a subset of genes involved in neurodevelopment. NRF1 has
previously been shown to exhibit dimerization and to be subject to phosphorylation at several
serine residues in its amino-terminus(Gugneja and Scarpulla, 1997). These phosphorylation
events do not regulate NRF1 dimerization, but instead mutation of these sites compromise
NRF1 DNA binding activity(Gugneja and Scarpulla, 1997). This report also indicates that CK2
could stimulate the DNA binding activity of NRF1 in vitro(Gugneja and Scarpulla, 1997). As CK2
is an integral component of ncPRC1.3 and inhibits its repressive activity by phosphorylating its
RING1A/B component(Gao et al., 2014), the presence of CK2 might also foster NRF1 activity to
promote ncPRC1.3-mediated transcription activation through AUTS2 interaction with P300. We
speculate that CK2 exerts such a coordinated function, resulting in the optimal activation of
ncPRC1.3-AUTS2 target genes in the brain.

Evidence involving NRF1 have highlighted its importance in mitochondrial biogenesis(Scarpulla,
2011), as well as in retinal development(Hsiao et al., 2013; Kiyama et al., 2018). Intriguingly,
the pathways fostering mitochondrial integrity might be critical to those regulating distinct
developmental pathways. While little is known about its role in development of the CNS, NRF1
is widely expressed within the CNS as evidenced by the Nrf1**“ mouse line (Figure S8B). We
attempted to delete NRF1 in the mouse brain from the embryonic stage in order to study NRF1-
mediated AUTS2 recruitment, but such embryos did not survive, consistent with a previous
report that Nrf1-null mouse embryos die between embryonic day 3.5 (E3.5) and E6.5(Huo and
Scarpulla, 2001). Instead, we chose the Thr1“**™ line to strategically delete NRF1 in the adult
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mouse brain to examine the role of NRF1 in the CNS (Figures S8A-C). Importantly, we noticed
several histological anomalies in these mutant mice (Tbri®tF™*. Nrft™%. pouqf1?’*),
compared to control mice (Tbr1"%*: Nrf1**: Poudf1%“*), including a reduction in the size of
the hippocampus and the width of the corpus callosum, as well as an enlarged lateral ventricle,
indicating neuronal loss in both the cortex and hippocampus (Figures S8D and S8E). As well, a
significant loss in retinal ganglion cells (RGCs) is observed in retinas collected from these
mutant mice (Figures S8F and S8G).

It is important to emphasize that the reduced volume of corpus callosum observed in NRF1
mutant (Tbri®*72*: Nrf1P%: poudf1%“’*) mice is a key syndromic feature observed in RSTS
patients(Cantani and Gagliesi, 1998), as well as in patients harboring mutations in the AUTS2 HX
repeat domain as reported here, strongly supporting that NRF1 and AUTS2 function
coordinately in regulating brain development. The corpus callosum (CC) connects the cerebral
hemispheres and is the largest fiber tract in the brain(Edwards et al., 2014). During
development, defects in neurogenesis, telencephalic midline patterning, neuronal migration
and specification, axon guidance and post-guidance development can interrupt CC
formation(Reyes et al., 2020).

Our findings also point to an instrumental role for the AUTS2 HX repeat domain given its
requirement for AUTS2 interaction with P300/CBP. Importantly and as shown here, AUTS2
variants in this domain exhibit profound clinical and transcriptional effects in vivo. Given the
existence of ncPRC1.3 in which AUTS2 conveys transcription activation, along with the reported
association of AUTS2 haploinsufficiency in AUTS2-syndrome(Beunders et al., 2013), and
possibly in Autism Spectrum Disorders(Sultana et al., 2002), AUTS2 had appeared key for
modulating appropriate neurodevelopment. Here, we identified a critical role for its HX repeat
domain in mediating AUTS2 interaction with P300 and resultant transcriptional activation by
interrogating mutations found in individuals exhibiting a distinct and severe
neurodevelopmental syndrome that overlaps with RSTS. Our in vitro and cell-based studies
demonstrate that RSTS-associated AUTS2 mutations in the HX repeat domain, but not a
mutation outside this region, disrupt AUTS2-P300 interaction and attenuate AUTS2-mediated
active transcription. Of note, a recent study reports a patient with a syndromic
neurodevelopmental disorder harboring a different mutation (532-541 aa deletion) in the
AUTS2 HX repeat domain(Martinez-Delgado et al., 2020), further pointing to the critical role of
AUTS2 in normal brain functioning. Moreover, mutations within exon 9 outside the HX repeat
such as the PY motif, as well as a mutation at residue 495, result in individuals that display
severe behavioral phenotypes such as epilepsy, in lieu of RSTS (Table S1); further stressing the
role of AUTS2 in normal brain function. Consistent with the notion that ncPRC1.3 is important
in the brain, mutations in FBRSL1(Ufartes et al., 2020), which binds competitively with AUTS2 to
ncPRC1.3, are also associated with a neurodevelopmental syndrome. However, it is not yet
known whether FBRSL1-ncPRC1.3 acts in a repressive or activating manner.

Taken together, our findings support a model in which NRF1 is a key factor that directs AUTS2-
ncPRC1.3 binding to a subset of neuronal differentiation-related genes that are thereby
subjected to activation by AUTS2 interaction with P300 through the AUTS2 HX repeat domain
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(Figure S9). As shown here, ablation of NRF1 or AUTS2 leads to defective progenitor to motor
neuron differentiation in vitro. Deletion of NRF1 in the mouse brain and mutations in the AUTS2
HX repeat domain in humans show CC malformation, a common feature of RSTS patients which
is largely associated with specific pathogenic variants in the EP300/CREBBP genes (Figure S9).
The precise mechanisms by which NRF1 and AUTS2-ncPRC1.3 coordinately regulate gene
expression, neuronal differentiation and thus mouse and human brain development and
function in post-natal individuals require further investigation. Alternate approaches need to be
explored as deletion of either NRF1 or AUTS2 (both long and short isoforms) apparently lead to
early embryonic lethality. The generation of mouse models carrying mutations in the AUTS2 HX
repeat domain might expedite future studies should they recapitulate the RSTS phenotype or
other neurological diseases.
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Figure 1. AUTS2-ncPRC1.3 targets active genes in mouse brain

(A) Schematic showing the mouse Auts2 gene structure and its two major transcripts in the
mouse brain. Red arrows indicate the translational start codon used for each transcript.

(B) Schematic showing the domains of the long and short isoforms of mouse AUTS2 protein. PR,
proline-rich region; PY, PPPY motif; HX, HX repeat motif, comprising alternating HQ (x6) or HT
(x3) residues; His-rich, eight histidine repeats.

(C) Expression of AUTS2 and core ncPRC1.3 components in the mouse brain. Immunoblotting
was performed with whole brain extracts at various developmental stages, as indicated.

(D) Bar graphs showing the value of transcripts per kilobase million (TPM) for Pcgf3 and Pcgf5
revealed by RNA-Seq performed from whole brain lysate at postnatal day 1.

(E) Proteomic mass spectrometry results of immunoprecipitation (IP) using AUTS2 antibody in
whole brain lysate at postnatal day 1.

(F) IGV browser views showing ChIP-seq profile for input, AUTS2, RING1B, RYBP, PCGF3, P300,
H3K27ac, H3K4me3, H3K27me3, H2AK119ubl and RNA Polymerase Il (Polll) at the
representative loci. ChIP-seq was performed in whole brain lysate at postnatal day 1.

(G) Heatmap showing AUTS2, RING1B, RYBP, PCGF3, P300, H3K27ac, H3K4me3, H3K27me3,
H2AK119ub1 and RNA Polymerase Il ChIP-seq signals centered on AUTS2 bound regions (x5 kb).
ChiP-seq was performed in whole brain lysate at postnatal day 1.
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Figure 2. Patients with mutations in AUTS2 HX repeat have features that overlap with
Rubinstein-Taybi syndrome.

(A) Schematic illustrating mutations in the AUTS2 gene from individual patients as identified
through trio-based exome sequencing. Mutations resulting in similar clinical features are
labeled with the same color. PY, PPPY motif; HX, HX repeat motif, comprising alternating HQ
(x6) or HT (x3) residues.

(B) Mutations in the HX repeat of AUTS2 compared with those reported for ATN1 and RERE. The
mutated residues are labeled in blue. The variant substitutions for AUTS2 present in affected
individuals are indicated above the sequence alignment (red).

(C) Magnetic resonance images from 5 individuals with missense variants in AUTS2 exon 9 and a
normal control. The three midline sagittal images in the top row all show normal midline
structures. They come from a normal control (i) a girl with a missense variant (p.Thr534Pro) in
the PY motif (ii) and a boy with the recurrent INDEL (p.His535_Thr542 del) in the HX motif (iii).
The three midline sagittal iimages in the bottom row come from a boy with a missense
mutation in the HX domain (p.Thr534Pro) and two boys with the recurrent INDEL in the HX
motif. All three show thin show thin and dysplastic corpus callosa (arrows in iv-vi), and small
cerebellar vermis (asterisks in iv-vi). The horizontal white or black lines mark the level of the
obex, the usual lower extend of the vermis.
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Figure 3. Mutations in AUTS2 HX repeats disrupt both P300 binding and AUTS2-mediated
transcription activation.

(A) Schematic showing human AUTS2 variants constructed and expressed in 293 T-REx cells.
The two variants within the HX repeat are associated with Rubinstein-Taybi syndrome.

(B-C) Western blots show co-IP results from nuclear extract of 293 T-REx cells expressing Flag—
AUTS2, either WT or mutant versions as indicated, using Flag antibody (B) or reciprocal IP using
P300 antibody (C).

(D) Schematic of the reporter construct for the luciferase assay in the context of GAL4-AUTS2,
either WT or mutant versions as indicated.

(E) Luciferase activity in cells expressing GAL4-AUTS2, either WT or mutant versions before and
after doxycycline treatment.

(F-G) Western blots show co-IP results from nuclear extract of motor neuron differentiated
from WT and Auts2 HX mutant (T534P and 535-542 aa deletion respectively) mESC as indicated,
using AUTS2 antibody (F) or reciprocal IP using P300 antibody (G).
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Figure 4. Transcription factor NRF1 colocalizes with AUTS2 on chromatin and physically
interacts with AUTS2 in mouse brain

(A) Top, motif analysis of AUTS2-bound regions in mouse brain using HOMER. Bottom, known
motif for transcription factor NRF1.

(B) Heatmap showing AUTS2 and NRF1 ChlP-seq signals centered on AUTS2-bound regions (5
kb) with two replicates. ChIP-seq was performed in whole brain lysate at postnatal day 1.

(C) Venn diagram showing the extent of overlap for AUTS2- and NRF1-bound regions revealed
by ChIP-seq performed in whole brain lysate at postnatal day 1.

(D) Reciprocal co-immunoprecipitation and western blot analyses of AUTS2 and NRF1
interaction in whole brain lysate at postnatal day 1.

(E) Expression of CBP, P300, AUTS2 and NRF1 in mouse brain. Immunoblotting was performed
with whole brain extracts at various developmental stages, as indicated.
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Figure 5. NRF1 is crucial for AUTS2-ncPRC1.3 associated active transcription in MN

(A) The schematic at top depicts the protocol for differentiation of mouse embryonic stem cells
(mESC) to motor neurons (MN) using retinoic acid (RA) and smoothened agonist (SAG). EB