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Abstract: Alzheimer’s disease (AD) is a multi-stage neurodegenerative disorder characterized by beta-
amyloid accumulation, hyperphosphorylated Tau deposits, neurodegeneration, neuroinflammation,
and cognitive impairment. Recent studies implicate CD8 T cells as neuroimmune responders to the
accumulation of AD pathology in the brain and potential contributors to toxic neuroinflammation.
However, more evidence is needed to understand lymphocytes in disease, including their functional
states, molecular mediators, and interacting cell types in diseased brain tissue. The scarcity of
lymphocytes in brain tissue samples has limited the unbiased profiling of disease-associated cell
types, cell states, drug targets, and relationships to common AD genetic risk variants based on
transcriptomic analyses. However, using recent large-scale, high-quality single-nuclear sequencing
datasets from over 84 Alzheimer’s disease and control cases, we leverage single-nuclear RNAseq data
from 800 lymphocytes collected from 70 individuals to complete unbiased molecular profiling. We
demonstrate that effector memory CD8 T cells are the major lymphocyte subclass enriched in the brain
tissues of individuals with AD dementia. We define disease-enriched interactions involving CD8 T
cells and multiple brain cell subclasses including two distinct microglial disease states that correlate,
respectively, to beta-amyloid and tau pathology. We find that beta-amyloid-associated microglia
are a major hub of multicellular cross-talk gained in disease, including interactions involving both
vulnerable neuronal subtypes and CD8 T cells. We reproduce prior reports that amyloid-response
microglia are depleted in APOE4 carriers. Overall, these human-based studies provide additional
support for the potential relevance of effector memory CD8 T cells as a lymphocyte population of
interest in AD dementia and provide new candidate interacting partners and drug targets for further
functional study.
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1. Introduction

Alzheimer’s disease (AD) is the most common cause of late-onset dementia, and
it is characterized neuropathologically by the co-occurrence of senile plaques contain-
ing beta-amyloid (Ap) and neurofibrillary tangles composed of hyperphosphorylated
tau (pTau) [1]. Beta-amyloid accumulation is known to precede pTau accumulation and
cognitive impairment by ~10 years based on longitudinal biomarker studies, indicating
that AD is a multi-step disorder spanning over 10 years [2]. Recent advances in genetics
highlight neuroinflammation as a major causal factor in AD pathogenesis with the iden-
tification of multiple immune-related AD risk genes such as CD33, TREM2, and major
histocompatibility complex (MHC) genes [3—-6].

The role of neuroinflammation in the pathogenesis of AD is a major area of investiga-
tion [7-11]. Single-nuclear RNA sequencing (snRNAseq) studies of human AD brain tissue
support a greater diversity of disease-associated states involving immune cells and asso-
ciated pathways in microglia that only partially overlap the disease-associated microglia
(DAM) pattern first described in AD mouse models [12-15]. Corresponding with diverse
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microglia transcriptomic states, microglia play varied roles in disease, ranging from benefi-
cial functions like clearing toxic Alzheimer’s pathology and dead cells to maladaptive roles
such as synapse clearance, triggering inflammatory cascades, spreading pathology and
driving cellular injury [13,16-20]. Among them, microglial responses against Beta-amyloid
and senile plaques have been particularly well characterized both in AD mouse models
and human postmortem brain to delineate associated transcriptomic cell states and marker
genes [21,22]. For example, Nguyen et al. validated markers of three distinct microglial pop-
ulations whose abundance vary based on the co-existence of APOE or TREM2 risk variants:
dystrophic microglia (marked by FTL and FTH1), amyloid-responsive microglia (ARM)
expressing CD163, BIN1, MSA4A6A, and homeostatic or motile microglia [9]. Among them,
amyloid-responsive microglia (ARM) were depleted in cases carrying the risk-associated
APOE4 alleles [9]. Unlike microglial response and neuroinflammation against Beta-amyloid
accumulation, late neuroinflammation involving pTau is less well characterized. Addi-
tionally, the topic of cell-cell communication involving microglia with other cell types,
including immune cells, is an emerging area of investigation, but it also remains poorly
understood in the context of neurodegenerative disease [23]. Recognizing the significance
of these interactions is crucial, as they broaden the potential impact of targeting microglial
genes and pathways for therapeutic modulation.

The single-cell sequencing of immune cells in human spinal fluid has revealed sig-
nificant changes in CD8 T lymphocytes in AD cases compared to controls [24]. Recent
functional studies support the causal involvement of CD8 T cells in late neuroinflammation
involving pTau in mouse models and organoid models [15,25,26]. Chen et al. demonstrated
a causal role of CD8 T cells in tau-mediated neurodegeneration and brain atrophy in mice
models expressing a human tau mutation (P301S MAPT) [25]. T cell infiltration and the
induction of interferon-y and neuroinflammatory pathways in glia have been demonstrated
in a human 3D organoid system [26]. However, knowledge of transcriptomic signatures of
CD8 T cells in human AD brains is lacking partly due to the rarity of CD8 T cells in the brain,
posing technical challenges to their characterization. Furthermore, while both microglia
and T cells emerge as important players in neuroinflaimmation and AD pathogenesis, the
scope of interaction between the two cell types in human AD brains remains to be fully
characterized.

Here, we analyzed a large snRNAseq dataset of the middle temporal gyrus from
84 donors with AD or unaffected control from the Seattle Alzheimer’s Disease Atlas (SEA-
AD) cohort [27] to characterize disease-associated microglia and CD8 T cells and their
interactions. We depict gene co-expression network modules that correlate with amyloid-
responsive, dystrophic, and pathology-associated microglia [9,10]. We demonstrate that
CD8 T cells are increased in AD brain but not natural killer (NK) cells or CD4 T cells. Using
cell—cell interaction (CCI) analysis, we describe ligand—receptor pairs (LR pairs) unique to
CD8 T cells and disease-enriched microglia.

2. Materials and Methods
2.1. Data and Samples

Single-nuclear RNA sequencing data of the middle temporal gyrus from 84 donors
with AD (n = 42) or healthy control (n = 42) were downloaded from the Seattle Alzheimer’s
Disease Atlas (SEA-AD) for microglia and perivascular macrophages (Microglia-PVM),
layer 2/3 intratelencephalic excitatory neurons (L2/3 IT), layer 4 intratelencephalic excita-
tory neurons (L4 IT), parvalbumin interneurons (Pvalb), somatostatin interneurons (Sst),
astrocytes, oligodendrocytes, and oligodendrocytic progenitor cells (OPC). All SEA-AD
data used in this study including detailed sequencing methods are accessible at the SEA-
AD Brain Cell Atlas (https:/ /portal.brain-map.org/explore/seattle-alzheimers-disease,
(accessed on 23 February 2023)). Metadata provided with the SEA-AD dataset include case
ID, age at death, sex, postmortem interval (PMI), pathological stages (ADNC, Thal phase,
CERAD score, Braak stage), APOE4 carrier status, race, and ethnicity. These data were
curated and made public by the Allen Brain Institute as described by Gabitto et al. [27]. As
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per Gabitto et al., Lewy body disease scores were based on the National Institute on Aging
guidelines [27-29].

The analysis was performed with Seurat (version 4.4.0) in R (version 4.3.0). Samples
were removed from the microglial population to reduce confounding and to limit poorly
represented neuropathological traits. The implemented filters aimed to refine the sample
set, ensuring a focused analysis of changes in microglia cells related to AD. Specifically,
we removed all cases with diffuse neocortical Lewy body pathology (high “LBD”), as they
were disproportionately identified in cases over 90 years of age and only found in cases
with AD co-pathology (Supplementary Figure S1). In addition, we removed 4 cases that
were the only cases with a certain Braak stage among normal or dementia cases. For the
CD247+ lymphocyte population, due to their scarcity, we did not filter out cases due to
age or Braak stage. However, upon clustering of the lymphocyte population, one donor
comprised one independent cluster (donor H20.33.004), and this donor was removed from
the downstream analysis. Based on these filters alone, we removed cases with advanced
AD pathology but no cognitive impairment, as well as cases that were clinically diagnosed
as AD but had minimal AD pathology. This filtering reduced the total number of Microglia-
PVM analyzed from 39,200 cells from 84 donors (42 controls, 42 AD) to 11,052 cells from
28 donors (15 controls, 13 AD).

2.2. Annotation of Lymphocyte Subclasses and States

To classify representative lymphocytes and microglial states in AD and unaffected con-
trols (Schema: Figure 1), we extracted all cells in the SEA-AD dataset that were designated
as the group containing microglia or perivascular macrophages (“Micro-PVM”) based on
inference-based cell type annotation, as described [27,30]. To further annotate lymphocytes
including T lymphocytes and natural killer (NK) cells, we used the marker gene CD247
(T cell receptor ¢ chain). As expected, CD247 expression was low in all other cell clusters
in SEA-AD (Figure 2A). Furthermore, consistent with identifying lymphocytes, the top 10
marker genes discriminating the CD247+ subcluster from others included THEMIS, CD247,
and CDY6. In order to identify subtypes of lymphocytes among the CD247+ subcluster, we
isolated these cells and performed another round of clustering using Seurat. This identified
7 distinct subclusters. Lymphocyte subclusters were then annotated into their subtypes
and states using markers manually curated from the literature to represent distinct types
of tissue-resident lymphocytes (Supplementary Table S1), such as NCAM1 for NK cells,
CD8A/B for CD8 T cells, and PRF1 and GZMA for cytotoxic cells [31-35].

2.3. Lymphocytes Cell Proportion and Differential Gene Expression Analysis

We used multivariable linear regression to calculate the proportions per donor of
CD8 T cells, NK cells, and CD4 cells relative to all “Microglia-PVM” designated cells,
including biological and technical covariables (age, sex, and PMI) using lme4 (version
1.1-35.1), ImerTest (version 3.1-3), and modelssummary (version 1.4.3) packages. Similarly,
we applied multivariable linear regression to define relationships between T cell counts
and either donor cognitive status or AD neuropathological traits, with each run as separate
models, using the same series of biological and technical factors listed above (see sample
metadata in Supplementary Table S2). In order to measure differential gene expression
among CD8 T cells, we filtered out genes whose maximum expression was less than
200 counts per million across all cells (7140 genes remained) and then performed differential
gene expression analysis using linear regression to identify genes differentially up and
downregulated in CD8 T cell from cases with AD dementias vs. unaffected controls (see
Supplementary Methods for additional details) [36].
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Figure 1. Schema of analysis workflow.
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Figure 2. CD8 T cells are abundant in AD brains. (A) left—Distinct subcluster of CD247+ cells
identified in microglia-perivascular macrophages (PVM) Seurat object downloaded from Seattle
Alzheimer’s Disease Brain Cell Atlas. Middle, right—UMAP plot of microglia and lymphocytes
showed reasonable intermixture of cognitive status (disease) and APOE4 carrier status. (B) left—UMAP
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plot representing major lymphocyte subtypes in the CD247+ cluster, identifying independent sub-
clusters of CD8 T cells, CD4 T cells, and natural killer (NK) cells. Middle and right—Feature plots
represent normalized expression of CD3E, NCAM1, CD4, and CD8A based on Seurat. (C) Heatmap
of scaled expression of the representative markers for effector memory T cells with re-expression of
CD45RA (PTPRC). X-axis color bar shows that none of the clusters are comprised of a single donor.
(D) Box plot of cell proportion of CD8 T cells. Cell proportions were calculated as number of CD8
T cells per sample divided by the total cell number per sample in the microglia-PVM object. Cell
proportions and the p-value are from a regression model including cognitive status, age, sex, and
postmortem interval (PMI); Y-axis represents estimate from the model. For pathological staging
(ADNC, CERAD, Braak, Thal), only dementia cases are plotted.

2.4. Weighted Gene Co-Expression Network Analysis of Lymphocytes and Microglia

Toward the goal of defining relationships between lymphocyte and microglia signaling
states or functional classes, we leveraged weighted gene expression analysis to define
stable gene sets (“modules”) that may relate to changes in biological signaling or function
among lymphocytes or microglia in disease. We selected this approach because markers
of microglia disease states based on differential gene expression alone have been reported
to be highly variable across AD studies [21], and we reasoned that the modules based on
WGCNA, which are highly reproducible [15,22], would offer alternative gene markers based
on robust correlations with the biological phenomenon that are altered in disease. Therefore,
we applied high dimension-Weighted Gene Co-expression Network Analysis (hdWGCNA;
version 0.2.18), which is a version of WGCNA adapted for single-cell datasets (WGCNA:
version 1.72-1) [37]. In this analysis, gene sets known as “modules” are generated, and
their combined expression is represented as a module eigengene (ME). By quantifying
the expression of the ME in cells or samples, we measure the differential expression of
the biological changes that are represented by the module. We performed this analysis
based on published code without modification [37]. Details regarding the application of
this analysis in this study, including module generation parameters, are described in the
Supplementary Methods. We performed gene ontology and pathway enrichment analysis
using the enrichR package (version 3.2) [38-40]. We generated ten microglia (mg) modules
that were designated mg1-10, ranging from the largest (1) to the smallest (10) module. In
addition, we generated 19 CD8 T cell modules that were designated CD8T1-19.

To further annotate microglial modules with respect to substantial precedent work,
we curated, published, and validated markers from the literature and tested module
enrichment using Fisher’s exact test. We prioritized markers from human studies with
distinct relationships to AD neuropathological traits. This included microglia differentially
associated with beta-amyloid, APOE and TREM2 genotypes validated in human brain
tissue by immunohistochemistry in Nguyen et al. [9], including homeostatic microglia
(T'MEM119), motile microglia (ARHGAP15), dystrophic microglia (FTL, FTH1), and amyloid-
responsive microglia (ARM; CD163) [5]. In addition, we leveraged microglial gene sets
reported from human AD brain tissue to be differentially expressed in relationship to
beta-amyloid, including CD163 in addition to APOE as well as distinct genes related to
pathological tau load, including LRRK2 and GPNMB [10]. Finally, we used commonly
used markers of homeostatic microglia, including TMEM119 and CX3CR1 [41]. Based on
these markers, we annotated the four microglial modules significantly associated with
disease status as representing signatures of either amyloid-related (ARM; mg1), pathology-
associated (mg3), dystrophic (mg2), or homeostatic (mg8 and mg10) (Supplementary
Figures S6 and S7). We identified subsets of cells representatives of each module (for
example ARM microglia) by designating the cell with the highest module eigengene (ME)
expression (top 20% by rank) unique to a particular module (Supplementary Figure S7). In
addition, we identified a subset of cells with ME scores among the top 20% for both mg1 and
mg3 modules. Building on the understanding that beta-amyloid precedes tau pathology
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chronologically, we designated this subset of microglia with intermediate scores for both
ARM and pathology-associated modules as putative intermediate phase or “transition”
microglia (Supplementary Figure S7). These cells were then used for downstream cell-based
analyses, including cell—cell interaction analysis.

2.5. Cell-Cell Interaction Analysis

We used the package Multinichenetr (version 1.0.0) to perform cell-cell interaction
analysis to compare interactions involving different types of microglia and lymphocytes
with other brain cell types. In addition to interactions involving glia, we were interested
specifically in distinguishing interactions involving subclasses of neurons depleted from
disease cases as a function of cognitive decline and neuropathology [27]. For this reason, we
chose to use Multinichenetr for CCI analyses, which measures differential CCI across cell
populations and sample groups [42]. We performed CCI as described in the Multinichenetr
package without modification, and we included only paracrine interactions [42]. We applied
the analysis to a subset of 23 cases in which both disease-associated microglia and CD8 T
cell populations were represented. We then performed pathway enrichment using enrichR
and KEGG 2021 Human and Wikipathway 2023 Human databases, which we applied to
the top 100 ligands per sender cell type, top 100 receptors per receiver cell type, or top
100 ligand-receptor pairs per specific sender and receiver pairs. To further annotate ligands
and receptors involving CD8 T cells according to pathways represented by hdWGCNA
modules for CD8 T cells, we calculated and tabulated gene-module connectivity scores
(kME) for each ligand or receptor against each CD8 T cell module (Supplementary Table
S4).

3. Results

3.1. Characterization of Brain-Tissue-Associated Lymphocytes

3.1.1. Differential Composition Analysis and Marker-Based Annotation Demonstrate an
Increase in Effector Memory CD8 T Cells in Samples with AD Dementia

Studies of human cerebral spinal fluid and blood have demonstrated various compo-
sitional changes involving peripheral lymphocytes in Alzheimer’s disease (AD) demen-
tia [24,43]; however, the specific alterations of brain lymphocytes within AD brain tissue
remain undefined. To fill this gap, we performed snRNAseq-based cell classification and
compositional analysis to characterize peripheral blood cells present in brain tissue of AD
dementia and matched unaffected control cases. We classified as lymphocytes a specific
subcluster of 800 cells from 84 cases in the SEA-AD dataset, based on its unique enrich-
ment for the lymphocyte marker gene CD247, which encodes the T cell receptor subunit
CD3¢ (Figure 2A). To annotate specific subtypes of CD247+ lymphocytes, we performed
subclustering and marker-based annotation [31-35]. We identified seven subclusters that
were uniquely enriched for markers of either natural killer (NK) cells, CD4 T cells, and
CD8 T cells (Figure 2B; see Section 2). Among these, CD8 T cells were the most abundant
lymphocytes in the dataset (384 cells from 70 donors). The expression of specific marker
genes can distinguish different activation and maturation stages of CD8 T cells (Supple-
mentary Table S1) [31-35]. Among these, we observed markers for effector memory T cells
(TEMRA) including high CD45RA positivity concurrent with slightly increased cytotoxic
enzyme genes (PRF1, GZMA, GZMB, and NKG7; Figure 2C, Supplementary Figure S3).
Therefore, based on the snRNAseq of human brain tissue, we identified various popula-
tions of CD3(+ lymphocytes, defined their empiric transcriptomic signatures (presented in
Figure 2C and Supplementary Figure S3), and classified subtypes based on marker gene
expression, including TEMRA as the most abundant CD3(+ cell population.

To assess the relative abundance of CD8 T lymphocytes in cases with AD dementia
vs. unaffected controls, we next performed cell type compositional analysis, applying
multivariable linear regression to control for technical and biological covariates including
age, sex, and PMI (see Section 2). We found that CD8 T cells were significantly enriched
in AD dementia brain samples (Figure 2D; log2FC = 0.21, p-value = 0.036, n = 42 AD and
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42 control cases). In contrast, we did not observe significant increases in the expression of
other lymphocyte classes, including NK cells and CD4 T cells (Supplementary Figure S3).
There was no difference in CD8 T cell proportions between female and male (female versus
male sex: 1og2FC = 0.087, p-value = 0.41; 54 female, 35 male; Wilcoxon rank sum test). We
also found no significant difference in CD8 T cell proportions relative to APOE4 carrier
status in cases with dementia, but we found a positive trend in APOE4 carriers without
dementia that was not statistically significant (dementia: log2FC = 0.07, p-value = 0.69,
n = 16 APOE4 carriers and 26 APOE4 non-carriers; cognitively normal: log2FC = 0.74,
p-value = 0.07, n = 9 APOE4 carriers and 33 APOE4 non-carriers, Wilcoxon rank-sum
test). To determine if the CD8 T cell proportion was further associated with AD-specific
neuropathology, we examined CD8 T cell abundance relative to stages of beta-amyloid
(Thal), hyperphosphorylated tau (Braak), or neuritic plaque density (CERAD score). While
we observed positive correlations between CD8 T cell proportion and each of these scores
among dementia cases, they were not statistically significant (Figure 2D). Therefore, using
snRNAseq compositional analysis, we observed an enrichment of CD8 T lymphocytes
bearing features of TEMRA as a feature of AD dementia brain tissue with AD pathology
that was independent of the APOE4 genotype.

Having assessed the transcriptome of brain-associated CD8+ lymphocytes from AD
and control cases, we next addressed whether we could detect differentially expressed
genes based on snRNAseq. Analyzing 7140 genes that had sufficient detection in CD8
T cells over 70 donors for differential gene expression analysis, we identified 13 genes
with significant differential expression in disease samples based on significance threshold
(abs(log2FC) > 1, FDR corrected p-value < 0.05; Supplementary Table S3). Prominent among
these genes (12 of 13) were mitochondrial genes and non-coding RNAs, which could
indicate damaged cells or ambient RNA (Supplementary Table S3) [44,45]. In addition,
CD8 T lymphocytes in disease samples had higher expression of ERC1 (log2FC = 1.02,
FDR-corrected p-value = 0.026; limma), which is a regulatory subunit of IKKB believed
to recruit the IkappaB/NFKBIA complex [46]. Therefore, while underpowered for a full
transcriptomic analysis, these data indicate a potential for the differential regulation and/or
activity of CD8 T cells present in AD brain tissue samples.

3.1.2. Weighted Gene Co-Expression Network Analysis of CD8 T Cells Reflects Terminal
Differentiation and Multiple Signaling States

To capture groups of gene sets (network modules) whose expression changes are
correlated to each other and may be related to underlying changes in cell state or signaling
pathways, we next performed weighted gene co-expression network analysis (WGCNA)
on CD8 T cells (see Section 2 [37,47]). This yielded 19 network modules, among which
two (CD8T2 and CD8T4) were more highly expressed in cases with dementia compared to
cognitively normal controls (CD8T2: 1log2FC of module eigengenes = 2.44, FDR-corrected
p-value = 0.0352; CD8T4 log2FC = 1.63, FDR-corrected p-value = 0.0352; linear regression
with mixed random effect model as described in Supplementary Methods) (Figure 3,
Supplementary Figure S4, and Supplementary Table 54). Therefore, we annotated the hub
genes and associated pathways for CD8T2 (504 genes) and CD8T4 (743 genes) to consider
biological pathways and cell states associated with CD8 T cells in AD dementia samples
(see Supplementary Table S5 for GO term enrichment). Genes more strongly connected to
CD8T2 (kME, see Section 2) included effectors of lymphocyte cytotoxicity including GZMK
(granzyme K) and PRF1 (perforin 1) together with mitochondrial and ribosomal genes
(Figure 3B,C; Supplementary Table S5) [34]. In contrast, among the top-ranked “hub” genes
of the alternative CD8T4 module were modifiers of inflammation or immune signaling,
or “immunomodulatory” genes (Figure 3D,E), including IL7R, which is crucial for the
survival of effector memory T cells and naive CD8 T cells [48-50], CD226, a regulator of
lymphocyte proliferation and cytokine production [51], and TIGIT, an immune checkpoint
regulator [52]. Additional CD8T4 genes included killer cell lectin family genes, which are
known to be expressed in subsets of TEMRA such as virtual memory T cells as well as NK
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cells [53,54]. Therefore, we identified two modules that represent distinct facets of T cell
signaling, encompassing cytokine-mediated immunomodulation (CD8T4) and cytotoxic
granule formation and cell killing (CD8T2), which are overall consistent with the CD8 T
cells we identified being mainly terminally differentiated effector memory T cells.
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Figure 3. Gene co-expression network modules of CD8 T cells in AD brain. (A) Box plot of mean
module eigengenes per sample between dementia and control cases for cytotoxic (CD8T2) and im-
munomodulatory (CD8T4) modules. Y-axis represents estimate, derived along with p-values from the
linear regression model including disease, age, sex, and PMI. (B) Pathway enrichment and protein-
protein interactions in CD8T2 module. The network plot denotes proteins with CD8T2 kME > 0.2,
denoting ribosome/translation pathway, mitochondrial pathway, and cytotoxic/inflammatory path-
way. (C) The bar plot shows representative significant GO biological process enrichment terms of
genes with kME > 0.2. X axis shows negative log of Benjamin-Hochberg-corrected p-values. (D) Net-
work plot and pathway enrichment in CD8T4 module. Inner 10 genes of the network plot are top 10
hub genes for CD8T4 module, and the point size denotes kME. (E) The bar plots show representative
significant GO biological process enrichment terms of genes with kME > 0.2. X axis shows negative
log of Benjamin-Hochberg-corrected p-values.
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3.2. Characterization of Disease-Associated Microglia
Weighted Gene Co-Expression Network Analysis of Microglia Defines Distinct
Beta-Amyloid Responsive and Pathology-Associated Microglia That Reproduce Validated
Markers and Disease Traits

Microglia are brain resident immune cells previously implicated in transgenic models
to be major mediators of lymphocyte cross-talk in the context of AD pathology [25,26].
However, relationships between microglia and lymphocytes remain poorly defined in the
human disease brain, including whether they involve particular states of microglia, such
as microglia associated with beta-amyloid plaque and APOE4 status or microglia more
associated with tau pathology and neurodegeneration [9,13,16-19]. Therefore, we next
utilized the SEA-AD dataset to define populations of microglia associated with different
types of AD pathology and/or APOE genotype. To define reproducible states and asso-
ciated marker genes, we applied WGCNA to represent microglia transcriptomic profiles
as gene co-expression modules to define robust markers and stable gene sets for pathway
analysis. For this analysis, we selected a subset of cases from the SEA-AD dataset with
typical AD pathology and dementia, removing cases with co-pathology or poorly repre-
sented neuropathological traits (as described in Section 2; n = 28 cases, 11,052 microglial
cells remaining). This analysis defined 10 microglial modules, which we named mg1-10
(Supplementary Table S6). Two of these modules were significantly enriched in AD demen-
tia samples (mgl and mg3; FDR < 0.1, linear regression with mixed random effect model
as described in Supplementary Methods). Hub genes distinctly marking these modules
included genes previously reported in disease-associated microglia including CD163 (mg1;
Figure 4A—C), a validated marker of amyloid responsive microglia (ARM) [9], and GPNMB
(mg3; Figure 4D), a microglial gene correlated to tau pathology load in prior studies [10].
We next performed gene ontology analysis of the disease-associated modules mgl and
mg3 modules to characterize represented biological pathways (Supplementary Table S7).
The module mgl was enriched for neutrophil-mediated immunity, positive regulation
of transcription from RNA polymerase II promoter in response to hypoxia, complement
cascades, and cholesterol metabolism, whereas the mg3 module was enriched for lysosomal
structures and signaling genes (Supplementary Table S7). In contrast, genes associated
with antigen processing and presentation were significantly enriched in the module mg2,
including HLA-C, HLA-DRA/DRBI, and TAP1 (adjusted p-value = 0.005; Supplementary
Table S7). Therefore, using WGCNA, we identified several distinct microglial modules
bearing reproducible marker genes and representing distinct biological pathways.

Multiple traits defined in prior work characterize amyloid-responsive microglia
(ARM), including (1) the marker gene CD163, (2) positive association with beta-amyloid
stage, and (3) relative depletion in APOE4 carriers compared to non-carriers [5]. To ascer-
tain if the mgl module in SEA-AD represents ARM, we tested these identical associations
in the SEA-AD dataset. In line with previous findings, we observed diminished mgl
expression in APOE4 carriers compared to non-carriers in individuals with AD dementia
and high beta-amyloid burden (APOE4 carriers: log2FC of module eigengenes for high
vs. low beta-amyloid burden = —2.02, p-value = 0.17; APOE4 non-carriers: log2FC = 1.94,
p-value = 0.00076; across 11,052 cells from 28 donors; linear regression with mixed random
effect model as described in Supplementary Methods) (Figure 4B). We also observed a
significant increase in mgl module expression from the early stages of senile plaque burden
(CERAD score) but not with neurofibrillary tangle burden (Braak stages) until Braak stage
VI (Figure 4C). Hence, the characteristics of mg1 align with the definition of ARM accord-
ing to Nguyen et al. [5]. Furthermore, supporting its association with beta-amyloid, mg1
showed an enrichment with differentially expressed genes for beta-amyloid identified by
Smith et al. [6] (Supplementary Figure S7). Therefore, based on this evidence, we adopted
the prior designation and labeled mg1 as the ARM module.
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Figure 4. Gene co-expression network modules of microglia in AD brain. (A) Amyloid-responsive
module (mg1). Top left—box plot of mean module eigengenes per sample between dementia and
control cases. Y-axis represents estimate, derived along with p-values from the linear regression
model including disease, age, sex, and PMI. Top middle—network plot of top 20 hub genes for mg1
module. Inner 10 genes of the network plot are top 10 hub genes for mgl module, and the point size
denotes kME. Top right—the bar plots show representative significant GO enrichment terms of genes
with kME > 0.2. X axis shows negative log of Benjamin-Hochberg-corrected p-values. (B) Violin plot
with overlaying boxplot showing per-nucleus module eigengene of mg1 across senile plaque burden,
partitioned to APOE4 carriers and non-carriers. CERAD score was binned for low (absent and sparse)
and high (moderate and frequent). Y-axis shows estimates and p-values derived from a mixed random
effect model including pathological stages, age, sex, PMI; and Donor ID as the random effect. (C) Violin
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plot with overlaying box plot showing per nucleus module eigengene for mgl module across
pathological stages for beta-amyloid (CERAD score) and phosphorylated-tau (Braak stage). Y-axis
shows estimates and p-values derived from a mixed random effect model including pathological
stages, age, sex, PMI; and Donor ID as the random effect. ****; p < 0.0001. (D) Pathology-associated
module (mg3). Left—box plot of mean module eigengenes per sample between dementia and control
cases. Y-axis represents estimate, derived along with p-values from the linear regression model
including disease, age, sex, PMI. Right top—network plot of top 20 hub genes for mgl module.
Inner 10 genes of the network plot are top 10 hub genes for mg3 module, and the point size denotes
kME. Right bottom—the bar plots show representative significant GO biological process enrichment
terms of genes with kME > 0.2. X-axis shows negative log of Benjamin-Hochberg-corrected p-
values. (E) Violin plot with overlaying box plot showing per nucleus module eigengene for mg3
module across pathological stages for beta-amyloid (CERAD score) and phosphorylated-tau (Braak
stage). Y-axis shows estimates and p-values derived from a mixed random effect model including
pathological stages, age, sex, PMI; and Donor ID as the random effect. ****; p < 0.0001.

In contrast to mg1, genes within mg3 have previously been associated with phosphory-
lated Tau in human Alzheimer’s disease (AD) brain samples [6] (Supplementary Figure S7;
see Section 2). Correspondingly, mg3 expression increased significantly with advanc-
ing AD neuropathological stages in dementia cases, including tau pathology (Braak;
Figure 4C). The module mg3 did not exhibit a significant correlation with APOE4 car-
riers either with or without dementia (Supplementary Figure S5). Consequently, we
designated mg3 as the “pathology-associated” module. Similarly, using reproducible and
validated markers, we annotated additional modules including homeostatic (mg8 and
mgl0; TMEM119+CX3CR1+) and dystrophic (mg2; FLT+) (see Section 2; Supplementary
Figures S6 and S7). Derived from weighted gene co-expression network analysis (WGCNA),
this robust annotation offered modules with specific associations to Alzheimer’s disease
(AD) pathology and APOE genotype, facilitating the comparison of immune-related cell-
cell signaling across microglia disease states in the AD brain.

3.3. Cell-Cell Interaction Analysis
3.3.1. MultiNicheNet Reveals Markedly Increased CCI Involving Depleted Neurons and
Beta-Amyloid Responsive Microglia in AD Dementia Brain Samples

To elucidate potential functional consequences of the identified disease-associated
immune cell types and states, we conducted cell-cell interaction analysis to compare inter-
actions gained or lost in the diseased brain. While we applied the analysis broadly across
all major glial cell types and multiple neuronal subclasses, we focused the analysis specifi-
cally on immune cells, pathology-associated microglia, and depleted vs. compositionally
spared neuronal subclasses. To achieve this, we employed the recently developed cell—cell
interaction (CCI) analysis tool, MultiNicheNet, to enable differential CCI analysis across
cell types and disease conditions based on ranked scores.

Our analysis resulted in 359,376 ligand-receptor (LR) pairs scored and differentially
active in disease vs. control conditions, which were further ranked for each cell type [42].
As a preliminary test case, we first compared interactions involving neuronal subclasses
that are either depleted or compositionally spared in dementia cases in the SEA-AD dataset,
reasoning we would expect to find regulators of cell death, stress, and/or survival ranked
more highly among LR pairs targeting depleted vs. spared neurons. Specifically, in the
SEA-AD dataset, including in samples used for this analysis (Supplementary Figure S8),
the disease-depleted neurons include layer 2/3 intratelencephalic excitatory neurons (L2/3
IT) and somatostatin inhibitory neurons (Sst), which we will refer to as vulnerable neuronal
population [42]. Overall, dementia samples contributed to more of the highly ranked
LR pairs compared to controls, contributing 39 out of the top 50 most highly ranked LR
pairs defined by the analysis (Figure 5A and Supplementary Figure 59) [42,55]. Moreover,
many highly ranked LR pairs that were gained in disease samples compared to controls
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involved one of the two “vulnerable” neuronal types (L2/3 IT or Sst) [27], supporting
the use of this analysis to identify disease-associated CCI (Supplementary Figure S9).
Furthermore, disease-specific LR pairs with L2/3 IT and Sst neurons were enriched for
pathways of neurodegeneration including Wnt signaling and LRP6 [56,57]. In contrast,
these same pathways were not enriched among LR pairs involving neuronal subtypes that
were compositionally spared (L4 IT and Pvalb). Thus, CCI analysis identified LR pairs with
differential activity in disease and control cases, emphasizing neurodegeneration-related
LR pairs specifically enriched among neurons selectively depleted from disease tissues.
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Figure 5. Cell-cell interaction analysis of AD brains. (A) Circos plot of top 50 ligand and receptor
(LR) pairs. Left—dementia specific, right—normal cases specific interactions. (B) Heatmap showing
the ratio of sums of prioritization scores among total LR pairs between dementia and normal cases.
X-axis lists receiver cell types, and Y-axis lists sender cell types. Grey cells denote autocrine signals as
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Dyst-mic—dystrophic microglia; L2/3 IT or L4 IT—layer 2/3 or layer 4 intratelencephalic excitatory
neurons; Oligo—oligodendrocytes; OPC—oligodendrocytic progenitor cells; Path-mic—pathology-
associated microglia; Pvalb—palvalbumin neurons; Sst—somatostatin neurons; Trans-mic—transition
microglia.

Next, we leveraged CCI analysis to assess whether different microglia states, de-
fined by WGCNA modules, involved shared or distinct disease-associated cell—cell in-
teractions. To enable this, we first identified subpopulations of microglia representative
of each microglia module, defining ARM, pathology-associated, transition, dystrophic,
and homeostatic microglia (see Section 2). We then compared CCls across microglia in
these different disease states, focusing on paracrine interactions either upregulated or
downregulated in disease compared to control cases (see Section 2). Notably, interactions
involving ARM dominated the LR pairs gained in disease, demonstrating over 10 times as
many interactions as the next most involved microglial state (Figure 5B). Many of the LR
pairs unique to ARM involved neuroprotective and glioprotective factors, such as APOE-
SORL1 [58], CD47-SIRPA [59], and PSAP-GPR37L1 [60]) (Supplementary Figure 510). In
contrast, disease-enriched LR pairs involving pathology-associated microglia included
mediators of cellular damage, including complement (C3-CD46) [61], cholesterol scav-
enger receptors (PTDSS1-SCARB1) [62], and drivers of microglia-mediated neuronal death
(CNTN4-PTPRG) [63] (Supplementary Figure S11). Other LR pairs were shared by both
types of disease-associated microglia such as interactions involving the AD disease gene
APOE with LRP5, but these were different from those with homeostatic or dystrophic
microglia (Supplementary Figures S12 and S13; Supplementary Tables S8-510). These
findings indicate that microglial states associated with either beta-amyloid, APOE status,
and/or tau pathology may participate in distinct cell—cell interactions, and they highlight
broad and abundant disease-associated multicellular engagement with amyloid-responsive
microglia (ARM).

3.3.2. Disease-Associated CCls Involving CD8 T Cells

Next, we leveraged CCI to examine interactions between brain resident cells and
brain tissue-associated CD8 T lymphocytes to annotate related functional pathways and
candidate mediators of neuroimmune signaling changes in AD dementia brain tissue. By
applying MultiNicheNet (see Section 2), we identified 11,366 differential CCls specific to
dementia samples involving CD8 T cells [42]. LR pairs with CD8 T cells that were gained
in the disease prominently included cell adhesion molecules, growth factors, and receptor
tyrosine phosphatases (Supplementary Figure S14). The majority of CCIs involving CD8 T
cells were with microglia, and disease-associated microglia had the majority of CCls with
CD8 T cells (ARM > transition > pathology-associated). In contrast, CCls between CD8
T cells and either homeostatic or dystrophic microglia were absent in disease tissues and
only present in unaffected controls (Figure 6). Therefore, interactions between CD8 T cells
and microglia shifted markedly from normal to dementia conditions with interactions pre-
dominantly gained with disease-enriched microglia and lost with homeostatic/dystrophic
microglia.

We further annotated CCls involving CD8 T cells with their functional pathways
using the predetermined CD8 T cell network modules, including CD8T2 (cytotoxic) or
CD8T4 (immunomodulatory) modules. The majority of disease-associated CD8 T inter-
actions involved genes in the immunomodulatory module, including cell-cell adhesion
interactions FLRT2-UNC5A-D and NRG1-ITGAV/ERBB4 (L2/3 IT and Sst as interacting
partners) (Supplementary Figure S15). In contrast, CCI involving genes within the CD8T2
cytotoxicity module were dominated by ADAM10, an AD GWAS gene and metalloprotease
with many target genes including APP [64]. CCI with ADAM10 included multiple LR pairs
that varied by target cell type, including NOTCH2 (with ARM), CD44 (with pathology-
associated microglia), and TSPANSs (L2/3 IT and Sst). Having observed the differential com-
position of ARM to be a consistent feature of APOE4 carriers, we examined if the NOTCH2
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expression differs between APOE4 carriers and non-carriers in dementia cases. We found
NOTCH?2 to be significantly upregulated in ARM from APOE4 carriers compared to those
from APOE4 non-carriers (estimate = 0.12, p-value = 0.0198, adjusted p-value = 0.099; linear
regression with mixed random effect models) (Supplementary Figure S16). Hence, our
analysis pinpointed NOTCH?2 as a potential mediator in cytotoxic CD8 T cell interactions
with amyloid-responsive microglia (ARM). Moreover, NOTCH2 was found to be upreg-
ulated in APOE4 carriers where ARM depletion occurs. This emphasizes that cell—cell
interactions (CClIs) involving CD8 T lymphocytes play diverse roles, evident in both ligand—
receptor (LR) pairs and functional pathways, highlighting ARM as a potential interacting
microglia type due to significant gains in disease-associated CCls.
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Figure 6. Cell-cell interactions involving CD8 T cells. Bar plots showing the number of cell-cell
interactions inferred by MultiNicheNet. (Top)—CD8 T cells as the sender, (bottom)—CD8 T cells
as the receiver. Each panel represents the corresponding interaction partners. ‘Micro’ represents
microglia without specific cell state labels such as Homeostatic (Hom), Dystrophic (Dyst), ARM,
Transition (Trans), and Pathology-associated (Path).

4. Discussion

To achieve a systematic view of brain-tissue associated lymphocytes and their re-
lationship with microglial disease states, we analyzed the large snRNAseq dataset of
1,240,908 cells from 84 AD and healthy control donors generated from the Seattle Alzheimer’s
Disease (SEA-AD) cohort [27]. To address the significant need for human-brain-based ev-
idence of neuroimmune targets for functional and mechanistic study, we focused our
analysis on rare brain tissue-associated lymphocytes and microglia, which are the resident
immune cells of the brain. Our analysis demonstrated a significant increase in CD8 T cell
abundance in the brains of individuals with dementia due to Alzheimer’s disease compared
to individuals without dementia. AD brain-enriched lymphocytes matched with effector
memory CD8 T cells based on transcriptomic profiles and were enriched for cytotoxic
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machinery and immunomodulatory pathways represented by distinct gene co-expression
modules. These findings were consistent with complementary evidence from tau mouse
models and spinal fluid from AD patients that also implicate CD8 effector memory T cells
as the major disease-enriched lymphocyte subtype [25,65]. Lymphocytes were rare in brain
tissue; therefore, these observations were remarkable for their consistency across 70 donors
(ranging from 5 to 26 cells per donor) and group-level statistical analyses.

Another major question is how lymphocytes interact with different classes and sub-
classes of brain cells and their disease-associated cell states including microglia. Therefore,
we annotated different states of disease-associated microglia to consider their relation-
ships with other brain cell types. Unlike cell classes and subclasses which can be robustly
mapped to reference atlases, microglia disease states are highly variable across individ-
uals and studies and lack a consensus reference. To enhance the identification of stable
microglial disease states, we leveraged hdWGCNA to identify gene co-expression network
modules independent of dimension reduction methods and unsupervised clustering pa-
rameters. The resulting microglial modules from human brain data captured reproducible
states with distinct pathological associations and markers that have been validated in
prior studies [9,10]. This included homeostatic microglia [41] in addition to two distinct
microglia modules with differential relationships to tissue accumulation of amyloid and
tau pathology, including microglia correlated with beta-amyloid accumulation that are
depleted in APOE4 carriers (ARM; CD163+) [9] and microglia related to the accumulation
of tau-pathology and neurodegeneration (GPNMB+) [66]. In contrast, microglia bearing
markers of dystrophic morphology (FTL+) [9,67] did not accumulate with pathology or
dementia status. These modules also reproduced compositional relationships with different
AD pathological stages and APOE4 status, further supporting their interpretation as robust
states.

Using cell—cell interaction analysis, we observed a marked increase in the number of
significant CClIs in the disease brains compared to controls. Importantly, the majority of the
top 50 gained CCls involved neuronal subtypes that were significantly depleted from AD
dementia tissues, including L2/3 IT excitatory neurons and Sst interneurons. Therefore,
extensive changes in intercellular cross-talk may participate in the fate of vulnerable
neuronal subclasses in disease, which requires further study. This finding is consistent
with the emerging notion that cellular vulnerability likely involves non-cell autonomous
factors [27,68].

Previous studies have demonstrated that microglia in AD pathogenesis likely have
multifaceted roles, including both immunosuppressive/neuroprotective and inflamma-
tory /neurotoxic [13,16-20]. In our analysis, ARM showed the highest cell—cell interactions
of any other cell type, including multiple neuroprotective and glial protective interactions
such as prosaposin (PSAP) paired with expression of GPR37L1, which is a known mediator
of anti-oxidant effects in astrocytes [60]. The negative correlation with APOE4 status further
supports likely beneficial roles for ARM in disease. On the contrary, CCI analysis linked
pathology-associated microglia with cellular damage responses. In conclusion, our analyses
support dual roles for microglia whose interactions with vulnerable neuronal populations
included both neuroprotective and neurotoxic pathways that varied according to microglia
disease states as annotated by robust marker genes.

Here, we reported an increased number of CD8 T lymphocytes in AD brain tissue
samples based on the snRNAseq of 84 cases. The role of lymphocytes in the AD brain was
previously considered quite controversial and more recently brought to greater attention by
highly sensitive quantitative techniques including cell-specific analyses [25,26]. Therefore,
much remains unknown in this rapidly developing field, supporting the importance of
the convergence over effector memory T cells as a major cell type observed here in the
human brain and previously reported in human AD CSF and tau mouse models [24,25,69].
In combination, this provides a line of independent evidence to elevate the importance
of studying these cells more in the context of AD. Emerging evidence suggests that CD8
T cells in AD brains may infiltrate into the brain from systemic circulation, possibly via
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the CXCL16—CXCR6 axis as previously reported from the analysis of patient-derived CSF
lymphocytes [24,69]. There is also growing awareness of lymphocyte populations that
reside in the meninges that may play specialized roles in brain tissue surveillance or as yet
undefined roles [70,71]. As new data emerge, evidence builds to support a need for basic
and human-specific study into the mechanisms and functions of lymphocytes in the AD
brain.

Our findings indicate that CD8 T cells likely have multiple roles in AD pathogenesis,
including the potential for extensive immunomodulatory and cytotoxic effects involving
multiple cell types, including ARM. Future work, including longitudinal studies, are
needed to clarify the relationship between CD8 T cells and AD neuropathology, brain
atrophy, and clinical decline. As our results from the human brain overlap with findings
previously reported in spinal fluid studies [24,65], it may be possible to use spinal fluid
from AD clinical cohorts to probe these associations in future studies. There is also interest
in identifying distinct markers of AD-associated lymphocytes to support their identification
and future studies. Among the few genes we found to be differentially expressed by CD8
T cells in disease samples, ERC1 is a regulatory component of IKKB, which is part of the
NFkB canonical pathway regulation that is typically induced by proinflammatory ligands
such as TNF, IL-1, or TLR ligands [46,72]. High mitochondrial and ribosomal RNA in the
differentially expressed genes could be indicative of low-quality cells as conventionally
interpreted; however, recent single-cell multiomic studies have shown the presence of
transcription erosion in severely affected cases [27,73], which also aligns with the terminal
differentiation of the enriched CD8 T cell population. Our findings support the value of
differential expression analysis of lymphocytes in AD brain tissue; however, larger numbers
of lymphocytes or more sensitive techniques are needed to probe these relationships further.

We acknowledge several additional technical limitations of this study. Principally,
brain tissue-associated lymphocytes are also not necessarily located within the brain
parenchyma, and cells we designated as microglia throughout the analysis may include
perivascular macrophages. We omitted cases with neocortical Lewy body pathology con-
current with AD pathology in order to focus our analysis. Moreover, the limited number
of non-AD samples with Lewy body pathology in SEA-AD, along with confounders with
age, precluded the extension of our analysis to determine the effects of co-pathology on
the neuroimmune axis. Finally, our results are observational and do not prove causal or
functional associations.

5. Conclusions

An in-depth examination of the SEA-AD snRNAseq dataset focusing on CD8 T cells
and microglia unveiled a significant presence of CD8 T cells escalating with pathological
progression. Notably, we identified prominent cell-cell interactions (CCls) involving CD8
T cells and amyloid-responsive microglia. Within the expanding literature, our analysis
reinforces CD8 T cells as a noteworthy cell type of interest in Alzheimer’s disease (AD). It
also identifies candidate molecular and cellular interactions, contributing new insight to
our rapidly advancing understanding of the potential role of these cells in AD.

Supplementary Materials: The following supporting information can be downloaded at https://
www.mdpi.com/article/10.3390 /biomedicines12020308 /s1. Supplementary Figure S1. Composition
of concurrent Lewy body pathology in different age groups. Supplementary Figure S2. UMAP
plot for sample metadata of Micro_PVM Seurat object. Supplementary Figure S3. NK and CD4 T
cell proportions in the brains and other CD8 T cell markers. Supplementary Figure S4. Network
modules for CD8 T cells in AD brain. Supplementary Figure S5. Network modules for microglia
in AD brain. Supplementary Figure S6. Microglial states in AD brain. Supplementary Figure S7.
Absence of correlation between the proportions of homeostatic/dystrophic microglia and CD8 T
cells. Supplementary Figure S8. Cell type abundance per sample in the CCI input. Supplementary
Figure S9. Top 50 dementia-specific LR pairs. Supplementary Figure S10. Top 50 dementia-specific
LR pairs involving ARM microglia. Supplementary Figure S11. Top 50 dementia-specific LR pairs
involving pathology-associated microglia. Supplementary Figure S12. Top 50 dementia-specific
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LR pairs involving homeostatic microglia. Supplementary Figure S13. Top 50 dementia-specific
LR pairs involving dystrophic microglia. Supplementary Figure S14. Top 50 dementia-specific LR
pairs between CD8 T cells and microglia. Supplementary Figure S15. Top 50 dementia-specific
LR pairs between CD8 T cells and neurons. Supplementary Figure S16. Differential expression of
NOTCH?2? in ARM across APOE4 carrier status. Supplementary Table S1. Markers for lymphocytes.
Supplementary Table S2. Donor metadata of 84 cases in the SEA-AD cohort. Supplementary Table
S3. Differentially expressed genes in CD8 T cells. Supplementary Table S4. hdWGCNA network
module assignment and module connectivities (kME) for CD8 T cells. Supplementary Table S5. GO
and pathway enrichment for CD8T network modules. Supplementary Table S6. hdWGCNA network
module assignment and module connectivities (kME) for microglia. Supplementary Table S7. GO and
pathway enrichment for microglial network modules. Supplementary Table S8. Pathway enrichment
for ligands on each sender cell type. Supplementary Table S9. Pathway enrichment for receptors on
each receiver cell type. Supplementary Table S10. Pathway enrichment for ligand-receptor pairs on
each cell type combination.

Author Contributions: Conceptualization, ].E.R.; methodology, M.Y. and J.E.R.; validation, M.Y.
and J.E.R.; formal analysis, M.Y. and J.E.R.; investigation, M.Y. and J.E.R.; writing—original draft
preparation, M.Y. and J.E.R.; writing—review and editing, J.E.R.; visualization, M.Y.; supervision,
J.E.R. All authors have read and agreed to the published version of the manuscript.

Funding: J.E.R is funded by NIH (RF1NS128800, 1R01AG075802, KO8NS105916), Rainwater Char-
itable Organization, and Alzheimer’s Association; M.Y. was funded by RFINS128800, American
Neuromuscular Foundation Development Grant.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: All data used in this study are publicly available at CELLxGENE
(https://cellxgene.cziscience.com/ collections /1ca90a2d-2943-483d-b678-b809bf464c30, (accessed
on 23 February 2023)).

Acknowledgments: We would like to thank the SEA-AD consortium for the data generation; the
technical support and bioinformatic training by Xia Han, Misty Knight, and Lawrence Chen, from
Rexach Lab at UCLA Department of Neurology. We would also like to thank Eri Shoji, Massachusetts
General Hospital Department of Child Psychiatry, for her assistance in the revision of the manuscript.

Conflicts of Interest: The authors declare no conflicts of interest.

References

1.  Long, ].M.; Holtzman, D.M. Leading Edge Review Alzheimer Disease: An Update on Pathobiology and Treatment Strategies. Cell
2019, 179, 312-339. [CrossRef]

2. Bateman, R.J.; Xiong, C.; Benzinger, T.L.S.; Fagan, A.M.; Goate, A.; Fox, N.C.; Marcus, D.S.; Cairns, N.J.; Xie, X.; Blazey, TM.; et al.
Clinical and Biomarker Changes in Dominantly Inherited Alzheimer’s Disease. N. Engl. ]. Med. 2012, 367, 795-804. [CrossRef]

3. Guerreiro, R.; Wojtas, A.; Bras, J.; Carrasquillo, M.; Rogaeva, E.; Majounie, E.; Cruchaga, C.; Sassi, C.; Kauwe, ].5.K,; Younkin, S.;
et al. TREM2 Variants in Alzheimer’s Disease. N. Engl. ]. Med. 2013, 368, 117-127. [CrossRef]

4. Jonsson, T.; Stefansson, H.; Steinberg, S.; Jonsdottir, I.; Jonsson, P.V.; Snaedal, J.; Bjornsson, S.; Huttenlocher, J.; Levey, A.L; Lah, ].J.;
et al. Variant of TREM2 Associated with the Risk of Alzheimer’s Disease. N. Engl. . Med. 2013, 368, 107-116. [CrossRef]

5. Hollingworth, P.; Harold, D.; Sims, R.; Gerrish, A.; Lambert, ].C.; Carrasquillo, M.M.; Abraham, R.; Hamshere, M.L.; Pahwa,
J.S.; Moskvina, V.; et al. Common Variants at ABCA7, MS4A6A /MS4A4E, EPHA1, CD33 and CD2AP Are Associated with
Alzheimer’s Disease. Nat. Genet. 2011, 43, 429-436. [CrossRef]

6. Haage, V.; De Jager, P.L. Neuroimmune Contributions to Alzheimer’s Disease: A Focus on Human Data. Mol. Psychiatry 2022, 27,
3164-3181. [CrossRef]

7. McGeer, PL.; Itagaki, S.; Tago, H.; McGeer, E.G. Reactive Microglia in Patients with Senile Dementia of the Alzheimer Type Are
Positive for the Histocompatibility Glycoprotein HLA-DR. Neurosci. Lett. 1987, 79, 195-200. [CrossRef]

8.  Olah, M.; Menon, V.; Habib, N.; Taga, M.F,; Ma, Y.; Yung, C.]J.; Cimpean, M.; Khairallah, A.; Coronas-Samano, G.; Sankowski, R.;
et al. Single Cell RNA Sequencing of Human Microglia Uncovers a Subset Associated with Alzheimer’s Disease. Nat. Commun.
2020, 11, 6129. [CrossRef]

9.  Nguyen, A.T,; Wang, K,; Hu, G.; Wang, X.; Miao, Z.; Azevedo, ].A.; Suh, E.R.; Van Deerlin, V.M.; Choi, D.; Roeder, K.; et al. APOE

and TREM2 Regulate Amyloid-Responsive Microglia in Alzheimer’s Disease. Acta Neuropathol. 2020, 140, 477-493. [CrossRef]


https://cellxgene.cziscience.com/collections/1ca90a2d-2943-483d-b678-b809bf464c30
https://doi.org/10.1016/j.cell.2019.09.001
https://doi.org/10.1056/NEJMoa1202753
https://doi.org/10.1056/NEJMoa1211851
https://doi.org/10.1056/NEJMoa1211103
https://doi.org/10.1038/ng.803
https://doi.org/10.1038/s41380-022-01637-0
https://doi.org/10.1016/0304-3940(87)90696-3
https://doi.org/10.1038/s41467-020-19737-2
https://doi.org/10.1007/s00401-020-02200-3

Biomedicines 2024, 12, 308 19 of 21

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Smith, A.M.; Davey, K,; Tsartsalis, S.; Khozoie, C.; Fancy, N.; Tang, S.S.; Liaptsi, E.; Weinert, M.; McGarry, A.; Muirhead, R.C.J;
et al. Diverse Human Astrocyte and Microglial Transcriptional Responses to Alzheimer’s Pathology. Acta Neuropathol. 2022, 143,
75-91. [CrossRef]

Prater, K.E.; Green, K.J.; Mamde, S.; Sun, W.; Cochoit, A.; Smith, C.L.; Chiou, K.L.; Heath, L.; Rose, S.E.; Wiley, J.; et al. Human
Microglia Show Unique Transcriptional Changes in Alzheimer’s Disease. Nat. Aging 2023, 3, 894-907. [CrossRef]

Zhou, Y.; Song, WM.; Andhey, PS.; Swain, A.; Levy, T.; Miller, K.R.; Poliani, P.L.; Cominelli, M.; Grover, S.; Gilfillan, S.; et al.
Human and Mouse Single-Nucleus Transcriptomics Reveal TREM2-Dependent and TREM2-Independent Cellular Responses in
Alzheimer’s Disease. Nat. Med. 2020, 26, 131-142. [CrossRef]

Keren-Shaul, H.; Spinrad, A.; Weiner, A.; Matcovitch-Natan, O.; Dvir-Szternfeld, R.; Ulland, TK.; David, E.; Baruch, K.; Lara-
Astaiso, D.; Toth, B.; et al. A Unique Microglia Type Associated with Restricting Development of Alzheimer’s Disease. Cell 2017,
169, 1276-1290.e17. [CrossRef]

Rexach, J.E.; Cheng, Y.; Chen, L.; Polioudakis, D.; Lin, L.-C.; Mitri, V.; Elkins, A.; Yin, A.; Calini, D.; Kawaguchi, R.; et al.
Disease-Specific Selective Vulnerability and Neuroimmune Pathways in Dementia Revealed by Single Cell Genomics. bioRxiv
2023. [CrossRef]

Rexach, J.E.; Polioudakis, D.; Yin, A.; Swarup, V.; Chang, T.S.; Nguyen, T.; Sarkar, A.; Chen, L.; Huang, J.; Lin, L.C,; et al. Tau
Pathology Drives Dementia Risk-Associated Gene Networks toward Chronic Inflammatory States and Immunosuppression. Cell
Rep. 2020, 33, 108398. [CrossRef]

Gratuze, M; Leyns, C.E.G.; Holtzman, D.M. New Insights into the Role of TREM2 in Alzheimer’s Disease. Mol. Neurodegener.
2018, 13, 66. [CrossRef]

Parhizkar, S.; Arzberger, T.; Brendel, M.; Kleinberger, G.; Deussing, M.; Focke, C.; Nuscher, B.; Xiong, M.; Ghasemigharagoz, A.;
Katzmarski, N.; et al. Loss of TREM2 Function Increases Amyloid Seeding but Reduces Plaque-Associated ApoE. Nat. Neurosci.
2019, 22, 191-204. [CrossRef]

Bemiller, S.M.; McCray, T.J.; Allan, K.; Formica, S.V.; Xu, G.; Wilson, G.; Kokiko-Cochran, O.N.; Crish, S.D.; Lasagna-Reeves, C.A;
Ransohoff, R.M.; et al. TREM2 Deficiency Exacerbates Tau Pathology through Dysregulated Kinase Signaling in a Mouse Model
of Tauopathy. Mol. Neurodegener. 2017, 12, 74. [CrossRef]

Leyns, C.E.G.; Ulrich, ].D.; Finn, M.B.; Stewart, FER.; Koscal, L.J.; Serrano, J.R.; Robinson, G.O.; Anderson, E.; Colonna, M.;
Holtzman, D.M. TREM2 Deficiency Attenuates Neuroinflammation and Protects against Neurodegeneration in a Mouse Model
of Tauopathy. Proc. Natl. Acad. Sci. USA 2017, 114, 11524-11529. [CrossRef]

Onuska, K.M. The Dual Role of Microglia in the Progression of Alzheimer’s Disease. J. Neurosci. 2020, 40, 1608-1610. [CrossRef]
Chen, Y.; Colonna, M. Microglia in Alzheimer’s Disease at Single-Cell Level. Are There Common Patterns in Humans and Mice?
J. Exp. Med. 2021, 218, €20202717. [CrossRef]

Swarup, V.; Hinz, EL; Rexach, J.E.; Noguchi, K.I.; Toyoshiba, H.; Oda, A.; Hirai, K.; Sarkar, A.; Seyfried, N.T.; Cheng, C.; et al.
Identification of Evolutionarily Conserved Gene Networks Mediating Neurodegenerative Dementia. Nat. Med. 2019, 25, 152-164.
[CrossRef]

Wyatt-Johnson, S.K.; Brutkiewicz, R.R. The Complexity of Microglial Interactions with Innate and Adaptive Immune Cells in
Alzheimer’s Disease. Front. Aging Neurosci. 2020, 12, 592359. [CrossRef]

Gate, D.; Saligrama, N.; Leventhal, O.; Yang, A.C.; Unger, M.S.; Middeldorp, J.; Chen, K.; Lehallier, B.; Channappa, D.; De Los
Santos, M.B.; et al. Clonally Expanded CD8 T Cells Patrol the Cerebrospinal Fluid in Alzheimer’s Disease. Nature 2020, 577,
399-404. [CrossRef]

Chen, X,; Firulyova, M.; Manis, M.; Herz, J.; Smirnov, I.; Aladyeva, E.; Wang, C.; Bao, X; Finn, M.B.; Hu, H.; et al. Microglia-
Mediated T Cell Infiltration Drives Neurodegeneration in Tauopathy. Nature 2023, 615, 668—-677. [CrossRef]

Jorfi, M,; Park, J.; Hall, C.K,; Lin, C.C.J.; Chen, M.; von Maydell, D.; Kruskop, ] M.; Kang, B.; Choi, Y.; Prokopenko, D.; et al.
Infiltrating CD8+ T Cells Exacerbate Alzheimer’s Disease Pathology in a 3D Human Neuroimmune Axis Model. Nat. Neurosci.
2023, 26, 1489-1504. [CrossRef]

Gabitto, M,; Travaglini, K.; Ariza, ].; Kaplan, E.; Long, B.; Rachleff, V.; Ding, Y.; Mahoney, |.; Dee, N.; Goldy, J.; et al. Integrated
Multimodal Cell Atlas of Alzheimer’s Disease. Res. Sq. 2023, preprint. [CrossRef]

Hyman, B.T.; Phelps, C.H.; Beach, T.G.; Bigio, E.H.; Cairns, N.J.; Carrillo, M.C.; Dickson, D.W.; Duyckaerts, C.; Frosch, M.P;
Masliah, E.; et al. National Institute on Aging-Alzheimer’s Association Guidelines for the Neuropathologic Assessment of
Alzheimer’s Disease. Alzheimer’s Dement. 2012, 8, 1-13. [CrossRef]

Montine, T.].; Phelps, C.H.; Beach, T.G.; Bigio, E.H.; Cairns, N.J.; Dickson, D.W.; Duyckaerts, C.; Frosch, M.P.; Masliah, E.; Mirra,
S.S.; et al. National Institute on Aging-Alzheimer’s Association Guidelines for the Neuropathologic Assessment of Alzheimer’s
Disease: A Practical Approach. Acta Neuropathol. 2012, 123, 1-11. [CrossRef]

Gayoso, A.; Lopez, R.; Xing, G.; Boyeau, P.; Valiollah Pour Amiri, V.; Hong, J.; Wu, K,; Jayasuriya, M.; Mehlman, E.; Langevin, M.;
et al. A Python Library for Probabilistic Analysis of Single-Cell Omics Data. Nat. Biotechnol. 2022, 40, 163-166. [CrossRef]
Crinier, A.; Dumas, P.Y.; Escaliere, B.; Piperoglou, C.; Gil, L.; Villacreces, A.; Vély, E; Ivanovic, Z.; Milpied, P.; Narni-Mancinelli, E.;
et al. Single-Cell Profiling Reveals the Trajectories of Natural Killer Cell Differentiation in Bone Marrow and a Stress Signature
Induced by Acute Myeloid Leukemia. Cell. Mol. Immunol. 2020, 18, 1290-1304. [CrossRef]

Martin, M.D.; Badovinac, V.P. Defining Memory CD8 T Cell. Front. Immunol. 2018, 9, 416271. [CrossRef] [PubMed]


https://doi.org/10.1007/s00401-021-02372-6
https://doi.org/10.1038/s43587-023-00424-y
https://doi.org/10.1038/s41591-019-0695-9
https://doi.org/10.1016/j.cell.2017.05.018
https://doi.org/10.1101/2023.09.29.560245
https://doi.org/10.1016/j.celrep.2020.108398
https://doi.org/10.1186/s13024-018-0298-9
https://doi.org/10.1038/s41593-018-0296-9
https://doi.org/10.1186/s13024-017-0216-6
https://doi.org/10.1073/pnas.1710311114
https://doi.org/10.1523/JNEUROSCI.2594-19.2020
https://doi.org/10.1084/jem.20202717
https://doi.org/10.1038/s41591-018-0223-3
https://doi.org/10.3389/fnagi.2020.592359
https://doi.org/10.1038/s41586-019-1895-7
https://doi.org/10.1038/s41586-023-05788-0
https://doi.org/10.1038/s41593-023-01415-3
https://doi.org/10.21203/RS.3.RS-2921860/V1
https://doi.org/10.1016/j.jalz.2011.10.007
https://doi.org/10.1007/s00401-011-0910-3
https://doi.org/10.1038/s41587-021-01206-w
https://doi.org/10.1038/s41423-020-00574-8
https://doi.org/10.3389/fimmu.2018.02692
https://www.ncbi.nlm.nih.gov/pubmed/30515169

Biomedicines 2024, 12, 308 20 of 21

33.

34.

35.
36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

Smolders, J.; Heutinck, K.M.; Fransen, N.L.; Remmerswaal, E.B.M.; Hombrink, P; ten Berge, 1.].M.; van Lier, R.A.W.; Huitinga, L;
Hamann, J. Tissue-Resident Memory T Cells Populate the Human Brain. Nat. Commun. 2018, 9, 4593. [CrossRef] [PubMed]

van der Leun, A.M.; Thommen, D.S.; Schumacher, T.N. CD8+ T Cell States in Human Cancer: Insights from single-Cell Analysis.
Nat. Rev. Cancer 2020, 20, 218. [CrossRef]

Schenkel, ].M.; Masopust, D. Tissue-Resident Memory T Cells. Immunity 2014, 41, 886-897. [CrossRef] [PubMed]

Squair, ].W.; Gautier, M.; Kathe, C.; Anderson, M.A_; James, N.D.; Hutson, T.H.; Hudelle, R.; Qaiser, T.; Matson, K.J.E.; Barraud,
Q.; et al. Confronting False Discoveries in Single-Cell Differential Expression. Nat. Commun. 2021, 12, 5692. [CrossRef] [PubMed]
Morabito, S.; Reese, F.; Rahimzadeh, N.; Miyoshi, E.; Swarup, V. HHWGCNA Identifies Co-Expression Networks in High-
Dimensional Transcriptomics Data. Cell Rep. Methods 2023, 3, 100498. [CrossRef]

Xie, Z.; Bailey, A.; Kuleshov, M.V,; Clarke, D.].B.; Evangelista, J.E.; Jenkins, S.L.; Lachmann, A.; Wojciechowicz, M.L.; Kropiwnicki,
E.; Jagodnik, K.M.; et al. Gene Set Knowledge Discovery with Enrichr. Curr. Protoc. 2021, 1, €90. [CrossRef]

Chen, E.Y,; Tan, CM.; Kou, Y,; Duan, Q.; Wang, Z.; Meirelles, G.V.; Clark, N.R.; Ma’ayan, A. Enrichr: Interactive and Collaborative
HTML5 Gene List Enrichment Analysis Tool. BMC Bioinform. 2013, 14, 128. [CrossRef]

Kuleshov, M.V,; Jones, M.R.; Rouillard, A.D.; Fernandez, N.F,; Duan, Q.; Wang, Z.; Koplev, S.; Jenkins, S.L.; Jagodnik, K.M.;
Lachmann, A.; et al. Enrichr: A Comprehensive Gene Set Enrichment Analysis Web Server 2016 Update. Nucleic Acids Res. 2016,
44, W90-W97. [CrossRef]

Butovsky, O.; Weiner, H.L. Microglial Signatures and Their Role in Health and Disease. Nat. Rev. Neurosci. 2018, 19, 622-635.
[CrossRef] [PubMed]

Browaeys, R.; Gilis, J.; Sang-Aram, C.; De Bleser, P; Hoste, L.; Tavernier, S.; Lambrechts, D.; Seurinck, R.; Saeys, Y. MultiNicheNet:
A Flexible Framework for Differential Cell-Cell Communication Analysis from Multi-Sample Multi-Condition Single-Cell
Transcriptomics Data. bioRxiv 2023. [CrossRef]

Phongpreecha, T.; Fernandez, R.; Mrdjen, D.; Culos, A.; Gajera, C.R.; Wawro, A.M.; Stanley, N.; Gaudilliere, B.; Poston, K.L.;
Aghaeepour, N.; et al. Single-Cell Peripheral Immunoprofiling of Alzheimer’s and Parkinson’s Diseases. Sci. Adv. 2020,
6, eabd5575. [CrossRef]

Junttila, S.; Smolander, J.; Elo, L.L. Benchmarking Methods for Detecting Differential States between Conditions from Multi-Subject
Single-Cell RNA-Seq Data. Brief. Bioinform. 2022, 23, bbac286. [CrossRef]

Lun, A.T.L,; Riesenfeld, S.; Andrews, T.; Dao, T.P.; Gomes, T.; Marioni, ].C. EmptyDrops: Distinguishing Cells from Empty
Droplets in Droplet-Based Single-Cell RNA Sequencing Data. Genome Biol. 2019, 20, 63. [CrossRef]

Sigala, ].L.D.; Bottero, V.; Young, D.B.; Shevchenko, A.; Mercurio, E; Verma, .M. Activation of Transcription Factor NF-KappaB
Requires ELKS, an IkappaB Kinase Regulatory Subunit. Science 2004, 304, 1963-1967. [CrossRef] [PubMed]

Langfelder, P.; Horvath, S. WGCNA: An R Package for Weighted Correlation Network Analysis. BMC Bioinform. 2008, 9, 559.
[CrossRef] [PubMed]

Fry, T.J.; Mackall, C.L. The Many Faces of IL-7: From Lymphopoiesis to Peripheral T Cell Maintenance. J. Immunol. 2005, 174,
6571-6576. [CrossRef]

Huster, K.M.; Busch, V.; Schiemann, M.; Linkemann, K.; Kerksiek, K.M.; Wagner, H.; Busch, D.H. Selective Expression of IL-7
Receptor on Memory T Cells Identifies Early CD40L-Dependent Generation of Distinct CD8+ Memory T Cell Subsets. Proc. Natl.
Acad. Sci. USA 2004, 101, 5610-5615. [CrossRef]

Kaech, S.M.; Tan, ].T.; Wherry, E.J.; Konieczny, B.T.; Surh, C.D.; Ahmed, R. Selective Expression of the Interleukin 7 Receptor
Identifies Effector CD8 T Cells That Give Rise to Long-Lived Memory Cells. Nat. Immunol. 2003, 4, 1191-1198. [CrossRef]
Shibuya, A.; Campbell, D.; Hannum, C.; Yssel, H.; Franz-Bacon, K.; McClanashan, T.; Kitamura, T.; Nicholl, J.; Sutherland, G.R,;
Lanier, L.L.; et al. DNAM-1, a Novel Adhesion Molecule Involved in the Cytolytic Function of T Lymphocytes. Immunity 1996, 4,
573-581. [CrossRef] [PubMed]

Yeo, J.; Ko, M.; Lee, D.H.; Park, Y.; Jin, H.S. TIGIT/CD226 Axis Regulates Anti-Tumor Immunity. Pharmaceuticals 2021, 14, 200.
[CrossRef] [PubMed]

Lee, ].Y.; Hamilton, S.E.; Akue, A.D.; Hogquist, K.A.; Jameson, S.C. Virtual Memory CD8 T Cells Display Unique Functional
Properties. Proc. Natl. Acad. Sci. USA 2013, 110, 13498-13503. [CrossRef]

Koh, J.Y;; Kim, D.U.; Moon, B.H.; Shin, E.C. Human CD8+ T-Cell Populations That Express Natural Killer Receptors. Immune
Netw. 2023, 23, e8. [CrossRef] [PubMed]

Browaeys, R.; Saelens, W.; Saeys, Y. NicheNet: Modeling Intercellular Communication by Linking Ligands to Target Genes. Nat.
Methods 2019, 17, 159-162. [CrossRef]

Palomer, E.; Buechler, J.; Salinas, P.C. Wnt Signaling Deregulation in the Aging and Alzheimer’s Brain. Front. Cell Neurosci. 2019,
13, 437226. [CrossRef]

Jones, MLE,; Biichler, J.; Dufor, T.; Palomer, E.; Teo, S.; Martin-Flores, N.; Boroviak, K.; Metzakopian, E.; Gibb, A.; Salinas, P.C. A
Genetic Variant of the Wnt Receptor LRP6 Accelerates Synapse Degeneration during Aging and in Alzheimer’s Disease. Sci. Adv.
2023, 9, eabo7421. [CrossRef]

Seto, M.; Weiner, R.L.; Dumitrescu, L.; Hohman, T.J. Protective Genes and Pathways in Alzheimer’s Disease: Moving towards
Precision Interventions. Mol. Neurodegener. 2021, 16, 29. [CrossRef] [PubMed]

Logtenberg, M.E.W.; Scheeren, F.A.; Schumacher, T.N. The CD47-SIRPx Immune Checkpoint. Immunity 2020, 52, 742-752.
[CrossRef]


https://doi.org/10.1038/s41467-018-07053-9
https://www.ncbi.nlm.nih.gov/pubmed/30389931
https://doi.org/10.1038/s41568-019-0235-4
https://doi.org/10.1016/j.immuni.2014.12.007
https://www.ncbi.nlm.nih.gov/pubmed/25526304
https://doi.org/10.1038/s41467-021-25960-2
https://www.ncbi.nlm.nih.gov/pubmed/34584091
https://doi.org/10.1016/j.crmeth.2023.100498
https://doi.org/10.1002/cpz1.90
https://doi.org/10.1186/1471-2105-14-128
https://doi.org/10.1093/nar/gkw377
https://doi.org/10.1038/s41583-018-0057-5
https://www.ncbi.nlm.nih.gov/pubmed/30206328
https://doi.org/10.1101/2023.06.13.544751
https://doi.org/10.1126/sciadv.abd5575
https://doi.org/10.1093/bib/bbac286
https://doi.org/10.1186/s13059-019-1662-y
https://doi.org/10.1126/science.1098387
https://www.ncbi.nlm.nih.gov/pubmed/15218148
https://doi.org/10.1186/1471-2105-9-559
https://www.ncbi.nlm.nih.gov/pubmed/19114008
https://doi.org/10.4049/jimmunol.174.11.6571
https://doi.org/10.1073/pnas.0308054101
https://doi.org/10.1038/ni1009
https://doi.org/10.1016/S1074-7613(00)70060-4
https://www.ncbi.nlm.nih.gov/pubmed/8673704
https://doi.org/10.3390/ph14030200
https://www.ncbi.nlm.nih.gov/pubmed/33670993
https://doi.org/10.1073/pnas.1307572110
https://doi.org/10.4110/in.2023.23.e8
https://www.ncbi.nlm.nih.gov/pubmed/36911797
https://doi.org/10.1038/s41592-019-0667-5
https://doi.org/10.3389/fncel.2019.00227
https://doi.org/10.1126/sciadv.abo7421
https://doi.org/10.1186/S13024-021-00452-5
https://www.ncbi.nlm.nih.gov/pubmed/33926499
https://doi.org/10.1016/j.immuni.2020.04.011

Biomedicines 2024, 12, 308 21 of 21

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

Meyer, R.C.; Giddens, M.M.; Schaefer, S.A.; Hall, R.A. GPR37 and GPR37L1 Are Receptors for the Neuroprotective and
Glioprotective Factors Prosaptide and Prosaposin. Proc. Natl. Acad. Sci. USA 2013, 110, 9529-9534. [CrossRef]

Oglesby, T.].; Allen, C.J.; Liszewski, M.K.; White, D.J.G.; Atkinson, ]J.P. Membrane Cofactor Protein (CD46) Protects Cells from
Complement-Mediated Attack by an Intrinsic Mechanism. J. Exp. Med. 1992, 175, 1547-1551. [CrossRef]

Zanoni, P.; Khetarpal, S.A.; Larach, D.B.; Hancock-Cerutti, W.E,; Millar, J.S.; Cuchel, M.; DerOhannessian, S.; Kontush, A.;
Surendran, P.; Saleheen, D.; et al. Rare Variant in Scavenger Receptor BI Raises HDL Cholesterol and Increases Risk of Coronary
Heart Disease. Science 2016, 351, 1166-1171. [CrossRef]

Luo, J.; Huang, X.; Li, R,; Xie, J.; Chen, L.; Zou, C.; Pei, Z.; Mao, Y.; Zou, D. PTPRG Activates M6A Methyltransferase VIRMA to
Block Mitochondrial Autophagy Mediated Neuronal Death in Alzheimer’s Disease. medRxiv 2022. [CrossRef]

Wozniak, J.; Ludwig, A. Novel Role of APP Cleavage by ADAMI10 for Breast Cancer Metastasis. eBioMedicine 2018, 38, 5.
[CrossRef] [PubMed]

Busse, S.; Hoffmann, J.; Michler, E.; Hartig, R.; Frodl, T.; Busse, M. Dementia-Associated Changes of Immune Cell Composition
within the Cerebrospinal Fluid. Brain Behav. Immun. Health 2021, 14, 100218. [CrossRef]

Sala Frigerio, C.; Wolfs, L.; Fattorelli, N.; Thrupp, N.; Voytyuk, I.; Schmidt, I.; Mancuso, R.; Chen, W.T.; Woodbury, M.E,;
Srivastava, G.; et al. The Major Risk Factors for Alzheimer’s Disease: Age, Sex, and Genes Modulate the Microglia Response to
Ap Plaques. Cell Rep. 2019, 27, 1293-1306.e6. [CrossRef]

Kenkhuis, B.; Somarakis, A.; de Haan, L.; Dzyubachyk, O.; IJsselsteijn, M.E.; de Miranda, N.E.C.C; Lelieveldt, B.P.F,; Dijkstra,
J.; van Roon-Mom, WM.C.; Hollt, T.; et al. Iron Loading Is a Prominent Feature of Activated Microglia in Alzheimer’s Disease
Patients. Acta Neuropathol. Commun. 2021, 9, 27. [CrossRef]

Otero-Garcia, M.; Mahajani, S.U.; Wakhloo, D.; Tang, W.; Xue, Y.Q.; Morabito, S.; Pan, J.; Oberhauser, J.; Madira, A.E.; Shakouri,
T.; et al. Molecular Signatures Underlying Neurofibrillary Tangle Susceptibility in Alzheimer’s Disease. Neuron 2022, 110,
2929-2948.e8. [CrossRef]

Piehl, N.; van Olst, L.; Ramakrishnan, A.; Teregulova, V.; Simonton, B.; Zhang, Z.; Tapp, E.; Channappa, D.; Oh, H.; Losada,
PM.; et al. Cerebrospinal Fluid Immune Dysregulation during Healthy Brain Aging and Cognitive Impairment. Cell 2022, 185,
5028-5039.e13. [CrossRef] [PubMed]

Mentis, A.F.A.; Dardiotis, E.; Chrousos, G.P. Apolipoprotein E4 and Meningeal Lymphatics in Alzheimer Disease: A Conceptual
Framework. Mol. Psychiatry 2021, 26, 1075-1097. [CrossRef] [PubMed]

Papadopoulos, Z.; Herz, J.; Kipnis, ]. Meningeal Lymphatics: From Anatomy to Central Nervous System Immune Surveillance. J.
Immunol. 2020, 204, 286-293. [CrossRef] [PubMed]

Israél, A. The IKK Complex, a Central Regulator of NF-KappaB Activation. Cold Spring Harb. Perspect. Biol. 2010, 2, a000158.
[CrossRef] [PubMed]

Xiong, X.; James, B.T.; Boix, C.A.; Park, Y.P,; Galani, K.; Victor, M.B.; Sun, N.; Hou, L.; Ho, L.L.; Mantero, J.; et al. Epigenomic
Dissection of Alzheimer’s Disease Pinpoints Causal Variants and Reveals Epigenome Erosion. Cell 2023, 186, 4422-4437.e21.
[CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1073/pnas.1219004110
https://doi.org/10.1084/jem.175.6.1547
https://doi.org/10.1126/science.aad3517
https://doi.org/10.1101/2022.03.11.22272061
https://doi.org/10.1016/j.ebiom.2018.11.050
https://www.ncbi.nlm.nih.gov/pubmed/30503863
https://doi.org/10.1016/j.bbih.2021.100218
https://doi.org/10.1016/j.celrep.2019.03.099
https://doi.org/10.1186/s40478-021-01126-5
https://doi.org/10.1016/j.neuron.2022.06.021
https://doi.org/10.1016/j.cell.2022.11.019
https://www.ncbi.nlm.nih.gov/pubmed/36516855
https://doi.org/10.1038/s41380-020-0731-7
https://www.ncbi.nlm.nih.gov/pubmed/32355332
https://doi.org/10.4049/jimmunol.1900838
https://www.ncbi.nlm.nih.gov/pubmed/31907271
https://doi.org/10.1101/cshperspect.a000158
https://www.ncbi.nlm.nih.gov/pubmed/20300203
https://doi.org/10.1016/j.cell.2023.08.040
https://www.ncbi.nlm.nih.gov/pubmed/37774680

	Introduction 
	Materials and Methods 
	Data and Samples 
	Annotation of Lymphocyte Subclasses and States 
	Lymphocytes Cell Proportion and Differential Gene Expression Analysis 
	Weighted Gene Co-Expression Network Analysis of Lymphocytes and Microglia 
	Cell–Cell Interaction Analysis 

	Results 
	Characterization of Brain-Tissue-Associated Lymphocytes 
	Differential Composition Analysis and Marker-Based Annotation Demonstrate an Increase in Effector Memory CD8 T Cells in Samples with AD Dementia 
	Weighted Gene Co-Expression Network Analysis of CD8 T Cells Reflects Terminal Differentiation and Multiple Signaling States 

	Characterization of Disease-Associated Microglia 
	Cell–Cell Interaction Analysis 
	MultiNicheNet Reveals Markedly Increased CCI Involving Depleted Neurons and Beta-Amyloid Responsive Microglia in AD Dementia Brain Samples 
	Disease-Associated CCIs Involving CD8 T Cells 


	Discussion 
	Conclusions 
	References

