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Degenerative disc disease (DDD), a major contributor to discogenic pain, which is mainly
resulted from the dysfunction of nucleus pulposus (NP), annulus fibrosis (AF) and cartilage
endplate (CEP) cells. Genetic and cellular components alterations in CEP may influence
disc homeostasis, while few single-cell RNA sequencing (scRNA-seq) report in CEP
makes it a challenge to evaluate cellular heterogeneity in CEP. Here, this study conducted
a first conjoint analysis of weighted gene co-expression network analysis (WGCNA) and
scRNA-seq in CEP, systematically analyzed the interested module, immune infiltration
situation, and cell niches in CEP. WGCNA and protein-protein interaction (PPI) network
determined a group of gene signatures responsible for degenerative CEP, including
BRD4, RAF1, ANGPT1, CHD7 and NOP56; differentially immune analysis elucidated that
CD4" T cells, NK cells and dendritic cells were highly activated in degenerative CEP; then
single-cell resolution transcriptomic landscape further identified several mesenchymal
stem cells and other cellular components focused on human CEP, which illuminated niche
atlas of different cell subpopulations: 8 populations were identified by distinct molecular
signatures. Among which, NP progenitor/mesenchymal stem cells (NPMSC), also served
as multipotent stem cells in CEP, exhibited regenerative and therapeutic potentials in
promoting bone repair and maintaining bone homeostasis through SPP1, NRP1-related
cascade reactions; regulatory and effector mesenchymal chondrocytes could be further
classified into 2 different subtypes, and each subtype behaved potential opposite effects in
maintaining cartilage homeostasis; next, the potential functional differences of each
mesenchymal stem cell populations and the possible interactions with different cell
types analysis revealed that JAG1, SPP1, MIF and PDGF etc. generated by different
cells could regulate the CEP homeostasis by bone formation or angiogenesis, which could
be served as novel therapeutic targets for degenerative CEP. In brief, this study mainly
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revealed the mesenchymal stem cells populations complexity and phenotypic
characteristics in CEP. In brief, this study filled the gap in the knowledge of CEP
components, further enhanced researchers’ understanding of CEP and their cell

niches constitution.

Keywords: degenerative disc disease, cartilage endplate, multipotent stem cells, immune infiltration, WGCNA,
single-cell transcriptomic landscape construction

INTRODUCTION

Degenerative disc disease (DDD), regarded as the most common
trigger of back pain, is a widespread global healthcare disease and
has resulted in a significant socioeconomic burden consistently
(1). DDD is a chronic and progressive disease, characterized by
various clinical symptoms, including weakness of extremities,
paresthesia and back pain (2-4). The current main treatments
regarding DDD contain conservative approaches like bed rest,
analgesic drugs, rehabilitation, etc., and non-conservative like
interventional and surgical therapy, while these treatments are
only limited to provide symptomatic reliefs but fail to restore the
homeostasis of intervertebral disc (IVD) among body system (5).
Therefore, the relentless threat of DDD to human health and
social economics all motivate more researches and understandings
of the physiology and pathology of IVD.

IVD located between adjacent vertebrae and act as
fibrocartilaginous tissues to provide flexibility, loading support,
energy storage and consumption in the spine (6). As the largest
avascular organ in body, IVD is comprised of three special parts:
central nucleus pulposus (NPs), surrounding lamellar annulus
fibrosis (AFs) and upper and lower cartilage endplates (CEPs)
which is adjoin to the vertebra (7). This special structure makes it
immune-privilege organ that prevents vascular infiltration.
While DDD may occur when the homeostatic states in IVD
are destroyed, such as decomposition of extracellular matrix
(ECM), decrease of NP and AF, ingrowth of vessels, and cellular
or biochemical alterations of microenvironment in IVD (8, 9).

The etiology of DDD is mainly blamed of genetic change,
accounting for more than 70% (10, 11). Most of the studies have
mainly reported the researches and applications of NP and AF in
the development of DDD, including pathogenic mechanisms,
therapies or diagnosis (12-14), some therapeutic approaches
provided a promising prospect in the treatment of disc
degeneration, like natural drugs, exosomes (14, 15). Gao et al.
reported the first map for the genetic mice model based on
purified NPs, which revealed the heterogeneity and diverse roles
for NP cell populations during homeostasis and degeneration of
disc (16); And also, Li et al. analyzed the roles of lipid-
metabolism genes in the development of disc degeneration,
indicating several lipid-metabolism genes could affect disc
degeneration by promote immune infiltration (17). However,
researches focused on CEP were far less than NP or AF, due to
the unimpressive cartilaginous/bony structure, the relationships
between CEP and DDD remained poorly understood, thus, the
detailed underlying mechanisms of degenerative CEP is
worth discussing.

WGCNA (weighted gene co-expression network analysis) is a
holistic and systematic biologic tool, aiming to explore the
correlations between genes and given features through
constructing gene expression matrix-based network; basically,
WGCNA builds a bridge between sample characteristics and
gene expression profiles (18). Single-cell RNA sequencing
(scRNA-seq), served as the most important methodology
progress and breakthrough technology, which could provide
powerful algorithm to study the cellular heterogeneity of
different tissues (19). Consequently, identifying functions and
niches of CEP among IVD can further increase our
understanding of spinal homeostasis and eventually provide
new therapeutic approaches of DDD. In this study, we
performed a first conjoint analysis of WGCNA and scRNA-seq
analysis to produce cell atlas through CEP tissue, aiming to figure
out the underlying pathologic mechanisms of degenerative CEP.
We also systematically revealed cell-cell communications and
signaling pathways engaged in the niche regulations of CEP, and
elucidated the spatially regulated heterogeneity of CEPs as well as
key signals that underlies homeostasis. The whole diagram and
framework of this study was displayed in Figure 1.

MATERIALS AND METHODS

Data Acquisition and Preprocessing
Microarray datasets were screened and downloaded from GEO
(gene expression omnibus, https://www.ncbi.nlm.nih.gov/geo/)
database. Among them, the gene expression matrix of CEP:
GSE153761 series (series matrix file) were downloaded for
WGCNA analysis, which contained 3 normal and 3
degenerative CEPs; GSE160756 data (“loom’ file format) were
downloaded for scRNA-seq analysis, which contained NP, AF
and CEP tissues, and only CEP tissues were extracted for
subsequent analysis. Based on manufacture-provided probe ID-
gene symbol annotation files from GPL22120 platform,
corresponding probes were applied to annotate into gene
symbol, probes without annotations were removed.

Weighted Gene Co-Expression

Network Analysis

All genes in GSE153761 were included for WGCNA analysis (18)
(‘WGCNA'’ package in R, version 4.1.2), to identify the interested
gene sets, to ensure that all genes information were included.
Hierarchical clustering analysis was performed to check the
heterogeneity of samples and eliminate the outliers from
research. Then soft threshold power was calculated to select
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the most optimal value for subsequent network construction, to
get the real biological network state (scale-free network). The
cutoff of optimal soft threshold power was set as R* = 0.90 and
mean connectivity = 0.

Next, weighted gene co-expression network was constructed
based on the most optimal value and all genes expression. Co-
expression modules were identified and clustered with each other
according to the similarity of each module. The minimum
number of genes in each module were set as 30 and max block
size were set as 5000. Eigengenes adjacency was calculated to
assess interaction of different gene modules. The degrees of
correlation between genes were calculated through topological
overlap measure (TOM) (20, 21).

Then module-trait Pearson’s correlations were calculated to
display the relationships between module eigengene and
phenotype, P < 0.01 was regarded as statistically significant.
Based on the above analysis, the module with the highest
correlations and lowest P values between modules and clinical
samples (DDD) were visualized by GS-MM (Gene significance vs.

Module membership) plot. Ultimately, this module was selected as
the interested module and applied for following analysis.

Protein-Protein Interaction Network
Construction and Hub Genes Selection
Protein-protein interaction (PPI) analysis was conducted by
STRING repository (Search tool for retrieval of interacting
genes, https://string-db.org/), based on interested gene module
screened from WGCNA. The PPI network was constructed in
STRING database and then uploaded into Cytoscape software
(version 3.8.0) to further screen hub modules and genes.
MCODE algorithm was used for clustering given network links
based on topology to identify densely connected subgroups.
MCODE scores and P values were calculated and fully assessed
to screen the most correlated subgroup; ‘Cytohubba’ algorithm
provided 11 different topological methods including
‘Betweenness’, ‘BottleNeck’, ‘Closeness’, ‘Degree’, ‘DMNC’,
‘EcCentricity’, ‘EPC’, ‘MCC’, ‘MNC’, ‘Radiality’, ‘Stress’, which
applied for identifying key targets from a complex network, thus,
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hub genes were identified and fully estimated by each algorithm
in ‘cytohubba’, the most correlated genes appeared in each
algorithm were finally determined as hub genes (22).

Hub Genes Validation and Principal
Component Analysis

Hub genes were also evaluated in GSE series to figure out the
relationships between degenerative and normal CEP tissues.
Hierarchical clustering heatmap of these hub genes were
displayed to observe the distinguish ability between normal
and degenerative CEP. Principal component analysis (PCA)
was further conducted to reduce dimensions of these hub
genes from high-dimension to PCAI, 2, and PCA3, which
could help observe the distinguish ability between normal and
DDD patients (‘princomp’ and ‘prcomp’ functions in R). The
results were visualized by 3D scatter plot (‘scatterplot3d’, ‘rgl’
and ‘ggplot2’ packages in R).

Assessment of Immune Cells Landscape
Among CEPs

Totally 22 types of immune infiltrating cells were evaluated in
CEP tissue, to get a comprehensive information about immune
cells expression situation. The bulk-RNA sequence data of
normal and degenerative CEP tissue from GSE153761 were
collected for analysis. ‘Cibersort.R’ related code and standard
immune cell expression file ‘LM22.txt" were obtained from
official website (https://cibersort.stanford.edu/), which were
conducted in R. The abundance of immune cell members from
mixed cell populations were assessed through gene expression
profiles and correlation heatmap. Proportion situation and
differentially changed immune cells among different groups
were fully analyzed and visualized.

Single Cell RNA Statistical Processing

The raw scRNA-seq data of CEPs (‘loom’ file format) were
obtained and downloaded from GSE160756, after the whole data
were read and displayed in R, totally 91295 cells from 4 normal
patients (Pfirrmann grade I, IT) were concluded, which contained
27001 AF cells, 36352 NP cells and 27942 CEP cells. Only CEP
cells were extracted from the whole cells and pooled for
subsequent analysis. Filtering criteria was followed by a
rigorous procedure: cells which contained more than 200
expressed genes and mitochondria UMI rate < 5% were passed
the cell quality filtering, and all mitochondria genes were
removed from expression matrix.

‘Seurat’ R package (23) (version 4.1.0) was used to create Seurat
object from scRNA-seq data, followed by cell normalization and
scale. The top 2000 variable features of each sample were analyzed
after normalization. Then RPCA algorithm was selected as
conjoint analysis to correct batch effects between different
samples, ‘FindIntegrationAnchors’ function was used to merge
sample files with common anchors among variables (dims = 1:30,
k.anchors=10). It is highly recommended to use integrative non-
negative matrix factorization (iNMF), Domain Adversarial and
Variational Auto-Encoder (DAVAE), Variational Inference
assisted Probabilistic Canonical Correlation Analysis (VIPCCA)
algorithms (24-26) when processing multiple modalities or large

scale of different datasets. PCA was constructed based on the
scaled data with the top 2000 highly variable genes and the top 30
principles were selected for tSNE (t-distributed stochastic
neighbor embedding) and UMAP (uniform manifold
approximation and projection) dimensional reduction. The
unsupervised cell clusters based on the top 30 PCA principles
were acquired using the graph-based cluster method (resolution =
0.5). The marker genes of each cell population were calculated by
‘FindAlIMarkers’ function under following criteria: Wilcox rank
sum test algorithm; logfc.threshold > 0.25; P Value < 0.05; and
min.pct > 0.1. To further identify the cell population in detail, the
clusters of same cell type were further selected for re-tSNE
analysis, graph-based clustering and marker genes analysis.

Differentially Expressed Genes
Identification

To identify Differentially expressed genes (DEGs) among
different clusters or cell types generated from scRNA-seq data,
the function ‘FindMarkers’ was performed under the following
criteria: Wilcox rank sum test algorithm; logfc.threshold > 0.25;
P Value < 0.05; min.pct > 0.1; and only.pos = TRUE.

Cell Fate States Analysis (CytoTRACE
and Pseudotime Analysis)
CytoTRACE analysis (27) is one of the computational methods
for predicting the states of cell fate, a cell trajectory analysis using
gene counts and expression, which could predict the relative
differential states of cells based on scRNA-seq data. CytoTRACE
was usually performed to predict the cell differentiation states
without any prior information, which was applied for
mesenchymal stem cells stage analysis with default parameter.
Pseudotime analysis (28) is another cell fate analytic method,
the single-cell trajectory analysis was conducted using Monocle2
algorithm (http://cole-trapnell-lab.github.io/monocle-release),
followed by DDR-Tree and default parameters. Before
Monocle analysis, the Seurat clustering result and raw
expression counts matrix of cells passed the filtering criteria
were selected and prepared. Based on the pseudo-time trajectory,
branch expression analysis modeling (BEAM analysis) was
performed for branch fate-determined gene analysis.

Cell-Cell Communication Analysis

To obtain a comprehensive view of cell-cell communication
information, CellphoneDB (29) was enabled to get a systematic
analysis for cell-cell communication molecules, which was a
public repository of ligands, receptors and their interactions.
The membrane, secreted and peripheral proteins of the clusters
of different time points were annotated. Significant mean and cell
communication significance (P Value < 0.05) were calculated
based on the molecule interactions and the normalized gene
matrix achieved by Seurat normalization.

Functional and Pathway

Enrichment Analysis

DEGs or marker genes of cell types were analyzed by R
[‘clusterProfiler’ package (30)], to perform functional annotations
and interpretations, including gene ontology (GO) and kyoto
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encyclopedia of genes and genomes (KEGG) analysis. Fisher’s exact
test was used to select the significant terms and pathways. P < 0.05
and FDR < 0.25 were considered as significantly enriched. Results
of these functional annotations were visualized by circus plot,
chord plot or circle plot, respectively.

Statistical Analysis

Data statistical analysis and visualization were performed by R
(version 4.1.2, based on different packages mentioned above) and
Graphpad Prism (version 8.3.0). The association between
continuous variables were assessed by Spearman’s correlation
coefficient. When three or more groups to compare, flexibly
chose one-way ANOVA analysis, and student t test was applied
for statistical analysis between two groups. P < 0.05 was
considered as significantly statistical difference.

RESULTS

Construction of Weighted Gene
Co-Expression Network

Heterogeneity of each sample was detected by hierarchical
clustering analysis to eliminate outliers from study, and all
samples were included for subsequent research. Totally all
18800 genes and 6 samples in gene expression matrix were
applied for WGCNA analysis, avoid using the top 5000 genes
to get an optimal and comprehensive clustering analysis. As
shown in Figure 2A, soft threshold power [ was determined as
18 when R* reached 0.90 and mean connectivity approximately
approached 0. Consequently, B was determined as 18 to
construct the following weighted co-expression network.

Based on the weighted network and gene mutual co-
expression situation, we conducted hierarchical clustering tree
analysis, to cluster genes which could interact with each other,
modules were generated with the most similar expression
situation. Altogether, 25 modules were obtained based on their
expression profile (Figure 2B). Dendrogram branches indicated
that genes in each module were highly heterogenous and TOM
heatmap (Figure 2C) validated that each co-expression module
could independently distinguish each other within network.
Next, the characteristics between these generated modules and
clinical features were further analyzed in each subgroup.

Key Module Identification of CEP in DDD

After construction of WGCNA network, we then evaluated
relationships between different modules and clinical traits
(disease state, age and gender). Heatmap revealed the
correlations between different modules and clinical features, as
shown in Figure 2D, results visualized that gene modules were
independent from age and gender (P all > 0.01), but were highly
correlated with the disease state: Pink (P = 0.005) and brown (P =
0.02) modules had the most correlations with disease state. Then
we further extracted the pink module and analyzed it with the
disease state (normal and DDD group). Ulteriorly, in the column
of DDD group, pink module had the highest correlation (r =
0.94) and the most significant difference (P = 0.005) with
degenerative CEP. Thereinto, genes in pink module were

considered as the highly active genes to regulate the
development of degenerative CEP in DDD. Gene significance
histogram (Figure 2E) of each module proved the reliability of
our results that pink module was the most correlated one. We
further calculated module eigenvalue adjacency of both modules
and clinical traits, similar eigenvalues were clustered together. As
shown in eigenvalues heatmap of Figure 2F, results visualized
that pink module clustered with degenerative CEP together,
implying that genes in pink module could interact with
degenerative CEP whether by activation or suppression. These
above results all prompted us to select pink module as the
interested module and applied for further analysis.

Based on pink module, this study performed scatter plot of
MM-GS (module membership vs. gene significance) to further
observe the overall variation trend of genes in degenerative CEP
(Figure 2G), results displayed that genes in pink module had a
positive correlation and low P value (Cor = 0.85, P = 9.4e-163)
with degenerative CEP, indicating a good linear relationship.
Then we visualized these genes in heatmap to further figure out
the separating capacity between normal and degenerative CEP
group, results showed a pretty distinguishment (Figure 3A).

Functional and Pathway Enrichment
Analysis in WGCNA

Pink module totally contained 579 genes, then GO and KEGG
analysis was conducted to get a comprehensive understanding of
the biological functions and aberrant signaling pathways in the
development of degenerative CEP based on these genes. As shown
in Figure 3B, results suggested that these active genes were highly
involved in several dysfunctions of cartilage/bone development,
like killing of cells of the other organism, innate immune response
in mucosa, anatomical structure homeostasis etc., and some
functions to induce IVD homeostasis like tissue homeostasis;
KEGG results (Figure 3C) also analyzed several abnormal
signaling pathways to induce IVD deterioration, such as relaxin
signaling pathway and Mineral absorption procedure etc., and
other pathways that promoted IVD development, including
arginine and proline metabolism and Glycosaminoglycan
biosynthesis procedure, and PI3K-Akt signaling pathway. These
functions and pathways both behave different roles in regulating
homeostasis and instability of CEP in DDD. The detailed
information of genes in pink module as well as enrichment
functions were provided in Supplementary Table 1.

Selection of Hub Genes by

PPl Construction

Genes in pink module were analyzed in STRING database to
generate the PPI network, which was then uploaded into
Cytoscape to further construct connective sub-network as well
as identifying hub genes. As shown in Figure 3D, totally the
network containing 406 nodes and 818 edges were generated
according to PPI construction. Correlated sub modules were
then analyzed by ‘MCODE’ plug-in in Cytoscape, 2 main sub
modules were acquired: module 1 contained 12 nodes and 53
edges and module 2 had 16 nodes and 43 edges, where genes in
these modules had the highest correlations, and could jointly
regulate the occurrence of degenerative CEP. Their functions
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were also evaluated by GO, KEGG, as listed in Table 1: module 1
were mainly involved in functions of killing of cells of other
organisms and ECM disassembly; signaling pathways were
focused on transcriptional mis-regulation in cancer and NOD-
like receptor signaling pathway; and module 2 behaved roles in
regulating angiogenesis and tissue remodeling such as sprouting
angiogenesis, regulation of vasculature development, and some
activated signaling pathways focused on classical PI3K-Akt and
MAPK signaling pathways etc. Then, hub genes in this network
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were filtered by ‘cytohubba’ algorithm, 5 genes including BRD4,
RAF1, ANGPT1, CHD7 and NOP56 were both existed in most
of 11 different methods after calculating, which were finally
identified as hub genes. The gene expression levels of these
hub genes were further tested and displayed in heatmap
(Figure 3E), results visualized a pretty distinguishment ability
of these hub genes, indicating they may be pivotal in the
pathogenesis of degenerative CEP in DDD. Then after
dimensional reduction of these four hub genes by PCA
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method, 3 components were generated: PC1, PC2 and PC3, three
dimensional spatial coordinate system illustrated that different
types of samples were clustered together in spatial
distribution (Figure 3F).

Immune Infiltration Landscape in

CEP Tissue

Former enrichment analysis suggested that some immune-
related functions and signaling pathways were aberrantly

activated in degenerative CEP tissues. This study further
discovered the different situations of immune landscape based
on bulk-RNA seq data between CON and DDD patients.
‘CIBERSORT’ method was performed via deconvolution
algorithm, which was conducted to calculate the abundance of
immune cell members from mixed cell populations. Figure 4A
displayed the correlated clustered information and distribution
of 22 types of immune cells in CEP tissue; detailed proportion
situations of immune cells in each sample were clearly shown in
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TABLE 1 | Functional and pathway (GO, KEGG) enrichment analysis of MCODE identified sub-networks.

Module Term Description P value Count

1 G0:0002251 organ or tissue specific immune response 6.88E-14 6
G0:0031640 killing of cells of other organisms 1.66E-12 6
GO0:0001906 cell killing 8.32E-10 6
G0:0022617 extracellular matrix disassembly 7.82E-06 3
G0:0002251 organ or tissue specific immune response 6.88E-14 6
hsa05202 Transcriptional misregulation in cancer 1.44E-07 5
hsa04621 NOD-like receptor signaling pathway 3.717E-04 3

2 G0:0010634 positive regulation of epithelial cell migration 1.79E-09 6
G0:0045766 positive regulation of angiogenesis 1.49E-07 5
G0:0002040 sprouting angiogenesis 1.66E-07 5
G0:1901342 regulation of vasculature development 3.76E-06 5
G0:0048771 tissue remodeling 0.000270841 3
hsa04926 Relaxin signaling pathway 0.014817629 3
hsa04151 PIBK-Akt signaling pathway 4.79E-06 6
hsa04010 MAPK signaling pathway 3.81E-05 5

Figures 4B, C, results visualized that the M0 macrophage cells
and mast cells occupied for the main components in both normal
and degenerative CEP tissues, while M1 and M2 macrophages
seldomly expressed in both tissues. Furthermore, the immune
landscape elucidated that CD4" memory T cells, NK cells and
dendritic cells were highly activated in degenerative CEP tissue
(P < 0.001), while MO macrophages displayed no significant
difference (P > 0.05) (Figure 4D).

Single-Cell Profiling Atlas Revealed Highly
Cellular Heterogeneity in CEP Tissue
To determine the single-cell level transcriptomic landscape of
IVD composition, we employed scRNA-seq data from CEP
tissues. Following the rigorous quality control criteria, low
quality cells with high mitochondria UMI rate (> 5%) were
excluded, and totally 26209 CEP cells were selected for
subsequent analysis (Figure 5A). Mitochondria UMI rate of
each cell were lower than 5%, and the number of genes detected
were significantly highly related to the sequencing depth
(Figure 5B). A total of 26418 genes were analyzed and the
variance analysis revealed the top 2000 highly variable features in
Figure 5C. PCA method was then conducted to identify available
dimensions and filter correlated features, dot plots and heatmap
displayed the top 20 significantly correlated genes
(Supplementary Figure 1). After integration of data by RPCA
algorithm, PCA scatter plot showed a high overlap among cells in
human CEP tissues (Figure 5D), demonstrating a good
integration result. We then calculated 50 principal components
(PCs) of the top 2000 genes based on the estimated P values, and
this study finally chose the top 30 PCs with highest P values for
subsequent analysis, Figure 5E displayed the top 20 PCs.
Unsupervised analysis was then conducted for cell population
clustering through tSNE algorithm, totally 13 cell clusters were
generated in CEP tissue, and different cell populations showed
high heterogeneity with each other (Figures 5F, G). The detailed
cell types were identified according to the expression patterns of
marker genes, which were referenced by singleR (31), CellMarker
(31), and classification results of Gan et al. (32). Altogether 6
categories were annotated, including mesenchymal

chondrocytes, nucleus pulposus mesenchymal stem/progenitor
cell (NPMSC or NPPC), stromal, smooth muscle/pericyte, blood
and endothelial cells. The expression patterns of these marker
genes were tested and annotated as following (Figures 5H, I):
endothelial cells were consist of cluster 12, with specific marker
genes ENG, PECAM1, CD34 and CDHS5; blood cells were consist
of cluster 11 with marker genes LYZ, CD74 and PTPRC; the
marker genes of cluster 10 included MYH11, ACTA2, MYLD9,
MYLK, TAGLN, RGS5, MCAM, which identified smooth
muscle/pericyte cells; cluster 9 were annotated as stromal cells,
based on marker genes of COL1A1, COL3A1, GJAL, HES4 and
MMP13; cluster 8 were annotated as NPMSC for marker genes
PDGFRA and PRRX1; the rest of clusters 0-7 were regarded as
chondrocytes, for highly expressed marker genes of SOXO9,
ACAN, COL2A1, MIA, etc. The proportion of cell populations
before and after annotations were compared in Figure 5]J.

To better understand and subdivide the detailed cell types of
mesenchymal chondrocytes, this study further extracted
chondrocytes and performed re-analysis with tSNE and
UMAP, and chondrocytes were re-clustered into 6 clusters
(Figure 6A). We analyzed the marker genes functions and
refereed to the clustering information of Gan et al, finally
clustered chondrocytes into 3 subtypes, the proportion of
different subtypes and the expression situation of marker genes
in each cluster and were shown in Figures 6B, C, including
homeostatic chondrocytes: clusters 0,4,5 (marker genes of
CCNL1, WSB1), regulatory chondrocytes: clusters 1,2 (marker
genes of CKS2, HMOXI1) and effector chondrocytes: cluster 3
(marker genes of KLF2, CHI3L1, RSRP1), as shown in
Figure 6D. Besides, all chondrocytes highly expressed
mesenchymal stem cell marker genes APOD, DCN, MGP,
thus, these chondrocytes were regarded as subgroups with
potential differentiated functions (Figure 6E).

Functional Enrichment of Different

Cell Populations

To obtain a comprehensive understanding of the biological
functions and aberrant signaling pathways of different cell
populations in CEP tissue, ‘FindMarkers” function was performed
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to obtain DEGs among different cell types (see in Supplementary
Table 2). GO and KEGG analysis were then conducted based on
DEGs of different cell types, results (KEGG illustration see in
Supplementary Figure 2) indicated that NPMSC cells
(Figure 7A) mainly activated in ECM organization, ossification,
biomineral tissue development, cartilage development, and ECM-
receptor interaction, which were consistent with the characteristic
that behaved roles as mesenchymal stem cells, indicating NPMSC
cells may contribute to promoting and maintaining bone/cartilage
formation; Stromal cells (Figure 7B) chiefly contribute to
ossification, response to mechanical stimulus, smooth muscle cell
migration, epithelial cell proliferation etc., suggesting stromal cells
helped maintain spinal stabilization; meanwhile, abundant immune
cell-related functions were activated, like T cell activation, T and B
cells differentiation, proliferation, macrophage migration and
chemotaxis etc., which could also be served as environment place
for these immune cells growth, to interact with blood cells and
eventually promote immune infiltration procedure.
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FIGURE 4 | Analysis immune landscape associated with DDD in CEP tissue. (A), Heatmap visualizing the distribution of 22 types of immune cells in CEP tissue from
normal and DDD patients. (B), Box plot showing the whole composition of immune cells in these tissues. (C), Pile-up histogram displaying proportion of immune
cells in each sample. (D), Differentially analysis of immune infiltration levels between normal and DDD patients.

Blood-related cells existed in CEP tissue included smooth
muscle cells, blood cells and endothelial cells, among which,
smooth muscle cells (Figure 7C) behaved roles like muscle
contraction, regulation of angiogenesis, regulation of
vasculature development through PI3K-Akt signaling pathway,
which provided a hard evidence that small amount of blood
vessels existed in CEP, nutrition could be transported and
diffused into NP and AF tissues through blood vessels in CEP;
As for blood cells (Figure 7D), they were focused on antigen
processing and presentation, and lots of immune cell-related
functions, like T, B, and macrophage cells activation, cytokine-
mediated signaling pathway and NF-xB signaling pathway etc.
Endothelial cells (Figure 7E) also behaved several functions like
smooth muscle and blood cells, such as vasculo-genesis,
epithelial cell proliferation and regulation of angiogenesis,
some were activated through PI3K-Akt signaling pathway,
these above functions suggested that blood-related cells could
interact with cytokines to further regulate the degeneration of
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among different sequencing depth. (C), Variance diagram showed 26418 genes throughout all cells from CEP tissue. Red dots represented highly variable genes
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distribution after integration analysis, which did not show clear separations of cells. (E), PCA algorithm identified the 20 PCs with an estimated P Value < 0.05.
(F), tSNE dimensional reduction method was applied with the top 30 PCs, and 13 cell clusters were classified. (G), Differentially analysis revealed 4295 marker
genes. The top 5 genes for each cluster were displayed in heatmap. (H), tSNE plot after cell type annotation for each cluster. (I), Violin plot showed the mean
expression of selected marker genes used for annotation in each cell type. (J), Proportion of each cluster and cell type in CEP tissue.

CEP, AF and NP through blood vessels infiltration, thus, IVD is
prone to degeneration is not difficult to understand.

In terms of mesenchymal chondrocytes, they were further
classified into 3 parts: homeostatic, effector and regulatory
chondrocytes. Homeostatic chondrocytes (Figure 7F) mainly
involved in functions of ossification, collagen fibril organization,
and collagen binding etc.; while regulatory chondrocytes (Figure 7G)
were enriched for several signaling regulation and stimulus reactions

like response to temperature stimulus and regulation of apoptotic
signaling pathway etc.; as for effector chondrocytes (Figure 7H),
results indicated a significant enrichment of metabolic processes and
positive regulation of intrinsic apoptotic signaling pathway etc.,
which were thus considered as effector cells with high metabolic
rates and protective/restore functions. The detailed results of all
functional and pathway information about each cell population were
shown in Supplementary Tables 3, 4.

Frontiers in Immunology | www.frontiersin.org

June 2022 | Volume 13 | Article 933721


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Lietal

Cell Niches in CEP Homeostasis

o
clusters l/ \‘ wsB1{ ® . .
- Porcent Exprossed
z e 0 subtype cenLt ° o .f:
Z o1 [ homeostatic chondrocytes. ow
.2
. B ooy conaocyes || g
[ effector chondrocytes
® 4
UMAP_1 e5

D E Mesenchymal stem cell marker
APOD DCN
N
:n MGP
: %
= o
UMAP_I
F w G
EIF1
< RPL8-
(= RPS3A
s 10 RPL18.
€ RPL13
RPS3
(i 08 RPSAX:
2 RPS14-
o 06 g s o Pl
2 L. £ RPS2TA
5 04 2 H § asuep
8 h HES1
5 02 . VCAN
B o0 ; coe
o O | 4 ] ]
B & & © © & @ coL1Az
° @;}? @:‘R& o& ¢\°°° qu o"(} ,606@ %\é COL3A1
L & S & $ B & FOS:
T £ £ 3 < OGN
X <& o EGR1
@o@ \e}°d ,}'y -02 00 02 04 06 08
@ & o(\@" Correlation with CytoTRACE
A Cell phenotypes
H CytoTRACE Phenotype
40 ! 40
Predicted @ effector chondrocytes
order % % 20 ® regulatory chondrocytes
10 (Lessdiff) @ @ Blood
08 S s . homeostatic chondrocytes
06 g g o NPPC
104 5 5 Smooth_muscle
02 o (&} ® Stromal
0.0 (More diff.) @ Endothelial
-20

RSRP1

CHIBLY
Average Expression
2

KLF2:

CKS2:

-20 0
Component1

20

red dots represented high differentiated state for cells.

-40

FIGURE 6 | (A), UMAP plot of chondrocytes subtypes, which were extracted from the whole cells and applied for re-UMAP analysis. (B), Sector proportion diagram
of chondrocytes before and after cell type annotations. (C), Dot plot displayed the mean expression of selected marker genes among different clusters. (D), UMAP
plot after cell type annotation for each cluster. (E), the average expression of mesenchymal stem cell markers for chondrocytes on the tSNE map. (F), Plot of the
cytoTRACE pseudotime order for the CEP subpopulations. The value of each cell type in cytoTRACE represented the predicted order. (G), The top 10 correlated
genes in the overall cell type differentiation. (H), Overall tSNE plot for each cell based on cytoTRACE algorithm, blue dots represented low differentiated state while

-20 0
Component1

20

Cell Fate and Pseudotime Analysis
Indicated Mesenchymal Chondrocytes
Were Active Subgroups in Regulating

Cell Differentiation

To further obtain a comprehensive view of differentiation states
and potentials of each cell population, we then performed cell
fate analysis based on all cell populations in CEP tissue. Cellular
trajectory reconstruction analysis using gene counts and
expression (cytoTRACE) could reveal the direction of
differentiation and predict cell lineage trajectories (27). As

shown in Figure 6F, results calculated and displayed the order
of the differentiation states as effector chondrocytes, regulatory
chondrocytes, homeostatic chondrocytes, blood, NPMSC,
smooth muscle, stromal and endothelial cells. The detailed
differentiation states of each cell were visualized in cytoTRACE
tSNE plot (Figure 6H), among which the top 10 related genes
mediating cell differentiation were EIF1, RPL7, RPS3A, RPL1S,
RPL13, RPS3, PRS4X, PRS14, FTL, RPS27A, as shown in
Figure 6G. Results also demonstrated that effector, regulatory
and homeostatic chondrocytes had the highest cytoTRACE
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FIGURE 7 | Functional enrichment analysis of different cell populations. (A=H), The top 10 function enrichment analysis for NPMSC, stromal cell, smooth muscle
cell, blood cell, endothelial cell, homeostatic chondrocytes, regulatory chondrocytes, and effector chondrocytes, respectively.

scores, indicating a better differentiation potential than other cell
types. These results were consistent with our previous findings
that effector and regulatory chondrocytes behaved essential roles
in regulating aberrant signaling pathways and may act as active
subgroups mediating different cell fates.

In order to further investigate the detailed cell trajectory of
chondrocytes, we conducted pseudotime analysis. All
chondrocytes were projected into trajectory and generated 1
root area and 2 branches, termed as branch I and II (Figures 8A-
C). The results of pseudotime demonstrated that homeostatic
chondrocytes served as progenitor cells, were almost located
together at the root area, while effector and regulatory
chondrocytes located at different branches I and II from node
4. Different states indicated different cell fate, suggesting that
cells in different branches may behave different roles in the
development of CEP (Figure 8D). We wondered the detailed

gene expression alterations of these chondrocytes during
differentiation, then BEAM analysis was performed for branch
fate-determined gene analysis according to node 4. As shown in
Figure 8G, branch heatmap visualized significant gene expressed
changes in different differentiation directions, cell fate I (branch
I) represented the smaller state ID (state 6) and cell fate II
(branch IT) represented bigger ID (state 7), DEGs were clustered
into 6 categories and the enriched functions were illustrated in
branch heatmap, where genes in clusters 2,3,5 were upregulated
in cell fate I while clusters 1,6 were activated in cell fate II
through the differentiation processes, genes alterations in cluster
4 remained consistent in the pseudotime process. GO BP terms
indicated that DEGs of clusters 1,6 were activated in functions
like osteoblast differentiation, Ras protein signaling transduction
and positive regulation of transcription, which contribute to
bone/cartilage growth and restore the homeostasis of CEP in
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and differential analysis of genes. (G), Branch trajectory heatmap of the DEGs revealed the gene alterations under different cell differentiation states. The main

functions of genes in each cluster were also displayed.

IVD; while DEGs in clusters 2,3,5 were chiefly involved in
response to unfolded protein, intrinsic and extrinsic apoptotic
signaling pathway, protein refolding, positive regulation of
sprouting angiogenesis etc., which may induce the
degeneration of CEP. Monocle dimension reduction analysis
further validated our results, that both regulatory (Figure 8E)
and effector chondrocytes (Figure 8F) could be significantly
classified into two types according to cell state (6 and 7). After

differential genes analysis, regulatory chondrocytes had several
different DEGs mediating different cell fate, including COL10A1,
SPP1, IBSP, MT1G, MT1X, OGN etc.; and effector chondrocytes
had DEGs such as NEAT1, MEG3, CYTL1 which may also
behave different functions in inducing effector chondrocytes
differentiation. The two branches balanced with each other and
once the state was disrupted, different cellular functions as well as
cell fates may occur.
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Cell-Cell Communication Analysis
Revealed Cascade Reactions From
Different Populations in the Development
of CEP

To obtain insights into the critical factors involved in the CEP cell
niche of human IVD, this study performed CellPhoneDB analysis to
discover the possible means of different cell communications in CEP
tissue. Relatively active bidirectional interactions among those cell
populations displayed highly regulated cellular communications
(Figure 9A). Communication correlation heatmap (Figure 9B)
demonstrated that regulatory chondrocytes showed the most
interactions with other cell types, indicating an active subtype
from chondrocytes, which was consistent with our findings in
cytoTRACE analysis; besides, NPMSC and stromal cells also
displayed high connections with other populations. Thus,
regulatory chondrocytes, NPMSC and stromal cells were
determined as niche components in the CEP tissue, which
behaved essential roles to regulate the differentiation processes
through cascade signaling interactions. Based on above findings,
this study hypothesized that NPMSC, stromal and chondrocytes
could interact and regulate with each other, both may behave
promotion or degeneration process in bone/cartilage formation
and blood vessels infiltration through different processes. The
detailed interactions situations between each cell type were
illustrated in Supplementary Figure 3.

In regulatory chondrocytes-related cell communications
(Figure 9C), SPP1/CD44, CD44/HBEGF and HLA-C/FAM3C
were widely existed in the interactions between regulatory
chondrocytes and other cells; besides, regulatory chondrocytes
also produced VEGFA, which bind to VEGF receptors (KDR,
FLT1, NRPI, and NRP2) in endothelial cells or in regulatory
chondrocytes through paracrine or autocrine. In more cases,
regulatory chondrocytes acted as receptors to receive
angiogenesis regulation from other cell types. The endothelial
cells-related communications (Figure 9D) also displayed that
endothelial cell were involved in VEGF signaling, and served as
receptors to regulate angiogenesis through VEGFA/KDR or
VEGFA/FLT1 signaling pathways, which implied that the
interactions between these cell types and endothelial cells were
potentially proangiogenic. Notably, healthy human IVD was
largely avascular organ, angiogenesis occurred in NP tissue
during degeneration (33), this study also provided the evidence
of the possibility of blood vessels infiltration in CEP tissue.

In NPMSC and stromal cells (Figures 9E, F), It has also
indicated that they produced SPP1, MIF and their receptors,
SPP1/CD44 signaling pathway was widely activated in
interactions with chondrocytes, SPP1 served as an
osteogenesis-related factor, was significantly involved in the
interactions among stromal and NPMSC cells in CEP tissue,
which contributed to the osteoblast differentiation (34).
However, CD74/MIF signaling was regulated by stromal cells
and acted on chondrocytes, MIF was reported to promote
osteoclast differentiation (35). Besides, NPMSC and stromal
cells both expressed growth factor PDGF, showing pro-
proliferation effects on homeostatic chondrocytes, NPMSC and
stromal cells themselves, while almost no effects on regulatory

and effector chondrocytes, indicating the different cell states
between homeostatic and effector/regulatory chondrocytes.
Overall, our results depicted a network among different cell
populations, which may interact with each other in the balance of
inflammation, cell proliferation and angiogenesis within CEP
tissue. Additionally, these results were in line with our above
hypothesis that NPMSC, stromal and chondrocytes may behave
essential roles in IVD homeostasis or degenerative processes.
Even if in the normal IVD tissue, degenerative changes may
occur during different cellular regulatory processes, no wonder
most elderly patients eventually experienced DDD. However, the
exact mechanisms need to be conducted by further experiments.

DISCUSSION

DDD served as a severe threat to human health and social
economics, has consistently affected individual’s back pain
(36). Inadequate knowledge of the physiology and pathology of
DDD all prompted researchers to seek more innovative
approaches and effective diagnostic targets in the treatment of
DDD, among which genetic alterations were the most essential
part (10, 11). Relevant single-cell studies of NP and AF tissues
provided promising transcriptomic landscape of different cell
niches in the regulation of NP or AF tissue (15, 16, 32, 37). While
CEP, although regarded as the unimpressive structure in IVD,
also behaved pivotal roles in regulating the homeostasis of IVD
and had tight connections with DDD. However, related
mechanisms between different cell populations in CEP were
not well studied, relevant researches had focused more on the
CEP as whole (38), with few knowledges about communication
network within different cell types. Therefore, due to cellular
heterogeneity and complex microenvironments within IVD, it’s
an urgent need to perform novel single-cell analysis, to realize
specific biomarkers and interactions among different cell types in
the homeostasis of CEP.

WGCNA served as a powerful holistic research tool, has been
widely analyzed for the relationships between clinical features
and gene expression profiles (39), to the knowledge, the
application of WGCNA in the identification of degenerative
CEP had not been well studied, also, few researches had
focused study on CEP tissue. In our study, we conducted a
first conjoint analysis with WGCNA and single-cell analysis to
explore the underlying mechanisms of degenerative CEP, and
also investigated cellular heterogeneity among CEP tissue. Here,
we explored and provided a group of gene signatures which
behaved essential roles in the development of degenerative CEP
for researchers to focus on, then we constructed a transcriptomic
landscape of CEP components, we found that regulatory and
effector chondrocytes both had dual roles in maintaining the
homeostasis of CEP. Besides, this study had fully analyzed the
underlying interactions of each cell population, and their
different destination within the differentiation.

In WGCNA analysis, most researches chose the top 5000
genes based on the median absolute deviation (MAD) for
subsequent network construction, due to the computing power
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FIGURE 9 | Predicted cell populations regulatory network in CEP. (A), Overall view of the cellular inter-regulatory network. Dot size indicated the relative quantity of
each cluster; line thickness represented the relative quantity of significant ligand-receptor pairs. (B), Correlation heatmap revealed the number of potential ligand-
receptor pairs between cell groups. (C-F), Bubble plots showing each statistically significant ligand-receptor pair in regulatory chondrocytes, endothelial cells,

NPMSC and stromal cells, respectively.

of computer. While in this study, we included all genes for
WGCNA analysis, to avoid missing any gene information.
Totally 25 distinct co-expression modules were generated
based on weighted gene network, among which genes in pink
module had the lowest P values as well as the highest correlation
coefficients, which was finally determined as the most correlated
module in the progression of degenerative CEP. The module-
trait relationship and module-eigenvalue adjacency heatmap
confirmed our results. Additionally, hierarchical clustering
analysis also illustrated that genes in pink module could
distinguish degenerative CEP from normal group significantly.
Functional and pathway enrichment analysis about pink
module helped us understand the underlying mechanisms for

degenerative CEP. Functional annotation indicated that these
genes were mainly enriched in killing of cells of the other
organism, innate immune response in mucosa, anatomical
structure homeostasis, which may explain why CEP was prone
to degeneration. Then with the aim of screening hub genes in
pink module, the interactive network of 406 mutual genes were
constructed by PPI based on STRING database, after ‘cytohubba’
algorithm, 5 genes (BRD4, RAF1, ANGPT1, CHD7 and NOP56)
were determined as hub genes responsible for the development of
degenerative CEP. PCA 3D scatter plot and heatmap further
validated their distinguishment ability.

Recent exploited novel integration algorithm in preprocessing
single-cell data, including iNMF algorithm developed by Gao
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et al. (26), and DAVAE and VIPCCA algorithms developed by
Hu et al. (24, 25) all demonstrated promising effects in single-cell
data process, such as data alignment and integration by multiple
samples and different datasets, which could processed more cells
at once with less consumption of computer resource than Seurat,
like runtime of calculating or RAM usage of computer. Thus,
these methods were strongly recommended when processing
multiple modalities or massive different datasets. In terms of
constructed transcriptomic atlas of CEP tissue, this study used
RPCA integration algorithm (based on conventional Seurat v4)
to eliminate batch effects for small amount of cells, about 27000.
Totally 13 cell clusters were identified in CEP, 1 cluster were
NPMSC cells, 1 cluster were stromal cells, 1 cluster were smooth
muscle/pericyte cells, 1 cluster were endothelial cells, 1 cluster
were blood cells and the rest of 8 clusters were identified as
mesenchymal chondrocytes, which were further classified into 3
sub chondrocytes: regulatory, effector and homeostatic
mesenchymal chondrocytes based on their highly activated
genes functions.

During cartilage development, chondrocytes undergo
terminal differentiation during hypertrophic, it is widely
believed that hypertrophy-like changes in chondrocytes played
roles in osteoarthritis (40). Besides, it had been reported that
hypertrophic differentiation occurred in NP tissue during the
progression of DDD (41). Thus, this study performed cell fate
analysis to further determine the differentiation states of
chondrocytes in CEP tissue. CytoTRACE analysis revealed that
regulatory chondrocytes had the highest scores, indicating a
better differentiation potential than other cell types, among the
top 10 related genes, ribosomal proteins accounted for the
majority in the development of cell differentiation. Studies
reported that ribosomal proteins had extra-ribosomal functions
like regulating cell development, differentiation, and DNA repair,
and they were also associated with cancer, aging and age-related
degenerative diseases (42, 43), which demonstrated the active
states of regulatory chondrocytes. More detailed functions and
mechanisms of these ribosomal proteins in regulating
chondrocytes were worth analyzing in the development of
CEP. During cell differentiation trajectory, chondrocytes began
with homeostatic and ended with two different cell fates with
regulatory and effector chondrocytes based on node 4. We
observed that genes in two different branches behaved opposite
roles in regulating bone/cartilage development: in branch I
direction, genes were mainly associated with the degenerative
processes of CEP, while in branch II direction, genes were mostly
enriched in regulating osteoblast differentiation and homeostasis
of CEP. Besides, the PCA results based on two branches also
demonstrated our conclusion, chondrocytes in state 6 and 7 were
significantly different, among which regulatory chondrocytes had
DEGs like SPP1, IBSP, MT1G, MT1X, OGN etc., and effector
chondrocytes had DEGs such as NEAT1, MEG3, CYTLI, which
were needed for further researches. These findings indicated that
both regulatory and effector chondrocytes had potential opposite
effects in differentiation trajectory, through regulating bone/
cartilage development or inducing degeneration processes. The
opposite functions of these two cell mesenchymal chondrocytes

balanced with each other and once the state was disrupted,
different cellular functions as well as cell fates may occur, no
wonder most elderly patients suffered DDD eventually. More
experiments need to be conducted to further validate our results.

As the largest avascular organ in body, the nutrient supply
approaches of IVD are special, the nutrition and metabolic
products are carried out through blood vessels outside the disc,
nutrients supplied by capillaries and nutrient canals had to
penetrate dense hyaline CEP before reaching the disc matrix,
and then nutrition was received from passive diffusion from CEP
(44, 45). Blood-related cells existed in CEP tissue included
smooth muscle cells, blood cells and endothelial cells, which
provided hard evidence with the previous viewpoint, and also
blood vessels in normal CEP are prone to angiogenesis and
infiltration, which carried immune cells, thus lead into CEP
degeneration. This study then performed cell-cell
communication analysis based on different cell type in CEP
tissue, to figure out the underlying mechanisms in regulating
CEP development. Stromal cells, which produced ECM in CEP,
served as development and growth place for different cells, such
as chondrocytes, endothelial cells and smooth muscle cells,
besides, they also responded to mechanical stimulus. ECM
proteins were involved in stem cell maintenance and renewal,
which were regarded as pivotal component of stem cell niches
(46, 47). The components of niches were intricate and comprised
of diverse cell types as well as extracellular factors. Mesenchymal
stem/Progenitor cells occupied a specific stem cell niche, which
was a special environment where stem cells located in and kept
quiescent (48). In CEP tissue of this study, NPMSCs were located
in stem cell niche and behaved pivotal roles with different cell
populations to regulate the homeostasis of CEP. SPP1/CD44 or
CD74/MIF signaling pathways had been reported to regulate
bone formation (34, 35), which were demonstrated by our
findings that these changes were activated by the interactions
between NPMSC and stromal cells. Served as one of the 5 cell
surface ligands that functioned primarily in the highly conserved
Notch signal pathway, JAG1 was activated by NPMSC cells and
acted on other cell populations through JAG1/Notch signaling
pathway, which also had essential roles in cancer stem cell
differentiation and metastasis, and it was also related with
diverse non-tumor diseases including liver, heart, skeletal etc.,
most were functioned by JAG1/Notch signaling pathway (49,
50). Consequently, the existence of JAG1 in NPMSC cells
highlighted the crucial roles of JAGI as a regulatory molecule
in the development of CEP, which may be regarded as a target in
developing new diagnostic and therapeutic approaches.
Endothelial cells may contribute to angiogenesis by expressing
angiogenic factor like VEGF, and they also produced different
growth factors like PDGF, and PGF etc., the neovascularization
could further bring cytokines as well as immune cells, which
finally lead into degeneration of CEP and cause DDD. However,
the exact mechanisms should be confirmed by
further experiments.

In conclusion, we reported the first combined analysis of
WGCNA and scRNA-seq in CEP tissue. These findings revealed
the heterogeneity and diverse interactive roles for CEP sub
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populations during homeostasis and degeneration, indicating
potential diagnostic and therapeutic strategies for DDD, and
also provided a novel understanding of the potential interactions
about CEP. A comprehensive understanding of cell
heterogeneity and their key signals within CEP homeostasis
may help establish novel insights and strategies of diagnostic
and therapeutic targets in DDD.

CONCLUSION

We explored and provided a group of gene signatures for
researchers to focus on, including BRD4, RAF1, ANGPTI,
CHD7 and NOP56, which behaved essential roles in the
development of degenerative CEP; then we constructed a
transcriptomic landscape of CEP compositions, regulatory and
effector chondrocytes had dual roles in maintaining the
homeostasis of CEP. Also, NPMSC cells were located in stem
cell niche of CEP tissue, and regulated the homeostasis or
degeneration of CEP through different cell communications;
JAG1/Notch signaling pathway could be served as a novel
therapeutic target for degenerative CEP. This is the first
conjoint analysis of WGCNA and scRNA-seq in CEP tissue,
this study filled the gap in the knowledge of CEP components,
further enhanced researchers’ understanding of CEP and their
cell niches constitution.

DATA AVAILABILITY STATEMENT

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and accession
number(s) can be found in the article/Supplementary Material.

AUTHOR CONTRIBUTIONS

Conceived the idea: MY, BG, YW, and WL; Manuscript draft:
WL, DW, and YZ; Technical support on analysis: WL;
Downloaded and collected data: WL, DW, YZ, and QS;
Analyzed the data: WL, SZ, YZ, and ZD; Prepared figures: BG,
WL, MY, and YZ; Redressed the manuscript: MY, BG, YW, and
WL; Reviewed the manuscript: All authors. This study was
completed with teamwork. Each author had made

REFERENCES

1. Katz JN. Lumbar Disc Disorders and Low-Back Pain: Socioeconomic Factors
and Consequences. ] Bone Joint Surg Am (2006) 88(Suppl 2):21-4. doi:
10.2106/00004623-200604002-00005

2. Kido T, Okuyama K, Chiba M, Sasaki H, Seki N, Kamo K, et al. Clinical
Diagnosis of Upper Lumbar Disc Herniation: Pain and/or Numbness
Distribution Are More Useful for Appropriate Level Diagnosis. ] Orthop Sci
(2016) 21(4):419-24. doi: 10.1016/j.j0s.2016.03.003

3. Grovle L, Haugen AJ, Natvig B, Brox JI, Grotle M. The Prognosis of Self-
Reported Paresthesia and Weakness in Disc-Related Sciatica. Eur Spine ]
(2013) 22(11):2488-95. doi: 10.1007/s00586-013-2871-9

corresponding contribution to the study. All authors
contributed to the article and approved the submitted version.

FUNDING

This study was supported by grants from the National Natural
Science Foundation of China (No. 82072475, 82172475,
81902240), and Efficiency Improvement Project (2019ZTA05-02).

ACKNOWLEDGMENTS

We unfeignedly thank Dr. Jiangming Zeng (University of
Macau), and all the members of his bioinformatics team,
biotrainee, for generously sharing their experiences and codes.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fimmu.2022.
933721/full#supplementary-material

Supplementary Table 1 | The detailed information of genes in pink module as
well as GO, KEGG enrichment functions.

Supplementary Table 2 | DEGs among different cell types by scRNA-seq
analysis.

Supplementary Table 3 | Detailed functional annotations in each cell type.
Supplementary Table 4 | Detailed signaling pathways enrichmentin each cell type.

Supplementary Figure 1 | (A), PCA heatmap showed the expression patterns of
the top 30 significantly correlated genes in each component, colors from purple to
yellow represented the gene expression levels from low to high, among which PC_1
to PC_10 were displayed. (B), Dot plots showed the top 30 significantly correlated
genes in each component, among which PC_1 to PC_4 were displayed.

Supplementary Figure 2 | Signaling pathways enrichment analysis for NPMSC,
stromal cell, smooth muscle cell, blood cell, endothelial cell, homeostatic
chondrocytes, regulatory chondrocytes, and effector chondrocytes, respectively
(A-H).

Supplementary Figure 3 | The detailed cellular inter-regulatory network between
each cell type. Dot size indicated the relative quantity of each cluster; line thickness
represented the relative quantity of significant ligand-receptor pairs.

4. Gorth DJ, Shapiro IM, Risbud MV. Transgenic Mice Overexpressing Human
TNF-0. Experience Early Onset Spontaneous Intervertebral Disc Herniation
in the Absence of Overt Degeneration. Cell Death Dis (2018) 10(1):7. doi:
10.1038/541419-018-1246-x

5. Cloyd JM, Malhotra NR, Weng L, Chen W, Mauck RL, Elliott DM. Material
Properties in Unconfined Compression of Human Nucleus Pulposus,
Injectable Hyaluronic Acid-Based Hydrogels and Tissue Engineering
Scaftolds. Eur Spine J (2007) 16(11):1892-8. doi: 10.1007/s00586-007-0443-6

6. Ji M-L, Jiang H, Zhang X-J, Shi P-L, Li C, Wu H, et al. Preclinical
Development of a microRNA-Based Therapy for Intervertebral Disc
Degeneration. Nat Commun (2018) 9(1):5051. doi: 10.1038/s41467-018-
07360-1

Frontiers in Immunology | www.frontiersin.org

June 2022 | Volume 13 | Article 933721


https://www.frontiersin.org/articles/10.3389/fimmu.2022.933721/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2022.933721/full#supplementary-material
https://doi.org/10.2106/00004623-200604002-00005
https://doi.org/10.1016/j.jos.2016.03.003
https://doi.org/10.1007/s00586-013-2871-9
https://doi.org/10.1038/s41419-018-1246-x
https://doi.org/10.1007/s00586-007-0443-6
https://doi.org/10.1038/s41467-018-07360-1
https://doi.org/10.1038/s41467-018-07360-1
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Lietal

Cell Niches in CEP Homeostasis

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

. Le Maitre CL, Pockert A, Buttle DJ, Freemont AJ, Hoyland JA. Matrix

Synthesis and Degradation in Human Intervertebral Disc Degeneration.
Biochem Soc Trans (2007) 35(Pt 4):652-5. doi: 10.1042/BST0350652

. Wang Y, Che M, Xin J, Zheng Z, Li ], Zhang S. The Role of IL-1f3 and TNF-o.

in Intervertebral Disc Degeneration. BioMed Pharmacother (2020)
131:110660. doi: 10.1016/j.bi0pha.2020.110660

. Binch ALA, Fitzgerald JC, Growney EA, Barry F. Cell-Based Strategies for

IVD Repair: Clinical Progress and Translational Obstacles. Nat Rev
Rheumatol (2021) 17(3):158-75. doi: 10.1038/s41584-020-00568-w

Battie MC, Videman T, Gibbons LE, Fisher LD, Manninen H, Gill K. 1995
Volvo Award in Clinical Sciences. Determinants of Lumbar Disc
Degeneration. A Study Relating Lifetime Exposures and Magnetic
Resonance Imaging Findings in Identical Twins. Spine (Phila Pa 1976)
(1995) 20(24):2601-12.

Kepler CK, Ponnappan RK, Tannoury CA, Risbud MV, Anderson DG. The
Molecular Basis of Intervertebral Disc Degeneration. Spine J (2013) 13
(3):318-30. doi: 10.1016/j.spinee.2012.12.003

Li W, Zhang S, Wang D, Zhang H, Shi Q, Zhang Y, et al. Exosomes Immunity
Strategy: A Novel Approach for Ameliorating Intervertebral Disc
Degeneration. Front Cell Dev Biol (2021) 9:822149. doi: 10.3389/
fcell.2021.822149

Xing H, Zhang Z, Mao Q, Wang C, Zhou Y, Zhou X, et al. Injectable Exosome-
Functionalized Extracellular Matrix Hydrogel for Metabolism Balance and
Pyroptosis Regulation in Intervertebral Disc Degeneration. J
Nanobiotechnology (2021) 19(1):264. doi: 10.1186/s12951-021-00991-5
Chen H-W, Zhang G-Z, Liu M-Q, Zhang L-], Kang J-H, Wang Z-H, et al.
Natural Products of Pharmacology and Mechanisms in Nucleus Pulposus
Cells and Intervertebral Disc Degeneration. Evid Based Complement Alternat
Med (2021) 2021:9963677. doi: 10.1155/2021/9963677

TuJ, Li W, Yang S, Yang P, Yan Q, Wang S, et al. Single-Cell Transcriptome
Profiling Reveals Multicellular Ecosystem of Nucleus Pulposus During
Degeneration Progression. Adv Sci (Weinh) (2022) 9(3):¢2103631. doi:
10.1002/advs.202103631

Gao B, Jiang B, Xing W, Xie Z, Luo Z, Zou W. Discovery and Application of
Postnatal Nucleus Pulposus Progenitors Essential for Intervertebral Disc
Homeostasis and Degeneration. Adv Sci (Weinh) (2022) 9(18):e2104888.
doi: 10.1002/advs.202104888

Li W, Ding Z, Zhang H, Shi Q, Wang D, Zhang S, et al. The Roles of Blood
Lipid-Metabolism Genes in Immune Infiltration Could Promote the
Development of IDD. Front Cell Dev Biol (2022) 10:844395. doi: 10.3389/
fcell.2022.844395

Zhang B, Horvath S. A General Framework for Weighted Gene Co-Expression
Network Analysis. Stat Appl Genet Mol Biol (2005) 4(Article17). doi: 10.2202/
1544-6115.1128

Wen L, Tang F. Boosting the Power of Single-Cell Analysis. Nat Biotechnol
(2018) 36(5):408-9. doi: 10.1038/nbt.4131

Wu AR, Neff NF, Kalisky T, Dalerba P, Treutlein B, Rothenberg ME, et al.
Quantitative Assessment of Single-Cell RNA-Sequencing Methods. Nat
Methods (2014) 11(1):41-6. doi: 10.1038/nmeth.2694

Li A, Horvath S. Network Neighborhood Analysis With the Multi-Node
Topological Overlap Measure. Bioinformatics (2007) 23(2):222-31. doi:
10.1093/bioinformatics/btl581

Li W, Yuan B, Zhao Y, Lu T, Zhang S, Ding Z, et al. Transcriptome Profiling
Reveals Target in Primary Myelofibrosis Together With Structural Biology
Study on Novel Natural Inhibitors Regarding JAK2. Aging (Albany NY) (2021)
13(6):8248-75. doi: 10.18632/aging.202635

Butler A, Hoffman P, Smibert P, Papalexi E, Satija R. Integrating Single-Cell
Transcriptomic Data Across Different Conditions, Technologies, and Species.
Nat Biotechnol (2018) 36(5):411-20. doi: 10.1038/nbt.4096

HuJ, Zhong Y, Shang X. A Versatile and Scalable Single-Cell Data Integration
Algorithm Based on Domain-Adversarial and Variational Approximation.
Brief Bioinform (2022) 23(1):1-15. doi: 10.1093/bib/bbab400

Hu J, Chen M, Zhou X. Effective and Scalable Single-Cell Data Alignment
With non-Linear Canonical Correlation Analysis. Nucleic Acids Res (2022) 50
(4):e21. doi: 10.1093/nar/gkab1147

Gao C, Liu J, Kriebel AR, Preissl S, Luo C, Castanon R, et al. Iterative Single-
Cell Multi-Omic Integration Using Online Learning. Nat Biotechnol (2021) 39
(8):1000-7. doi: 10.1038/s41587-021-00867-x

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

Gulati GS, Sikandar SS, Wesche DJ, Manjunath A, Bharadwaj A, Berger MJ,
et al. Single-Cell Transcriptional Diversity Is a Hallmark of Developmental
Potential. Science (2020) 367(6476):405-11. doi: 10.1126/science.aax0249
Haghverdi L, Biittner M, Wolf FA, Buettner F, Theis FJ. Diffusion Pseudotime
Robustly Reconstructs Lineage Branching. Nat Methods (2016) 13(10):845-8.
doi: 10.1038/nmeth.3971

Vento-Tormo R, Efremova M, Botting RA, Turco MY, Vento-Tormo M, Meyer
KB, et al. Single-Cell Reconstruction of the Early Maternal-Fetal Interface in
Humans. Nature (2018) 563(7731):347-53. doi: 10.1038/s41586-018-0698-6
Yu G, Wang L-G, Han Y, He Q-Y. Clusterprofiler: An R Package for
Comparing Biological Themes Among Gene Clusters. OMICS (2012) 16
(5):284-7. doi: 10.1089/0mi.2011.0118

Aran D, Looney AP, LiuL, Wu E, Fong V, Hsu A, et al. Reference-Based Analysis
of Lung Single-Cell Sequencing Reveals a Transitional Profibrotic Macrophage.
Nat Immunol (2019) 20(2):163-72. doi: 10.1038/s41590-018-0276-y

Gan Y, He J, Zhu ], Xu Z, Wang Z, Yan J, et al. Spatially Defined Single-Cell
Transcriptional Profiling Characterizes Diverse Chondrocyte Subtypes and
Nucleus Pulposus Progenitors in Human Intervertebral Discs. Bone Res
(2021) 9(1):37. doi: 10.1038/s41413-021-00163-z

Koike Y, Uzuki M, Kokubun S, Sawai T. Angiogenesis and Inflammatory Cell
Infiltration in Lumbar Disc Herniation. Spine (Phila Pa 1976) (2003) 28
(17):1928-33. doi: 10.1097/01.BRS.0000083324.65405.AE

Foster BL, Ao M, Salmon CR, Chavez MB, Kolli TN, Tran AB, et al.
Osteopontin Regulates Dentin and Alveolar Bone Development and
Mineralization. Bone (2018) 107:196-207. doi: 10.1016/j.bone.2017.12.004
Madeira MFM, Queiroz-Junior CM, Costa GM, Santos PC, Silveira EM,
Garlet GP, et al. MIF Induces Osteoclast Differentiation and Contributes to
Progression of Periodontal Disease in Mice. Microbes Infect (2012) 14(2):198-
206. doi: 10.1016/j.micinf.2011.09.005

Dowdell J, Erwin M, Choma T, Vaccaro A, Iatridis J, Cho SK. Intervertebral
Disk Degeneration and Repair. Neurosurgery (2017) 80(3S):546-54. doi:
10.1093/neuros/nyw078

Fernandes LM, Khan NM, Trochez CM, Duan M, Diaz-Hernandez ME,
Presciutti SM, et al. Single-Cell RNA-Seq Identifies Unique Transcriptional
Landscapes of Human Nucleus Pulposus and Annulus Fibrosus Cells. Sci Rep
(2020) 10(1):15263. doi: 10.1038/s41598-020-72261-7

Luo L, Jian X, Sun H, Qin J, Wang Y, Zhang J, et al. Cartilage Endplate Stem
Cells Inhibit Intervertebral Disc Degeneration by Releasing Exosomes to
Nucleus Pulposus Cells to Activate Akt/Autophagy. Stem Cells (2021) 39
(4):467-81. doi: 10.1002/stem.3322

Zhao W, Langfelder P, Fuller T, Dong J, Li A, Hovarth S. Weighted Gene
Coexpression Network Analysis: State of the Art. ] Biopharm Stat (2010) 20
(2):281-300. doi: 10.1080/10543400903572753

van der Kraan PM, van den Berg WB. Chondrocyte Hypertrophy and
Osteoarthritis: Role in Initiation and Progression of Cartilage Degeneration?
Osteoarthritis Cartilage (2012) 20(3):223-32. doi: 10.1016/j.joca.2011.12.003
Rutges JPHJ, Duit RA, Kummer JA, Oner FC, van Rijen MH, Verbout AJ, et al.
Hypertrophic Differentiation and Calcification During Intervertebral Disc
Degeneration. Osteoarthritis Cartilage (2010) 18(11):1487-95. doi: 10.1016/
j.joca.2010.08.006

Pecoraro A, Pagano M, Russo G, Russo A. Ribosome Biogenesis and Cancer:
Overview on Ribosomal Proteins. Int | Mol Sci (2021) 22(11):5496. doi:
10.3390/ijms22115496

Turi Z, Lacey M, Mistrik M, Moudry P. Impaired Ribosome Biogenesis:
Mechanisms and Relevance to Cancer and Aging. Aging (Albany NY) (2019)
11(8):2512-40. doi: 10.18632/aging.101922

Boubriak OA, Watson N, Sivan SS, Stubbens N, Urban JPG. Factors
Regulating Viable Cell Density in the Intervertebral Disc: Blood Supply in
Relation to Disc Height. ] Anat (2013) 222(3):341-8. doi: 10.1111/joa.12022
Urban JPG, Smith S, Fairbank JCT. Nutrition of the Intervertebral Disc. Spine
(Phila Pa 1976) (2004) 29(23):2700-9. doi: 10.1097/01.brs.0000146499.97948.52
Kjell J, Fischer-Sternjak J, Thompson AJ, Friess C, Sticco MJ, Salinas F, et al.
Defining the Adult Neural Stem Cell Niche Proteome Identifies Key
Regulators of Adult Neurogenesis. Cell Stem Cell (2020) 26(2):277-293. doi:
10.1016/j.stem.2020.01.014

Gjorevski N, Sachs N, Manfrin A, Giger S, Bragina ME, Ordofiez-Moran P,
et al. Designer Matrices for Intestinal Stem Cell and Organoid Culture. Nature
(2016) 539(7630):560-4. doi: 10.1038/nature20168

Frontiers in Immunology | www.frontiersin.org

June 2022 | Volume 13 | Article 933721


https://doi.org/10.1042/BST0350652
https://doi.org/10.1016/j.biopha.2020.110660
https://doi.org/10.1038/s41584-020-00568-w
https://doi.org/10.1016/j.spinee.2012.12.003
https://doi.org/10.3389/fcell.2021.822149
https://doi.org/10.3389/fcell.2021.822149
https://doi.org/10.1186/s12951-021-00991-5
https://doi.org/10.1155/2021/9963677
https://doi.org/10.1002/advs.202103631
https://doi.org/10.1002/advs.202104888
https://doi.org/10.3389/fcell.2022.844395
https://doi.org/10.3389/fcell.2022.844395
https://doi.org/10.2202/1544-6115.1128
https://doi.org/10.2202/1544-6115.1128
https://doi.org/10.1038/nbt.4131
https://doi.org/10.1038/nmeth.2694
https://doi.org/10.1093/bioinformatics/btl581
https://doi.org/10.18632/aging.202635
https://doi.org/10.1038/nbt.4096
https://doi.org/10.1093/bib/bbab400
https://doi.org/10.1093/nar/gkab1147
https://doi.org/10.1038/s41587-021-00867-x
https://doi.org/10.1126/science.aax0249
https://doi.org/10.1038/nmeth.3971
https://doi.org/10.1038/s41586-018-0698-6
https://doi.org/10.1089/omi.2011.0118
https://doi.org/10.1038/s41590-018-0276-y
https://doi.org/10.1038/s41413-021-00163-z
https://doi.org/10.1097/01.BRS.0000083324.65405.AE
https://doi.org/10.1016/j.bone.2017.12.004
https://doi.org/10.1016/j.micinf.2011.09.005
https://doi.org/10.1093/neuros/nyw078
https://doi.org/10.1038/s41598-020-72261-7
https://doi.org/10.1002/stem.3322
https://doi.org/10.1080/10543400903572753
https://doi.org/10.1016/j.joca.2011.12.003
https://doi.org/10.1016/j.joca.2010.08.006
https://doi.org/10.1016/j.joca.2010.08.006
https://doi.org/10.3390/ijms22115496
https://doi.org/10.18632/aging.101922
https://doi.org/10.1111/joa.12022
https://doi.org/10.1097/01.brs.0000146499.97948.52
https://doi.org/10.1016/j.stem.2020.01.014
https://doi.org/10.1038/nature20168
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Lietal

Cell Niches in CEP Homeostasis

48. Bentzinger CF, Wang YX, von Maltzahn J, Soleimani VD, Yin H, Rudnicki
MA. Fibronectin Regulates Wnt7a Signaling and Satellite Cell Expansion. Cell
Stem Cell (2013) 12(1):75-87. doi: 10.1016/j.stem.2012.09.015

Grochowski CM, Loomes KM, Spinner NB. Jaggedl (JAGI): Structure,
Expression, and Disease Associations. Gene (2016) 576(1 Pt 3):381-4. doi:
10.1016/j.gene.2015.10.065

Bocci F, Gearhart-Serna L, Boareto M, Ribeiro M, Ben-Jacob E, Devi GR, et al.
Toward Understanding Cancer Stem Cell Heterogeneity in the Tumor
Microenvironment. Proc Natl Acad Sci USA (2019) 116(1):148-57. doi:
10.1073/pnas.1815345116

49.

50.

Conflict of Interest: The authors declare that the research was conducted in the

absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Li, Zhang, Zhao, Wang, Shi, Ding, Wang, Gao and Yan. This is an
open-access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.

Frontiers in Immunology | www.frontiersin.org

June 2022 | Volume 13 | Article 933721


https://doi.org/10.1016/j.stem.2012.09.015
https://doi.org/10.1016/j.gene.2015.10.065
https://doi.org/10.1073/pnas.1815345116
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Revealing the Key MSCs Niches and Pathogenic Genes in Influencing CEP Homeostasis: A Conjoint Analysis of Single-Cell and WGCNA
	Introduction
	Materials and Methods
	Data Acquisition and Preprocessing
	Weighted Gene Co-Expression Network Analysis
	Protein-Protein Interaction Network Construction and Hub Genes Selection
	Hub Genes Validation and Principal Component Analysis
	Assessment of Immune Cells Landscape Among CEPs
	Single Cell RNA Statistical Processing
	Differentially Expressed Genes Identification
	Cell Fate States Analysis (CytoTRACE and Pseudotime Analysis)
	Cell-Cell Communication Analysis
	Functional and Pathway Enrichment Analysis
	Statistical Analysis

	Results
	Construction of Weighted Gene Co-Expression Network
	Key Module Identification of CEP in DDD
	Functional and Pathway Enrichment Analysis in WGCNA
	Selection of Hub Genes by PPI Construction
	Immune Infiltration Landscape in CEP Tissue
	Single-Cell Profiling Atlas Revealed Highly Cellular Heterogeneity in CEP Tissue
	Functional Enrichment of Different Cell Populations
	Cell Fate and Pseudotime Analysis Indicated Mesenchymal Chondrocytes Were Active Subgroups in Regulating Cell Differentiation
	Cell-Cell Communication Analysis Revealed Cascade Reactions From Different Populations in the Development of CEP

	Discussion
	Conclusion
	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


