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Abstract.
BACKGROUND: Despite the advancement of néw screening strategies and the advances in pharmacological therapies, the)
cancerization rates of familial adenomatous polyposis (FAP) are stable and even increased in the last years. Therefore, it
necessitates additional research to characterize and understand the underlying mechanisms of FAP.

OBJECTIVE: To determine the genesithat drive the pathogenesis of familial adenomatous polyposis (FAP).
METHODS: We performed on acohert (GSE111156) gene profile, which consist of four group of gene expressions (the gene|
expressions of cancer, adenomaand,normal tissue of duodenal cancer from patients with FAP were defined as Case N, Case Al
and Case C respectively, while that of adenoma tissue from patients with FAP who did not have duodenal cancer was Ctrl A).
Tracking Tumor Immunophenotype (TIP) website was applied to reveal immune infiltration profile and signature genes of FAP.
We merged the genes of key*module (pink and midnight module) with signature genes to obtained the biomarkers related with
IFAP pathogenesis. The expression of these five biomarkers in FAP intratumoral region (IT) and tumor rim (TR) was detected
with Quantitative Real-Time Polymerase Chain Reaction (QRT-PCR).
RESULTS: In total, 220, 23 and 63 DEGs were determined in Cases C, A and N, in comparison to Ctrl A. In total, 196 and
10 DEGs were determined in Cases C and A, separately, as compared to Case N. A total of four biomarkers including CCLS5,
CD3G, CD2 and TLR3 were finally identified associated with pink module, while only one biomarker (KLF2) associated with
midnight module was identified. All biomarkers were evidently raised in FAP IT tissues utilizing qRT-PCR.
(CONCLUSION: We identified five potential biomarkers for pathogenesis of FAP to understand the fundamental mechanisms of]
IFAP progression and revealed some probable targets for the diagnosis or treatment of FAP.
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1. Introduction

Familial adenomatous polyposis (FAP) is an autosomal dominant disorder resulting from mutations in
the adenomatous polyposis coli (APC) gene [1,2]. FAP is the most common intestinal polyposis [3], and
the most prominent feature is multiple adenomatous polyposis of the digestive tract which frequently|
leads to obstruction, gastrointestinal bleeding as well as other complications [4]. Polyposis can also
develop into colorectal cancer and directly endanger human life and health [5]. Despite the advancement
of new screening strategies and the advances in pharmacological therapies, the cancerization rates of FAP
are stable and even increased in the last years. Therefore, it necessitates additional research to characterize)
and understand the underlying mechanisms of FAP.

Over 1500 mutations have been detected in the attenuated and classical families of FAP. Well over 60%
of the proteins with these mutations are mapped to a region known as the mutation cluster region (MCR)
that is situated in exon 15 [6,7]. At present, there is no radical cure method for polyp, and surgical removal
of polyp is still the main method. Surgery is the main treatment for FAP patients and is designed to
reduce cancer risk while achieving good functional outcomes. Total abdomminal colectomy plus ileorectal
anastomosis (IRA) and total colorectal resection plus IPAA are the two.currently selected sphincter-
preserving methods. IRA is a less technically difficult procedure that«s linked to better functional
results and improved quality of life [8]. The preservation of the rectal reservoir improves its function. A
limitation of IRA is the cancer risk of the preserved rectum. The.ileal pouch-anal anastomosis (IPAA) is a
procedure that is more technically demanding, that can lead' t0 more nighttime defecation, nighttime fecal
contamination, and potential sexual dysfunction and/or ipféstility [9,10]. IPAA also carries a higher risk
of permanent ileostomy if there are complications of anastemotic leakage or poor bag function [11].

The typical phenotype of FAP disease is marked by hundreds to thousands of colorectal adenomas and
is not difficult to identify. In contrast, clinical management of FAP may present difficulties in treatment
and monitoring due to the high penetrance of, APCunutations, the large spectrum of possible extra-colonic
manifestations, and the form of genetic transmission. The FAP biomarkers were mainly identified in
the presence of adenoma and the detec¢tion of APC or MUTYH (one of base excision repair genes)
germline mutations. Although the clinical characteristics of adenomas such as number and histology
have a direct impact on diagnosis anditreatment, APC or MUTYH mutations are primarily selected in
high-risk subjects to respond to(specific and intensive surveillance programs. However, in special cases,
genetic testing can also haye“a big impact on treatment. Estrogen Receptor 8 has been reported as a
prognostic marker for cploreetal cancer tumor progression in sporadic polyps and FAP [4,12]. Delker
et al. presented a decrease/in the size and number of duodenal polyps, together with suppression of
PGE2, EGFR and WN.signaling and a rise in interferon-y (IFN+) signaling, offering significant insights
into the regressive mechanisms of duodenal polyps in patients suffering from FAP who were treated by
sulindac-erlotinib [13]. Agatea L is the first to define a particular set of peptides for the monitoring of
IFAP patients that can be advantageously applied for the monitoring and prediction of the pathologicall
evolution of the adenocarcinoma malignancy.

Nevertheless, polyps frequently regenerate, at times in greater numbers, and can transform into CRC
if left unrecognized or untreated. The 5-year OS rate for colorectal cancer transformed by FAP was
estimated to be 54.4% [14]. This requires us to analyze and study more cancer-related genes of FAP as
markers for treatment and diagnosis.

Nowadays, as high-throughput microarray technology has been advanced, the gene expression profile|
has been employed for determining the genes related to the oncogenesis and progress of FAP. The
mechanism was partly explained via gene ontology (GO) analysis [15]. The metabolic differences
between carcinoma and adenoma mean that the re-programming of metabolism, in particular carbohydratel
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imetabolism, may act as an essential player in tumorigenesis and progress from adenoma to carcinoma [16].
The growing application of correlation networks in applications of bioinformatics benefits the network-
based genetic screening approaches that could be applied for determining therapeutic targets or candidate
biomarkers [17]. For instance, weighted gene co-expression network analysis (WGCNA) is a systems
biology approach to characterize the patterns of correlation between genes in the microarray samples.
'WGCNA has strengths over differential expression analysis in finding highly related gene clusters
(modules), recognizing hub genes within modules and linking modules to traits in external samples.
Several researches have employed this approach to investigate the associations between clinical traits
and gene clusters [18,19]. Nevertheless, prior WGCNA researches have not been implemented for the)
analysis of the FAP differentially expressed gene expression. In this study, DEGs and immune infiltration
signature genes were identified based on GEO dataset, and WGCNA was subsequently performed to
screen the key module and hub gene. A total of five biomarkers were finally obtained, which may be
related to the development of FAP, which laid a theoretical foundation for furtherwesearch of new FAP
target biomarkers.

2. Materials and methods
2.1. Gene expression datasets and clinical pathological data

GSE111156, a microarray-based dataset, consists of 48 samples (https://www.ncbi.nlm.nih.gov/geo
query/acc.cgi?acc=GSE111156). In GSE111156 research,a’genome-wide transcriptional analysis of the
duodenal samples from patients with FAP was conducted to characterize the alterations that occur in
the duodenal adenoma-carcinoma sequence in FAP, Duodenal samples from 12 patients with FAP who
did not have duodenal cancer (controls) and 12 patients with FAP who were diagnosed with duodenall
cancer from 1988 to 2014 (cases) were analyzed for gene expression. Extraction of RNA from archived
cancer, adenoma as well as normal tissue’from cases and from archived adenoma tissue from controls.
Profiling and analysis of gene expression applying the Affymetrix Human Transcriptome Array 2.0. Three
pairwise comparisons were implemented to characterize the adenoma-carcinoma sequence: normal-cancer|
(No-Ca), adenoma-cancer (Ad=Ca),/and normal-adenoma (No-Ad). A total of 48 samples were evaluated,
12 from controls (adenomay) and 36 from cases (cancer, adenoma, normal).

2.2. Identification of DEGs

DEGs was determined utilizing open-source software R language (Version 3.3.3, https://www.r-
project.org/) together with R package of Bioconductor (http://www.bioconductor.org/) limma package [34,
35]. Screened DEGs at p < 0.05 and logFC = 1.

2.3. Construction of WGCNA

Co-expression networks of filtered genes were constructed through the usage of “WGCNA” R pack-
age [36,37]. After assessment of the expression matrix assessed via the average method with the “hclust”
function, the clustered genes of gene chips comprising GSM3024204, GSM3024195 and GSM3024196
were defined as biased and were therefore excluded from the further analysis (Fig. 1A). Other samples
were applied for calculating the Pearson’s Correlation Matrices. Weighted adjacency matrices were)
calculated via the formula amn = |cmn|S (amn: the adjacency between gene m and n, cmn: Pearson’
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correlation, 3: soft power threshold). Subsequently, data on clinical features were loaded and average con-
nectivity and scale independence were evaluated. Moreover, topological overlap measure (TOM) matrices
transformed via adjacency matrices were employed for the estimation of their connectivity. Furthermore,
the corresponding genetic information was extracted for each module for the further analysis.

2.4. Identification of clinically significant module

The traits matrix contains Adenocarcinoma, Adenoma, Normal (case cancer, CaseC), and Con-
trol_ademoma 4 clinical traits. After the identification of modules, the module eigengene (ME) was
concluded through the first principal component of the expression level of module. Module-trait cor-
relations were estimated utilizing association between clinical traits and ME, which enabled efficient
recognition of related modules. To assess the strength of correlation, we measured the module significance
(MS), which is determined as the mean absolute gene significance (GS) of all genes that participated in
the module [38]. GS was calculated as a log10 transformation of the P-value (1gP)%in a linear regression
between clinical information and gene expression. The key module was defined as the modules that
exhibited the highest correlation (positively and negatively) coefficients ameong all modules [39].

2.5. Tumor immune cell infiltration analysis

The calculation functions for TIP were created in R [40-424. . The JavaScript, Struts2 and Bootstrap)
framework were employed to communicate between the web interfaces and R, which were subsequently
implemented via JavaScript, and the table results were produced from DataTables. Additionally, bar,
heat, scatter and pie plots were produced with HighCharts;while D3 powered box, line, circle and radar
plots. The source code for https://github.com/dengchunyu/TIP. In general analysis, TIP receives four]
categories of expression data from Case tissue ds input. One is RNA-seq expression data (TPM or raw
counts), and the other is microarray expression data (non-log or log transformed). Phenotyping of tumor|
cell infiltration was carried out online with'théusage of TIP domain (http://biocc.hrbmu.edu.cn/TIP) in
accordance with the derived data GSE1111.56. The samples were divided into CtrlA: Control adenoma
tissue; CaseN: case normal tissue; CaseA:"Case adenoma tissue and CaseC: case cancer tissue group. The
analysis followed default parametets.

2.6. Identification of TFs insthe key module

Enrichr (http://amp.pharm.mssm.edu/Enricht/) is a comprehensive tool based on the Web [43,44]. Ge-
netic information of key module was imported into Enrichr to capture the interaction between transcription
factors (TFs) and the associated target genes. To minimize the possibility of detecting false positives, we
only retrieved TFs from the ENCODE and ChEA gene-set libraries with consensus targets and identified
P < 0.05 through Fisher exact test. Later, Cytoscape 3.4.0 software (Cytoscape Consortium, SanDiego,
CA, USA) was applied for visualizing the regulatory networks of TF-target gene.

2.7. Functional enrichment analysis

Enrichment analysis of GO [45] and KEGG [46] pathway utilizing clusterprofiler package in the
R software (Version 3.3.3) [47] for investigating the underlying mechanism of DEGs, the genes in
modules of interest, as well as a group of hub genes. FDR < 0.1 was established as the cutoff value.
The clusterProfiler is a R package based on ontology that can automate the bio-term classification and
the gene cluster enrichment analysis, simultaneously delivers a module for visualization to display the
analysis results [48]
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Table 1
The differentially expressed genes in Familial Adenomatous Polyposis (FAP) under different condition

Compared groups  LogoFC_Cutoff FDR_Cutoff ~All Gene_Num Up Gene_Num Down Gene_Num

CaseN VS CtrlA 1 0.05 63 3 60
CaseA VS CtrlA 1 0.05 23 1 22
CaseC VS CtrlA 1 0.05 220 44 176
CaseA VS CaseN 1 0.05 10 2 8
CaseC VS CaseN 1 0.05 196 136 60
CaseC VS CaseA 1 0.05 20 12 8

Abbreviation: Ctrl A: Control adenoma tissue; CaseN: case normal tissue; CaseA: case adenoma tissue; CaseC: case
cancer tissue.

2.8. Quantitative Real-Time PCR (qRT-PCR)

Extraction of total RNA was performed from 12 pairs of FAP TR and IT gtissues through TRIzol
reagent (Invitrogen) and reverse transcribed to cDNA. The qRT-PCR was-<implemented on the ABI
PRISM 7500 Real-Time PCR System (Applied Biosystems, Foster City, CA). Primers for CD2, CD3G,
CCLS5, KLF2 and TLR3 are presented in Table 2. GAPDH was served(assthe internal control. mRNAs
relative expression levels were computed employing the 2~2ACT approach. All of the experiments were
replicated a minimum of 3 times. Our research was authorized by the ethics committee of the First
IAffiliated Hospital of Kunming Medical University. All the patients provided written informed consent.

3. Results
3.1. Identification of DEGs in FAP and their functional

The differential analysis was performed uging GSE111156 data. By comparing case normal tissue (Case|
IN) with control adenoma tissue (Ctrl A); it.was possible to determine 63 differentially expressed genes
(DEGsS) in the sample tissues, of which 3=were raised and 60 were decreased (Table 1). By comparing
case adenoma tissue (Case A) with CtrlfA, it was possible to determine the 23 DEGs in the sample tissues,
of which 1 gene was raised and(22 were decreased. By comparing case cancer tissue (Case C) with Ctrl
A, it was possible to determine 220 DEGs in the sample tissues, of which 44 genes were raised and
176 were decreased. By,comparing Case A with Case N, it was possible to determine 10 DEGs in the|
sample tissues, of whiehn2.genes were raised and 8 were decreased. In contrast to Case N, 196 DEGs
were identified in the samples from Case C, 136 of which were up-regulated and 60 were down-regulated.
Then, the number of 20 DEGs were screened in Case C compared with Case A, of which 12 were raised
and 8 were decreased.

Figure 2A displays the volcano charts of DEGs expression variations in Case N and Ctrl A. The
signal distribution of the plot indicates specific up-regulated (PCK1, SLC15A1, MIR2054) and down-
regulated (CEACAMS6, POF1B, RNF 43, NQO1, CD44, ANXA10, SNORD123, SLC12A2, CERS6,
KIAA1324) transcripts. As shown in Fig. 2B, the differentially expressed genes between Case A with Ctrl
A tissue, the specific up-regulated gene contained SNORA76, and down-regulated genes included FABP1,
LOC399753, CPS1, DMBT1, AGAP7, ADHIC, SI, MIR54802, LOC101060495, MIR548X). Figure 2C
suggested that the expression of some genes was increased (GREM1, VTRNA2-1, MIR2054, MIR4759,
THBS1, VTRNAI1-3) whereas that of others was downregulated (ADH1C, CPS1, HMGCS2, PBLD,
KIAA1324, CPS1-IT1, ADH4, ADH1A, EPHX2, SLC4A4) between Case C with Ctrl A. Compared Case)
with Case N, the DGEs contained up-regulation (CEACAMG6 and REG4) and down-regulation (RBP2
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Table 2
Primer information for gqRT-PCR

Genes Primer sequence

CCL5 5’-CCCCATATTCCTCGGACAC-3’ (forward)
5’-CACTTGGCGGTTCTTTCG-3’ (reverse)

CD3G 5’-GGAATCTGGGAAGTAATGCCAA-3’ (forward)
5’-TCAATGCAGTTCTGACACATTCT-3’ (reverse)

CD2 5’-CCCCATATTCCTCGGACAC-3’ (forward)
5’-CACTTGGCGGTTCTTTCG-3’ (reverse)

TLR3 5-TTGCCTTGTATCTACTTTTGGGG-3’ (forward)
5’-TCAACACTGTTATGTTTGTGGGT-3’ (reverse)

KLF2 5’-TTCGGTCTCTTCGACGACG-3’ (forward)
5’-TGCGAACTCTTGGTGTAGGTC-3’ (reverse)

GAPDH 5’-GGACCTGACCTGCCGTCTAG-3’ (forward)
5’-GTAGCCCAGGATGCCCTTGA-3’ (reverse)
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Fig. 1. Sample clustering was conducted to detect outliers.

GSTA1, GSTA2, ALDOB, SLC15A1, ACE2, MEP1B and AKR1B10) genes (Fig. 2D). Then, compared
Case C with Case N, the signal distribution of the plot indicates specific up-regulated (RBP2, ALDOB,
APOB, GIP, GSTA1, GSTA2, FOLH1, FOLH1B, CREB3L3, SST) and down-regulated (CEACAMS,
SLC2A1, MYOF, CEACAM6, PKM, SNORA71C, SNORA74A, GDF15, SPP1, SULF1) transcripts
(Fig. 2E). The differentially expressed genes between Case C with Case A tissue, the specific up-
egulated genes contained SULF1, VCAN-AS1, SPP1, POSTN, SNORD114-12, COL3A1, COL1A1
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Fig. 2. The results of DEGs among different groups. (A) The volcano plot of DEGs in Case N vs Ctrl A. (B) The volcano plot of]
DEGs in Case A vs Ctrl A. (C) The volcano'plet of DEGs in Case C vs Ctrl A. (D) The volcano plot of DEGs in Case A vs Case
IN. (E) The volcano plot of DEGs in Cas€ C vs Case N. (F) The volcano plot of DEGs in Case C vs Case A. Red points indicate
up-regulation genes, blue points indicate down-regulation genes.

COL1A2, SPARC and. GREM1, and down-regulated genes included DEFA5, DEFA6, ADH1C, HMGCS2,
KIAA1324, MT1H, MTIG, CPS1 (Fig. 2F).

Hierarchical clustering heatmap was applied to reveal the DEGs profiles among two group, displayed
differences in the mode of gene expression between both groups (Fig. 3). Figure 3 presents that these)
genes could distinctly separate all samples into two groups.

In order to understand their functionality, all of the DEGs were plotted against the terms of the GO
database and subsequently compared to the entire reference database. The GO analysis results for the
IDEGs are presented in Fig. 4A. They were categorized into three groups, namely, the Cellular Component
(CC), the Molecular Function (MF), together with the Biological Process (BP). It was revealed that these)
genes were linked to mRNA catabolic processes, neutrophil degranulation, as well as the neutrophil
activation involved in the immune response. For further insight into the bio-functions of the genes
determined and to categorize their functional annotations, remarkably enriched pathways were defined
through comparison with KEGG database. When comparing case N with Ctrl A, the DEGs were enriched
to Ribosome and PPAR signaling pathway. As shown in Fig. 4B, the findings presented that the genes
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Fig. 3. Identification of hub genes ag& w1th FAP. (A) The results of clustering analysis based on genes in Case N vs Ctrl A,
o

(B) T The results of clustering an, ased on genes in Case A vs Ctrl A. (C) The results of clustering analysis based on genes
in Case C vs Ctrl A. (D) The re clustering analysis based on genes in Case A vs Case N. (E) The results of clustering
analysis based on genes in Case Clvs Case N. (F) The results of clustering analysis based on genes in Case C vs Case A.

were correlated with catabolic and metabolic process, annotated to digestion and absorption pathways.
'When comparing Case C vs Ctrl A, DEGs were associated with immune response, annotated to chemicall
carcinogenesis and metabolism (Fig. 4C). When comparing Case A vs Case N, DEGs were associated
with catabolic and metabolic and annotated to metabolism pathways (Fig. 4D). Notably, when comparing
Case C vs Case N, DEGs were associated with leukocyte migration (Fig. 4E), while the genes were
associated with extracellular organization when comparing Case C vs Case A (Fig. 4F). Some pathways
that are strongly associated with immunity were markedly enriched, for instance the “leukocyte migration
and acute inflammatory”, which warranted to be further studied.

3.2. Immunophenotype profiling

To reveal the status of immune infiltration in FAP, we tracked, analyzed and later validated the anti-
cancer immune status and the ratio of tumor-infiltrating immune cells in the 7-step Cancer-Immunityl
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Fig. 4. The gene ontology enrichment and KEGG pathway classification of DEGs. It contains three categories including biological
process, cellular component and molecular function. The abscissa axis indicates the number of enriched genes. The abscissa
represents the annotated genes in KEGG database; the ordinate represents Categories in KEGG database.

Cycle through the Tracking Tumor Immunophenotype (TIP) website utilizing samples from patients with
IFAP. Figure 5A exhibited that in contrast to other groups, the scores of the first to third Cancer-Immunity|
Cycle steps corresponding to cancer cell antigen release (Step 1), the presentation of cancer antigens (Step|
2), as well as excitation and activation (Step 3) were increased in Case C. The step 4, which corresponds
to the trafficking of immune cells to the tumors showed significant alterations between the samples in each
eroup. Specifically, immune activity scores corresponding to dendritic cell recruiting, Th1 cell recruiting,
T cell recruiting, Treg cell recruiting, Th2 cell recruiting, and B cell recruiting raised, while scores
corresponding to Th22 cell recruiting, CD8 T cell recruiting, CD4 T cell recruiting, neutrophil recruiting,

onocyte recruiting, macrophage recruiting, eosinophil acidophil recruiting, NK cell recruiting, Th17 cel
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Case adenoma tissue
Case cancer tissue
Case normal tissue

Control adenoma tissue

5 0
PC1(49.09%)

Fig. 5. Global visualization‘ef the immunophenotype across samples from TCGA. (A) The heatmap of 23 normalized immune|
activity scores in 48 samples. (B) The relative proportion of tumor-infiltrating immune cells. (C) Left, the expression pattern of]
signature genes from the seven-step cancer-immunity cycle. Each row represents a single gene, and each column represents one|
sample. Right, the principal component analysis (PCA) of signature genes expression for all samples.

recruiting and basophil recruiting correspondingly declined significantly in both Case A and Case C. In
IFAP samples, immune cell infiltration of the tumors (Step 5) was diminished, while T cell recognition off
cancer cells (Step 6) and killing of cancer cells (Step 7) revealed elevated immune activity scores. Analysis
of the infiltration of immune cells in multiple samples (Fig. 5B) suggested that FAP samples mainly|
infiltrated by CD8 T cells, memory B cells, monocyte and naive B cells. The expression of signature|
igene on samples was depicted in the heatmap (Fig. 5C). With 48 samples, we identified signature genes
participating in the cancer-immune cycle that exhibited diverse patterns of expression among Case A,
Case C, Case N and Ctrl A samples (Fig. 5D)
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Fig. 6. Weighted gene co-expression netwotk analysis. (A) Sample dendrogram and trait heatmap. (B) Scale independence
and mean connectivity of various soft-thresholding values ($3). (C) Dendrogram of all filtered genes enriched according to a
dissimilarity measure (1-TOM) and the clustef module colors. (D) Heatmap of the correlation between the clinical traits and
IMEs of FAP. The darker the module color; the more significant their relationship. (E) Eigengene adjacency heatmap.

3.3. WGCNA analysis for identification of gene modules associated with FAP

After applying the #Cluster” function to the expression matrix assessed via the averaging approach [20],
a total of four samplestincluding GSM3024207, GSM3024217, GSM3024218 and GSM3024211 whose
cluster height above 0.05 were considered as deviations and were therefore excluded from the further
analysis (Fig. 6A). R package “WGCNA” was employed to group similarly expressed genes into distinct
modules. In this research, 8 = 8 was taken to ensure low mean connectivity (close to 0) and high scale
independence (close to 0.9). The phase anisotropy of modules was set to 0.2, and in total, 10 modules
were produced (Fig. 6C). Figure 6D presents the eigengene neighbor-joining heatmap, suggesting that
the pink and black modules, as well as some other modules were adjacent to each other. The module-trait
association is illustrated in (Fig. 6E). The pink module related to FAP was the darkest (cor = 0.55, P =
6.6e-29) and this module was selected for the further analysis (Fig. 7A). As illustrated in Fig. 7B, GO
analysis revealed that these genes were linked to cofactor binding, fatty acid metabolic processes, and
organic anion transport. KEGG pathway enrichment analysis indicated that chemical carcinogenesis,
cytochrome P450 metabolism of xenobiotics and drug metabolism-cytochrome P450 signaling pathways
were the most predominantly enriched
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0.4 0.6 0.8
L L

Gene significance for Normal

0.2
L

T T T T 1
0.2 0.4 0.6 0.8 1.0

Module Membership in pink module

Fig. 7. (A) The scatter plot between the pink module membership and the gene significance for nermal, (B) Functional enrichment
of genes in the pink module, including Biological process GO terms, Cellular component GO terms, Molecular function GO
terms and KEGG analysis.

3.4. Construction of co-expression network and identification of hub,genes in pink module

In pink module, the edges marking the correlations were filtered with the weight value > 0.2, and in
total, 381 edges were derived. 79 nodes were determined after entering them into Cytoscape (Fig. 8A).
Therefore, the boxplots proving the associations between the hub genes and the FAP were displayed
in Fig. 8B, including SLC2A2, ACE2, ABCG2, ASAH2, MGAM, MS4A10, MEP1A, ASAH2C, TM-
PRSS15, SLC15A1, ME-AS1, MEP1B, CDHRS, CYP3A, SLC6A19, ADA, GBA3, APOB, MME and
SLC7A9, 20 hub gene were significant in distinguishing FAP and normal tissue. The 20 hub genes were
performed functional enrichment analysis (Fig. 8C)»GO analysis presented that hub genes were related to
lipid catabolic process and digestion. KEGG\pathway enrichment analysis indicated that protein digestion
and absorption signaling pathways was ‘the most predominantly enriched.

Furthermore, we entered these 161"genes into Enrich with a P < 0.01 and identified four TFs, namely
INFE2L2, HNF4A, BSR1 and FOXAl+~Networks corresponding to these genes were displayed in Fig. 9A.
Then performed functional efirichment analysis in Fig. 9B. GO analysis revealed that these TFs were
most obviously linked to otganic anion transport. KEGG pathway enrichment analysis demonstrated
that platinum resistance together with drug metabolism-other enzyme signaling pathways were the most
significant enrichment sites.

3.5. Function annotation of the midnight blue module of interest and the hub genes

Midnight blue module related to FAP was the darkest (cor = 0.57, p = 1.6e-05) and was selected for|
the further analysis (Fig. 10A). Figure 10B exhibited the KEGG pathway and GO analysis of the 50
significant genes in midnight blue module. GO analysis indicated that these hub genes were linked to
responses to steroid, oxidation, peptide and toxic substance. Enrichment analysis of the KEGG pathway)
suggested that the MAPK signaling pathway was the primary enrichment pathway.

3.6. Construction of co-expression network and identification of hub genes in midnight blue module

In midnight blue module, the edges marking the correlations were filtered with the weight value
0.2, and in total, 136 edges were derived. 17 nodes were determined after entering them into Cy-




Galley Proof 30/11/2023; 10:14

File: thc—1-thc230719.tex; BOKCTP/xjm p. 13

W.-R. Lin et al. / Identifving genes related with FAP

13

332 c.iw’sw

DA
P87
‘.‘. xegEr? sLa@rzo
SLEBbA1
O T"z A.4

OTTHUMAFEN00150649 @ e

@

FLigByes Hri@hs2
el

su8pra

rorect ™ERzas

regulation of angiotensin levels in blood

angiotensin maturation

ceramide catabolic process

regulation of systemic arterial blood pressure by circulatory renin-angiotensin {
lipid catabolic process

digestion

amino acid transport

sphingolipid catabolic process

regulation of systemic arterial blood pressure by renin-angiotensin

alcohol biosynthetic process

0
GO-MF

glucosidase activity

neutral amino acid transmembrane transporter activity
organic anion transmembrane transporter activity
amino acid transmembrane transporter activity

anion transmembrane transporter activity

active transmembrane transporter activity
solute:cation symporter activity

hydrolase activity, hydrolyzing O-glycosyl compounds

endopeptidase activity

exopeptidase activity

o
.
w

p.adjust
00160
00165
0.0170
00175
00180

p.adjust
0.005
0010
0.015
0020
0025
0.030

B

sLceats siezaz sieras
§ 05— 5 s § 70—

g a0 i §oesq
FEEE | & H L
Fos = i H fool ==

Normal Oters
Nomalof SLC

Normal  Others Nor
Notmalor St
i

mal Omors
orsczaz
W-0.58003102, Pviue-1.75168.07

Nowal Ors
Norml of GEAZ Noimal of SLCTAS
W-5.58009+02, Plue-1 7516807 W=0.50008402, P-1ie-1 27056.06

oA stcrsate salus  MOAMExpressionsatus  ACE2 Expression staus

§ 85 — B = § 75 5 65

FEEY i FE] H 2 70 - 2 60

i R 184 < is

Bl . | BB | L g A £ emm

g ; - j 5 4+ | iR

H = § = gst] 4 mmmm g a0

el —= ¢l ——= L — ot —=
et ors el Ot omers i o
e o] et o

Wi 10 W PN G s oy

ABCG2

CYPaA4 Expression stat status

Gene Exprssson
+.

sl Ot
Normal of ABGG?
341008402, Paue-7 S3656.06.

Gene Exprssson
Gene Exprssson

mmm
1

5 81 - ==

Noral oo Nora_omers Nora_overs

Rermeiol i Nerna o oYPone =
WSO P T B 0S W AOODE P AT W30 P 1254005

5 — 5 01— § 75 T 5

g 7 i ] - g i H

H - g 8 e £ s 14

! { == Tilmm | ]

: s T g = :

5 0 H H 8 g0

§ 55 - ] § § e H

LSl i ] ;] L EEL=—]

s8] - mm| p o H i rRLE fpun

jul == s T B2 30 __ I —
et s s i

o}
Q
Q
o

brush border

cluster of actin-based cell projections
brush border membrane

apical plasma membrane

apical part of cell

cell projection membrane

membrane raft

membrane microdomain

membrane region

neuronal cell body

p.adjust

0.01
002
003
004
005

Protein digestion and absorption{

Renin-angiotensin system

Starch and sucrose metabolism 4

Carbohydrate digestion and absorption 1

Bile secretion{

o
r
IS
o
o

p.adjust

=
m
Q)
[o]

o
~
-~
>

Fig. 8. The identification and further analysis of hub genes in pink module. (A) Genes network with 381 edges and 79 nodes, red
points represented hub genes [20]; (B) Boxplots for the expression of hub genes in normal vs. FAP; (C) Functional annotation for
hub genes associated with control ademona, including Biological process GO terms, Cellular component GO terms, Molecular

function and KEGG analysis.




Galley Proof

30/11/2023; 10:14

File: thc—1-thc230719.tex; BOKCTP/xjm p. 14

14 W.-R. Lin et al. / Identifyving genes related with FAP

PERD CATM siG8iA

PGB &, @4 g vl
GEE15

SLEHeA1
“@s ecfibc2 RAB17

cLfiis * & 0 sLagBA20 @A

eGv1

SHEBP4
POk«

o

AI.:Z
C10§F115_ e ' AR CREBBLS
Sl

s DGRt 51GBAs

A
TMESF5
CYEHF12 SL@ns TMBSF2 -
s sL@@bA1
@ RAGSF4 cafirs

o

&
cgihe A‘:.“ sL@@a2

S VIR AR e
noe g -
HNBX 1 AL AT SEffipco —
FAfioza SEK1 MEEB1 e Laflic,  C886
G§TA3

g Ggive * sLagoato
REOU

SEPP1

1
MaBAT2

ALGHBA1

SELENBP1
H@-

s\iBp3

plasma lipoprotein particle organization {
protein-lipid complex subunit organization {
chylomicron assembly-

plasma lipoprotein particle assembly

protein-containing complex remodeling {

plasma lipoprotein particle remodeling {
protein-lipid complex assembly-

organic anion transport-

triglyceride-rich lipoprotein particle remodeling {

Go-cc
very-low-density lipoprotein particle
triglyceride-rich plasma lipoprotein particle:
basolateral plasma mermbrane-
high-density lipoprotein particle-

chylomicron

lipoprotein particie
protein-lipid complex-
low-density lipoprotein particle:

apical part of cell

GO-MF

cofactor binding
glutathione transferase activity

glutathione binding

oligopeptide binding

organic anion transmembrane transporter activity

lipase inhibitor activity

sulfur compound binding

transferase activity, transferring alkyl or aryl (other than methyl) groups
carboxylic acid transmembrane transporter activity

organic acid transmembrane transporter activity

Platinum drug resistance {
Drug metabolism - other enzymes 1
Proximal tubule bicarbonate reclamation -
Vitamin digestion and absorption-{
Cholesterol metabolism-{

Glutathione metabolism 1

Drug metabolism - cytochrome P450+
PPAR signaling pathway <

Fat digestion and absorption-{

Fluid shear stress and atherosclerosis |

°
»
IS
o

protein-iipid complex remodeting | GGG

oiasma poprtain pricic || N
0 2 4 6 8

00 25 50 75 10.0 12

=
m
@
o]

p.adjust

28001
30001
2000
aas0t
ageat

p.adjust

et

1o

padiust

00004
00008

o0z

p-adjust

ig. 9. Identification and functional enrichmentianalysis of transcriptional factors in pink module. (A) The transcriptional facto
(TF) network of the 80 genes generated by/Webgestalt. The diamond and red color indicate the TFs while the green and eclips
shape indicate the target gene. (B) The,GO and KEGG enrichment analysis for TF in pink module.

A

Module membership vs. gene significance
cor=0.57, p=1.6e-05

~ o0
L °
@ o° o

s S

3 o

g .

§ ° o

- 5 oo o

&3 o

g R o 0° o

§ o o

8 o o ©

5 34 o o° 5

e 3

g B B

g o ° o

z 9

5 37°

@ 8

2

§ oo

G o £ o o
s
s o

T T T T T T
03 04 05 06 07 08

Module Membership in midnightblue module

rosponse to glucocortiold
response fo steroid hormone

response o corticosteroid

response fo oxidative siress:

response fo peptide-

response fo oxic substance:

response to radiation

regulation of small molecle metabolic process
response (0 pepiide hormone:

response 1o arganophosphorus:

MAPK signaling pathway-

Parathyroid hormone synthesis, secretion and action

Osteoclast differentiation {

IL-17 signaling pathway-

TNF signaling pathway

Growth hormone synthesis, secretion and action

c)
8
g

[]

padust

I 2ee GO-MF

1433 proton naing | [l
i rocoporcctty | [
ko molocuiar uncton | [
[—— ]
ansorpion faor aiviy, et gand ot soquance pecifo ONA bining | Il
trc hormane receporactviy | [l
tone aceyansioase oning | [l
vansaripion coreprssor aiviy | [

o 5

ONA Binding trasarpton atvator aiiy, AN poymoraso tspocic| NN

ig. 10. (A) The scatter plot between the midnightblue module membership and the gene significance for control ademona.
(B) Functional enrichment of genes in the pink module, including Biological process GO terms, Molecular function GO term:

and KEGG analysis.




276
277
278
279
280
281
282
283
284
285
286
287

Galley Proof 30/11/2023; 10:14 File: thc—1-thc230719.tex; BOKCTP/xjm p. 15

W.-R. Lin et al. / Identifyving genes related with FAP 15
zies
e ‘ 3 MYADM Expression status DUSP1 Expression status KLF2 Expression status
5 5 5
M'D‘K3 2 60 —_ 2 3 85+ 8
5 L -3 5 80 H
& 75 - & o] —
DY§P1 § o === H $ | N —
7.0 7.0
El‘\Z ° T T ° T T ° T T
M\OM Control_adenoma  Others Control_adenoma  Others Control_adenoma  Others
Conirol_adenoma of MYADM Gonirol_adenoma of DUSP1 Conirol_adenoma of KLF2
W=7.0000e+00, P-viaue=3.1293e-09 'W=1.4000e+01, P-vlaue=3.5118e-08 'W=2.0000e+01, P-viaue=1.8039-07
Ji
' NR4A1 Expression status PLK3 Expression status MMP19 Expression status
5 H 5 65 T
PPF’15A L‘A § 751 {o ——
g 7o = g ss ==
2 65 — 2 0
M frl== = e e
\1‘3
Control_adenoma  Others Control_adenoma  Others Control_adenoma  Others
Control_adenoma of NR4A1 Control_adenoma of PLK3 Control_adenoma of MMP19
W=2.2000e+01, P-viaue=2.9374e-07 'W=2.7000e+01, P-vlaue=9.0209¢-07 W=3.2000e+01, P-viaue=2.4768e-06
s
OTTHUM(*)OOOGOSSO JUND Expression status PPP1R15A Expression status LMNA Expression status
§ 5 76 5§ 78 7
= ] | —_| 7] —
g 754 g 72 H 2 744 H
] N 2 68 - —— 2 :
565,ﬁ 2 68 5 2 00| e—
L T T e T T o T T
Control_adenoma  Others Control_adenoma  Others Control_adenoma  Others
Control_adenoma of JUND Control_adenoma of PPP1R15A Control_adenoma of LMNA
W=3.3000e+01, , P-vi: 41 W=4.5000e+01, P-viaue=2.3342e-05
GO-BP
OTTHUMG00000060830 Expression stz MIDN Expression status NFIL3 Expression status
p p p
g 85 T ] g 321
38MAPK d £ 807 ; ; [ B
[ cascade 5 75 i 5 4 '
padiust a7 —— . — @ & 45 ==
e 65- mE— H e 1 R e ——
0015 3 60 — — == & 42—
t T ; T T T
0.020, Control_adenoma  Others Control_adenoma ~ Others Control_adenoma  Others.
0.025 Control_adenoma of OTTHUMG0000006083C Control_adenoma of MIDN Control_adenoma of NFIL3
W=4.9000e+01, P-viaue=4.2712e-05 'W=5.5000¢+01, P-viaue=9.9494e-05 W=5.7000e+01, P-viaue=3.1066e-04
0030
peptidyl-serine dephosphorylation {
EMP1 Expression status MAP2K3 Expression status EPHA2 Expression status
8 70 = H H £ 18 H
8 65 ! 8 g 74
§ o0 mim— T g £ & mmm-
KEGG S T t S t T 8
Control_adenoma  Others Control_adenoma  Others Control_adenoma  Others
Control_adenoma of EMP1 Control_adenoma of MAP2K3 Control_adenoma of EPHA2
W=6.4000e+01, P-viaue=3.1434e-04 'W=6.7000e+01, P-viaue=4.4862e-04 W=6.8000e+01, P-viaue=5.0367e-04
p.adjust PFKFB3 Expression status ZFP36 Expression status
g 724 T 2 ——
MAPK signaling pathway 1 ¢ 70 ! g !
ooormarse 2 68 T
‘o 664 E==zrss s o=y
: ] === 2 =
S T T < T T
Control_adenoma  Others Control_adenoma  Others.
Control_adenoma of PFKFB3 Control_adenoma of ZFP36
W=7.2000e+01, P-viaue=7.8940e-04 'W=7.5000e+01, P-viaue=1.0908e-03

0 1 2 3 4 5

Fig. 11. The identification and fugther analysis of hub genes in midnight blue module. (A) Genes network with 136 edges and
17 nodes, red points represented hub genes [17]; (B) Functional annotation for hub genes associated with control ademona,
including Biological process GO terms and KEGG analysis; (C) Boxplots for the expression of hub genes in control ademona vs.
FAP.

toscape (Fig. 11A). The 17 nodes were performed GO analysis and KEGG, which was associated with
P38MAPK cascade and participated in MAPK signaling pathway (Fig. 11B). Figure 11C showed the
mRNA level of 17 nodes (MYADM, DUSP1, KLF2, NR4A1, PLK3, MMP19, JUND, PPP1R15A,
LMNA, OTTHUMGO00000060830, MIDN, NFIL3, EMP1, MAP2K3, EPHA2, PFKFB3, AFP36) were
significantly upregulated. Furthermore, we analyzed TFs in midnight blue module (Fig. 12A), 43 TFs
were identified and used for performing functional enrichment analysis. The findings revealed that TFs
were also correlated with the MAPK signaling pathway (Fig. 12B).

At last, we merged the genes of the most significant correlation module with immune infiltration
signature genes to obtain the potential biomarkers for FAP pathogenesis. For the most positive module
(pink module), in total, four genes were eventually acquired which including CCL5, CD3G, CD2 and
TLR3 (Fig. 13). GO analysis demonstrated that these four genes were linked to protein self-binding and
[T _cell activation. Enrichment analysis of KEGG pathway suggested that the Toll-like receptor signaling
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Fig. 13. The most significant correlation module merge Immune infiltration signature genes, pink (CCLS5, CD3G, CD2, TLR3).
The GO and KEGG enrichment of four identified genes. The GO'item contains (A) biological process, (B) cellular component
and (C) molecular function. (D) KEGG pathway analysis.

pathway was the predominant enrichment pathway. CD3G is also a gene in pink module correlated to
HNF4A, which is one of the types of TFs.

For the most negative module (midnight, blue module), we identified only one gene (KLF2), which
is also a hub gene in midnight blue correlated to Ctrl A (Fig. 14). KEGG pathway enrichment analysis
indicated that FoxO signaling pathway was the most predominantly enriched.

The outcomes of qRT-PCR exhibited that among the genes of cancer-associated pathway, CD2, CD3G,
CCLS5, KLF2 and TLR3 wefe all dramatically upregulated in the FAP IT tissues versus tumor rim (TR)
tissues (Fig. 15), pointing to their effects in the FAP progression.

4. Discussion

Patients with FAP are born with the germline mutation in APC gene that unavoidably progresses to
hundreds of multi-stage precancerous adenomas in the rectum and colon. This characteristic allows
IFAP to serve as a natural model for investigating the adenoma-cancer metastasis process. At present,
it is generally agreed that early intervention and early detection of high-risk human can benefit FAP
patients [21,22]. Therefore, to explore the early detection and early diagnosis of FAP is a hot topic in this
field.

In order to uncover genes driving the pathogenesis of FAP, WGCNA and differential gene expression|
analysis were carried out based on GSE111156 data that is publicly available. Compare with Ctrl A,
we found the most distinct genes in Case N were down-regulation of CEACAMS6 and up-regulation of|

IR2054. The most distinct DEGs between Case C and Ctrl A were ADH1C and VCAN-AS1. While
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compare with Case N, we found the most distinct genes in Case A were down-regulation of RBP2,
IALDOB and up-regulation of CEACAMS6, the most distinct genes in Case C were down-regulation of|
CEACAMS, SPP1 and up-regulation of RBP2, ALDOB, further compare with Case A, the most distinct
genes in Case C were down-regulation of DEFAS, DEFA 6 and up-regulation of VCAN-AS1, SPP1. In
summary, we could observe that VCAN-ASI1, SPP1, RBP2, ALDOB, ADHI1C significant differential
expression occurred in different samples, which had never been reported to be associated with FAP. Both
of ADHIC and VCAN-AS1 were revealed to be related with development of gastric cancer [23,24].
Besides, ADH1C displayed high expression in the normal epithelium of FAP patients in contrast to that of]
patients with sporadic CRC. In our study, we found that ADH1C was down-regulation in Case C compare|
with Ctrl A, which provided a guess that ADH1C may be an adenoma-associated gene in FAP patients.
\Among the most DEGs, SPP1 was reported to be associated with immune infiltration [25]. Several studies
revealed that CEACAMBS6 can used be a novel therapeutic target in many cancers, such as gastric cancer,
pancreatic ductal adenocarcinoma and oral squamous cell carcinoma [26-28]"There are few reports
about MIR2054. To the best of our knowledge, this research represents the first effort to determine key
genes related to the oncogenesis and progress of FAP. The correlations of the/pink and midnight blue
imodules with FAP were remarkably significant, thus we choose these twe modules for further analysis.
IAfter constructing co-expression networks and the recognition of hubigénes in midnight blue and pink|
imodule, we found 17 and 20 hub genes in midnight blue and pink,medule separately. In pink module, the
most differentially expressed hub genes were APOB and CDHRS. It was reported that APOB participated
in fat digestion and absorption, vitamin digestion and absofption. CDHRS was related to cell adhesion
together with the homologous cell adhesion through plasma membrane adhesion molecules. While,
the most significant hub gene in midnight blue module'was ZFP36, which was also identified as a hub
gene associated with HTLV-I infection [29]. Furthetmore, we identified five biomarkers (CCLS, CD3G,
CD2, TLR3 and KLF2) by merging the immun¢ infiltration signature genes with the genes of the most
significant module with FAP. All of the biomarkers have never been reported to be associated with FAP
before, which may provide new predictive and diagnostic targets for the cancerization of FAP.

In our study, for the first time, weshave determined a group of genes connected to tumor infiltration
and FAP. CCL5 is a subfamily CC member that serves as a chemoattractant for monocytes, eosinophils
as well as memory T helper cells-inithe blood. It also enables the histamine release from basophils and
activates eosinophils [30]. CD3G{could influence activation and stimulation of T cell. CD2 is involved in
the leukocyte migration, activation of T cell [31] and T cell differentiation modulation [32]. TLR3 could
mediate the production 6f cytokines necessary for the development of effective immunity. KLF2 could
also negatively regulate production of interleukin-6 and participant immune infiltration [33]. These genes
can be used as markersof adenoma infiltration, providing new targets for clinical diagnosis.

Nonetheless, it should be recognized that there are limitations to our research and that additional
clinical samples were needed to verify our results and clarify the underlying mechanisms. In our future
work, we will concentrate on this issue.

5. Conclusions

Through co-expression analysis, we identified five biomarkers including CCLS5, CD3G, CD2, TLR3
and KLF2 based on GSE111156 dataset. The findings of the functional enrichment analysis exhibited that
such genes may participate pathogenesis of FAP by modulating the toll-like receptor and foxO signaling
pathway. These results may have important clinical significance in improving cancer prediction in patients
with FAP.
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