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Abstract

Activity-regulated gene (ARG) expression patterns in the hippocampus (HPC) regulate
synaptic plasticity, learning, and memory, and are linked to both risk and treatment response
for many neuropsychiatric disorders. The HPC contains discrete classes of neurons with
specialized functions, but cell type-specific activity-regulated transcriptional programs are not
well characterized. Here, we used single-nucleus RNA-sequencing (ShRNA-seq) in a mouse
model of acute electroconvulsive seizures (ECS) to identify cell type-specific molecular
signatures associated with induced activity in HPC neurons. We used unsupervised clustering
and a priori marker genes to computationally annotate 15,990 high-quality HPC neuronal
nuclei from A=4 mice across all major HPC subregions and neuron types. Activity-induced
transcriptomic responses were divergent across neuron populations, with dentate granule
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cells being particularly responsive to activity. Differential expression analysis identified both
upregulated and downregulated cell type-specific gene sets in neurons following ECS. Within
these gene sets, we identified enrichment of pathways associated with varying biological processes
such as synapse organization, cellular signaling, and transcriptional regulation. Finally, we used
matrix factorization to reveal continuous gene expression patterns differentially associated with
cell type, ECS, and biological processes. This work provides a rich resource for interrogating
activity-regulated transcriptional responses in HPC neurons at single-nuclei resolution in the
context of ECS, which can provide biological insight into the roles of defined neuronal subtypes in
HPC function.
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1| Introduction

Learning and memory are associated with changes in neuronal firing patterns that occur

in response to experience. These physiological processes are modulated at the cellular

and molecular levels through alterations in dendritic morphology, receptor trafficking,
neurotransmitter release dynamics, and synaptic plasticity (Bailey et al., 2015; Diering
and Huganir, 2018; Palacios-Filardo and Mellor, 2019). Activity-regulated genes (ARGS)
are rapidly and transiently transcribed in response to neural activity and critically mediate
many cellular modifications that control these processes (Gallo et al., 2018; Gray and
Spiegel, 2019; Tyssowski and Gray, 2019). Transcription of these genes occurs in multiple
waves, with rapid primary response genes (rPRGs) and delayed primary response genes
(dPRGs) preceding secondary response genes (SRGs), although timing can vary according
to activity duration (Tyssowski et al., 2018). Crucially, recent single-cell RNA-sequencing
(scRNA-seq) and single-nucleus RNA-sequencing (snRNA-seq) studies in mouse amygdala
and cortex, respectively, have found cell type-specific upregulation of ARGs following
induction of electroconvulsive seizures (ECS) (Hu et al., 2017; Wu et al., 2017).

In the hippocampus (HPC), ARG expression mediates robust changes in synaptic plasticity,
which controls multiple forms of hippocampal-dependent learning and memory, and is
implicated in neuropsychiatric disorders as well as their treatment response. For example,
ARG induction in HPC neurons is hypothesized to be a key molecular mechanism
underlying efficacy of antidepressant treatments, including electroconvulsive therapy (ECT)
(Castrén and Monteggia, 2021; Chottekalapanda et al., 2020; Nagy et al., 2018). Several
studies have examined ARG expression in HPC following acute ECS induction (Newton

et al., 2003; Kodama et al., 2005; Aoyama et al., 2022; Altar et al., 2004; Newton et al.,
2003; Ploski et al., 2006; Kodama et al., 2005). However, these studies either lack single-
cell resolution or consider only targeted sets of genes. Multiple studies have meticulously
characterized gene expression of cell types in mouse HPC (Yao et al., 2021; Habib et al.,
2016; Habib et al., 2017; Zeisel et al., 2015; Ding et al., 2020; Cembrowski et al., 2016b;
Cembrowski et al., 2018), yet cell type-specificity of gene expression changes in response
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to neural activity has not been investigated at transcriptome-wide scale within HPC. This
is important because specialized cell types and subregions within the HPC are linked

to specific molecular, cellular, circuit, and behavioral-level functions, and are selectively
vulnerable in different pathological conditions (Pelkey et al., 2017; Ayhan et al., 2021;
Alkadhi, 2019; Dengler and Coulter, 2016; Collado-Torres et al., 2019).

In this study, we investigated cell type-specific molecular expression patterns in mouse HPC
neurons following induction of neural activity after ECS. Specifically, we used shRNA-

seq to assess transcriptome-wide gene expression in HPC neuronal cell types under both
Sham and ECS conditions at cellular resolution. We performed both sample-level and

cell type-specific pseudobulk differential expression analysis. We found particularly strong
differential expression between Sham and ECS in dentate granule cells (GCs), and identified
heterogeneous activity-regulated gene expression signatures across HPC neurons. Using
non-negative matrix factorization, we also found continuous patterns of gene expression
associated with ECS across HPC neurons. We provide an interactive web application for
exploration of this data to further advance understanding of the heterogeneity of activity-
regulated gene expression in the HPC.

2| Materials and Methods

2.1

Animals

C57BI6/J mice (male, stock #000664, Jackson Laboratories) were group-housed (3-5
animals per cage) and maintained on a 12 hour light/dark cycle in a temperature and
humidity-controlled colony room. All animals had ad /ibitum access to food and water.
Animals were male, 10-16 weeks of age, and weighed 25-35 g at study initiation. All
procedures were in accordance with the Institutional Animal Care and Use Committee of the
Johns Hopkins University School of Medicine.

2.2 Electroconvulsive seizures (ECS) and mouse brain tissue collection

2.3

Mice were administered either Sham or electroconvulsive seizures (ECS) as previously
described (Maynard et al., 2018). Mice were anesthetized using inhaled isoflurane prior
to and during Sham and ECS treatment. ECS were delivered with an Ugo Basile pulse
generator (model #57800-001, shock parameters: 100 pulse/s frequency, 3 ms pulse
width, 1 s shock duration and 50 mA current) (Maynard et al., 2018; Schloesser et

al., 2015). Seizures were confirmed by visualization of tonic-clonic convulsion. Ninety
minutes after treatment, animals were killed, brains were removed from the skull, and the
HPC was dissected out of the brain on wet ice. Hippocampal tissue was flash-frozen in
2-methylbutane (ThermoFisher), and stored at —80°C until processing for SnRNA-seq.

snRNA-seq data generation

We performed single-nucleus RNA-sequencing (SnRNA-seq) on 4 samples using the 10x
Genomics Chromium Single Cell Gene Expression V3 technology (Zheng et al., 2017).
Nuclei were isolated using the “Frankenstein” nuclei isolation protocol developed for frozen
tissues, as described in the customer-developed protocol from 10x Genomics (Habib et al.,
2016; Habib et al., 2017; Hu et al., 2017; Lacar et al., 2016; Tran et al., 2021). Briefly,
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~40mg of frozen HPC tissue from each sample was homogenized in chilled Nuclei EZ

Lysis Buffer (MilliporeSigma #NUC101) using a glass dounce with ~10-15 strokes per
pestle. Homogenates were filtered using 70 um mesh strainers and centrifuged at 500 x g
for 5 minutes at 4°C in a benchtop centrifuge. Nuclei were resuspended in EZ lysis buffer,
centrifuged, and equilibrated in nuclei wash/resuspension buffer (1x PBS, 1% BSA, 0.2U/uL
RNase Inhibitor). Nuclei were rinsed and centrifuged in the nuclei wash/resuspension buffer
3 times. Next, they were labeled with propidium iodide (PI) and Alexa Fluor 488-conjugated
anti-NeuN (MilliporeSigma cat. #MAB377X), at 1:1000 in the same wash/resuspension
buffer for 30 minutes on ice. NeuN-labeling was used to facilitate enrichment of neurons
during fluorescent-activated nuclear sorting (FANS). Following labeling, samples were
filtered through a 35 um cell strainer and sorted on a BD FACS Aria Il Flow Cytometer
(Becton Dickinson) into 10X Genomics reverse transcription reagents. Gating criteria were
hierarchically selected for whole, singlet nuclei (by forward/side scatter), GO/G1 nuclei (by
PI fluorescence), and NeuN-positive cells. For each sample, approximately 5,000 single
nuclei were sorted directly into 25.1 pL of reverse transcription reagents from the 10x
Genomics Single Cell 3" Reagents kit (without enzyme). The 10x Chromium process was
performed and libraries were prepared according to manufacturer’s instructions for the V3
3’ gene expression kit (10x Genomics). Samples were sequenced on a Next-seq (Illumina) at
the Johns Hopkins University Single Cell and Transcriptomics Sequencing Core.

snRNA-seq preprocessing, quality control, and doublet removal

Using the raw FASTQ files, we used 10x Genomics’ cellranger count version 3.0.2
(https://support.10xgenomics.com/single-cell-gene-expression/software/release-notes/3-0) to
map the reads to the mouse reference transcriptome mm20 version 3.0.0. Alignment

was performed using a modified “pre-mRNA” GTF in order to include both intronic

and exonic reads. (https://support.10xgenomics.com/single-cell-gene-expression/software/
pipelines/latest/advanced/references#premrna). For analysis steps, we used version 4.1.3
of R and version 3.14 of the Bioconductor suite of R packages for analysis of genomics
data (Huber et al., 2015, Amezquita et al., 2020). We read in the nucleus x gene UMI
count matrices as a SingleCel IExperiment object using the read10xCounts function
from the DropletUti Is package and SingleCel 1Experiment (Amezquita et al., 2020)
packages.

For quality control, we first used the emptyDrops function from the DropletUtils
package (Lun et al., 2019), taking a Monte Carlo simulation-based approach to identify
empty droplets and other sources of ambient RNA, such as debris. For the remaining steps,
we then used the scater and scran packages for thresholding nuclei by mitochondrial
expression rate, library size, and number of detected genes (McCarthy et al., 2017; Lun et
al., 2016a; Lun et al., 2019). More specifically, we used the perCel IMetrics function
from scran to compute per-cell quality control metrics, and with the isOutlier function
from scater, we applied a 3x median absolute deviation (MAD) threshold to remove
nuclei with a high percent of UMIs mapping to mitochondrial genes, low library sizes, or a
small number of expressed genes. Additionally, we computed doublet scores for all nuclei
per sample,using the computeDoubletDensity function from the scDbIFinder package
(Germain et al., 2021), discarding those nuclei with a doublet score greater than 5. This
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discarded approximately 1.8% of the nuclei, slightly more conservative than 10x Genomics
estimate of approximately 2-3% based on the number of nuclei loaded per sample (10x
Chromium Single Cell 3° Reagent Kits User Guide v3.1). We also discarded genes with zero
counts across all nuclei. After applying these QC steps, the number of genes x the number
of nuclei was 25,562 x 17,804. Finally, with the described unsupervised clustering below,
we removed thalamic cells to obtain a final matrix of 15,990 nuclei for downstream analyses
(see Sections 2.7.2-3).

Feature selection and dimensionality reduction

For feature selection, we used the scry R/Bioconductor package (Townes et al., 2019) to
identify the top 3,000 highly deviant genes (HDGs) using a Poisson model fit to the gene
expression for each gene across all cells.

For dimensionality reduction, we fit a Poisson model to gene counts and calculate

Pearson residuals for each gene. Principal component analysis (PCA) was then applied

to the Pearson residuals. This approach approximates GLM-PCA, a feature selection and
dimensionality reduction method shown to operate in a more statistically sound manner to
the nature of droplet-UMI snRNA-seq data than other widely used methods (Townes et al.,
2019). We retained 50 principal components (PCs) for downstream analyses.

For the purpose of visualization, we used the implementation of uniform manifold
approximation and projection (UMAP) (Mclnnes et al., 2018) in scater to generate a low-
dimensional visual representation of the high-dimensional data. We combined this method
with the schex package in order to mitigate visualization difficulties caused by overplotting
(Freytag and Lister, 2020). This package allows for binning of data into hexagon-shaped
bins within reduced dimension plots, thereby allowing for better visualization of sample-
level metadata variables, such as condition or cell-type annotation.

Normalization

We used the scran package for normalization of expression values across nuclei.
Specifically, we first used the quickCluster function to cluster similar cells based on
expression profiles. Then, we computed size factors from these preliminary clusters using
the computeSumFactors function. This function sums all counts for each cluster and
computes a library size factor by dividing this summed profile by the average of counts
across all cells. Lastly, we used the computed size factors and the logNormCounts
function to normalize counts and apply a log, transformation (Lun et al., 2016a). We used
these normalized counts for visualization purposes only, and not for feature selection, or
dimensionality reduction, or clustering (Pearson residuals-based).

Clustering

For clustering, we applied graph-based clustering to the top 50 PCs. More specifically, we
first used the bui IdSNNGraph function from scran to build a shared-nearest neighbors
graph with =50 nearest neighbors. This function is a wrapper for the makeSNNGraph
function from the bluster package (Lun, 2022), which identifies & nearest neighbors
between nuclei based on Euclidean distances between their gene expression profiles.
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Edges are drawn between nuclei with at least one shared-nearest neighbor using a rank-
based weighting method (Xu and Su, 2015). Following graph construction, we used the
cluster_walktrap method from CRAN package igraph (Csardi and Nepusz, 2005)
for random walk-based community detection within our graph. This approach yielded 21
preliminary clusters.

2.7.1| Cluster marker gene detection—We identified marker genes for each
preliminary cluster with the findMarkers function from scran. More specifically, we used
findMarkers to perform pairwise £tests between all pairs of clusters. We set arguments
direction="up” and pval . type="al 1", thereby only considering genes with a positive
log fold change and combining p-values across all pairwise comparisons for a given cluster.
This allowed us to generate lists of specific marker genes upregulated in one cluster when
compared with all other clusters.

2.7.2| Thalamic cluster identification and removal—After analyzing marker
genes, we found genes known to be enriched in thalamus or epithalamus in marker gene
lists for three preliminary clusters: cluster 5 (Six3, Sox14, Zfhx3), cluster 9 (Shox2, Rorb,
Zfhx3), and cluster 14 (Anol, Chat, Pou4f1) (Nagalski et al., 2016). Additionally, each of
these clusters also expressed 7¢f7/2, a transcription factor highly specific to thalamic and
epithalamic nuclei (Lee et al., 2017). As our study is focused on HPC, these nuclei were not
included in downstream analyses and we removed all nuclei in preliminary clusters 5, 9, and
14 from the SingleCellExperiment object. However, the dataset that is publicly released on
GitHub does include these nuclei.

2.7.3| Reclustering—Following removal of thalamic clusters, the dimensions of our
data set were 25,562 genes x 15,990 nuclei. This included 3,755 and 4,460 nuclei from
the two Sham samples and 3,777 and 3,998 from the two ECS samples. We repeated

the following steps as detailed above for these nuclei: feature selection, dimensionality
reduction, normalization, UMAP embedding generation, clustering, and cluster marker
identification. However, here we used =25 for graph-based clustering to allow for higher
resolution within HPC cell types. This yielded 28 clusters. Of these, using known marker
genes for hippocampal regions — dentate gyrus, cornu ammonis (CA) subfields 1-4 and
the more proximal retrohippocampal (RHP) regions such as subiculum and prosubiculum,
we annotated 2 dentate granule cell clusters (ProxI+), 1 CA4 neuron cluster (Calb2+), 2
CA3 pyramidal cell clusters (Nectin3+, lyd+ for CA3.1, likely more superficial; St18+ for
CA3.2, likely deeper), 1 CA2 pyramidal cell cluster (Ntsr2+, Rgs14+), 1 CAl pyramidal
cell cluster (Manlat+, Zdhhc2+), 2 clusters corresponding with prosubiculum (PS) neurons
(Ning2+, Nosi+, Dcrt for PS.1; Ning2+, Ndst4+, Cniné+, Frasi+ for PS.2) and 1
cluster corresponding with subiculum neurons (Ndst4+, Fni+, Nitst) (Dong et al., 2009;
Cembrowski et al., 2016b; Cembrowski et al., 2016a; Cembrowski et al., 2018; Habib

et al., 2016; Bienkowski et al., 2018; Ding et al., 2020; Yao et al., 2021; Kalpachidou

et al., 2021). All excitatory clusters from dentate gyrus and CA regions expressed high
levels of transcription factor Zbtb20 (Rosenthal et al., 2012). PS.1 also contains cells
expressing Gpc3, suggesting it may contain a distinct population of neurons from the
ventral tip of CA1 as well. These neurons are similar to PS neurons in both spatial
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proximity and gene expression (Ding et al., 2020; Yao et al., 2021). We annotated 5
clusters corresponding with different GABAergic neuron types: CGE-derived GABAergic
neurons (Htr3a+), CGE-derived neurogliaform neurons (Ndnf+, Lamp5+), MGE-derived
neurogliaform neurons (LAx6+, Lamp5+), MGE-derived fast-spiking GABAergic neurons
(Pvalb+), and MGE-derived Sst+ GABAergic neurons (Harris et al., 2018; Yao et al., 2021).
The remaining 13 clusters corresponded with neurons of more distal RHP regions, such as
presubiculum, postsubiculum, parasubiculum, area prostriata, and entorhinal cortex (Yao et
al., 2021). To distinguish between these clusters, we observed expression of the following
marker genes: Cux1, CuxZ2, Satb2for layers 2 and 3; PamrI for layer 5/polymorphic (Po)
layer; Foxp2, Cobll1, Ctgffor layers 6/6b (Ding et al., 2020; Yao et al., 2021). We grouped
these 13 RHP clusters into the following categories: L2/3 (7 clusters), L5/Po (2 clusters),
and L6/6b (4 clusters). Thus, for downstream analyses, we used 18 cell type groups or
clusters, which we refer to as annotated cell type in subsequent methods sections. We also
used the i SEE Bioconductor package to generate an interactive app for visualization of our
dataset (Rue-Albrecht et al., 2018).

Differential expression analysis

2.8.1| Differential expression analysis between sham and ECS—To perform
differential expression (DE) analysis, we began by aggregating all the UMI counts for

each genes across all nuclei within each sample (or mouse). This step is referred to

as a “pseudobulk” sample. We pseudobulked the SingleCel 1Experiment object by
sample using the aggregateAcrossCel Is function from scran, yielding a separate
SingleCel lExperiment object with dimensions of 25,562 genes x 4 samples. Next, we
performed DE analysis using a pipeline constructed using the edgeR package (McCarthy
et al., 2012; Robinson et al., 2010; Chen et al., 2016). We converted the pseudobulked
SingleCel IExperiment object into a DGEL ist object. We filtered lowly expressed
genes with the Fi IterByExpr function and normalized the pseudobulked data using the
calcNormFactors function. We built the design matrix using only the condition (Sham
and ECS) by calling model .matrix(~condition). We passed this design matrix and the
DGElist object to the estimateDisp function to estimate common and trended negative
binomial dispersions. Using gImQLFit, we also estimate quasi-likelihood (QL) dispersions
and fit a negative binomial generalized log-linear model to the pseudobulked data (Lund

et al., 2012). We then test for DE between conditions using the gImQLFtest function,
which uses a QL F~test for better type 1 error rate detection, compared with Chi-square
approximation of likelihood ratio (Lun et al., 2016b). We used the Benjamini-Hochberg false
discovery rate (FDR) to correct p-values for multiple testing and use an FDR threshold of
0.05 for determining DE genes (Benjamini and Hochberg, 1995). We generated a table of
statistics from this analysis for all genes using the topTags function.

2.8.2| Cell-type specific differential expression analysis—For cell type-specific
differential expression analysis, we again pseudobulked the SingleCel 1Experiment using
aggregateAcrossCells, but this time, we grouped by both sample and annotated cell
type. We then used the pseudoBul kDGE function from scran to loop the same edgeR-
based DE analysis detailed above across each annotated cell type label. This returned a list
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of tables containing gene-level DE statistics for each cell type, as was done above with
topTags. Next, we applied the same 0.05 FDR threshold to identify DE genes for each
cell type grouping. Finally, we retained the list of gene-level statistics for use in downstream
functional enrichment analysis.

2.9 | Matrix Factorization—As an orthogonal approach to graph-based clustering

to examine the impact of acute ECS on HPC neurons, we used non-negative matrix
factorization (NMF) to identify continuous gene expression patterns within our data (Stein-
O’Brien et al., 2019). The CoGAPS package (Sherman et al., 2020; Fertig et al., 2010)

uses a Bayesian non-negative matrix factorization (NMF) algorithm to decompose a gene
count matrix into amplitude (A) and pattern (P) matrices, which correspond with sources

of variation across genes and samples, respectively. In order to reduce memory, we first
removed genes in the counts matrix with a sum of less than 20 UMI counts across all nuclei.
This resulted in a matrix with dimensions of 19,829 genes x 15,990 nuclei. We passed this
matrix to the CoGAPS function with the following parameters: sparseOptimization=T,
nlterations=12000, nPatterns=70, nSets=20. We parallelized the algorithm
across 20 cores for better performance. This yielded a CogapsResult object with 57
patterns matched across sets where patterns correspond to variation across cells. For marker
gene detection across patterns, we used the patternMarkers function from CoGAPS
(Stein-O’Brien et al., 2017).

To explore the relationship between discovered patterns from CoGAPS and our annotated
cell types, we used a similar strategy to that used by Stein-O’Brien et al, 2019
(Stein-O’Brien et al., 2019). First, we created a new one-hot encoded matrix from our
SingleCel IExperiment object, one column for each of our annotated cell types. This
matrix had dimensions of 15,990 nuclei x 18 annotated cell types, where 1 indicated

that a given nucleus is annotated as a given cell type and 0 indicated that it is not
annotated as the given cell type. We then found the correlation between this matrix and
the pattern matrix from CoGAPS, which was obtained by calling the sampleFactors slot
from the CogapsResul t object. To explore the relationship between discovered patterns
and condition, we performed the same procedure detailed above, using instead a one-hot
encoded matrix with dimensions of 15,990 nuclei x 2 condition levels (Sham or ECS).

Functional enrichment analysis

2.10.1| Over-representation analysis (ORA)—We used over-representation analysis
(ORA) to determine functional enrichment of Gene Ontology (GO) gene sets

within identified upregulated DE genes between conditions in our sample-level DE

analysis (described above in Section 2.8). We used the enrichGO function from the
clusterProfiler (Wuetal., 2021; Yu et al., 2012) Bioconductor package, where we
input a vector of DE genes with the following parameters: pAdjustMethod = “BH”,
pvalueCutoff = 0.01, gvalueCutoff = 0.05. Thatis, we used an FDR cutoff of
0.05 to assess the statistical significance of enriched gene sets. We applied this method to all
biological process (BP) gene sets within the GO resource (Ashburner et al., 2000; The Gene
Ontology Consortium, 2021).
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2.10.2| Gene set enrichment analysis (GSEA)—We used gene-set enrichment
analysis (GSEA) (Subramanian et al., 2005) to determine enrichment of GO gene sets within
cell type-specific DE analysis results. In contrast to using a vector of DE genes as input,
GSEA takes a ranked vector of gene-level statistics, such as #statistics or Z-scores, for all
genes. This allows for more nuanced calculation of gene set enrichment, which was desired
for this analysis.

For GSEA of cell type-specific DE results, we first created a named vector of genes for
each cell type grouping, where each name is a gene and each value is a #statistic for that
gene, calculated for each gene using sign(logFC) x sqrt(F), where F refers to the ~
statistic for each gene. /statistics are provided in the output from pseudoBul kDGE . Each
vector is ranked by #statistic prior to GSEA. We passed this list of ranked, named vectors
to clusterProfiler’s gseGo function for the analysis using the following parameters:
minGSSize=100, maxGSSize= 500, pvalueCutoff=0.05, eps= 0. We again use
an FDR-adjusted p-value cutoff of 0.05 to assess the statistical significance of enriched
patterns. We performed this analysis for all cell types for GO terms within BP, CC, and MF
domains.

For all balloon plots involving GSEA results, we sized circles by —logyg-transformed FDR-
adjusted p-values and sized by gene ratio size. Gene ratio is calculated by dividing leading
edge gene subset size by total gene set size for each term. Leading edge is also known as the
core enrichment set of genes and refers to genes that contribute most to the enrichment result
for a given gene set.

2.10.3| Semantic similarity clustering of GSEA results—Because of the large
number of GO terms discovered, we used the rrvgo package to cluster enriched GO terms
from GSEA (Yu et al., 2010; Yu, 2020; Sayols, 2020). This method uses semantic similarity
analysis to reduce redundancy of terms and allow for better interpretation of results. First,
for each of the three GO domains, we pooled all terms found to be enriched in at least

one cell type. We then used rrvgo’s calculateSimMatrix function to calculate similarity
matrices for each list of terms using the Wang method of semantic similarity measurement
(Wang et al., 2007). Next, we clustered terms using the reduceSimMatrix function using

a similarity threshold of 0.9 for BP and 0.7 for CC and MF, where the threshold levels

can range from 0 to 1 and higher values indicate higher levels of similarity between terms.
Names for each cluster were assigned as the term within each cluster with the largest mean
-log1g adjusted p-value across all cell types. Lower threshold levels were used for CC and
MF to account for lower total number of statistically significant terms for these domains.

We ranked terms within each cluster based on mean negative log-transformed, FDR-adjusted
p-value for each term.

Results

Characterization of neurons in the mouse hippocampus

To characterize cell type-specific ARG expression in mouse HPC, we used a well-
defined mouse model of electroconvulsive seizures (ECS) to induce robust neural activity
in hippocampal neurons (Schloesser et al., 2015; Maynard et al., 2018). Mice were
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administered either Sham or ECS (A=2 mice per group), and tissue was collected and
processed for snRNA-seq, 90 min following seizure induction (Figure 1A). We generated a
total of 17,804 quality-controlled, ShRNA-seq profiles across all 4 mouse samples, which we
then analyzed in a cell type and condition-specific manner.

We applied standard preprocessing and quality control (QC) metrics including (i) removing
doublets and (ii) removing nuclei with small library sizes, small numbers of expressed
genes, or large numbers of UMIs mapping to mitochondrial genes (Section 2.4). Feature
selection and dimensionality reduction were performed (Section 2.5), followed by an initial
round of unsupervised clustering (Section 2.7) using nuclei from both Sham and ECS
conditions to identify cell types. Graph-based clustering identified a total of 21 clusters.

As expected due to neuronal enrichment during sorting, all clusters were of neuronal

origin based on expression of neuron-specific markers, such as Snap25 (Figure S1A). Of
these clusters, we identified 3 as thalamic or epithalamic clusters based on expression

of region-specific markers, most notably 7¢f7/2and Zffx3, which are thalamus and
epithalamus-specific transcription factors (Nagalski et al., 2016) (Figure S1B-F). These
clusters contained a total of 1,804 nuclei and were excluded from downstream analysis.

After removing thalamic clusters, we retained 15,590 high-quality nuclei. We performed

a second round of feature selection, dimensionality reduction, and graph-based clustering

to identify 28 distinct clusters, which were then merged into 18 groups (Figure 1B)

as described in Section 2.7. Nearly all clusters contained nuclei from Sham and ECS
conditions, with the exception of the dentate granule cell (GC) clusters. GC.1 was primarily
composed of nuclei from ECS animals while GC.2 was primarily composed of nuclei from
Sham animals (Figure 1C). We identified marker genes for all clusters (Table S1). We
identified glutamatergic clusters mapping to known HPC neuron types, including pyramidal
neurons from cornu ammonis (CA) subfields, CA4/hilar mossy cells, and GCs. Additionally,
3 clusters were mapped to more proximal RHP subregions, with 2 mapping to prosubiculum
(PS) and 1 to subiculum (Sub). The remaining 13 glutamatergic clusters corresponded with
more distal RHP subtypes, such as presubiculum, postsubiculum, and entorhinal cortex.
These clusters were grouped based on assignment to L2/3 (7 clusters), L5/Po (2 clusters),
and L6/6b (4 clusters). The remaining 5 clusters expressed Gad2 and were annotated

as marker-specific GABAergic subtypes (Section 2.7) (Figure 1D). GC and CA clusters

are distinct in expression of transcription factor Zbtb20 (Figure S2A), while PS and Sub
clusters could be distinguished based on expression of known marker genes (Figure S2B—
H). Clusters from RHP L2/3, L5/Po, and L6/6b were grouped based on shared marker

gene expression (Figure S21-P). This analysis demonstrates that our dataset comprises all
neuronal cell types expected to reside across the mouse HPC.

Induction of robust activity-regulated gene expression in the hippocampus following

electroconvulsive seizures

To identify activity-regulated genes (ARGs), we performed differential expression (DE)
analysis between the Sham and ECS conditions. We first pseudobulked the data by summing
UMI counts for each gene across all nuclei within each sample (A=2 Sham, A=2 ECS).
This approach allowed us to make use of well-characterized bulk RNA-seq DE methods
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(McCarthy et al., 2012). Following pseudo-bulking, we used the edgeR Bioconductor
package to perform DE analysis (Robinson et al., 2010). Although this initial analysis did
not consider cell type, it increased statistical power by including all cells in one analysis.
Additionally, it provided a broad picture of differential expression, which is useful for
comparison to our cell type-specific analyses.

This analysis identified 789 genes at an FDR threshold of 0.05. Of these genes, 243 had a
log, fold change < 0 (downregulated) while 546 had a log, fold change > 0 (upregulated)
(Figures 2A & S3; Table S2). We compared these differentially expressed genes (DEGS) to
a curated list of known ARGs (Tyssowski et al., 2018), and found 55 of these ARGs to be
differentially expressed following ECS. Genes from all 3 classes of ARGs were upregulated:
6 rPRGs (including Arc, Egr3, Gadd45g, and Junb), 38 dPRGs (such as Bazla, Brinpl,
Grasp, and Bdnf), and 9 SRGs (such as Npix2, Mfap3l, Kcnal, Kenj4) (Figure 2B). We
next performed gene ontology (GO) over-representation analysis to investigate enrichment
of specific biological processes associated with upregulated DEGs (Yu et al., 2012). This
revealed a total of 484 terms at an FDR threshold of 0.05 (Table S3). Top enriched GO terms
for upregulated DE genes included growth, synapse, and plasticity associated processes such
as synapse organization, synaptic vesicle cycle, and neurotransmitter secretion (Figure 2C).
Additionally, we found enrichment of terms associated with transforming growth factor beta
signaling, indicating potential involvement of immune system pathways in ECS. Overall,
these data illustrate robust induction of activity-dependent gene expression by ECS across
multiple classes of ARGs that implicate broad categories of synaptic function in mouse
HPC.

Cell type-specific regulation of activity-regulated gene expression across distinct

hippocampal neuron types

We also investigated cell type-specific differential expression between conditions (Sham
and ECS) using pseudobulk DE analysis within each annotated cell type (Figure S4; Table
S4). We combined GC.1 and GC.2 cell clusters for this analysis due to almost complete
separation between GC nuclei by condition. These GC nuclei had the highest level of DE
between conditions, compared with other groups (9,439 DE genes at 0.05 FDR threshold;
4,967 downregulated, 4,593 upregulated) (Figure 3A-B). Among other nuclei, CA3.1 (284
DE genes; 34 downregulated, 250 upregulated), PS.1 (179 DE genes; 13 downregulated,
166 upregulated), and CA1 (69 DE genes; 10 downregulated, 59 upregulated) had the

next highest levels of differential expression (Figure 3A-F). Thus, we selected GC, CA3.1,
CAL, and PS.1 clusters for further inquiry, focusing on particular genes with a positive

log fold change, which we deemed upregulated genes (Figure 3B—F). There were 23

genes upregulated following ECS in all four clusters, including Mir670hg, a non-coding
microRNA host gene and protein phosphatase Pomih (Figure 3G-H). We found 4,311
genes upregulated in GC and not CA1, CA3.1, or PS.1, including Baz1a, Tl/1, and /nhba
(Figure 31-K). Nearly all upregulated DE genes following ECS for CA3.1, CAL, and PS.1
clusters were also upregulated in GC. However, a few genes were found to be exclusively
upregulated in CA3.1 (32 genes), PS.1 (8 genes), and CA1 (2 genes). Additionally, 6 genes
were upregulated in CA3.1, PS.1, and CAL, but not GC, including Kdm2b (Figure 3L).
These results suggest that while much of the differential expression between conditions is
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driven by putative GC cells, there is still heterogeneity of DE genes across cell types in the
HPC.

3.4| Functional enrichment analysis of cell-type specific activity-regulated gene

expression

To assess biological processes that may be altered in specific cell types in response to ECS,
we used gene set enrichment analysis (GSEA) to probe our cell type-specific DE analysis
results. For each cell type, using a #statistic calculated from DE analysis results for all
genes, we ran GSEA across all GO term gene sets for Biological Process (BP), Cellular
Component (CC), and Molecular Function (MF) domains. Across all cell types, we found
enrichment of 1,029 GO terms (814 BP, 118 CC, 97 MF). These terms were enriched in
specific cell types, with GC having the most enriched terms (650 BP, 80 CC, 68 MF),
followed by CA3.1 (359 BP, 70 CC, 50 MF), PS.1 (414 BP, 64 CC, 48 MF), and CA1 (363
BP, 61 CC, 45 MF) (Figure S5A).

Due to the large size and number of gene sets associated with GO terms, GSEA results
often contain redundancies that render interpretation difficult. To address this issue, we
performed semantic similarity analysis to cluster GO terms by similarity. We pooled all
terms enriched in at least one cell type by GO domain. This analysis identified 28 BP
clusters, 18 CC clusters, and 20 MF clusters (Figure S5B-D; Figure S6; Table S5). For
example, one CC cluster was entirely composed of terms related to synapses, such as
“presynapse,” “postsynaptic density,” and “glutamatergic synapse” (Figure 4A). Upregulated
genes associated with terms in this cluster had various roles, including receptor subunits
(Grin2a), molecular scaffolds (D/lg4, Grasp), and synaptic vesicle proteins (Sv2b, Svop).
Some, such as Arcand Nptx2, are known ARGs. These genes had heterogeneous levels

of DE across annotated cell types (Figure 4B). Another cluster was enriched for groups

of terms describing signaling pathways in response to different stimuli, such as “response
to organic cyclic compound,” “response to cytokine,” and “response to growth factor”
(Figure 4C). Genes associated with these clusters included genes involved with modulation
of growth factor signaling pathways (Nirk2, Bdnf), but also regulators of inflammation
and immune signaling (Ptgs2, Tgfb2, Smad3), which were also differentially upregulated
across cell types (Figure 4D). Among MF clusters, one contained only terms associated
with ubiquitin or ubiquitin-like ligase or transferase activity (Figure 4E). Indeed, gene

sets for these terms mostly included different E2 ubiquitin enzymes (UbeZg1, UbeZq?),

E3 ubiquitin ligases (Cop1, Nedd4l, MibI1), E3 ubiquitin ligase or genes that recruit
ubiquitination enzymes (Bcor). These again displayed heterogeneous patterns of expression
(Figure 4F).Finally, one cluster was enriched with groups of MF terms associated with
kinase activity (Figure 4G), with genes coding for different kinases (such as P/k2, Akap13,
Mapk4, Hunk, and /tpkI). Together, these results demonstrate that ECS alters expression
of genes associated with various biological processes across multiple cell types, with a
particularly strong impact on dentate GCs.
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3.5| Non-negative matrix factorization identified both cell type-specific and ECS-induced
gene expression profiles

Dimensionality reduction techniques can be powerful analysis methods for novel discovery
in sequencing data. For example, the CoGAPS Bioconductor package uses Bayesian non-
negative matrix factorization (NMF) to identify gene expression patterns, including an
application for snRNA-seq or scRNA-seq data. Briefly, CoGAPS decomposes a gene count
matrix into two matrices corresponding with sources of variation across genes and cells,
respectively. These matrices can then be used to define gene expression patterns within

the original dataset, which might correlate with technical artifacts, cell types, or biological
processes (Stein-O’Brien et al., 2019). We asked if this approach would identify potential
activity-regulated gene expression signatures associated with ECS in our dataset. COGAPS
identified 57 distinct gene expression patterns (Figure 5A). Most of these patterns show
good correspondence with the cell type clusters as annotated in Sections 3.1 and 3.2. For
instance, Patterns 52 and 57 were both enriched in CA3.1 neurons. Other patterns had a
lower level of correlation across multiple clusters, such as Pattern 26, which is associated
with several RHP clusters. Using the patternMarkers() function provided in the CoGAPS
package, we identified sets of marker genes for each of these patterns (Table S6).

Four patterns (26, 23, 46, and 55) were more highly correlated with ECS than others.

Of these, pattern 26 was mostly correlated with pyramidal cell clusters, namely CA1,
CA3.1, and PS.1. Three patterns (23, 46, and 55) were enriched in GC.1 cells in a largely
non-overlapping fashion (Figure 5B). Using marker genes for these patterns, we found
heterogeneity of expression of known ARGs, including PRGs and SRGs, along with genes
involved with synapse structure and function (Figure 5C). Taken together, these results
suggest the presence of multiple continuous, activity-regulated gene expression patterns in
mouse hippocampal neurons.

4| Discussion

Neural plasticity in the HPC is critical for mediating many biological processes that underlie
learning and memory. These processes include structural and functional changes in HPC
cells that regulate various forms of plasticity. This plasticity depends on waves of activity-
regulated transcription. The early waves consist of primary response genes and immediate
early genes, which are used to mark activated populations of neurons. These waves are
followed by transcription of secondary response genes. There is also evidence that these
ARG waves functionally contribute to synaptic plasticity underlying learning and memory.
However, many questions remain about ARG transcription across cell types. For example,
it is not known whether activity-induced increases are due primarily to increased expression
of activity-regulated transcripts in a small population of recruited cells, or alternatively
whether cells across multiple sub-populations are broadly recruited. Our data show that the
transcriptional representation of activity is robust, but differs across cell types.

Here, we used snRNA-seq to identify activity-regulated genes and gene expression patterns
across major neuronal cell types in the mouse HPC in response to ECS. We identified large
ECS-induced changes in gene expression in dentate GCs and moderate, yet heterogeneous,
differential expression across populations of glutamatergic neurons outside the dentate.
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Our analyses revealed that > 14 of detected genes were differentially expressed between
conditions in dentate GCs. Dentate GCs are under strong tonic inhibition from GABAergic
neurons (Jung and McNaughton, 1993; Li et al., 2013; Engin et al., 2015; Pardi et al., 2015)
and have an elevated threshold for excitation (Krueppel et al., 2011), which contributes to
their sparse activation under normal conditions and renders them uniquely positioned to
gate strong excitatory input (Hainmueller and Bartos, 2020; Leutgeb et al., 2007). However,
brain-wide stimulation, such as ECS, can override this inhibition, subsequently altering
downstream network activity in the HPC. Our work is consistent with previous rodent
microarray studies of HPC as well as laser microdissected dentate gyrus, which found
substantial ECS-induced changes in genes associated with neurotransmission, neurotrophic
signaling, angiogenic signaling, and other growth factor signaling pathways implicated in
neuroprotection. Induction of these molecular pathways may contribute to the ability of
ECS to stimulate dendritic growth and arborization in immature granule cells and enhanced
excitability in mature GCs (Imoto et al., 2017; Ueno et al., 2019; Marin-Burgin et al., 2012).
Together, the data support the notion that ECS-induced activity may contribute to a state
shift in which normally quiescent GCs are molecularly primed for growth, development, and
survival.

ECS-driven gene expression changes were also found in other excitatory populations, with
cells from the CA3.1 cluster showing the highest level of differential expression, followed
by CA1, and then CA2 cells. However, ECS had little to no effect on gene expression in
CA3.2 and CA4 clusters. There are several reasons why excitatory neuron populations may
be differentially impacted by ECS. First, the neuroanatomical organization of the molecular
circuit may drive these changes. Specifically, GCs synapse primarily onto CA3 neurons,
which project to CA1 and CA2 neurons via Schaffer collateral axons. Since CA3.1 and

CAL cells are synaptically downstream of GCs, differential expression being strongest in
GCs may simply reflect the sequence of current flow. Second, HPC neuron subtypes exhibit
different levels of excitability and synaptic plasticity that are likely reflected in their gene
expression profiles. For example, CA2 neurons are less susceptible to long term potentiation
(LTP) compared with CA1 and CA3 neurons (Carstens and Dudek, 2019). Third, gene
expression, connectivity, and electrophysiological characteristics of neurons within the same
HPC subfield can vary based on anatomical position (Cembrowski and Spruston, 2019).
Indeed, ventral CA1 neurons tend to be more excitable than dorsal CA1 neurons (Dougherty
et al., 2012). CA3 neurons also have very different connection patterns, firing properties, and
roles in memory formation along the proximodorsal and superficial-deep axes (Lee et al.,
2015; Sun et al., 2017; Hunt et al., 2018). In our dataset, CA3.2 neurons may correspond
with deep CA3 neurons as reflected by enriched expression of St18, a marker for a rare
subtype of very deep CA3 pyramidal cells, whereas CA3.1 cells are likely more superficial
due to much lower expression of this marker gene (Bienkowski et al., 2018; Thompson et
al., 2008).Thus, among HPC pyramidal neurons, cell type-specific transcriptional responses
to ECS may be explained by the convergence of molecular, cellular, and circuit-level
patterns governing anatomical position, neuronal excitability, and network connectivity.

Our study also revealed novel biology surrounding the subiculum and prosubiculum, which
have been understudied due to challenges in anatomical and molecular classification. We
observed heterogeneity in transcriptional response to ECS in clusters that map to subiculum
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and prosubiculum; specifically, PS.1 neurons showed moderate levels of differential
expression between conditions, while PS.2 and Sub clusters showed little to none. These
disparities may stem from anatomical locations of these clusters. PS.1 neurons may be
more superficial (MosI+) and ventral (Dcr), while PS.2 may be deeper (NosI-, Cntn6+)
and more dorsal (Ndst4+) (Cembrowski et al., 2016a; Habib et al., 2016; Ding et al.,
2020). Ding et al. classify the ventral subiculum as the “ventral prosubiculum’ except for
the most caudal portion of the subicular complex, based on the expression of PS-specific
genes (Ning2) and lack of expression of subiculum-specific genes (Nts, Fnl) in all but

this most caudal portion (Ding et al., 2020). Similarly, we observe PS-specific genes in
both PS.1 and PS.2, notably Ning2, and subiculum-specific genes only in our Sub cluster,
namely Ntsand Fnl. A recent bulk RNA-seq study stimulated the perforant path to acutely
induce seizures, and found higher levels of differential expression in ventral versus dorsal
subiculum (Aoyama et al., 2022). Our finding that PS.1 cluster is regulated by ECS lends
support to this result, since PS.1 likely corresponds with what Aoyama et al. (2022)
described as ventral subiculum because PS.1 is enriched for ventral-specific marker genes.
Prosubiculum projection neurons, particularly those in the ventral portion, target a broader
range of subcortical structures than subiculum projections, including the amygdala, ventral
striatum, and hypothalamus (Ding et al., 2020). Subiculum neurons also have different
firing properties based on their projection targets and anatomical location (Cembrowski
and Spruston, 2019; Kim and Spruston, 2012; Graves et al., 2012; Bohm et al., 2015).
Taken together, heterogeneity of ECS-induced gene expression changes across subicular and
prosubicular clusters may reflect differential recruitment across the dorsal-ventral axis that
impacts HPC output to critical target regions.

A unique technical aspect of our study is that we utilized two distinct matrix factorization
approaches, PCA and NMF, that decompose high-dimensional data into a lower-dimensional
set of factors. In contrast to PCA, which aims to identify ordered factors that explain the
most amount of variation, NMF aims to identify factors that represent independent, additive
features in the data. NMF is not utilized as often as PCA in bioinformatics because it tends
to be much slower and more computationally expensive. However, a recently published
NMF implementation greatly increases its speed, which may enable more widespread usage
(DeBruine et al., 2021).In our study, most NMF factors corresponded well with previously
annotated cell types. However, we also found the presence of several factors associated
with ECS, including three associated with granule cells and one associated with various
pyramidal cell types, namely CA3.1, and PS.1, and CA1 neurons. These four factors may
represent distinct, cell type-specific, activity-regulated patterns of gene expression. Earlier
studies indicate that NMF factors identified within gene expression data may correspond
with independent sources of variation, which may be biological (e.g. cell type, cell state,
biological process) or technical (e.g. batch effects). These patterns can be thought of as
continuous gene expression signatures that represent complex biological processes (Stein-
O’Brien et al., 2018). This may be a more nuanced and informative approach to assessing
the impact of experimental conditions than the presence or absence of sets of marker genes.
Previous studies have also taken an NMF-based approach to identify patterns of activity-
induced gene expression in SCRNA-seq data, particularly in cortical neurons (Kotliar et al.,
2019). Additionally, these biological processes may be shared across datasets, particularly
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other sequencing datasets in the hippocampus. Future studies can thus leverage NMF factors
identified in this study to identify activated cell populations within other transcriptomic
datasets.

ECS is a translational laboratory model for electroconvulsive therapy (ECT) that can provide
clinical insights by revealing the neurobiological mechanisms underlying antidepressant
efficacy. While ECT remains one of the most rapid and effective treatments for major
depression, it requires repeated administration of anesthesia, and can have adverse cognitive
side effects (UK ECT Review Group, 2003; Kho et al., 2003). Several lines of evidence
suggest that changes in gene expression downstream of neural activity induction after

ECT influence circuit function that controls behavior (Bolwig, 2011). Understanding the
molecular pathways that are initiated in discrete cell populations is important because

this information can be used to develop more specific ECT-mimetics or to refine brain
stimulation protocols. Defining the molecular profile of dentate GCs that are particularly
responsive to ECS can facilitate future work to selectively target these cells. We also
identified enrichment of molecular signaling pathways related to immune, growth factor, and
cytokine signaling, which may be translationally relevant given emerging findings linking
immune dysregulation and inflammation with risk for depression (Goldfarb et al., 2020;
Miller and Raison, 2016; Dantzer et al., 2008; Beurel et al., 2020) While immune response
to ECS may result in increased inflammation, we also found enrichment of TGF-beta

and related growth factor signaling pathways. In neurons, TGF-beta serves important roles
in neurodevelopment, axon guidance, synaptic plasticity, intracellular signaling, and cell
survival (Meyers and Kessler, 2017; Mitra et al., 2022; Krieglstein et al., 2011), and has
anti-inflammatory and neuroprotective properties. Some ECS-induced genes involved with
immune signaling and inflammation may also have multifaceted roles in ECT. For instance,
Ptgs2 has a well-known role in inflammatory response and may be involved in processes
important to the antidepressant effects of ECT, such as synaptic plasticity and modulation

of synaptic transmission (L6pez and Ballaz, 2020; Stark and Bazan, 2011; Cowley et al.,
2008), and the adverse cognitive side effects of ECT (Andrade et al., 2008). More research
is necessary to parse the nuanced roles of different genes and signaling pathways involved in
ECT, and our findings can help to inform hypothesis generation in these studies.

Our study has a number of limitations. Specifically, the low nuclei number in some of the
smaller clusters may limit our power to detect differentially expressed genes. In addition,
our study was focused on profiling neuronal subtypes and their response to ECS and we
therefore did not profile glia, which are functionally impacted by ECS (Wennstrém et al.,
2003; Jansson et al., 2009; Steward, 1994; Ongur et al., 2007). Finally, our experimental
paradigm only included a single ECS session, and did not investigate chronic gene
expression changes. Since typical courses of ECT involve multiple sessions (Charlson et
al., 2012), similar studies with repeated ECS administration will be important. In summary,
these data contribute to a more complete understanding of ARG expression in HPC, which
is crucial to translate ECS research from animal models to treatments for human disease. To
facilitate access of the data to the community for further exploration, we provide our data as
a resource in an accessible web-based format along with all code for reproducible analysis
of the data.
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Figure 1: Distinct molecularly-defined cellular sub-populationsin the mouse hippocampus.
(A) Schematic of the experimental design to generate pre-quality control 17,804 nuclei from

N=4 mice: N=2 Sham and A=2 electroconvulsive seizures (ECS). (B) UMAP representation
of post-quality control 15,990 nuclei from the hippocampus (HPC) and retrohippocampal
area (RHP) with color representing broad, related groups of cell types. 18 clusters/cluster
groupings were identified using unsupervised graph-based clustering, and are plotted

as annotated cell types. (C) UMAP representation with color representing experimental
conditions. (D) Heatmap along a grid with circles colored by mean log, expression of
canonical gene markers averaged across nuclei (rows) for 18 clusters (columns). Circles are
sized by the proportion of nuclei with nonzero expression values for each gene.
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Figure 2: Differential expression resultsidentifying activity-regulated genes (ARGS) associated
with Sham versus ECS conditions.
(A) Volcano plot illustrating DE analysis results with log2 fold change on the x-axis

and FDR adjusted, —logsg transformed p-values on the y-axis. Genes colored blue are
upregulated following ECS (FDR < 0.05, logs fold change > 0), while genes colored red are
downregulated (FDR < 0.05, log, fold change < 0). Top 5 upregulated and downregulated
genes are labeled. (B) Heatmap showing expression of 12 example activity-regulated genes
across Sham (top 2 rows) and ECS replicates (bottom 2 rows), grouped by gene class:

rapid primary response (rPRGs), delayed primary response (dPRGSs), or secondary response
(SRGs). (C) Bar plot visualizing GO term over-representation analysis results with bars
corresponding to gene set size and bars colored by the FDR adjusted p-value.
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Figure 3: Differential expression resultsidentifying cell type-specific activity-regulated genes
associated with Sham versus ECS conditions.
(A) Bar plot illustrating number of cell type-specific DE genes across conditions. Genes

below zero (red) on the y-axis are downregulated (log, fold change < 0) and genes above
zero (blue) are upregulated (log, fold change > 0). (B) UpSet plot (Conway et al., 2017;
Ahlmann-Eltze, 2020) comparing upregulated DE genes across GC, CA3.1, PS.1, and CAl
annotations. Annotated cell types are shown on the left of the modified x-axis, and x-axis
elements represent all possible intersections between DE genes between conditions for these
cell types. The y-axis is shown on a logg scale and indicates the number of genes at each
intersection (e.g. there are 23 genes that are DE between conditions for all cell types). (C)
Volcano plot visualizing DE analysis results for GC nuclei. Points colored blue are DE genes
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with log, fold change > 0 and points colored red are DE genes with log, fold change< 0.
Labeled genes are illustrated in panels F-H. (D) Same as C, but for CA3.1 nuclei. (E) Same
as C and D, but for PS.1 nuclei. (F) Same as C-E, but for CA1 nuclei. (G) Violin plot
showing differential expression of Mir670hgin GC, CA3.1, PS.1, and CA1 nuclei across
both conditions. (H) Same as G, but for Pom1h. (1) Same as G&H, but for Bazia. (J) Same
as G-, but for 7//1. (K) Same as G-J, but for /nhba. (L) Same as G-K, but for KamZ2b.
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Figure 4: Cell type-specific Gene Set Enrichment Analysis (GSEA) in Sham versusECS

conditions.

(A) Plot showing enrichment of clustered Cellular Component (CC) GO terms obtained by
semantic similarity analysis of cell type-specific GSEA results. Example cluster grouped

10 terms associated with synapses; top 6 are shown. Circles are colored by —log10 FDR-
adjusted p-value and sized by the gene ratio for each term (Methods). (B) Heatmap showing
cell type-specific differential expression of genes associated with terms in the corresponding
CC GO term cluster. Heatmap is colored by —log, fold change, scaled by gene and centered
at 0. (C) Same as A, but for Biological Process (BP) GO terms. Example cluster grouped

40 terms associated with cell signaling pathways; top 6 are shown. (D) Heatmap showing
cell type-specific differential expression of genes associated with terms in the corresponding
BP GO term cluster. (E) Same as A and C, but for Molecular Function (MF) GO term
cluster grouping 4 terms associated with ubiquitination activity. (F) Heatmap showing cell
type-specific differential expression of genes associated with terms in the corresponding MF
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GO term cluster. (G) Same as A, C, and E, but for MF GO term cluster grouping 6 terms
associated with kinase activity; top 4 are shown. (H) Heatmap showing cell type-specific
differential expression of genes associated with terms in the corresponding MF GO term
cluster.
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Figure5: I dentification of gene expression patterns using sScCoGAPS.
(A) Balloon plot comparing CoGAPS patterns, annotated cell types, and ECS condition.

Circles are colored by correlation between CoGAPS patterns and ECS and sized by
correlation between CoGAPS patterns and annotated cell type. (B) UMAP representations
of the data illustrating the 4 patterns most highly correlated with ECS. Plots are colored

by pattern weights for patterns 26, 23, 46, and 55, respectively. (C) Heatmap illustrates
differences in gene expression across patterns 26, 23, 46, and 55. Heatmap is colored by
pattern weights for each gene, scaled by gene and centered at 0. Genes are classified as
primary response genes, secondary response genes, or genes involved with synaptic structure

and function.
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