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Simple Summary: Inflammatory bowel disease (IBD), encompassing ulcerative colitis (UC) and
Crohn’s disease (CD), impacts millions globally and is characterized by complex immune responses.
This research aimed to unravel the collaborative roles of two critical protein factors in immune regula-
tion within IBD. Through extensive analysis of public datasets, we identified specific gene signatures
associated with these factors in IBD. Subsequent drug repositioning efforts and the utilization of
cellular models led to the identification of BMS-536924 as a promising anti-inflammatory agent. This
investigation has enriched our understanding of IBD’s pathogenesis and suggests novel therapeutic
approaches to enhance the quality of life for individuals affected by these inflammatory conditions.

Abstract: The glucocorticoid receptor (GR) and ten-eleven translocation 2 (TET2), respectively, play a
crucial role in regulating immunity and inflammation, and GR interacts with TET2. However, their
synergetic roles in inflammatory bowel disease (IBD), including ulcerative colitis (UC) and Crohn’s
disease (CD), remain unclear. This study aimed to investigate the co-target gene signatures of GR
and TET2 in IBD and provide potential therapeutic interventions for IBD. By integrating public data,
we identified 179 GR- and TET2-targeted differentially expressed genes (DEGs) in CD and 401 in UC.
These genes were found to be closely associated with immunometabolism, inflammatory responses,
and cell stress pathways. In vitro inflammatory cellular models were constructed using LPS-treated
HT29 and HCT116 cells, respectively. Drug repositioning based on the co-target gene signatures of
GR and TET2 derived from transcriptomic data of UC, CD, and the in vitro model was performed
using the Connectivity Map (CMap). BMS-536924 emerged as a top therapeutic candidate, and its
validation experiment within the in vitro inflammatory model confirmed its efficacy in mitigating
the LPS-induced inflammatory response. This study sheds light on the pathogenesis of IBD from a
new perspective and may accelerate the development of novel therapeutic agents for inflammatory
diseases including IBD.

Keywords: IBD; GR; TET2; drug repositioning; in vitro inflammatory model

1. Introduction

Inflammatory bowel disease (IBD), primarily comprising ulcerative colitis (UC) and
Crohn’s disease (CD), is a chronic and relapsing inflammatory disorder of the intestine
that profoundly affects patients” quality of life. Although previous research efforts suggest
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that the disease is caused by several factors, including genetic and epigenomic influences,
alterations in intestinal microbiota, and mucosal immune imbalance, its pathogenesis is
not yet fully understood [1-3]. With the increasing prevalence and complexity of IBD [4,5],
there is an urgent need to achieve deeper disease control, innovate therapeutic strategies,
and personalize care. Recently, the establishment of specific gene expression signatures for
screening promising drug candidates with the Connectivity Map (CMap) and developing
novel therapies has been applied rapidly and efficiently [6-8].

The glucocorticoid receptor (GR), a nuclear receptor present in nearly all tissues, ex-
hibits potent immunomodulatory and anti-inflammatory effects. Its action chiefly involves
suppressing proinflammatory transcription factors such as AP-1 and NF-«B, modulating
anti-inflammatory genes, and inducing lymphocyte apoptosis [9-11]. Recent studies have
unveiled GR’s critical role in intestinal epithelial cells, particularly in controlling colonic
inflammation by regulating the gene expression of chemokines, leukocyte recruitment,
and epithelial barrier permeability [12]. Moreover, there is growing evidence about the
significance of epigenetic regulation by TET2, a ten-eleven translocation (TET) family en-
zyme catalyzing the oxidation of 5mC to 5ShmC, in maintaining innate immune balance and
resolving inflammation [13,14]. For instance, TET2 deficiency results in macrophages ex-
hibiting an increase in NLRP3 inflammasome-mediated IL-1f3 secretion, which aggravates
the inflammation phenotype [15]. TET2 also plays a role in inflammation resolution by
repressing the expression of the inflammatory cytokine IL-6 expression in innate myeloid
cells, including dendritic cells and macrophages, through histone deacetylation facilitated
by HDAC?2 recruitment, a process initiated by the IL-1R-MyD88 pathway [16]. The inter-
action between GR and TET2, mediated by MAFB in tolerogenic dendritic cells (tolDCs),
has been demonstrated [17], and our group confirmed this interaction in HEK293T cells
(unpublished data). This evidence indicates that genes co-regulated by GR and TET2 may
significantly correlate with inflammatory response. However, little is known about their
specific roles and mechanisms in IBD.

In this study, we performed a bioinformatics analysis aimed at assessing the role of
GR and TET2 regulation in IBD and elucidating the molecular mechanisms underlying the
regulation of downstream genes by GR and TET?2 in the disease, along with its potential
implications for drug repositioning. Meanwhile, holistic gene expression programs on the
LPS-stimulated cells with different GR baseline levels, i.e., HT29 and HCT116 cells, were
compared. Furthermore, anti-inflammatory small-molecular compounds were identified
after comprehensively applying multiple gene signatures associated with GR and TET2,
and the top-ranked compound was validated in an inflammation-sensitive HT29 model.
This work has helped deepen the understanding of IBD pathogenesis and provides a new
perspective on therapeutic strategies for IBD.

2. Materials and Methods
2.1. Collection and Pre-Processing of Public Transcriptomic Datasets

To investigate the tissue transcriptome of IBD, we utilized NCBI's Gene Expression
Omnibus (GEO) as our primary data source. Recognizing that sample location within
IBD would have a large effect on the disease’s expression patterns [18-20], we selectively
analyzed colon samples from untreated patients with active disease and healthy controls
from seven microarray experiments. The details of these datasets are shown in Table S1.
The sample size comprised 227 UC samples, 54 CD samples, and 84 healthy control (HC)
samples. Quality control was performed on each gene expression dataset via background
adjustment, quantile normalization, log2 transformation, and conversion of probes to gene
symbols. Subsequently, we integrated these datasets and corrected for batch effects using
the R package “sva” [21] (version 3.46.0).

2.2. Acquisition of GR and TET2 Putative Co-Target Genes (GTPCGs)

The Cistrome Data Browser (CistromeDB, http://cistrome.org/db (accessed on
26 June 2023)) serves as a comprehensive database, curating and analyzing a plethora
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of chromatin profiling assays, including ChIP-seq, DNase-seq, and ATAC-seq [22]. For our
study, we selected high-quality peak files of GR and TET2 obtained from ChIP-seq data in
the HEK293T cell line, a widely used model in scientific research. These files, sourced from
CistromeDB (accession numbers: 41735, 33992, 67858), were then processed for further
analysis. The binding peaks in each file were annotated to their corresponding genes using
GREAT [23] (version 4.0.4, http:/ /great.stanford.edu/ (accessed on 28 June 2023)) with
default parameters, and a cross-analysis of each gene set was conducted, resulting in the
identification of GR and TET2 putative co-regulated genes, referred to as GTPCGs. The
complete list of these genes, totaling 6101, is detailed in Table S2.

2.3. Assessment of the Role of GR and TET2 in IBD

We meticulously collected 17 IBD biomarkers from recent literature, applying strin-
gent criteria that necessitated their identification through both bioinformatics analysis
and experimental validation [19,24-29]. Pearson’s correlation analysis was conducted to
explore the association between NR3C1 (which encodes GR) and TET2 expression with
these biomarkers. Based on the principle of linear support vector regression, a computa-
tional approach, i.e., cell-type identification by estimating relative subsets of RNA scripts
(CIBERSORT), was leveraged to estimate the relative percentage of immune cell infiltration
in bulk tissue transcriptome profiles [30,31]. Subsequently, we performed Spearman’s
correlation analysis to investigate the relationship between immune cells, identified as
significantly varied between IBD and HC, and four markers that intersected with both
the 17 markers and GTPCGs. Additionally, ROC analysis was carried out to evaluate the
diagnostic efficacy of these four markers for IBD using the “pROC” (version 1.18.0) and
“rms” (version 6.7.0) R packages.

2.4. Differential Expression Gene Analysis

Differential analysis of microarray data in UC/HC and CD/HC comparisons was
performed using the R package “limma” [32] (version 3.54.2). Differentially expressed genes
(DEGs) were identified with the thresholds of adjust p-value < 0.05 and |log2 FC| > 0.58.
We then compared the expression patterns of DEGs associated with UC and CD.

2.5. Identification of Specific Gene Signatures in UC and CD and Functional Enrichment Analysis

Specific gene signatures indicative of the disease effects in vivo were obtained by
overlapping UC and CD DEGs with GTPCGs, respectively. Functional enrichment analyses
were performed based on the Gene Ontology (GO) database and the Molecular Signatures
database (MSigDB) using the R packages “clusterProfiler” (version 4.6.2), “org.Hs.eg.db”
(version 3.16.0) and “enrichR” (version 3.2) [33,34]. To be specific, GO terms, including
molecular function (MF), cellular component (CC), biological process (BP), and MSigDB
hallmark pathways were enriched with the threshold of a g-value < 0.05. Redundant
GO terms were removed based on semantic similarity using the “rrvgo” (version 1.10.0)
R package. Ultimately, the top 10 most significant terms or pathways were revealed
and visualized.

2.6. Cell-Type-Specific Enrichment Analysis

The cell-type-specific Enrichment Analysis database (CSEA-DB, https:/ /bioinfo.uth.
edu/CSEADB/ (accessed on 3 July 2023)) was used to investigate which cell type could
be responsible for the signatures observed [35,36]. Among 126 general cell types from
111 tissues, we focused on cell types present in the intestine. This focus resulted in 7 tissues
and 23 general cell types, which were identified through multiple testing corrections (BH
method, FDR < 0.05) and filtering for cell types with a frequency of occurrence greater than
or equal to 10 times.
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2.7. Cell Culture and In Vitro Inflammatory Model

The HT29 [37,38] and HCT116 [39,40] cell lines were sourced from the American
Type Culture Collection (ATCC). These cell lines were cultured in Advanced DMEM /F-12
medium (Gibco, Grand Island, NY, USA), supplemented with 10% fetal bovine serum
(Sigma, St. Louis, M1, USA), 1% GlutaMAX Supplement (Gibco, Grand Island, NY, USA),
and 1% TransSafe Mycoplasma Prevention Reagent (TRANS, Beijing, China). The culture
conditions were maintained at 37 °C in a 5% CO, atmosphere. To establish an in vitro
inflammatory model of intestinal epithelial cells, the cells were treated with lipopolysac-
charide (LPS, 1 ug/mL) (Sigma-Aldrich, St. Louis, MI, USA) for a duration of 24 h.

2.8. RNA-Seq Library Construction, Sequencing, and Data Analysis

In brief, total RNA was used as input material for the RNA sample preparations.
Sequencing libraries were constructed using the NEBNext Ultra RNA Library Prep Kit for
Mumina (NEB, Ipswich, MA, USA) according to the manufacturer’s instructions and then
quantified using the Agilent 5400 system (Agilent, Santa Clara, CA, USA) and qPCR. The
qualified cDNA libraries were sequenced with 150 bp paired-end reads on the Illumina
NovaSeq 6000 platform (Illumina, San Diego, CA, USA). Raw transcriptome reads were
cleaned and then aligned to the reference genome (hg38) using HISAT?2 [41] (version 2.1.0).
The annotated gene information was downloaded from GENCODE. A gene count matrix
was generated by featureCounts [42] (version 2.0.1), and the “edgeR” (version 3.40.2)
package was used for differential expression analysis [43].

2.9. Gene Set Enrichment Analysis

To explore the overarching gene expression patterns and identify the biological path-
ways predominantly active during LPS-induced inflammation in HT29 and HCT116 cells,
we initially sorted genes in descending order based on their log?2 fold change (FC) generated
by edgeR. We then performed gene set enrichment analysis (GSEA) with the gseKEGG
function from the “clusterProfiler” R package. The results with a cutoff criterion of a
nominal p-value < 0.05 were considered statistically significant.

2.10. Rank-Rank Hypergeometric Overlap (RRHO) Analysis and Acquisition of Distinct Gene
Signatures from the In Vitro Inflammation Model

Rank-rank hypergeometric overlap (RRHO) analysis is a threshold-free and robust
approach to compare differential expression (DE) patterns between two experimental
groups [44,45]. For HT29 and HCT116 cell groups subjected to LPS exposure, genes
detected in both profiling experiments were ranked by their p-value and direction of effect
size. Ranked lists were then compared to identify significantly overlapping genes across
a continuous significance gradient by iterating the hypergeometric test. The results were
presented in a heatmap using the “RRHO2” (version 1.0) R package [45]. We next identified
a specific gene signature consisting of 75 genes that represent simulated disease effects
common to both cell models. This signature was derived by intersecting GTPCGs with
407 genes, which were the overlapping genes obtained from the up-regulated gene lists,
exhibiting the most significant overlap between the two cell groups. To reflect the biological
or disease response of this gene signature, Kyoto Encyclopedia of Genes and Genomes
(KEGG) pathway enrichment analysis was performed. A threshold of p < 0.05 was regarded
to be significant enrichment.

2.11. Connectivity Map (CMap) Analysis

The Connectivity Map (CMap, http://clue.io/ (accessed on 2 July 2023)), an online
analysis platform that conducts pattern-matching algorithms to compare query signatures
with expression profiles in diverse contexts of over 450,000 chemical perturbagens, was
leveraged to identify anti-inflammatory small molecules that create gene expression pat-
terns opposite to the disease effect [6,7]. We submitted the three gene signatures previously
obtained for CMap analysis, respectively. Each list of matched results was filtered with
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a cutoff of normalized connectivity score < —1 and cross-analyzed to obtain overlapping
compounds. We next calculated their rankings within each list and determined the me-
dian, ultimately identifying the top 10 potentially anti-inflammatory agents. The chemical
structures of selected molecules were collected from ChemSpider (https://chemspider.com
(accessed on 9 September 2023)) [46].

2.12. Cell Viability Assay and In Vitro Treatment with Candidate Compounds

To determine the effect of candidate compounds on cell viability, the Cell Counting
Kit-8 (CCKS8) assay was used following the manufacture’s protocol. Initially, HT29 cells
were plated in 96-well plates at a density of 1 x 10* cells per well. After being cultured in
the medium for 24 h, the cells were treated with different concentrations of BMS-536924
solution (ranging from 10 to 500 nM) for another 24 h. Subsequently, 10 uL CCKS8 solution
was added to each well, followed by incubation for 1 h at 37 °C. Cell viability was detected
using a microplate spectrophotometer (Tecan Spark, Mannedorf, Switzerland) at an optical
density (OD) of 450 nm. For the compound treatment experiment, HT29 cells were seeded
in 12-well plates at 1.5 x 10° cells per well. These cells were treated with either LPS or
medium for 24 h, followed by an additional 24 h incubation with BMS-536924 solution
(at concentrations of 5, 10, and 50 nM) or medium. Cells treated solely with medium
served as negative controls (NC group), and those only with LPS served as positive controls
(LPS group).

2.13. Quantitative Real-Time Polymerase Chain Reaction (qRT-PCR)

Total RNA was extracted from the cells using the RNeasy Mini Kit (Qiagen, Dues-
seldorf, Germany). Reverse transcription was performed to synthesize cDNA with the
PrimeScriptTM RT reagent Kit (Takara, Tokyo, Japan). The expression levels of specific
genes were analyzed by a quantitative real-time PCR system (Thermo, Waltham, MA, USA)
with the PowerUp SYBR Green Master Mix (Applied Biosystems, Foster City, CA, USA).
Relative expression of each gene was normalized to GAPDH. The value of the control
group was set to 1. qRT-PCR primers are listed in Table 1.

Table 1. Primers used for qRT-PCR in this study.

Gene Forward Primer Sequence (5'-3') Reverse Primer Sequence (5'-3) Product Size
GAPDH ACCTGACCTGCCGTCTAGAA GGTGTCGCTGTTGAAGTCAGA 140
TLR4 GGCATCTTCAATGGCTTGTCC AGAGGTCCAGGAAGGTCAAGT 118
TNF-« CAACCTCCTCTCTGCCATCAAG GATAGTCGGGCCGATTGATCTC 152
IL-6 TGCAATAACCACCCCTGACC ATTTGCCGAAGAGCCCTCAG 150
NR3C1 GTGGAAGGACAGCACAATTACC CCTGTAGTGGCCTGCTGAAT 173

2.14. Statistical Analysis

All statistical analyses were conducted using R software (version 4.2.2) and GraphPad
Prism (version 8.0.2). Results are presented as mean =+ standard deviation (SD). Group
differences were compared using an unpaired Student’s t-test, and statistical significance
was defined as p < 0.05.

3. Results
3.1. Implications of GR and TET2 Regulation in IBD

We extensively collected public transcriptomes of colon tissue in IBD, finally selecting
datasets GSE75214, GSE16879, GSE179285, GSE36807, GSE73661, GSE9452, and GSE13367
from the GEO database (Table S1). After correcting and integrating the microarray datasets
for batch effects, the PCA plots as well as the heatmap confirmed the elimination of batch
effects among the datasets (Figure S1A-C). To investigate the relationship between GR and
TET2 modulation and IBD, we collected literature-based IBD biomarkers and evaluated the
expression of NR3C1 and TET? in relation to these markers. Seventeen refined IBD markers
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from prior research were selected [19,24-29]. The split violin plot revealed significant
expressional differences between IBD patients and HC (Figure 1A). Both significantly
up-regulated and down-regulated genes showed expression trends consistent with those
reported in their studies, suggesting that these markers were well validated in our dataset.
The mRNA-level correlations between NR3C1, TET2, and these markers were examined.
Except for REG3A, NR3C1 was significantly associated with all markers, while TET2 was
significantly correlated with 5 of the 17 markers, including AQP9, IL1B, IFI16, ICAM1, and
MADCAM]1 (Figure 1B).
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Figure 1. Assessment of the role of GR and TET2 regulation in IBD. (A) Split violin plot revealing the
expressional differences of the 17 biomarkers between IBD and HC. (B) Correlating GR and TET2
separately with the 17 markers in mRNA level. (C) Box plot showing the comparison of 22 kinds
of immune cells between IBD and HC. (D) Correlating the differentially infiltrated immune cells
with the four markers upon the threshold of p < 0.05. (E) ROC curves of the four markers. * p < 0.05;
** p <0.01; **** p < 0.0001; ns, not significant.

Given that immune dysregulation is one of the pathogenic mechanisms of IBD, the
CIBERSORT algorithm was employed to characterize the abundance of 22 immune cell
infiltrates in colon tissue derived from IBD patients and HC. Figure 1C illustrates that
multiple immune cell subpopulations were significantly altered between groups. Compared
with HC, patients with IBD showed higher proportions of activated dendritic cells, MO and
M1 macrophages, activated mast cells, neutrophils, resting NK cells, plasma cells, activated
CD4 memory T cells, and follicular helper T cells and lower proportions of M2 macrophages,
resting mast cells, activated NK cells, CD8 T cells, and regulatory T cells (Tregs). The
association between the expression of the four biomarkers (CD40, ICAM1, MUCI1, and
PRKABT) and the proportion of immune cell types showing significant differences was
further explored. As shown in Figure 1D, activated dendritic cells, M0 and M1 macrophages,
activated mast cells, neutrophils, resting NK cells, CD4 memory-activated T cells, and
follicular helper T cells exhibited positive correlations with CD40, ICAM1, and MUCI while
displaying negative correlations with PRKAB1. Meanwhile, M2 macrophages, resting mast
cells, activated NK cells, CD8 T cells, and Tregs presented a negative correlation with CD40,
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ICAM1, and MUC1 while showing a positive correlation with PRKABI. Moreover, we
performed an ROC analysis to verify the diagnostic significance of the four markers. The
markers had area under the curve (AUC) values > 0.7, with the total combination of them
exhibiting the largest AUC value (AUC, 0.985) and PRKABI the smallest (AUC, 0.738)
(Figure 1E). Taken together, these collective results indicate that GR and TET2 regulation is
likely to play a crucial role in IBD.

3.2. Identification of DEGs Associated with UC and CD

We further analyzed the DEGs according to subtypes of IBD and explicit location.
Compared to HC, a total of 1904 DEGs were identified in UC colon tissue, including
1186 up-regulated and 718 down-regulated, while 1037 DEGs were discovered in CD colon
tissue, including 761 up-regulated and 276 down-regulated, in line with the thresholds
of adjusted p < 0.05 and Ilog2 FC| > 0.58. The volcano plot depicts the top five genes
that were up- and down-regulated in UC and CD, respectively (Figure 2A,B). These genes
are predominantly known to be associated with the signature of IBD [18,26,47,48]. The
summary details of common or exclusive DEGs in UC and CD are provided in Table S3.
The heatmap reveals the expression pattern of common and unique DEGs in UC and CD
and the relative consistency within the groups (Figure 2C).
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Figure 2. Identification of DEGs associated with UC and CD. (A) Volcano plot of DEGs in the colon
tissue between UC and HC. (B) Volcano plot of DEGs in the colon tissue between CD and HC.
(C) Heatmap revealing the expression pattern of common and distinct DEGs between groups.

3.3. Molecular Mechanisms of IBD through GR and TET2-Related Signatures

After separately overlapping the DEGs of the two IBD subtypes with GTPCGs, we
identified 179 GR- and TET2-related CD DEGs and 401 GR- and TET2-related UC DEGs, as
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detailed in Tables 54 and S5. We then investigated the potential functions and underlying
mechanisms in which they were involved. The top significant slimmed GO enrichment
terms (g < 0.05) of the respective DEGs are displayed (Figure 3A,B and Table S6). Biological
process (BP) of GO analysis illustrated that they were both primarily related to the immune
response, such as regulation of immune effector process, response to molecule of bacterial
origin, and leukocyte activation and migration. Additionally, response to hypoxia, response
to insulin, and multiple metabolic processes were observed. In terms of cellular component
(CC) of GO analysis, the terms from GR- and TET2-related UC DEGs were more prevalent
than those GR- and TET2-related CD DEGs, and they were particularly associated with
endoplasmic reticulum-related components and the peroxisome, except for the collagen-
containing extracellular matrix. Concerning molecular function (MF) analysis, the results
indicated that misfolded protein binding and DNA-binding transcription activator activity,
especially that which was RNA polymerase-II-specific, were the most relevant for the
GR- and TET2-related UC DEGs, but the CD DEGs had no significant entries. The GO
terms were also consistent with the significant (g < 0.05) MSigDB pathways containing
hallmark gene sets. The bar charts show that the respective DEGs were both enriched in
several commonly activated pathways, including hypoxia, TNF-alpha signaling via NF-«B,
interferon gamma response, allograft rejection, and IL-2/STATS5 signaling (Figure 3C,D).
In addition to pathways related to inflammatory response and hypoxemic response, fatty
acid metabolism, bile acid metabolism, and glycolysis were also observed (Table S7). In
summary, according to the results of enrichment analysis, GR- and TET2-related gene
signatures are intimately linked with immunometabolism, inflammatory, and cell stress
pathways, which may be manifestations of the pathogenesis of IBD.
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Figure 3. Functional enrichments for IBD signatures around GR and TET2. Top slimmed GO terms for
the (A) GR- and TET2-related UC DEGs and (B) GR- and TET2-related CD DEGs upon the threshold
of g < 0.05. Top MSigDB hallmark-pathway enrichments for the (C) GR- and TET2-related UC DEGs
and (D) GR- and TET2-related CD DEGs upon the threshold of 4 < 0.05. CSEA testing results of the
(E) GR- and TET2-related UC DEGs and (F) GR- and TET2-related CD DEGs. The x-axis indicates
the cell types derived from the intestinal tissue and blood. Dots represent the intestine cell types
annotated by 23 general classifications descending by order of significance. The dashed line is the
significant threshold with FDR < 0.05.

To further understand which cell type could be responsible for the signatures, we
conducted cell-type-specific expression analysis (CSEA) of GR- and TET2-related UC DEGs
and CD DEGs. The GR- and TET2-related UC DEGs were most significantly enriched in
intestinal enterocytes (FDR = 0.001) among the 23 general cell classifications (Figure 3E
and Table S8), while the GR- and TET2-related CD DEGs were predominantly found in
macrophages (FDR = 0.003) (Figure 3F and Table S9). The results revealed that the majority
of the observed signatures originated from macrophages, dendritic cells, B cells, entero-
cytes, and epithelial cells, each performing specialized functions in mucosal immunity
homeostasis and epithelium barrier function. This implies that changed expression patterns
from specific cell subsets might shape disease, in accordance with previous views [2,49,50].
Altogether, the above-mentioned findings suggest that it is potentially valuable to dis-
cover novel anti-inflammatory small-molecular drugs for IBD, focusing on transcriptomic
signatures associated with GR and TET2.

3.4. Establishment and Comparative Transcriptomic Analysis of Two In Vitro Inflammatory
Cell Models

Recently, multiple experimental models have been designed to investigate the molec-
ular mechanisms in intestinal inflammation and promote the development of new anti-
inflammatory compounds [37-40,51]. In this study, we utilized two types of intestinal
epithelial-derived cells, namely HT29 and HCT116, stimulating them with 1 ug/mL LPS
for 24 h to mimic an inflammatory response in the intestine. As shown in Figure S2A,
the mRNA level of NR3C1 was barely detectable in HT29 cells in contrast to HCT116
cells, enabling a comparison of the similarities and differences between these two cell
lines with different GR basal expression in response to LPS-induced inflammation. The
inflammatory response induced by LPS is known to activate the TLR4/MyD88/NF-«B
signaling pathway, which in turn triggers the release of inflammatory cytokines and effector
molecules [37,38,52]. We conducted qRT-PCR analysis to determine the expression of TLR4,
IL-6, and TNF-« in LPS-stimulated HT29 and HCT116 cells (Figure S2B,C). The results
revealed that the mRNA levels of IL-6 and TNF-o were significantly up-regulated in both
cell lines after 24 h of induction. Regarding TLR4, there was an up-regulation trend in
HCT116 cells compared to the control group, while it was significantly up-regulated in
HT29 cells.

We next performed next-generation RNA sequencing to thoroughly examine the gene
expression programs of our in vitro inflammatory models and to identify specific expres-
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sion signatures useful for screening anti-inflammatory compounds. Gene set enrichment
analysis (GSEA) unveiled that immune-response-related signaling pathways were activated
in both cell lines following LPS stimulation (Figure 4A,B). Interestingly, HT29 cells showed
a more extensive activation of inflammatory-related pathways compared to HCT116 cells in
addition to a higher presence of inhibitory pathways. Specifically, Figure 4A highlights the
activation of pathways such as the cytokine—cytokine receptor interaction and inflammatory
mediator regulation of TRP channels in HT29 cells. In contrast, Figure 4B illustrates the acti-
vation of the TNF signaling pathway, NF-«kB signaling pathway, intestinal immune network
for IgA production, IL-17 signaling pathway, and chemokine signaling pathway in HCT116
cells, with both cell lines sharing the activation of the cytokine—cytokine receptor interaction
pathway. Furthermore, RRHO analysis was applied to uncover differential expression
(DE) patterns across two cell lines stimulated by LPS. The heatmap displays top-right and
bottom-left quadrants, representing overlap in genes down-regulated and up-regulated in
both cell lines, while the top-left and bottom-right quadrants represent overlap in genes
with oppositional expression patterns between the two cell lines (Figure 4C). Notably,
global transcriptomic changes were largely concordant between HT29 and HCT116 cells
post LPS induction. By intersecting GTPCGs with gene sets up-regulated in LPS-stimulated
HCT116 and HT29 cells, we identified a specific gene signature of 75 genes, indicative of
predominantly activated expression programs intensely linked to the LPS-induced effect
(Figure 4D). These genes were significantly enriched in the peroxisome, insulin secretion,
and NF-kB signaling pathway, which was contained in the enrichment results of the previ-
ous GR- and TET2-related gene signatures (Figure 4E). Collectively, our findings indicate
that LPS stimulation has an impact on both HCT116 cells with high GR expression and
HT?29 cells with low GR expression, with the HT29 inflammatory response exhibiting a
more pronounced effect. Herein, we selected the inflammation-sensitive HT29 cells as a
validation model for the identification of potential anti-inflammatory compounds.

activated suppressed activated suppressed
Viral lfe cycle - HIV-1 ° Viral protein interaction with cytokine and cytokine receptor. O
Vasopressin-regulated water reabsorption{ ° TNF signaling pathway1 @
id hormone synthesis: .
Terpenoid backbone biosynthesis { ° Staphylococeus aureus infection .
Serotonergic synapse- ° Ribosome ]
Phototransduction Rheumatoid arthritis: .
Proximal tubule bicarbonate reclamation . Palue
Neutrophil extracellular trap formation (] P value Propanoate metabolism .
Maturity onset diabetes of the young o Parathyroid hormone synthesis, secretion and action . 004
Linoleic acid metabolism{ o 004 NOD-like receptor signaling pathway{ @ 003
Insulin secretion: [} 0.03 ~kappa Bﬂ:\g"ah‘ngbpam\:fay . 002
ineral absorption o
Inflammatory mediator regulation of TRP channels ° 002 Legionelosis{ 001
Glucagon signaling pathway ° 001 Kaposi sarcoma-associated herpesvirus infection{ ®
Drug metabolism - cytochrome P450 ° Intestinal immune network for IgA production
Cytokine~cytokine receptor interaction ) IL-17 signaling pathway{ ~ ®
Herpes simplex virus 1 infection: [ ] Count
Cholinergic synapse{ @ Count Fc epsilon R signaling pathway: ® 20
Chemical carcinogenesis - DNA adducts. . ® 10 Epithelial cell signaling in Helicobacter pylori infection{ ~ ®
Central carbon metabolism in cancer{ ® P Cytokine-cytokine receptor interaction: 3 @ 40
Calcium signaling pathway o Cushing syndrome . @ 50
Biosynthesis of nucleotide sugars» @ Cortisol synthesis and secretion . -
V! g Complement and coagulation cascades: .
Arginine and proline metabolism{  ® Chemokine signaling pathway{ @
Avachidonic acid metabolism<{ ° Chemical carcinogenesis - reactive oxygen species- o
Aldosterone synthesis and secretion Y Carbon metabolism{ L
Arachidonic acid metabolismy .
Aleoholism ° Amosbiasis{ @
Adrenergic signaling in cardiomyocytes{ o Alcoholic liver diseaseqs
01 02 03 04 0500 0525 0550 0.575 0.600 01 02 03 0401 02 03 04 05
GeneRatio GeneRatio

The upregulated in HCT116 Peroxisome 1
Insulin secretion |
Glycerophospholipid metabolism I
NF-kappa B signaling pathway |
The upregulated in HT29) GTPCGs Nitrogen metabolism |
Fatty acid biosynthesis
MAPK signaling pathway
Arginine biosynthesis
Glycosylphosphatidylinositol (GPI)-anchor biosy

Cellular senescence

00 05 0 5

~toga(p)

Upregulated Downregulated
HCT116

Figure 4. Comparative transcriptome analyses of two in vitro inflammatory cell models. GSEA
revealing the overrepresented pathways in overall gene expression of (A) HCT116 cells and (B) HT29
cells after LPS stimulation. (C) RRHO analysis results for comparing expression patterns across the
two cell models. (D) Venn diagram showing the overlapping genes between specific three gene sets.
(E) KEGG pathway enrichments for the overlapping genes.
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3.5. Screening and Validation of Candidate Small-Molecule Compounds for IBD Treatment

Based on the above results, CMap analysis was performed to screen small-molecular
candidates that might exert a therapeutic effect on IBD, focusing on specific gene signatures
associated with GR and TET2. In this regard, the 179 GR- and TET2-related CD DEGs
(Table S3), the top 300 GR- and TET2-related UC DEGs (Table S4), and the 75 genes derived
from the in vitro inflammation model (Table S10) were employed as transcriptional profiles
to query CMap. The top 10 compounds with potential for reversing the inflammatory effect
are presented in Figure 5A and Table S11. Remarkably, among the top 10 compounds, six
candidates, namely U-0126, AS-605240, PF-573228, BI-D1870, levetiracetam, and BX-795,
were previously reported to suppress inflammatory response in mouse colitis models
or in vitro inflammatory cell models, which substantiates the reliability of our screening
process. Since BMS-536924 emerged as the top-ranked commercially available compound
from the CMap analysis, and there was no relevant experimental evidence demonstrating
its anti-inflammatory effect, we prioritized it as a candidate small molecule for further vali-
dation in the inflammation-sensitive HT29 model. The chemical structure of BMS-536924 is
displayed in Figure 5B. The results of the CCKS8 assay confirmed that BMS-536924 was
not cytotoxic to HT29 cells within the 0-100 nM range (Figure 5C). We next pretreated
HT29 cells with LPS and exposed them to the compound at three lower concentrations.
The results, illustrated in Figure 5D,E, showed a significant increase in the mRNA levels
of the inflammatory cytokines IL-6 and TNF-& due to LPS treatment. However, these
levels were markedly reduced following the application of BMS-536924 at each of the three
tested concentrations. This outcome demonstrates that BMS-536924 effectively counteracts
the upsurge of inflammatory factors induced by LPS, showcasing its potential as a viable
therapeutic agent for IBD treatment. The ability of BMS-536924 to significantly reduce
the mRNA levels of key inflammatory cytokines, even at lower concentrations, highlights
its efficacy in mitigating inflammation, thereby underscoring its potential utility in the
management of IBD.
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Figure 5. Identification and validation of potential therapeutic compounds. (A) The description of top
10 promising small molecules for IBD treatment. (B) The chemical structure of the top-ranked BMS-
536924. (C) The cytotoxicity of BMS-536924 on HT29 cells by CCKS8 assay. The effects of BMS-536924
treatment on the expression of proinflammatory cytokines (D) IL-6 and (E) TNF-« in LPS-induced
HT29 cells. Values are expressed as the means + SD; n = 4 in each group. ### p < 0.001 vs. the NC
group. **p < 0.01, *** p < 0.001, and **** p < 0.0001 vs. the LPS group.
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4. Discussion

Recent studies increasingly highlight a complex, reciprocal relationship between the
glucocorticoid receptor (GR), a widely expressed nuclear factor, and epigenetic enzymes,
including HDAC1, DNMT3B, and TET2. This interaction is pivotal in regulating the
expression of specific genes in particular biological contexts [14,17,53]. Notably, GR and
MAFB have been observed to interact with TET2 in tolerogenic dendritic cells (tolDCs) [17],
and our group has further demonstrated the interaction between GR and TET2 through
co-immunoprecipitation (Co-IP) and co-localization assays in HEK293T cells (unpublished
data). Meanwhile, we performed a one-way ANOVA analysis to examine the differential
impact of transcription factor regulation (GR only, TET2 only, and Common) on gene
expression levels from public data and observed that the fold-change of the co-regulate
genes is markedly different from those regulated by either GR or TET2 alone (Figure S3).
The roles of GR and TET2 in regulating immunity and inflammation have been well
established independently [9,13]. Therefore, we hypothesize that target gene pathways
co-regulated by GR and TET?2 are highly correlated with inflammatory responses, which
may implicate the pathogenesis of inflammatory diseases such as IBD (including UC and
CD) from a new perspective and provide access to potential therapeutic opportunities. In
the present study, we conducted comprehensive bioinformatics analyses around GR and
TET?2 regulation as well as established in vitro inflammatory models with different baseline
levels of GR expression, ultimately identifying BMS-536924 as a potential small-molecule
drug for IBD.

We identified 179 GR- and TET2-related DEGs in CD and 401 in UC, followed by
functional enrichment analyses. The combined results of the MSigDB pathway enrichments
with GO terms revealed that these gene signatures around GR and TET2 are involved
in the pathogenesis of IBD. Hallmark pathways encompassing inflammatory response,
TNF-alpha signaling via NF-«B, IL-6/JAK/STAT3 signaling, hypoxia, peroxisome, and
glycolysis were enriched in these gene signatures. This finding supports a previous report
that during inflammation of the intestinal mucosa in IBD, superoxide and reactive oxygen
intermediates act as antimicrobial agents and also induce oxidative stress, hypoxia, and
HIF-1a activation, which in turn induces a metabolic shift towards glycolysis and initiates
angiogenesis [50,54]. KEGG pathway enrichment analysis of the specific gene signature
derived from the in vitro inflammatory models also showed enrichment in the peroxisome
and NF-«B signaling pathway. Previous research has demonstrated that proinflammatory
pathways, especially NF-kB, IL-6/STAT3, COX-2/PGE2, and IL-23/Th17, are instrumental
in tumorigenesis by triggering the production of inflammatory mediators, elevating the
expression of antiapoptotic genes, and stimulating cell proliferation as well as angiogen-
esis [55]. As a result, IBD patients face a heightened risk of developing colorectal cancer
(CRC). This study observed the presence of NF-«kB and IL-6/STAT3 pathways among these
proinflammatory pathways, underscoring their potential contribution to the increased CRC
risk in IBD patients.

The GSEA results of HT29 cells treated with LPS for 24 h uncovered the activation of
multiple pathways, including the TNF signaling pathway, NOD-like receptor signaling
pathway, NF-«B signaling pathway, intestinal immune network for IgA production, IL-17
signaling pathway, cytokine—cytokine receptor interaction, chemokine signaling pathway,
and complement and coagulation cascades. This finding aligns with previous studies
indicating that commonly up-regulated pathways in the pathogenesis of IBD (both CD
and UC) include the toll-like receptor pathway, NOD-like receptor signaling pathway,
cytokine—cytokine interaction, chemokine signaling, intestinal immune network for IgA
production, complement and coagulation cascade, and cell adhesion molecules [24,26,47].
This consistency suggests that our in vitro inflammatory model using LPS-induced HT29
cells effectively mirrors the disease state of IBD. Additionally, when compared to HCT116
cells, which have high GR expression, HT29 cells with minimal GR expression showed
an intensified inflammatory response to LPS, as evidenced by their overall transcriptome
profiles. This disparity at the cellular level complements recent research utilizing a mouse
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model of DSS-induced colitis. That study confirmed that the absence of intestinal epithelial
GR exacerbated clinical symptoms and tissue damage and compromised epithelial barrier
integrity during colitis [12]. This cell-level transcriptomic analysis offers valuable insights
and supports the understanding of GR’s role in modulating inflammatory responses in IBD.

Specific gene signatures associated with GR and TET2 derived from UC, CD, and
the in vitro inflammatory model were further leveraged to screen for small-molecule com-
pounds capable of reversing the disease effect. To the best of our knowledge, this study
is the first to identify and validate the anti-inflammatory properties of BMS-536924 in an
in vitro inflammatory cell model, highlighting its potential as a therapeutic agent for IBD.
BMS-536924 was initially recognized in a 2005 study as a novel inhibitor targeting the
insulin-like growth factor receptor (IGF-1R) kinase and the insulin receptor (IR), demon-
strating antitumor activity both in vitro and in vivo [56]. More recently, BMS-536924 was
shown to effectively reduce the viability of both TMZ-sensitive and -resistant glioblas-
toma cells and significantly inhibit glioma tumor growth in vivo [57]. This compound
primarily exerts its anti-neoplastic effects by inhibiting IGF-1R signaling, which impacts
key pathways such as the Ras/Raf/MAPK pathway, which is crucial for cell growth and
proliferation, and the PI3K/Akt/mTOR pathway, known for its roles in anti-apoptosis
functions and metabolic processes [56,58]. Interestingly, our MSigDB pathway enrichment
results also highlighted these pathways, specifically KRAS signaling up and mTORC1
signaling. This suggests that the anti-inflammatory action of BMS-536924 might be linked
to its influence on these pathways, providing a novel perspective on its mechanism of
action and potential applicability in treating IBD. In addition, GSK4529, also an IGF-1R
inhibitor, has been reported to have anti-inflammatory effects in the diabetic kidney mouse
model, which provides an important guideline for our future research [59].

A few shortcomings of this research warrant recognition. Firstly, the integrated mi-
croarray analysis to identify UC and CD DEGs involved different cohorts with varying
sample sizes, which could introduce heterogeneity and potentially obscure some biological
differences. Nevertheless, we successfully identified transcriptomic signatures predom-
inantly associated with UC and CD and coinciding with the disease pathogenesis, as
previously described. Secondly, the gene expression from bulk microarray data limited the
refined comparison of molecular mechanisms related to the major IBD subtypes UC and
CD. A more granular approach, such as single-cell analysis, might provide deeper insights
into these complex diseases. Moreover, while the CMap offers a systematic approach
to gauge the similarity of small-molecule-induced transcriptional changes to normal or
altered physiologic states by correlating the gene expression signatures associated with
each, it inherently carries the uncertainty of extrapolating expression patterns from cell
lines or animal models to human systems. The anti-inflammatory effect of BMS-536924
requires further in vivo validation, such as using a mouse model of colitis, and the latent
anti-inflammatory mechanisms warrant in-depth investigation prior to clinical utilization
of the compound for treating IBD.

5. Conclusions

In this study, we highlighted the significance of transcriptomic signatures associated
with GR and TET2 in IBD (UC and CD) and compared the in vitro inflammatory models of
two intestinal epithelial cells. Specific gene signatures of disease effects in vivo and in vitro
were leveraged to identify the potential IBD-therapeutic small molecule BMS-536924, which
may also prevent the onset of CRC. These findings shed light on the pathogenesis of IBD
from a new perspective and provide a paradigm for screening small-molecule drugs to
reverse the specific disease effect based on gene expression signatures.
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Construction of the in vitro inflammatory cell models; Figure S3: A one-way ANOVA analysis
was performed to examine the differential impact of transcription factor regulation (GR only, TET2
only, and Common) on gene expression levels. Table S1: Characteristics of seven transcriptome


https://www.mdpi.com/article/10.3390/biology13020082/s1
https://www.mdpi.com/article/10.3390/biology13020082/s1

Biology 2024, 13, 82 14 of 16

datasets used in the study; Table S2: GR and TET2 putative co-target genes (1 = 6101); Table S3: IBD
signatures obtained from microarray analysis; Table S4: 179 GR- and TET2-related CD DEGs; Table S5:
401 GR- and TET2-related UC DEGs; Table S6: GO results after rrvgo of GR- and TET2-related CD
and UC DEGs; Table S7: MSigDB pathway results of GR- and TET2-related CD and UC DEGs;
Table S8: Cell-type-specific expression analysis (CSEA) on GR- and TET2-related CD DEGs after
filtering; Table S9: Cell-type-specific expression analysis (CSEA) on GR- and TET2-related UC DEGs
after filtering; Table S10: The genes profile derived from the in vitro inflammation model for CMap
querying; Table S11: The top 10 potential compounds for IBD treatment based on CMap analysis; R
scripts.docx: All bioinformatics analysis codes.

Author Contributions: Conceptualization, FG.; methodology, X.Z.; software, X.Z.; validation, C.H.,
S.R. and X.C.; formal analysis, X.Z.; investigation, X.Z. and C.H.; resources, F.G.; data curation, X.Z.;
writing—original draft preparation, X.Z.; writing—review and editing, F.G. and S.R.; visualization,
X.Z.; supervision, F.G. and S.R.; project administration, FG.; funding acquisition, FE.G. All authors
have read and agreed to the published version of the manuscript.

Funding: The study was funded by the Agricultural Science and Technology Innovation Program of
Chinese Academy of Agricultural Sciences (CAAS).

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

Data Availability Statement: The datasets presented in this study can be found in online repos-
itories. The names of the repository/repositories and accession number(s) can be found in the
article/Supplementary Materials. All the high-throughput sequencing data have been uploaded
to the Gene Expression Omnibus (GEO) and are accessible through the GEO SuperSeries acces-
sion number GSE250063. All source codes used in the bioinformatics analysis are available in the
Supplementary Materials.

Acknowledgments: We thank Yance Feng and Yanwei Song in our group for their guidance on
bioinformatic analyses.

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

References

1.  Caruso, R.; Lo, B.C.; Nunez, G. Host-microbiota interactions in inflammatory bowel disease. Nat. Rev. Immunol. 2020, 20, 411-426.
[CrossRef] [PubMed]

2. Chang, ].T. Pathophysiology of Inflammatory Bowel Diseases. N. Engl. . Med. 2020, 383, 2652-2664. [CrossRef] [PubMed]

3.  Ventham, N.T.; Kennedy, N.A.; Nimmo, E.R.; Satsangi, ]. Beyond gene discovery in inflammatory bowel disease: The emerging
role of epigenetics. Gastroenterology 2013, 145, 293-308. [CrossRef]

4. Al-Bawardy, B.; Shivashankar, R.; Proctor, D.D. Novel and Emerging Therapies for Inflammatory Bowel Disease. Front. Pharmacol.
2021, 12, 651415. [CrossRef]

5. Kriger-Sharabi, O.A.; Kopylov, U. Harnessing the Power of Precision Medicine and Novel Biomarkers to Treat Crohn’s Disease.
J. Clin. Med. 2023, 12, 2696. [CrossRef]

6.  Subramanian, A.; Narayan, R.; Corsello, S.M.; Peck, D.D.; Natoli, T.E.; Lu, X.; Gould, J.; Davis, ].E; Tubelli, A.A.; Asiedu, ] K,; et al.
A Next Generation Connectivity Map: L1000 Platform and the First 1,000,000 Profiles. Cell 2017, 171, 1437-1452.e1417. [CrossRef]

7. Chen, S.; Liu, X,; Peng, C.; Tan, C.; Sun, H.; Liu, H.; Zhang, Y.; Wu, P; Cui, C,; Liu, C.; et al. The phytochemical hyperforin triggers
thermogenesis in adipose tissue via a Dlat-AMPK signaling axis to curb obesity. Cell Metab. 2021, 33, 565-580.e567. [CrossRef]

8. Li, Z.; Peng, M,; Chen, P,; Liu, C.; Hu, A.; Zhang, Y.; Peng, J.; Liu, J.; Li, Y,; Li, W.; et al. Imatinib and methazolamide ameliorate
COVID-19-induced metabolic complications via elevating ACE2 enzymatic activity and inhibiting viral entry. Cell Metab. 2022,
34, 424-440.e427. [CrossRef]

9. Quatrini, L.; Ugolini, S. New insights into the cell- and tissue-specificity of glucocorticoid actions. Cell Mol. Immunol. 2021,
18, 269-278. [CrossRef]

10. Kadmiel, M.; Cidlowski, J.A. Glucocorticoid receptor signaling in health and disease. Trends Pharmacol. Sci. 2013, 34, 518-530.
[CrossRef]

11.  Escoter-Torres, L.; Caratti, G.; Mechtidou, A.; Tuckermann, J.; Uhlenhaut, N.H.; Vettorazzi, S. Fighting the Fire: Mechanisms of
Inflammatory Gene Regulation by the Glucocorticoid Receptor. Front. Immunol. 2019, 10, 1859. [CrossRef] [PubMed]

12. Muzzi, C.; Watanabe, N.; Twomey, E.; Meers, G.K.; Reichardt, H.M.; Bohnenberger, H.; Reichardt, S.D. The Glucocorticoid

Receptor in Intestinal Epithelial Cells Alleviates Colitis and Associated Colorectal Cancer in Mice. Cell Mol. Gastroenterol. Hepatol.
2021, 11, 1505-1518. [CrossRef] [PubMed]


https://doi.org/10.1038/s41577-019-0268-7
https://www.ncbi.nlm.nih.gov/pubmed/32005980
https://doi.org/10.1056/NEJMra2002697
https://www.ncbi.nlm.nih.gov/pubmed/33382932
https://doi.org/10.1053/j.gastro.2013.05.050
https://doi.org/10.3389/fphar.2021.651415
https://doi.org/10.3390/jcm12072696
https://doi.org/10.1016/j.cell.2017.10.049
https://doi.org/10.1016/j.cmet.2021.02.007
https://doi.org/10.1016/j.cmet.2022.01.008
https://doi.org/10.1038/s41423-020-00526-2
https://doi.org/10.1016/j.tips.2013.07.003
https://doi.org/10.3389/fimmu.2019.01859
https://www.ncbi.nlm.nih.gov/pubmed/31440248
https://doi.org/10.1016/j.jcmgh.2020.12.006
https://www.ncbi.nlm.nih.gov/pubmed/33316454

Biology 2024, 13, 82 150f 16

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

Cong, B.; Zhang, Q.; Cao, X. The function and regulation of TET2 in innate immunity and inflammation. Protein Cell 2021,
12,165-173. [CrossRef] [PubMed]

Zhang, X.; Zhang, Y.; Wang, C.; Wang, X. TET (Ten-eleven translocation) family proteins: Structure, biological functions and
applications. Signal Transduct. Target. Ther. 2023, 8, 297. [CrossRef] [PubMed]

Fuster, J.; MacLauchian, S.; Zuriaga, M.; Polackal, M.; Ostriker, A.; Chakraborty, R.; Wu, C.; Sano, S.; Muralidharan, S.;
Rius, C. Clonal hematopoiesis associated with TET2 deficiency accelerates a therosclerosis development in mice. Science 2017,
355, 842-847. [CrossRef] [PubMed]

Zhang, Q.; Zhao, K; Shen, Q.; Han, Y.; Gu, Y; Li, X,; Zhao, D.; Liu, Y.; Wang, C.; Zhang, X; et al. Tet2 is required to resolve
inflammation by recruiting Hdac2 to specifically repress IL-6. Nature 2015, 525, 389-393. [CrossRef]

Morante-Palacios, O.; Ciudad, L.; Micheroli, R.; de la Calle-Fabregat, C.; Li, T.; Barbisan, G.; Houtman, M.; Edalat, S.G.; Frank-
Bertoncelj, M.; Ospelt, C.; et al. Coordinated glucocorticoid receptor and MAFB action induces tolerogenesis and epigenome
remodeling in dendritic cells. Nucleic Acids Res. 2022, 50, 108-126. [CrossRef]

Costello, C.M.; Mah, N.; Hasler, R.; Rosenstiel, P.; Waetzig, G.H.; Hahn, A.; Lu, T.; Gurbuz, Y.; Nikolaus, S.; Albrecht, M.; et al.
Dissection of the inflammatory bowel disease transcriptome using genome-wide cDNA microarrays. PLoS Med. 2005, 2, e199.
[CrossRef]

Perez, K.; Ngollo, M.; Rabinowitz, K.; Hammoudi, N.; Seksik, P.; Xavier, R.J.; Daly, M.].; Dotan, I.; Le Bourhis, L.; Allez, M.
Meta-Analysis of IBD Gut Samples Gene Expression Identifies Specific Markers of Ileal and Colonic Diseases. Inflamm. Bowel Dis.
2022, 28, 775-782. [CrossRef]

Dovrolis, N.; Filidou, E.; Tarapatzi, G.; Kokkotis, G.; Spathakis, M.; Kandilogiannakis, L.; Drygiannakis, I.; Valatas, V.; Arvanitidis,
K.; Karakasiliotis, L; et al. Co-expression of fibrotic genes in inflammatory bowel disease; A localized event? Front. Immunol. 2022,
13,1058237. [CrossRef]

Leek, ].T.; Johnson, W.E.; Parker, H.S ; Jaffe, A.E.; Storey, ].D. The sva package for removing batch effects and other unwanted
variation in high-throughput experiments. Bioinformatics 2012, 28, 882-883. [CrossRef]

Zheng, R.; Wan, C.; Mei, S.; Qin, Q.; Wu, Q.; Sun, H.; Chen, C.H.; Brown, M.; Zhang, X.; Meyer, C.A ; et al. Cistrome Data Browser:
Expanded datasets and new tools for gene regulatory analysis. Nucleic Acids Res. 2019, 47, D729-D735. [CrossRef]

McLean, C.Y,; Bristor, D.; Hiller, M.; Clarke, S.L.; Schaar, B.T.; Lowe, C.B.; Wenger, A.M.; Bejerano, G. GREAT improves functional
interpretation of cis-regulatory regions. Nat. Biotechnol. 2010, 28, 495-501. [CrossRef]

Yu, B; Yin, Y.X,; Tang, Y.P.; Wei, K.L.; Pan, Z.G.; Li, K.Z.; Guo, X.W.; Hu, B.L. Diagnostic and Predictive Value of Immune-Related
Genes in Crohn'’s Disease. Front. Immunol. 2021, 12, 643036. [CrossRef]

Xu, S.; Li, X.; Zhang, S.; Qi, C.; Zhang, Z.; Ma, R.; Xiang, L.; Chen, L.; Zhu, Y,; Tang, C.; et al. Oxidative stress gene expression,
DNA methylation, and gut microbiota interaction trigger Crohn’s disease: A multi-omics Mendelian randomization study. BMC
Med. 2023, 21, 179. [CrossRef]

Pan, Z,; Lin, H.; Fu, Y;; Zeng, F; Gu, F,; Niu, G.; Fang, J.; Gu, B. Identification of gene signatures associated with ulcerative colitis
and the association with immune infiltrates in colon cancer. Front. Immunol. 2023, 14, 1086898. [CrossRef]

Vanhove, W.; Peeters, PM.; Staelens, D.; Schraenen, A.; Van der Goten, J.; Cleynen, I.; De Schepper, S.; Van Lommel, L.; Reynaert,
N.L.; Schuit, F; et al. Strong Upregulation of AIM2 and IFI16 Inflammasomes in the Mucosa of Patients with Active Inflammatory
Bowel Disease. Inflamm. Bowel Dis. 2015, 21, 2673-2682. [CrossRef]

Keir, M.E.; Fuh, F; Ichikawa, R.; Acres, M.; Hackney, ]J.A.; Hulme, G.; Carey, C.D.; Palmer, J.; Jones, C.J.; Long, AK.; et al.
Regulation and Role of alphaE Integrin and Gut Homing Integrins in Migration and Retention of Intestinal Lymphocytes during
Inflammatory Bowel Disease. . Immunol. 2021, 207, 2245-2254. [CrossRef]

Lee, M.; Kim, Y.S.; Lim, S.; Shin, S.H.; Kim, I.; Kim, J.; Choi, M.; Kim, J.H.; Koh, S.J.; Park, ].W.; et al. Protein stabilization of ITF2
by NF-kappaB prevents colitis-associated cancer development. Nat. Commun. 2023, 14, 2363. [CrossRef]

Newman, A.M.; Liu, C.L.; Green, M.R; Gentles, A ].; Feng, W.; Xu, Y.; Hoang, C.D.; Diehn, M.; Alizadeh, A.A. Robust enumeration
of cell subsets from tissue expression profiles. Nat. Methods 2015, 12, 453-457. [CrossRef]

Newman, A.M.; Steen, C.B.; Liu, C.L.; Gentles, A.].; Chaudhuri, A.A.; Scherer, F.; Khodadoust, M.S.; Esfahani, M.S.; Luca, B.A.;
Steiner, D.; et al. Determining cell type abundance and expression from bulk tissues with digital cytometry. Nat. Biotechnol. 2019,
37,773-782. [CrossRef] [PubMed]

Ritchie, M.E.; Phipson, B.; Wu, D.; Hu, Y.; Law, C.W,; Shi, W.; Smyth, G.K. limma powers differential expression analyses for
RNA-sequencing and microarray studies. Nucleic Acids Res. 2015, 43, e47. [CrossRef]

Yu, G.; Wang, L.G.; Han, Y; He, Q.Y. clusterProfiler: An R package for comparing biological themes among gene clusters. OMICS
2012, 16, 284-287. [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]

Dai, Y,; Hu, R.;; Manuel, AM.; Liu, A Jia, P; Zhao, Z. CSEA-DB: An omnibus for human complex trait and cell type associations.
Nucleic Acids Res. 2021, 49, D862-D870. [CrossRef]

Dai, Y,; Hu, R; Liu, A,; Cho, K.S;; Manuel, AM.; Li, X.; Dong, X.; Jia, P; Zhao, Z. WebCSEA: Web-based cell-type-specific
enrichment analysis of genes. Nucleic Acids Res. 2022, 50, W782-W790. [CrossRef]


https://doi.org/10.1007/s13238-020-00796-6
https://www.ncbi.nlm.nih.gov/pubmed/33085059
https://doi.org/10.1038/s41392-023-01537-x
https://www.ncbi.nlm.nih.gov/pubmed/37563110
https://doi.org/10.1126/science.aag1381
https://www.ncbi.nlm.nih.gov/pubmed/28104796
https://doi.org/10.1038/nature15252
https://doi.org/10.1093/nar/gkab1182
https://doi.org/10.1371/journal.pmed.0020199
https://doi.org/10.1093/ibd/izab311
https://doi.org/10.3389/fimmu.2022.1058237
https://doi.org/10.1093/bioinformatics/bts034
https://doi.org/10.1093/nar/gky1094
https://doi.org/10.1038/nbt.1630
https://doi.org/10.3389/fimmu.2021.643036
https://doi.org/10.1186/s12916-023-02878-8
https://doi.org/10.3389/fimmu.2023.1086898
https://doi.org/10.1097/MIB.0000000000000535
https://doi.org/10.4049/jimmunol.2100220
https://doi.org/10.1038/s41467-023-38080-w
https://doi.org/10.1038/nmeth.3337
https://doi.org/10.1038/s41587-019-0114-2
https://www.ncbi.nlm.nih.gov/pubmed/31061481
https://doi.org/10.1093/nar/gkv007
https://doi.org/10.1089/omi.2011.0118
https://doi.org/10.1093/nar/gkw377
https://doi.org/10.1093/nar/gkaa1064
https://doi.org/10.1093/nar/gkac392

Biology 2024, 13, 82 16 of 16

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.
53.

54.

55.

56.

57.

58.

59.

Fu, Y.-.; Xu, B.; Huang, S.-w.; Luo, X,; Deng, X.-1; Luo, S.; Liu, C.; Wang, Q.; Chen, J.-y.; Zhou, L. Baicalin prevents LPS-induced
activation of TLR4/NF-«B p65 pathway and inflammation in mice via inhibiting the expression of CD14. Acta Pharmacol. Sin.
2020, 42, 88-96. [CrossRef]

Guo, C.; Guo, D.; Fang, L.; Sang, T.; Wu, J.; Guo, C.; Wang, Y.; Wang, Y.; Chen, C.; Chen, J.; et al. Ganoderma lucidum
polysaccharide modulates gut microbiota and immune cell function to inhibit inflammation and tumorigenesis in colon. Carbohydr.
Polym. 2021, 267, 118231. [CrossRef]

Zhu, G,; Cheng, Z.; Lin, C.; Hoffman, R.M.; Huang, Y.; Singh, S.R.; Zheng, W.; Yang, S.; Ye, ]. MyD88 Regulates LPS-induced
NF-kB/MAPK Cytokines and Promotes Inflammation and Malignancy in Colorectal Cancer Cells. Cancer Genom. Proteom. 2019,
16, 409-419. [CrossRef]

Wang, X.; Chen, S.; Wang, J.; Chen, Y.; Guo, Y.; Wang, Q.; Liu, Z.; Zeng, H.; Xu, C. Olfactomedin-4 deletion exacerbates
DSS-induced colitis through a matrix metalloproteinase-9-dependent mechanism. Int. J. Biol. Sci. 2023, 19, 2150-2166. [CrossRef]
Kim, D.; Langmead, B.; Salzberg, S.L. HISAT: A fast spliced aligner with low memory requirements. Nat. Methods 2015,
12, 357-360. [CrossRef]

Liao, Y.; Smyth, G.K,; Shi, W. featureCounts: An efficient general purpose program for assigning sequence reads to genomic
features. Bioinformatics 2014, 30, 923-930. [CrossRef]

Robinson, M.D.; McCarthy, D.J.; Smyth, G.K. edgeR: A Bioconductor package for differential expression analysis of digital gene
expression data. Bioinformatics 2010, 26, 139-140. [CrossRef] [PubMed]

Plaisier, S.B.; Taschereau, R.; Wong, J.A.; Graeber, T.G. Rank-rank hypergeometric overlap: Identification of statistically significant
overlap between gene-expression signatures. Nucleic Acids Res. 2010, 38, e169. [CrossRef]

Cahill, KM.; Huo, Z; Tseng, G.C.; Logan, R.W.; Seney, M.L. Improved identification of concordant and discordant gene expression
signatures using an updated rank-rank hypergeometric overlap approach. Sci. Rep. 2018, 8, 9588. [CrossRef]

Hettne, K.M.; Williams, A.J.; van Mulligen, E.M.; Kleinjans, J.; Tkachenko, V.; Kors, J.A. Automatic vs. manual curation of a
multi-source chemical dictionary: The impact on text mining. J. Cheminformatics 2010, 2, 3. [CrossRef] [PubMed]

Clark, PM.; Dawany, N.; Dampier, W.; Byers, S.W.; Pestell, R.G.; Tozeren, A. Bioinformatics analysis reveals transcriptome
and microRNA signatures and drug repositioning targets for IBD and other autoimmune diseases. Inflamm. Bowel Dis. 2012,
18, 2315-2333. [CrossRef] [PubMed]

Sina, C.; Kemper, C.; Derer, S. The intestinal complement system in inflammatory bowel disease: Shaping intestinal barrier
function. Semin. Immunol. 2018, 37, 66-73. [CrossRef]

Smillie, C.S.; Biton, M.; Ordovas-Montanes, J.; Sullivan, K.M.; Burgin, G.; Graham, D.B.; Herbst, R.H.; Rogel, N.; Slyper, M.;
Waldman, J.; et al. Intra- and Inter-cellular Rewiring of the Human Colon during Ulcerative Colitis. Cell 2019, 178, 714-730.
[CrossRef]

Graham, D.B.; Xavier, R.J. Pathway paradigms revealed from the genetics of inflammatory bowel disease. Nature 2020,
578,527-539. [CrossRef]

Eissa, N.; Hussein, H.; Mesgna, R.; Bonin, S.; Hendy, G.N.; Metz-Boutigue, M.H.; Bernstein, C.N.; Ghia, J.E. Catestatin Regulates
Epithelial Cell Dynamics to Improve Intestinal Inflammation. Vaccines 2018, 6, 67. [CrossRef] [PubMed]

Rathinam, V.A K,; Zhao, Y.; Shao, F. Innate immunity to intracellular LPS. Nat. Immunol. 2019, 20, 527-533. [CrossRef] [PubMed]
Sharma, D.; Bhave, S.; Gregg, E.; Uht, R. Dexamethasone Induces a Putative Repressor Complex and Chromatin Modifications in
the CRH Promoter. Mol. Endocrinol. 2013, 27, 1142-1152. [CrossRef]

Campbell, E.L.; Bruyninckx, W.J.; Kelly, C.J.; Glover, L.E.; McNamee, E.N.; Bowers, B.E.; Bayless, A.].; Scully, M.; Saeedi, B.J.;
Golden-Mason, L.; et al. Transmigrating neutrophils shape the mucosal microenvironment through localized oxygen depletion to
influence resolution of inflammation. Immunity 2014, 40, 66-77. [CrossRef]

Luo, C.; Zhang, H. The Role of Proinflammatory Pathways in the Pathogenesis of Colitis-Associated Colorectal Cancer. Mediat.
Inflamm. 2017, 2017, 5126048. [CrossRef]

Wittman, M.; Carboni, J.; Attar, R.; Balasubramanian, B.; Balimane, P; Brassil, P.; Beaulieu, F.; Chang, C.; Clarke, W.; Dell, J.
Discovery of a (1H-benzoimidazol-2-yl)-1H-pyridin-2-one (BMS-536924) inhibitor of insulin-like growth factor I receptor kinase
with in vivo antitumor activity. J. Med. Chem. 2005, 48, 5639-5643. [CrossRef]

Zhou, Q. BMS-536924, an ATP-competitive IGF-1R/IR inhibitor, decreases viability and migration of temozolomide-resistant
glioma cells in vitro and suppresses tumor growth in vivo. Onco Targets Ther. 2015, 8, 689—-697. [CrossRef]

Crudden, C.; Song, D.; Cismas, S.; Trocme, E.; Pasca, S.; Calin, G.A.; Girnita, A.; Girnita, L. Below the Surface: IGF-1R Therapeutic
Targeting and Its Endocytic Journey. Cells 2019, 8, 1223. [CrossRef]

Li, J; Dong, R.; Yu,J.; Yi, S,; Da, J.; Yu, E; Zha, Y. Inhibitor of IGF1 receptor alleviates the inflammation process in the diabetic
kidney mouse model without activating SOCS2. Drug Des. Devel Ther. 2018, 12, 2887-2896. [CrossRef]

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/10.1038/s41401-020-0411-9
https://doi.org/10.1016/j.carbpol.2021.118231
https://doi.org/10.21873/cgp.20145
https://doi.org/10.7150/ijbs.80441
https://doi.org/10.1038/nmeth.3317
https://doi.org/10.1093/bioinformatics/btt656
https://doi.org/10.1093/bioinformatics/btp616
https://www.ncbi.nlm.nih.gov/pubmed/19910308
https://doi.org/10.1093/nar/gkq636
https://doi.org/10.1038/s41598-018-27903-2
https://doi.org/10.1186/1758-2946-2-3
https://www.ncbi.nlm.nih.gov/pubmed/20331846
https://doi.org/10.1002/ibd.22958
https://www.ncbi.nlm.nih.gov/pubmed/22488912
https://doi.org/10.1016/j.smim.2018.02.008
https://doi.org/10.1016/j.cell.2019.06.029
https://doi.org/10.1038/s41586-020-2025-2
https://doi.org/10.3390/vaccines6040067
https://www.ncbi.nlm.nih.gov/pubmed/30241336
https://doi.org/10.1038/s41590-019-0368-3
https://www.ncbi.nlm.nih.gov/pubmed/30962589
https://doi.org/10.1210/me.2013-1079
https://doi.org/10.1016/j.immuni.2013.11.020
https://doi.org/10.1155/2017/5126048
https://doi.org/10.1021/jm050392q
https://doi.org/10.2147/OTT.S80047
https://doi.org/10.3390/cells8101223
https://doi.org/10.2147/DDDT.S171638

	Introduction 
	Materials and Methods 
	Collection and Pre-Processing of Public Transcriptomic Datasets 
	Acquisition of GR and TET2 Putative Co-Target Genes (GTPCGs) 
	Assessment of the Role of GR and TET2 in IBD 
	Differential Expression Gene Analysis 
	Identification of Specific Gene Signatures in UC and CD and Functional Enrichment Analysis 
	Cell-Type-Specific Enrichment Analysis 
	Cell Culture and In Vitro Inflammatory Model 
	RNA-Seq Library Construction, Sequencing, and Data Analysis 
	Gene Set Enrichment Analysis 
	Rank-Rank Hypergeometric Overlap (RRHO) Analysis and Acquisition of Distinct Gene Signatures from the In Vitro Inflammation Model 
	Connectivity Map (CMap) Analysis 
	Cell Viability Assay and In Vitro Treatment with Candidate Compounds 
	Quantitative Real-Time Polymerase Chain Reaction (qRT-PCR) 
	Statistical Analysis 

	Results 
	Implications of GR and TET2 Regulation in IBD 
	Identification of DEGs Associated with UC and CD 
	Molecular Mechanisms of IBD through GR and TET2-Related Signatures 
	Establishment and Comparative Transcriptomic Analysis of Two In Vitro Inflammatory Cell Models 
	Screening and Validation of Candidate Small-Molecule Compounds for IBD Treatment 

	Discussion 
	Conclusions 
	References

