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Abstract: Background: Bladder cancer (BC) is a common malignancy in the urinary
system, with an increasing incidence rate. Immune cell infiltration within the tumor
microenvironment (TME) plays a crucial role in BC progression and treatment response.
However, the immune cell composition of the TME presents a significant challenge to
the effectiveness of current therapeutic strategies. Methods: We performed bidirectional
Mendelian randomization (MR) analysis to investigate the impact of immune cells on BC
risk. Single nucleotide polymorphisms (SNPs) related to immune cells were annotated, and
candidate genes associated with BC risk were identified. Differential expression analysis
identified immune-related differentially expressed genes (iDEGs), and a protein—protein
interaction (PPI) network along with functional enrichment analysis were conducted to
explore their roles in tumor development. Machine learning-based feature selection was
applied to identify potential biomarkers and therapeutic targets. Results: MR analysis
revealed eight immune cell subtypes significantly associated with BC. Using SNPs linked
to these immune cells, 129 candidate genes were identified through the SNPense tool and
cross-referenced with differentially expressed genes in BC, resulting in identification of
28 iDEGs. Machine learning identified five potential diagnostic biomarkers (COLEC12,
TMCC1, CEP55, KLK3, COL4A1) with an AUC of 0.903, which are implicated in immune
modulation and cancer progression. Conclusions: This study provides new insights into
immune mechanisms in BC and identifies promising biomarkers for early diagnosis and
therapeutic intervention.

Keywords: bladder cancer; immune microenvironment; mendelian randomization;
machine learning; diagnostic biomarkers

1. Introduction

Bladder cancer (BC) ranks as one of the most common malignancies in the urinary
system, second only to prostate cancer. In recent years, there has been a noticeable up-
ward trend in its age-standardized incidence rate [1,2]. BC is clinically classified into two
categories: non-muscle-invasive (NMIBC) and muscle-invasive (MIBC). While NMIBC
represents about 75-85% of all BC cases, it is notably associated with a high recurrence
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rate [3]. Following transurethral resection of bladder tumors (TURBT), the routine use of
intravesical chemotherapy and Bacillus Calmette—-Guérin (BCG) instillation plays a critical
role in minimizing the likelihood of tumor recurrence [4,5].

BC is widely recognized as an immunogenic tumor, with studies demonstrating
the abundant expression of tumor-associated antigens and tumor-specific antigens by
BC cells [6-8]. Immune cell infiltration in the tumor microenvironment (TME) of BC
plays a critical role in the progression of the disease. This infiltration has been shown
to not only influence BC progression but also serves as an important predictor for the
effectiveness of perioperative chemotherapy and immunotherapy [9-11]. Moreover, the
immune cell composition of the TME reflects a major challenge to the effectiveness of
current therapeutic strategies, as immune checkpoint inhibitors (ICIs) show efficacy only
in a limited patient population, primarily due to the immunosuppressive nature of the
TME [12-14]. The TME in BC contains various immune cells, including T cells, B cells,
NK cells, and regulatory T cells (Tregs), each playing distinct roles in tumor progression
and immune evasion [15-20]. CD8+ and CD4+ T cells are crucial for tumor elimination,
but their function is often suppressed within the TME [16,17]. B cells influence immunity
through antigen presentation and cytokine secretion [21]. NK cells are vital for early
tumor defense, directly killing tumor cells without prior sensitization [19]. Tregs, which
maintain immune tolerance, often inhibit anti-tumor responses, allowing tumor cells
to evade immune surveillance [20]. The balance and function of these immune cells
significantly affect tumor progression and response to immunotherapy, highlighting the
complexity of the TME and the need for targeted strategies. Therefore, identifying immune
cells involved in the development of BC, along with their associated genes, may offer novel
therapeutic avenues for improving BC treatment strategies.

Mendelian randomization (MR) is a powerful epidemiological tool that utilizes genetic
variants as instrumental variables (IVs) [22-24]. MR allows researchers to establish causal
links between risk factors and disease progression by simulating randomized controlled
trials, thereby providing essential insights into the underlying factors that contribute to
disease progression. By utilizing IVs that are randomly distributed at conception, MR
minimizes confounding and mitigates reverse causation, providing reliable insights into
causal pathways. Data from transcriptomic analyses, obtained through The Cancer Genome
Atlas (TCGA) and the Gene Expression Omnibus (GEO) database, provide comprehensive
gene expression profiles. These resources are crucial in advancing our comprehension of
the mechanisms that drive BC and in the formulation of targeted therapeutic strategies.

For this investigation, we systematically evaluated the potential causal links between
immune cell populations and BC using bidirectional MR analysis. Additionally, by anno-
tating SNPs related to immune cell genetics, we uncovered a set of candidate genes with
potential causal relevance to BC susceptibility. Transcriptomic data were integrated to
pinpoint immune-related differentially expressed genes (iDEGs), further enhancing the un-
derstanding of immune mechanisms. These genes were analyzed through the construction
of a protein—protein interaction (PPI) network and functional enrichment approaches to
investigate their potential biological roles in tumor development. Subsequently, five hub
genes were identified through machine learning-based feature selection. In conclusion,
our study offers valuable insights into the development of treatment strategies for BC
and identifies more effective diagnostic biomarkers for the disease. These findings lay the
foundation for enhanced diagnosis and treatment of BC.
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2. Materials and Methods
2.1. Data Sources

Data summary for immune-related traits, used as exposure information, were retrieved
from the GWAS Catalog (GCST90001391 to GCST90002121), with data available as of 1
July 2024 [25]. This study examined 731 immune phenotypes through flow cytometry on
peripheral blood samples obtained from 3757 Sardinian individuals. The analysis included
118 absolute cell counts (AC), 389 median fluorescence intensities (MFI) of surface antigens,
32 morphological parameters (MP), and 192 relative cell counts (RC). These four categories
of metrics were used to characterize and assess immune cell populations quantitatively.
Furthermore, approximately 22 million SNPs were identified in the analysis.

To conduct the analysis, outcome data were retrieved from the FinnGen R11 release, a
comprehensive biobank-driven genomic resource https://www.finngen.fi/en (accessed on
1 July 2024) [26]. The diagnostic criteria for BC were established based on ICD codes: ICD-10
(C67), ICD-9 (188), and ICD-8 (188). This dataset included 2574 cases and 345,118 controls,
with all controls confirmed to have no history of any cancer diagnosis.

For the transcriptomic data, we applied rigorous inclusion criteria to ensure both
its quality and relevance. The criteria included the following: (1) data type: expression
profiling using arrays, real-time polymerase chain reaction (RT-PCR), and next-generation
sequencing; (2) species: Homo sapiens; (3) disease: confirmed bladder cancer in the original
study; (4) sample source: bladder tissue; (5) sample content: RNA expression data from
both control and BC groups, without any intervention. As of 1 July 2024, we retrieved
several BC-related datasets (TCGA-BLCA [27], GSE3167 [28], and GSE13507 [29]) from
publicly available databases. These datasets include samples from both control and BC
groups. Due to the limited availability of control samples, additional normal bladder tissue
data were sourced from the GTEx database [30] also on 1 July 2024. The TPM obtained
from TCGA were transformed using log2 (TPM + 1) to normalize the data and mitigate the
right-skewed distribution commonly observed in RNA sequencing datasets.

2.2. Batch Effect Removal

To mitigate batch effects across the four datasets (TCGA-BLCA, GSE3167, GSE13507,
and GTEx-Bladder), the “ComBat” function provided by the “sva” package (v3.5.0) [31].
The effectiveness of correction was evaluated via principal component analysis (PCA),
allowing comparison of data structure before and after batch adjustment.

2.3. Mendelian Randomization Analysis

To explore the potential causal effects of immune system variation on BC susceptibility,
we implemented two-sample MR analyses involving 731 immune cell phenotypes, utilizing
the TwoSampleMR package (v0.5.11) [32]. The main analysis utilized the random effects
inverse variance-weighted (IVW) approach. To evaluate the robustness of the MR results,
multiple statistical tests were applied. Heterogeneity was assessed using a combination
of Cochran’s Q test and MR-PRESSO global test, with a significance threshold set at
p < 0.05. MR-PRESSO not only accounts for horizontal pleiotropy but also identifies and
removes outlier SNPs, whereas MR-Egger focuses on detecting pleiotropy through intercept
testing [33]. Horizontal pleiotropy was examined through the MR-Egger intercept, with
statistical significance defined as a p-value below 0.05 indicating its presence. Additionally,
any analyses involving fewer than three SNPs were excluded from consideration.

For MR to yield valid causal inferences, three essential assumptions must be met:
(1) genetic variants must have a strong relevance to the exposure, (2) they should not be
associated with confounders, and (3) their effect on the outcome must occur exclusively
through the exposure pathway [34].
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2.4. Reverse Mendelian Randomization Analysis

A reverse MR analysis was performed to assess whether BC exerts a causal effect
on immune cells, treating BC as the exposure and immune cells as the outcome. The
methodology for this analysis was consistent with that used in the forward MR analysis to
maintain consistency between both approaches. By comparing the results of both analyses,
we aimed to gain a more nuanced understanding of the causal associations between BC
and immune cell profiles.

2.5. Profiling of Differentially Expressed Genes

We began by mapping the corresponding SNPs to genes using the SNPense tool
https:/ /biit.cs.ut.ee/gprofiler /snpense (accessed on 2 November 2024), which links human
SNP rsIDs to gene names [35]. SNPense is designed to prioritize genetic variants mapped
to one or more protein-coding genes annotated in the Ensembl database, with all relevant
data retrieved extracted from the Ensembl Variation resource. Following this, we extracted
immune-related gene expression data from both the control and BC groups within the
merged datasets to conduct differential expression analysis. Genes with a significant
positive association in MR analysis (p < 0.05) and differential expression in BC were
classified as immune-related differentially expressed genes (iDEGs). The results were
visualized in a box plot. Using the “circlize” package (v0.4.15), we mapped the positions of
iDEGs across chromosomes, with their distribution displayed in a circos plot.

2.6. Immune Cells Infiltration

Immune cell infiltration in BC was assessed using the CIBERSORT algorithm, with
1000 permutations applied to estimate the relative proportions of 22 distinct immune cell
populations [36]. The association between iDEGs and immune infiltration levels was
subsequently examined, and the findings were presented using bar charts. Simultane-
ously, single-sample gene set enrichment analysis (ssGSEA) was used to quantify and
contrast immune landscape profiles between tumor and control tissues. Box plots were
constructed to visualize the results, highlighting the differences in immune cell composi-
tion. To further investigate the interplay between gene expression and immune infiltration,
correlation analyses were performed by aligning iDEG expression levels with ssGSEA-
derived scores, and the computed correlation coefficients were displayed in a heatmap for
comprehensive visualization.

2.7. GO/KEGG Enrichment Analysis

Functional annotation and pathway enrichment of iDEGs were conducted with the
clusterProfiler R package (v4.8.3) [37], aiming to uncover relevant biological processes and
underlying mechanisms of disease. The Gene Ontology (GO) framework was employed
to organize gene annotations into the three principal GO domains: biological process
(BP), molecular function (MF), and cellular component (CC), each providing insights into
different aspects of gene function. Kyoto Encyclopedia of Genes and Genomes (KEGG)
pathway analysis complemented the GO results by identifying enriched metabolic and
signaling pathways associated with iDEGs. A significance level of p < 0.05 was set to assess
the relevance of enrichment in all analyses.

2.8. Construction of the Protein—Protein Interaction Network

To investigate the protein—protein interactions related to disease mechanisms, we
constructed an interaction network with the STRING database https://cn.string-db.org/
(accessed on 2 April 2025), setting a minimum confidence score threshold of 0.15 to filter out
weak associations [38]. The network was then imported into Cytoscape (version 3.9.1) [39]
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for visualization and further topological exploration. Default settings were retained for
all other parameters to maintain consistency across analyses. By examining the resulting
network structure, we gained valuable insight into the functional relationships among
proteins and their potential roles in the cellular environment.

2.9. Machine Learning Algorithms

Using the expression profiles of iDEGs, nine machine learning models were established.
Prediction functions were computed for each model, and the most effective algorithm was
identified based on predictive performance. Residual box plots and receiver operating char-
acteristic (ROC) curve analyses were performed to identify key features, which facilitated
the selection of representative genes. These genes were subsequently used to construct a
nomogram that integrated their expression levels in both BC and control tissue samples. To
comprehensively assess the nomogram’s effectiveness, its predictive accuracy and capacity
for generalization were examined through calibration curves and decision curve analysis.
Validation was performed with an independent dataset to replicate the model and evaluate
its stability, with the ROC curve illustrating classification performance.

2.10. Statistical Analysis

All statistical analyses were performed in R (version 4.2.1). For comparisons between
two independent groups, Student’s t-test was employed, whereas the Wilcoxon signed-rank
test was used for analyzing paired data. For comparisons involving three or more groups,
one-way ANOVA and the Kruskal-Wallis test were performed. To evaluate correlations
between variables, the Spearman rank correlation test was utilized.

3. Results
3.1. Study Design

This study used a three-step approach to examine the impact of immune cells on BC
risk. First, bidirectional MR analysis was conducted using SNPs associated with immune
cells. In the forward MR analysis, immune cells were considered the exposure factor, with
BC as the outcome. The data for this analysis were sourced from the GCST90001391 and
GCST90002121 datasets, which included 3757 individuals of European ancestry. In the
reverse MR analysis, BC risk was used as the exposure factor, with immune cell types
as the outcome. SNPs associated with BC risk were retrieved from the FinnGen dataset
(R11). In the second step, bulk expression data from TCGA-BLCA, GSE3167, GSE13507, and
GTEx-Bladder were combined. The SNPense tool https:/ /biit.cs.ut.ee/gprofiler/snpense
(accessed on 2 November 2024) was used to map SNPs associated with these immune cells
to identify candidate genes. Differential expression analysis was performed to identify
iDEGs, which were cross-referenced with immune cell data and further examined for their
potential roles in tumor progression. In the third step, follow-up analysis included immune
cell infiltration analysis within the TME, functional enrichment through GO/KEGG, and
PPI network analysis to explore the biological roles of iDEGs. Finally, machine learning-
based feature selection was applied to identify potential biomarkers and therapeutic targets.
The overall workflow is illustrated in Figure 1.
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Figure 1. Overview of the analysis workflow. This flow plot summarizes the three-step process:
(1) Bidirectional Mendelian randomization (MR) analysis to assess immune cells” impact on bladder
cancer (BC) risk. (2) Merging RNA data to identify immune-related differentially expressed genes
(iDEGs). (3) Follow-up analyses, including functional enrichment, PPI network, and machine learning
to identify biomarkers and therapeutic targets. In Step 1, red and blue arrows represent the forward
and reverse MR analyses, respectively. Symbols: A check mark (/) indicates a relevant association; a
cross (x) indicates no association. According to the core Mendelian randomization assumptions, the
genetic variants (SNPs) should be strongly associated with the exposure (+/), but not associated with
the outcome or any confounders ().

3.2. Estimating the Causal Impact of Immune Cells on Bladder Cancer

A total of 18,621 SNPs were selected as IVs based on a relaxed genome-wide signif-
icance threshold (p <1 X 107°) from GWAS data [40]. Linkage disequilibrium pruning
was subsequently applied with an 12 threshold of less than 0.001 across a 10 Mb window.
To verify the robustness of these instrumental variables, we calculated the F-statistic for
each SNP. All SNPs demonstrated F-statistics greater than 10, which indicates a low risk
of weak instrument bias (Table S1). Subsequent to the MR analysis (Table S2), three key
filtering criteria were applied: consistency of effect direction, horizontal pleiotropy assess-
ment, and heterogeneity evaluation. SNPs exhibiting inconsistent effect directions were
excluded. Horizontal pleiotropy was assessed by applying the MR-Egger intercept test
(Table S3) alongside MR-PRESSO analysis. Genes identified with significant pleiotropy
(p < 0.05) were removed from the analysis for further evaluation. Heterogeneity was as-
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sessed through Cochran’s Q test, with detailed results provided in Table S4. Based on
the analysis, we identified eight immune cell types potentially causally related to BC, as
illustrated in Figure 2. Specifically, higher levels of CD19 on transitional B cells, CD20 on
IgD— CD24— B cells, CD28 on CD39+ secreting Treg, HLA-DR+ CDS8 bright AC, and IgD
on unswitched memory B cells were associated with a decreased risk of BC. Conversely,
increased levels of HLA-DR expression on CD14+ CD16— monocytes, HLA-DR on CD14+
CD16+ monocytes, and the percentage of Naive CD4+ T cells were found to correlate with
a higher risk of BC.

Exposure Outcome Nsnp Method pval OR(95% CI)
CD19 on transitional B cell Bladder cancer 26 Inverse variance weighted 0.004 ’0" 0.910 (0.853 t0 0.971)
26 Weighted median 0.045 "" 0.915 (0.838 to 0.998)
26 MR Egger 0.005 o 0.871 (0.798 to 0.950)
CD20 on TgD— CD24- B cell Bladder cancer 28 Inverse variance weighted 0.006 o 0.916 (0.861 to 0.975)
28 Weighted median 0384 o 0.957 (0.868 to 1.056)
28 MR Egger 0.059 roi 0.915 (0.838 t0 0.999)
CD28 on CD39-+ secreting Treg Bladder cancer 21 Inverse variance weighted 0.008 = 0.918 (0.861 to 0.978)
21 Weighted median 0315 o 0.959 (0.883 to 1.041)
21 MR Egger 0.152 o “4 0.933 (0.852 to 1.022)
HLA DR on CD14+ CD16— monocyte Bladder cancer 22 Inverse variance weighted 0.009 hagl 1.082 (1.020 to 1.147)
2 Weighted median 0.014 »o- 1.103 (1.020 to 1.192)
2 MR Egger 0.661 o 1.026 (0.917 to 1.147)
HLA DR on CD14+ CD16+ monocyte Bladder cancer 21 Inverse variance weighted 0.008 o1 1.084 (1.021 to 1.151)
21 Weighted median 0.011 o 1.106 (1.023 to 1.196)
21 MR Egger 0.670 o 1.026 (0.914 to 1.152)
HLA DR+ CD8bright T cell AC Bladder cancer 34 Inverse variance weighted 0.007 .: 0.942 (0.902 to 0.984)
34 Weighted median 0.014 L 0.926 (0.870 to 0.985)
34 MR Egger 0.012 o 0.922 (0.868 to 0.979)
IgD on unswitched memory B cell Bladder cancer 22 Inverse variance weighted 0.010 o 0.930 (0.879 to 0.983)
22 Weighted median 0.182 *.:* 0.946 (0.873 to 1.026)
2 MR Egger 0.031 o 0.908 (0.838 to 0.985)
Naive CD4+ %T cell Bladder cancer 34 Inverse variance weighted 0.003 HOH 1.091 (1.029 to 1.157)
34 Weighted median 0338 o 1.042 (0.957 to 1.135)
34 MR Egger 0271 Ho 1.048 (0.966 to 1.137)

Protective <---+1-----

Figure 2. Forest plot depicting the findings from MR analysis exploring the relationship between
immune cell types and BC. “Nsnp” represents the number of single nucleotide polymorphisms
(SNPs); “OR” refers to the odds ratio; and “CI” denotes the confidence interval. “Naive CD4+ %T
cell” indicates the proportion of naive CD4+ T cells among the total T cell population. “CD8 bright T
cell AC” refers to CD8+ T cells with bright (high intensity) expression of the CD8 receptor, with “AC”
representing absolute counts.

3.3. Estimating the Causal Impact of Bladder Cancer on Immune Cells

In this study, we employed genetic susceptibility to BC as the exposure to perform
reverse MR analyses on eight immune cell types identified through MR models. The
findings, presented in Figure 3 and detailed in Table S5, indicated that BC did not exert any
significant causal influence on these immune cells. Specifically, the random effects model
produced OR close to 1, with confidence intervals that included the null value, indicating
no evidence of causal association. For instance, no significant associations were observed
for Naive CD4+ %T cells (OR = 1.022, 95% CI: 0.848 to 1.231, p = 0.823) or HLA-DR+ CD8
bright T cell AC (OR = 0.973, 95% CI: 0.847 to 1.118, p = 0.701). The consistency of these
findings was confirmed by complementary MR methods, such as the weighted median
and MR-Egger approaches, which provided further evidence supporting the robustness of
the results.

Our analysis indicates no evidence of reverse causality between BC and immune cell
profiles, suggesting that BC does not affect the differentiation or activity of these immune
cells. The lack of reverse causality supports the hypothesis that immune cells function
primarily as upstream modulators, rather than serving as downstream targets of BC.
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Exposure Outcome Nsnp Method pval OR(95% CI)
Bladder cancer Naive CD4+ %T cell 3 Inverse variance weighted 0.823 —— 1.022 (0.848 to 1.231)
3 Weighted median 0.620 —e— 0.959 (0.812 to 1.132)
3 MR Egger 0.322 ——=0— 1307 (0.977 to 1.749)
Bladder cancer HLA DR+ CD8bright T cell AC 3 Inverse variance weighted 0.701 —a— 0.973 (0.847 to 1.118)
3 Weighted median 0.599 —o— 0.959 (0.822 to 1.120)
3 MR Egger 0.733 — 1—‘ 0.935 (0.697 to 1.256)
Bladder cancer CD19 on transitional B cell 3 Inverse variance weighted 0.758 —— 0.975 (0.831 to 1.145)
3 Weighted median 0.356 —— 0.923 (0.779 to 1.094)
3 MR Egger 0.596 +—8—— 0.861 (0.579 to 1.282)
Bladder cancer CD20 on IgD— CD24- B cell 3 Inverse variance weighted 0.539 —e— 1.045 (0.908 to 1.204)
3 Weighted median 0.836 >—‘.—< 1.017 (0.869 to 1.189)
3 MR Egger 0.947 — ‘# 0.987 (0.730 to 1.335)
Bladder cancer IgD on unswitched memory B cell 3 Tnverse variance weighted 0.736 == 0.976 (0.846 to 1.125)
3 Weighted median 0.955 P—Q‘—‘ 0.995 (0.849 to 1.167)
3 MR Egger 0.945 ——— 1.014 (0.748 to 1.374)
Bladder cancer CD28 on CD39+ secreting Treg 3 Inverse variance weighted 0.817 >—0—< 1.018 (0.877 to 1.182)
3 Weighted median 0.692 >—,—< 1.034 (0.876 to 1.221)
3 MR Egger 0.606  +—8—t 0.892 (0.651 to 1.222)
Bladder cancer HLA DR on CD14+ CD16— monocyte 3 Inverse variance weighted 0.097 ——i 0.870 (0.739 to 1.026)
3 Weighted median 0.065 ’—.—‘i 0.850 (0.715 to 1.010)
Bl MR Egger 0.583 +——0—— 0.827 (0.510 to 1.342)
Bladder cancer HLA DR on CD14+ CD16+ monocyte 3 Inverse variance weighted 0.115 >—.—"< 0.874 (0.740 to 1.033)
3 Weighted median 0.075 - 0.854 (0.717 to 1.016)
3 MR Egger 0.595 +—— —l—* 0.831 (0.507 to 1.359)

. T -
Protective <-+---1-----» Risk

’

Figure 3. Forest plot illustrating the reverse MR analysis between BC and immune cells. “Nsnp”
represents the number of SNPs; “OR” refers to the odds ratio; and “CI” denotes the confidence
interval. “Naive CD4+ %T cell” indicates the proportion of naive CD4+ T cells among the total T cell
population. “CD8 bright T cell AC” refers to CD8+ T cells with bright (high intensity) expression of
the CD8 receptor, with “AC” representing absolute counts.

3.4. Identification of iDEGs in Bladder Cancer

We obtained the BC transcriptome data from TCGA, GEO, and GTEx (Table S6). After
performing batch effect correction, integration, and normalization, we analyzed a total
of 646 BC samples and 110 control samples. The processing workflow is summarized in
Figure 4A,B, which illustrate a significant reduction in batch effects post-correction.

Using SNPs associated with significantly identified immune cells through SNPense
tool, we mapped these SNPs to 129 gene names (Table S7). A total of 28 genes exhibiting
significant differential expression were classified as immune-related differentially expressed
genes (iDEGs). These genes are depicted in Figure 4C and Table S8. Among these, BICD1,
CEP55, COL4A1, SCAMP4, SIPA1L3, SLC35F2, TCF20, and TMCC1 were upregulated in tumor
samples, while APBB1IP, APBB2, BANK1, CHRM3, CIITA, COLEC12, ENTPD1, FBXL7, GLI2,
HLA-DQB1, KLF12, KLK3, LYZ, MBP, NRP2, RBMS3, ROBO1, SDK2, TRAT1, and ULK2 were
downregulated. The chromosomal locations of these significantly differentially expressed
iDEGs are displayed in Figure 4D. Further, correlation analysis within the BC samples revealed
predominantly positive correlations among the iDEGs, as shown in Figure 4E.

3.5. Evaluation of Immune Infiltration Patterns

The iDEGs identified in this study may be integral in modulating immune responses
and influencing the progression of BC. To further explore the connection between these
genes and immune cells, the CIBERSORT algorithm was utilized to infer the characteristics
of immune cells and their association with iDEGs in BC. The expression levels of 22 distinct
immune cell types across the combined samples are presented in Figure 5A and detailed
in Table S9. Notable differences in the proportions of specific immune cell subtypes were
observed between BC cases and controls, as shown in Figure 5B. Particularly, a significant
downregulation of T cells CD8, resting memory T cells CD4, monocytes, M2 macrophages,
and resting mast cells was observed in BC samples. Conversely, memory B cells, plasma
cells, naive CD4+ T cells, activated memory CD4+ T cells, regulatory T cells (Tregs),
activated NK cells, MO macrophages, activated dendritic cells, and eosinophils exhibited
significant upregulation in the tumor samples.
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Figure 4. Integration of BC datasets and identification of iDEGs in BC. (A) PCA of the four original
bladder cancer-related datasets before correcting for batch effects. (B) PCA after the integration
of bladder cancer-related datasets, following batch effect adjustment. (C) Box plot illustrating
the differential expression analysis of iDEGs across the control and BC cohorts. (D) Circular plot
highlighting the chromosomal locations of iDEGs. (E) Heatmap visualizing the correlation analysis
of iDEGs. * p < 0.05, *** p < 0.001.

Moreover, correlation analysis between iDEGs and these 22 immune cell types revealed
significant associations, as shown in Figure 5C. HLA-DQB], for instance, was significantly
negatively correlated with activated dendritic cells, eosinophils, plasma cells, naive CD4+
T cells, and regulatory T cells (Tregs). Conversely, it was positively correlated with resting
dendritic cells, M1 macrophages, M2 macrophages, resting mast cells, monocytes, neu-
trophils, activated memory CD4+ T cells, and CD8+ T cells. These results suggest a complex
interaction between iDEGs and immune cell infiltration, which may influence the immune
microenvironment’s role in BC development.
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Figure 5. Comprehensive assessment of immune cell infiltration in BC. (A) Stacked bar chart illustrat-
ing the distribution of immune cell populations in BC and control samples. (B) Violin plot comparing
the distribution and relative abundance of 22 immune cell subsets between control and BC groups.
(C) Heatmap depicting the correlations between iDEGs and the 22 immune cell types. (D) Heatmap
showing the intercorrelations among the 22 immune cell types. * p < 0.05, ** p < 0.01, and *** p < 0.001.

In order to investigate potential interactions among immune cells within the TME,
we conducted a Spearman correlation analysis based on the relative abundances of
22 immune cell types, which were estimated using the CIBERSORT algorithm. The corre-
lation coefficients revealed distinct relationships between immune cell populations. For
example, M2 macrophages were positively correlated with Tregs, suggesting a possible
cooperative role in promoting an immunosuppressive network. Additionally, CD8+ T cells
showed a negative correlation with M1 macrophages, potentially indicating an inhibitory
effect on the anti-tumor immune response within the suppressive microenvironment.
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3.6. Gene Ontology and Pathway Enrichment Analysis

To investigate the functional characteristics and potential biological roles of the iDEGs,
enrichment analyses were performed, as detailed in Table S10. As illustrated in Figure 6A, in
the Gene Ontology (GO) Biological Process (BP) category, several immune-related processes
were significantly enriched, including an immune response-activating signaling pathway,
immune response-regulating signaling pathway, and antigen receptor-mediated signaling
pathway. In the Cellular Component (CC) category, immune-associated cellular structures
such as the MHC class II protein complex and T cell receptor complex were prominently
enriched. In terms of Molecular Function (MF), significant enrichment was observed in
MHC class II receptor activity, lysozyme activity, and signaling adaptor activity.
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Figure 6. Enrichment analysis and PPI of iDEGs. (A) GO enrichment results for three terms of
iDEGs. (B) KEGG enrichment result of iDEGs. (C) PPI network of iDEGs built with STRING.
In the PPI network, darker colors and larger spheres represent proteins with more interactions,
indicating higher connectivity. Proteins located at the center of the network are labeled with their
total connectivity values.

Furthermore, enrichment analysis of KEGG pathway reinforced the significant contri-
bution of iDEGs to immune regulation. Specifically, pathways like the “Intestinal immune
network for IgA production” were notably enriched, suggesting a potential role for these
genes in modulating IgA production and influencing mucosal immunity (Figure 6B). The
results indicate that iDEGs are primarily involved in immune-related biological processes
and pathways, aligning with the immune-driven characteristics of BC.

3.7. PPI Network Construction

To construct the PPI among the iDEGs, we queried the STRING database https://
string-db.org/ (accessed on 2 April 2025). This allowed for a comprehensive analysis of
potential interactions among the proteins encoded by the identified genes. The resulting
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interaction data were imported into Cytoscape for visualization. Figure 6C illustrates the
network, consisting of 26 nodes and 39 edges, depicting the predicted interactions between
the iDEGs and their associated partners (Table S11). Each node represents a protein, while
each edge denotes a functional association. Proteins such as HLA-DQB1, ROBO1, and
COL4A1 exhibited higher degrees of connectivity, suggesting their central positions within
the interaction network.

3.8. Selection of Machine Learning Models and Diagnosis Efficacy

Of the nine machine learning models developed, extreme gradient boosting (XGB)
demonstrated the highest accuracy, with the lowest residual values (Figure 7A,B) and the
greatest area under the receiver operating characteristic curve (Figure 7D). Consequently,
this model was selected for further analysis. Finally, feature importance scores were
calculated to identify the primary predictors (Figure 7C), with COLEC12, TMCC1, CEP55,
KLK3, and COL4A1 emerging as the top five most influential genes (Table 512).
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Figure 7. Evaluation of machine learning models and subsequent construction and validation of a
nomogram derived from iDEGs. (A) Box plots showing the distribution of residuals from the nine
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machine learning models. Red dots indicate the root mean square of residuals (RMSE), representing
the overall prediction error for each model. For the DT model, only residual points are shown due to
limited variability, which is insufficient to generate a full boxplot. (B) Reverse cumulative distribution
of residuals from these models. (C) Bar plot showing the top-ranked feature importance scores across
nine machine learning models. Each blue dot represents a gene’s permutation-based importance
in a given model, based on RMSE increase. Genes without bars were evaluated but not selected
among the top features displayed. (D) Receiver operating characteristic (ROC) curves for all nine
models. (E) Decision curve analysis for the nomogram based on feature genes. (F) Nomogram
developed using the feature genes. (G) ROC curve for the combined dataset. (H) ROC curve for the
GSE13507 validation dataset. The AUC is presented. The machine learning models used include
gradient boosting machine (GBM), generalized linear model (GLM), neural network (NNET), k-
nearest neighbors (KNN), decision tree (DT), least absolute shrinkage and selection operator (LASSO),
random forest (RF), support vector machines (SVM), and extreme gradient boosting (XGB).

Based on these genes, individual scoring scales were constructed, and the model’s
performance was evaluated using the decision curve analysis. The distance between the
red and gray lines on the curve served as an indicator of the model’s accuracy (Figure 7E).
Furthermore, we calculated the expression scores of these five genes to assess their com-
bined risk in BC (Figure 7F). The predictive power of the model, when using the combined
gene sets, resulted in an area under the curve (AUC) value of 0.903 (Figure 7G). Finally,
external validation with the GSE13507 dataset confirmed the model’s robustness, yielding
an AUC value of 0.900, further demonstrating its excellent predictive accuracy (Figure 7H).

4. Discussion

In this study, we conducted an in-depth exploration of the involvement of immune
cells in BC by combining MR analysis, differential expression analysis, and machine learn-
ing methods. We identified immune cells with potential causal relationships to BC risk,
analyzed iDEGs, and developed predictive models using machine learning to identify
diagnostic biomarkers.

We have identified eight immune cell types associated with BC risk, involving B cells,
T cells, and monocytes. Among these immune cells, the expression of CD19 on transitional
B cells, CD20 on IgD— CD24— B cells, CD28 on CD39+ secreting Tregs, HLA-DR+ CDS8
bright T cell AC, and IgD on unswitched memory B cells are associated with a reduced risk
of BC. In contrast, the expression of HLA-DR on CD14+ CD16— monocytes, HLA-DR on
CD14+ CD16+ monocytes, and the percentage of Naive CD4+ T cells are associated with an
increased risk of BC.

Current research indicates that B cells play a pivotal role as effector cells within the
TME, contributing significantly to the regulation of the anti-tumor immune response [41-43].
CD19, a 95 kDa transmembrane glycoprotein, is a crucial biomarker for both normal and
tumor-associated B cells, as well as for follicular dendritic cells. It is believed to be instru-
mental in the activation of B cells [44—46]. In the context of MIBC, CD19+ tumor-infiltrating
B cells function as APCs, which are essential for activating CD4+ tumor-infiltrating T
cells (TIT) [47]. Additionally, the presence of CD19+ B cells has been associated with im-
proved survival outcomes in MIBC patients [47]. On the other hand, CD20, a glycosylated
transmembrane phosphoprotein expressed at later stages of B cell activation, serves as
a specific marker for mature B cells [48]. Similarly to CD19+ B cells, although the exact
role of CD20+ B cells remains unclear, observational studies have shown that an increased
presence of CD20+ B cells may serve as a marker for reduced recurrence in non-muscle in-
vasive bladder cancer [49]. CD39+ Tregs are typically known for their immunosuppressive
role, facilitating tumor escape from immune surveillance. However, this appears to be in
contrast with our findings, where they act as a protective factor in BC. Emerging research
indicates that Tregs are not a homogeneous population and may exhibit both pro-tumor
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and anti-tumor functions, as demonstrated by recent studies on Treg heterogeneity and
plasticity, which depend on their microenvironment and the signals they receive [50,51].
The protective effect observed in our study may be associated with the unique phenotype
of CD39+ Tregs, which could modulate extracellular adenosine levels in the tumor microen-
vironment, thereby maintaining immune homeostasis and potentially preventing tumor
progression [52,53]. Additionally, further experimental validation is needed to support and
clarify this seemingly contradictory result.

HLA-DR is a class II molecule of the major histocompatibility complex (MHC), primar-
ily expressed on antigen-presenting cells (APCs) like dendritic cells and monocytes. CD14+
CD16— monocytes, commonly referred to as classical monocytes, constitute approximately
80-90% of peripheral blood monocytes [54]. These cells predominantly differentiate into
tumor-associated macrophages (TAMs), which contribute to the suppression of T cell ac-
tivity, the recruitment of Tregs, and the promotion of tumor metastasis. These effects are
mediated through key signaling pathways, such as NF-kB and STAT3 [55]. Naive CD4+
T cells play a crucial role in shaping tumor immune responses. Upon activation in the
TME, these cells differentiate into effector T cells, such as Th1 cells, which enhance the
anti-tumor immune response [56,57]. The high proportion of naive CD4+ T cells suggests
that the immune system is not effectively activated, enabling bladder cancer cells to evade
immune surveillance and promote cancer development, consistent with HLA-DR+ CD8
bright T cells acting as a protective factor. This finding offers valuable insights into the
immune mechanisms of BC and potential immunotherapy strategies. Based on the afore-
mentioned studies, our findings are largely consistent with previous research, providing a
solid foundation for further investigation.

Using SNPense, we annotated immune cell-related SNPs and performed differential
expression analysis, which led to the identification of 28 genes, referred to as iDEGs.
Functional enrichment analysis and PPI network construction revealed that these genes
are primarily associated with immune functions and related signaling mechanisms. These
findings are consistent with the immunogenic characteristics of BC and support the validity
of our integrative MR-based differential analysis approach [6-8].

In addition, machine learning analysis of the iDEGs identified five key genes—COLEC12,
TMCC1, CEP55, KLK3, and COL4A1—as potential biomarkers for diagnosis. Although
current studies on these genes in BC are relatively limited, their reported involvement
in other cancer types supports the validity of our findings and suggests that they may
represent novel targets for future research. COLEC12 has been shown to regulate apoptosis
and inflammatory responses in osteosarcoma, and it promotes enhanced migration and
invasion in gastric cancer cells [58,59]. The TMCC family comprises three predicted pro-
teins (TMCC1-3). Although the exact functions and characteristics of these proteins are
not yet fully understood, existing studies have suggested that TMCC1 is predominantly
localized to the rough endoplasmic reticulum and is involved in critical processes related to
endoplasmic reticulum-associated budding [60,61]. CEP55 has been reported to be overex-
pressed in BC patients, and research suggests it may promote tumorigenesis by activating
the NF-kB signaling pathway [62]. Interestingly, KLK3 (prostate-specific antigen, PSA)
is a well-established biomarker in prostate cancer; however, its role in BC remains less
well-documented. In our analysis, we suggest that KLK3 may influence the progression
of BC. One potential mechanism is extracellular matrix (ECM) remodeling. KLKS3, like
other kallikrein-related proteases, possesses proteolytic activity that may contribute to
ECM component degradation, a critical process for tumor cell invasion and metastasis [63].
Another potential mechanism involves androgen receptor (AR) signaling. KLK3 expression
is regulated by androgens in prostate cancer, and androgen receptor signaling is known
to be a key driver of both prostate and bladder cancer progression [64-66]. Although the
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role of KLK3 in regulating AR signaling in BC is less well understood, studies suggest that
kallikrein-related proteases influence BC progression by modulating protease activity [67].
This suggests that KLK3 deserves further exploration of its potential function [68]. Fur-
thermore, studies on COL4A1 have revealed that COL4A1 produced by BC cells promotes
tumor budding and is associated with poor prognosis. Further analysis of COL4A1 levels
in the urine of BC patients has led to the suggestion that COL4A1 may serve as a novel
diagnostic and prognostic biomarker [69,70].

5. Conclusions

This study explores potential causal links between various immune cells and BC,
offering important insights into the mechanisms driving BC and suggesting new pathways
for diagnosis and prevention. Our findings highlight the complex interplay between im-
mune cells and BC, identify key molecular markers, and provide a robust foundation for
future translational research aimed at unraveling the pathogenesis of BC. While our results
have been validated, the study does have limitations. Additional experimental studies
are necessary to further confirm the identified biomarkers and elucidate the underlying
mechanisms. In future studies, in vitro functional assays will be performed, including
knockdown or overexpression experiments of key candidate genes in bladder cancer cell
lines. This approach will enable the assessment of how these genes influence tumor cell
proliferation, apoptosis, cytokine secretion, and immune response modulation, offering
a deeper understanding of the molecular mechanisms underlying bladder cancer pro-
gression. Additionally, in vivo studies using xenograft mouse models will examine the
impact of these genes on tumor growth and immune cell infiltration. These studies will
assess how the identified genetic alterations influence tumor development and the tumor
microenvironment, with a particular focus on immune cell populations such as T cells and
macrophages. Investigating the effects of these genes in vivo will provide insights into
their potential therapeutic applications for bladder cancer. Therefore, ongoing research is
required to validate these results and explore their applicability to diverse populations.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /biomedicines13051203/s1, Table S1: Instrument variables for
exposure; Table S2: Bladder cancer related immune cells screened by MR; Table S3: Results of MR
Egger intercept horizontal pleitropy test; Table S4: Results of heterogeneity test; Table S5: Results of
reverse MR for bladder cancer related immunes; Table S6: Characteristics of the four bladder cancer
RNA sequencing datasets; Table S7: SNP conversion results for immune cells associated with bladder
cancer using SNPense. Table S8: Differential expression result of iDEGs; Table S9: CIBERSORT
analysis of bladder cancer reveals immune cell infiltration; Table S10: Enrichment analysis of iDEGs;
Table S11: PPI network of iDEGs; Table S12: Results of XGB model construction.

Author Contributions: Conceptualization, J.Z. and Z.J.; methodology, ].Z. and Z.J.; software, J.Z.,
Z.].,and J.J.; validation, D.W. and H.G.; formal analysis, G.K.; data curation, J.Z.; writing—original
draft preparation, J.Z., Z.]J., J.J. and G.K,; writing—review and editing, D.W. and H.G; supervision,
D.W,; funding acquisition, D.W. All authors have read and agreed to the published version of
the manuscript.

Funding: This work was supported by the National Cancer Center/National Clinical Research Center
for Cancer/Cancer Hospital & Shenzhen Hospital, Chinese Academy of Medical Sciences and Peking
Union Medical College Institutional Research Project Funding (No. SZ2020ZD003), the Sanming
Project of Medicine in Shenzhen (No. SZSM202111003), the Shenzhen Clinical Research Center
for Cancer (No. 2021-287), and the Hubei Chen Xiaoping Science and Technology Development
Foundation (No. CXPJJH125001-2512).

Institutional Review Board Statement: Not applicable.


https://www.mdpi.com/article/10.3390/biomedicines13051203/s1
https://www.mdpi.com/article/10.3390/biomedicines13051203/s1

Biomedicines 2025, 13, 1203

16 of 19

References

Zi,H.; He, S.-H.; Leng, X.-Y.; Xu, X.-F; Huang, Q.; Weng, H.; Zhu, C; Li, L.-Y; Gu, J].-M.; Li, X.-H.; et al. Global, regional, and
national burden of kidney, bladder, and prostate cancers and their attributable risk factors, 1990-2019. Mil. Med. Res. 2021, 8, 60.

1.

[CrossRef] [PubMed]

Informed Consent Statement: Not applicable.

Data Availability Statement: Immune-related trait data were obtained from the GWAS Catalog
portal https:/ /gwas.mrcieu.ac.uk/ (accessed on 1 July 2024). Outcome GWAS data for bladder cancer
was sourced from FinnGen R11 https://www.finngen.fi/en (accessed on 1 July 2024). Transcriptomic
data for bladder cancer, including TCGA-BLCA https:/ /portal.gdc.cancer.gov/ (accessed on 1 July
2024), GTEx-bladder https://xena.ucsc.edu/ (accessed on 1 July 2024), GSE3167 https:/ /ftp.ncbi.
nlm.nih.gov/geo/series/GSE3nnn/GSE3167 /matrix/ (accessed on 1 July 2024), and GSE13507
https:/ /ftp.ncbi.nlm.nih.gov/geo/series/GSE13nnn/GSE13507 /matrix/ (accessed on 1 July 2024),

were also utilized.

Acknowledgments: We thank the TCGA Research Network, the GEO database, the GWAS Catalog,
and the FinnGen team, as well as all data contributors and participants, for providing publicly
available datasets that made this analysis possible.

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

Abbreviations
The following abbreviations are used in this manuscript:

BC Bladder Cancer

NMIBC Non-muscle-invasive Bladder Cancer
MIBC Muscle-invasive Bladder Cancer

TME Tumor Microenvironment

MR Mendelian randomization

SNPs Single Nucleotide Polymorphisms

rsIDs Reference SNP IDs

IVs Instrumental Variables

vw Inverse Variance-weighted

PM Transcripts Per Million

iDEGs  Immune-related Differentially Expressed Genes
PPI Protein—protein Interaction

GO Gene Ontology

KEGG  Kyoto Encyclopedia of Genes and Genomes
GBM Gradient Boosting Machine

GLM Generalized Linear Model

NNET Neural Network

KNN K-nearest Neighbors

DT Decision Tree

LASSO  Least Absolute Shrinkage and Selection Operator
RF Random Forest

SVM Support Vector Machines

XGB Extreme Gradient Boosting

RMSE Root Mean Square of Residuals
AUC Area Under the Curve

Siegel, R.L.; Giaquinto, A.N.; Jemal, A. Cancer statistics, 2024. CA Cancer J. Clin. 2024, 74, 12-49. [CrossRef]

Witjes, J.A.; Bruins, HM.; Cathomas, R.; Compérat, EM.; Cowan, N.C.; Gakis, G.; Hernandez, V.; Espinés, E.L.; Lorch, A,;
Neuzillet, Y.; et al. European Association of Urology guidelines on muscle-invasive and metastatic bladder cancer: Summary of
the 2020 guidelines. Eur. Urol. 2021, 79, 82-104. [CrossRef]


https://gwas.mrcieu.ac.uk/
https://www.finngen.fi/en
https://portal.gdc.cancer.gov/
https://xena.ucsc.edu/
https://ftp.ncbi.nlm.nih.gov/geo/series/GSE3nnn/GSE3167/matrix/
https://ftp.ncbi.nlm.nih.gov/geo/series/GSE3nnn/GSE3167/matrix/
https://ftp.ncbi.nlm.nih.gov/geo/series/GSE13nnn/GSE13507/matrix/
https://doi.org/10.1186/s40779-021-00354-z
https://www.ncbi.nlm.nih.gov/pubmed/34819142
https://doi.org/10.3322/caac.21820
https://doi.org/10.1016/j.eururo.2020.03.055

Biomedicines 2025, 13, 1203 17 of 19

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Claps, F; Pavan, N.; Ongaro, L.; Tierno, D.; Grassi, G.; Trombetta, C.; Tulone, G.; Simonato, A.; Bartoletti, R.; Mertens, L.S.; et al.
BCG-unresponsive non-muscle-invasive bladder cancer: Current treatment landscape and novel emerging molecular targets. Int.
J. Mol. Sci. 2023, 24, 12596. [CrossRef] [PubMed]

Soria, F; Milla, P.; Fiorito, C.; Pisano, F.; Sogni, E.; Di Marco, M.; Pagliarulo, V.; Dosio, F.; Gontero, P. Efficacy and safety of a new
device for intravesical thermochemotherapy in non-grade 3 BCG recurrent NMIBC: A phase I-1I study. World J. Urol. 2016, 34,
189-195. [CrossRef] [PubMed]

Eturi, A.; Bhasin, A.; Zarrabi, K.K.; Tester, W]. Predictive and prognostic biomarkers and tumor antigens for targeted therapy in
urothelial carcinoma. Molecules 2024, 29, 1896. [CrossRef]

Hojeij, R.; Domingos-Pereira, S.; Nkosi, M.; Gharbi, D.; Derré, L.; Schiller, J.T.; Jichlinski, P.; Nardelli-Haefliger, D. Inmunogenic
human papillomavirus pseudovirus-mediated suicide-gene therapy for bladder cancer. Int. J. Mol. Sci. 2016, 17, 1125. [CrossRef]
Choi, S.Y,; Kim, M.; Kang, S.].; Choi, YYW.; Maeng, S.; Kim, S.-H.; Chang, I.H. Enhanced antitumor effect of the combination of
bacille calmette-guérin and an immune checkpoint inhibitor in bladder cancer-on-a-chip. BioChip J. 2023, 17, 496-506. [CrossRef]
Powles, T.; Assaf, Z.].; Davarpanah, N.; Banchereau, R.; Szabados, B.E.; Yuen, K.C.; Grivas, P.; Hussain, M.; Oudard, S.; Gschwend,
J.E.; et al. ctDNA guiding adjuvant immunotherapy in urothelial carcinoma. Nature 2021, 595, 432-437. [CrossRef]

Eckstein, M.; Strissel, P.; Strick, R.; Weyerer, V.; Wirtz, R.; Pfannstiel, C.; Wullweber, A.; Lange, F; Erben, P; Stoehr, R.; et al.
Cytotoxic T-cell-related gene expression signature predicts improved survival in muscle-invasive urothelial bladder cancer
patients after radical cystectomy and adjuvant chemotherapy. J. Immunother. Cancer 2020, 8, €000162. [CrossRef]

Pfannstiel, C.; Strissel, P.L.; Chiappinelli, K.B.; Sikic, D.; Wach, S.; Wirtz, R.M.; Wullweber, A.; Taubert, H.; Breyer, ].; Otto, W,;
et al. The tumor immune microenvironment drives a prognostic relevance that correlates with bladder cancer subtypes. Cancer
Immunol. Res. 2019, 7, 923-938. [CrossRef]

Ye, Y,; Kuang, X; Xie, Z.; Liang, L.; Zhang, Z.; Zhang, Y.; Ma, F.; Gao, Q.; Chang, R.; Lee, H.-H.; et al. Small-molecule MMP2/MMP9
inhibitor SB-3CT modulates tumor immune surveillance by regulating PD-L1. Genome Med. 2020, 12, 83. [CrossRef]

Galsky, M.D.; Saci, A.; Szabo, PM.; Han, G.C.; Grossfeld, G.; Collette, S.; Siefker-Radtke, A.; Necchi, A.; Sharma, P. Nivolumab in
patients with advanced platinum-resistant urothelial carcinoma: Efficacy, safety, and biomarker analyses with extended follow-up
from CheckMate 275. Clin. Cancer. Res. 2020, 26, 5120-5128. [CrossRef] [PubMed]

Hu, J.; Zhang, L.; Xia, H.; Yan, Y;; Zhu, X,; Sun, F; Sun, L.; Li, S,; Li, D.; Wang, J.; et al. Tumor microenvironment remodeling after
neoadjuvant immunotherapy in non-small cell lung cancer revealed by single-cell RNA sequencing. Genome Med. 2023, 15, 14.
[CrossRef]

Schneider, A K.; Chevalier, M.E,; Derré, L. The multifaceted immune regulation of bladder cancer. Nat. Rev. Urol. 2019, 16,
613-630. [CrossRef] [PubMed]

Han, H.S,; Jeong, S.; Kim, H.; Kim, H.-D.; Kim, A.R.; Kwon, M.; Park, S.-H.; Woo, C.G.; Kim, HK,; Lee, K.H.; et al. TOX-expressing
terminally exhausted tumor-infiltrating CD8+ T cells are reinvigorated by co-blockade of PD-1 and TIGIT in bladder cancer.
Cancer Lett. 2021, 499, 137-147. [CrossRef]

Sacher, A.G.; Paul, M.S,; Paige, C.J.; Ohashi, P.S. Cytotoxic CD4* T cells in bladder cancer—A new license to kill. Cancer Cell 2020,
38, 28-30. [CrossRef] [PubMed]

Yuan, H.; Mao, X,; Yan, Y,; Huang, R.; Zhang, Q.; Zeng, Y.; Bao, M,; Dai, Y.; Fang, B.; Mi, J.; et al. Single-cell sequencing reveals the
heterogeneity of B cells and tertiary lymphoid structures in muscle-invasive bladder cancer. J. Transl. Med. 2024, 22, 48. [CrossRef]
Wang, F; Zhang, G.; Xu, T.; Ma, J.; Wang, J.; Liu, S.; Tang, Y.; Jin, S.; Li, J.; Xing, N. High and selective cytotoxicity of ex vivo
expanded allogeneic human natural killer cells from peripheral blood against bladder cancer: Implications for natural killer cell
instillation after transurethral resection of bladder tumor. J. Exp. Clin. Cancer Res. 2024, 43, 24. [CrossRef]

Koll, FJ.; Banek, S.; Kluth, L.; Kollermann, J.; Bankov, K.; Chun, EK.-H.; Wild, PJ.; Weigert, A.; Reis, H. Tumor-associated
macrophages and Tregs influence and represent immune cell infiltration of muscle-invasive bladder cancer and predict prognosis.
J. Transl. Med. 2023, 21, 124. [CrossRef]

Wu, X.; Huang, Q.; Chen, X.; Zhang, B.; Liang, J.; Zhang, B. B cells and tertiary lymphoid structures in tumors: Immunity cycle,
clinical impact, and therapeutic applications. Theranostics 2025, 15, 605. [CrossRef] [PubMed]

Sanderson, E.; Glymour, M.M.; Holmes, M.V.; Kang, H.; Morrison, J.; Munafo, M.R.; Palmer, T.; Schooling, C.M.; Wallace, C;
Zhao, Q. Mendelian randomization. Nat. Rev. Methods Primers 2022, 2, 6. [CrossRef]

Smith, G.D.; Ebrahim, S. ‘Mendelian randomization”: Can genetic epidemiology contribute to understanding environmental
determinants of disease? Int. |. Epidemiol. 2003, 32, 1-22. [CrossRef]

Larsson, S.C.; Butterworth, A.S.; Burgess, S. Mendelian randomization for cardiovascular diseases: Principles and applications.
Eur. Heart J. 2023, 44, 4913-4924. [CrossRef] [PubMed]

Orru, V,; Steri, M.; Sidore, C.; Marongiu, M.; Serra, V.; Olla, S.; Sole, G.; Lai, S.; Dei, M.; Mulas, A.; et al. Complex genetic
signatures in immune cells underlie autoimmunity and inform therapy. Nat. Genet. 2020, 52, 1036-1045. [CrossRef]

Kurki, M.I; Karjalainen, J.; Palta, P; Sipild, T.P.; Kristiansson, K.; Donner, K.M.; Reeve, M.P,; Laivuori, H.; Aavikko, M.; Kaunisto,
M.A; et al. FinnGen provides genetic insights from a well-phenotyped isolated population. Nature 2023, 613, 508-518. [CrossRef]


https://doi.org/10.3390/ijms241612596
https://www.ncbi.nlm.nih.gov/pubmed/37628785
https://doi.org/10.1007/s00345-015-1595-3
https://www.ncbi.nlm.nih.gov/pubmed/26026818
https://doi.org/10.3390/molecules29081896
https://doi.org/10.3390/ijms17071125
https://doi.org/10.1007/s13206-023-00125-z
https://doi.org/10.1038/s41586-021-03642-9
https://doi.org/10.1136/jitc-2019-000162
https://doi.org/10.1158/2326-6066.CIR-18-0758
https://doi.org/10.1186/s13073-020-00780-z
https://doi.org/10.1158/1078-0432.CCR-19-4162
https://www.ncbi.nlm.nih.gov/pubmed/32532789
https://doi.org/10.1186/s13073-023-01164-9
https://doi.org/10.1038/s41585-019-0226-y
https://www.ncbi.nlm.nih.gov/pubmed/31501534
https://doi.org/10.1016/j.canlet.2020.11.035
https://doi.org/10.1016/j.ccell.2020.06.013
https://www.ncbi.nlm.nih.gov/pubmed/32663467
https://doi.org/10.1186/s12967-024-04860-1
https://doi.org/10.1186/s13046-024-02955-7
https://doi.org/10.1186/s12967-023-03949-3
https://doi.org/10.7150/thno.105423
https://www.ncbi.nlm.nih.gov/pubmed/39744696
https://doi.org/10.1038/s43586-021-00092-5
https://doi.org/10.1093/ije/dyg070
https://doi.org/10.1093/eurheartj/ehad736
https://www.ncbi.nlm.nih.gov/pubmed/37935836
https://doi.org/10.1038/s41588-020-0684-4
https://doi.org/10.1038/s41586-022-05473-8

Biomedicines 2025, 13, 1203 18 of 19

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.
43.

44.
45.

46.

47.

48.

49.

50.
51.

52.

Weinstein, ].N.; Collisson, E.A.; Mills, G.B.; Shaw, K.R.; Ozenberger, B.A.; Ellrott, K.; Shmulevich, I.; Sander, C.; Stuart, ].M. The
cancer genome atlas pan-cancer analysis project. Nat. Genet. 2013, 45, 1113-1120. [CrossRef] [PubMed]

Dyrskjot, L.; Kruhoffer, M.; Thykjaer, T.; Marcussen, N.; Jensen, J.L.; Meller, K.; Orntoft, T.F. Gene expression in the urinary
bladder: A common carcinoma in situ gene expression signature exists disregarding histopathological classification. Cancer Res.
2004, 64, 4040-4048. [CrossRef]

Kim, W.-].; Kim, E.-J; Kim, 5.-K.; Kim, Y.-].; Ha, Y.-S.; Jeong, P.; Kim, M.-].; Yun, S.-].; Lee, KM.; Moon, S.-K ; et al. Predictive value
of progression-related gene classifier in primary non-muscle invasive bladder cancer. Mol. Cancer 2010, 9, 3. [CrossRef]
Carithers, L.J.; Ardlie, K.; Barcus, M.; Branton, P.A.; Britton, A.; Buia, S.A.; Compton, C.C.; DeLuca, D.S.; Peter-Demchok, J.;
Gelfand, E.T; et al. A novel approach to high-quality postmortem tissue procurement: The GTEx project. Biopreserv. Biobank.
2015, 13, 311-319. [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] [PubMed]

Hemani, G.; Zheng, J.; Elsworth, B.; Wade, K.H.; Haberland, V.; Baird, D.; Laurin, C.; Burgess, S.; Bowden, J.; Langdon, R,;
et al. The MR-Base platform supports systematic causal inference across the human phenome. Elife 2018, 7, e34408. [CrossRef]
[PubMed]

Boehm, EJ.; Zhou, X. Statistical methods for Mendelian randomization in genome-wide association studies: A review. Comput.
Struct. Biotechnol. |. 2022, 20, 2338-2351. [CrossRef]

Davies, N.M.; Holmes, M.V.; Davey Smith, G. Reading Mendelian randomisation studies: A guide, glossary, and checklist for
clinicians. BMJ 2018, 362, k601. [CrossRef] [PubMed]

Kolberg, L.; Raudvere, U.; Kuzmin, I.; Adler, P; Vilo, J.; Peterson, H. g:Profiler-interoperable web service for functional enrichment
analysis and gene identifier mapping (2023 update). Nucleic Acids Res. 2023, 51, W207-W212. [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]

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]

Szklarczyk, D.; Kirsch, R.; Koutrouli, M.; Nastou, K.; Mehryary, F; Hachilif, R.; Gable, A.L.; Fang, T.; Doncheva, N.T; Pyysalo, S.;
et al. The STRING database in 2023: Protein-protein association networks and functional enrichment analyses for any sequenced
genome of interest. Nucleic Acids Res. 2023, 51, D638-D646. [CrossRef]

Otasek, D.; Morris, J.H.; Bougas, J.; Pico, A.R.; Demchak, B. Cytoscape Automation: Empowering workflow-based network
analysis. Genome Biol. 2019, 20, 185. [CrossRef]

Ye, Z.; Deng, X.; Zhang, J.; Shao, R.; Song, C.; Zhao, ].; Tang, H. Causal relationship between immune cells and prostate cancer: A
Mendelian randomization study. Front. Cell Dev. Biol. 2024, 12, 1381920. [CrossRef]

Sarvaria, A.; Madrigal, J.A.; Saudemont, A. B cell regulation in cancer and anti-tumor immunity. Cell. Mol. Immunol. 2017, 14,
662-674. [CrossRef] [PubMed]

Horii, M.; Matsushita, T. Regulatory B cells and T cell Regulation in Cancer. J. Mol. Biol. 2021, 433, 166685. [CrossRef]
Tokunaga, R.; Naseem, M.; Lo, ].H.; Battaglin, F,; Soni, S.; Puccini, A.; Berger, M.D.; Zhang, W.; Baba, H.; Lenz, H.]. B cell and B
cell-related pathways for novel cancer treatments. Cancer Treat. Rev. 2019, 73, 10-19. [CrossRef] [PubMed]

Carter, R H.; Barrington, R.A. Signaling by the CD19/CD21 complex on B cells. Curr. Dir. Autoimmun. 2004, 7, 4-32.

Carter, R.H.; Wang, Y.; Brooks, S. Role of CD19 signal transduction in B cell biology. Immunol. Res. 2002, 26, 45-54. [CrossRef]
[PubMed]

Ishiura, N.; Nakashima, H.; Watanabe, R.; Kuwano, Y.; Adachi, T.; Takahashi, Y.; Tsubata, T.; Okochi, H.; Tamaki, K.; Tedder, T.F,;
et al. Differential phosphorylation of functional tyrosines in CD19 modulates B-lymphocyte activation. Eur. J. Immunol. 2010, 40,
1192-1204. [CrossRef]

Jiang, Q.; Fu, Q.; Chang, Y.; Liu, Z.; Zhang, J.; Xu, L.; Zhu, Y.; Wang, Y.; Zhang, W.; Xu, ]. CD19(*) tumor-infiltrating B-cells prime
CD4(*) T-cell immunity and predict platinum-based chemotherapy efficacy in muscle-invasive bladder cancer. Cancer Immunol.
Immunother. 2019, 68, 45-56. [CrossRef]

Forsthuber, T.G.; Cimbora, D.M.; Ratchford, ].N.; Katz, E.; Stiive, O. B cell-based therapies in CNS autoimmunity: Differentiating
CD19 and CD20 as therapeutic targets. Ther. Adv. Neurol. Disord. 2018, 11, 1756286418761697. [CrossRef]

Semeniuk-Wojtas, A.; Modzelewska, M.; Poddebniak-Strama, K.; Kotaczynska, S.; Lubas, A.; Gérnicka, B.; Jakieta, A.; Stec, R.
CD4, CD20 and PD-L1 as Markers of Recurrence in Non-Muscle-Invasive Bladder Cancer. Cancers 2023, 15, 5529. [CrossRef]
Kang, J.H.; Zappasodi, R. Modulating Treg stability to improve cancer immunotherapy. Trends Cancer 2023, 9, 911-927. [CrossRef]
Dominguez-Villar, M.; Baecher-Allan, C.M.; Hafler, D.A. Identification of T helper type 1-like, Foxp3* regulatory T cells in human
autoimmune disease. Nat. Med. 2011, 17, 673-675. [CrossRef]

Addey, C.; White, M.; Dou, L.; Coe, D.; Dyson, J.; Chai, ].G. Functional plasticity of antigen-specific regulatory T cells in context of
tumor. J. Immunol. 2011, 186, 4557-4564. [CrossRef] [PubMed]


https://doi.org/10.1038/ng.2764
https://www.ncbi.nlm.nih.gov/pubmed/24071849
https://doi.org/10.1158/0008-5472.CAN-03-3620
https://doi.org/10.1186/1476-4598-9-3
https://doi.org/10.1089/bio.2015.0032
https://doi.org/10.1093/bioinformatics/bts034
https://www.ncbi.nlm.nih.gov/pubmed/22257669
https://doi.org/10.7554/eLife.34408
https://www.ncbi.nlm.nih.gov/pubmed/29846171
https://doi.org/10.1016/j.csbj.2022.05.015
https://doi.org/10.1136/bmj.k601
https://www.ncbi.nlm.nih.gov/pubmed/30002074
https://doi.org/10.1093/nar/gkad347
https://doi.org/10.1038/nmeth.3337
https://doi.org/10.1089/omi.2011.0118
https://doi.org/10.1093/nar/gkac1000
https://doi.org/10.1186/s13059-019-1758-4
https://doi.org/10.3389/fcell.2024.1381920
https://doi.org/10.1038/cmi.2017.35
https://www.ncbi.nlm.nih.gov/pubmed/28626234
https://doi.org/10.1016/j.jmb.2020.10.019
https://doi.org/10.1016/j.ctrv.2018.12.001
https://www.ncbi.nlm.nih.gov/pubmed/30551036
https://doi.org/10.1385/IR:26:1-3:045
https://www.ncbi.nlm.nih.gov/pubmed/12403344
https://doi.org/10.1002/eji.200939848
https://doi.org/10.1007/s00262-018-2250-9
https://doi.org/10.1177/1756286418761697
https://doi.org/10.3390/cancers15235529
https://doi.org/10.1016/j.trecan.2023.07.015
https://doi.org/10.1038/nm.2389
https://doi.org/10.4049/jimmunol.1003797
https://www.ncbi.nlm.nih.gov/pubmed/21389255

Biomedicines 2025, 13, 1203 19 of 19

53.
54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.
66.

67.

68.

69.

70.

Blinova, V.G.; Zhdanov, D.D. Many Faces of Regulatory T Cells: Heterogeneity or Plasticity? Cells 2024, 13, 959. [CrossRef]
Ziegler-Heitbrock, L.; Ancuta, P; Crowe, S.; Dalod, M.; Grau, V.; Hart, D.N.; Leenen, PJ.; Liu, Y.J.; MacPherson, G.; Randolph, G ] ;
et al. Nomenclature of monocytes and dendritic cells in blood. Blood 2010, 116, e74—e80. [CrossRef]

Ugel, S.; Cane, S.; De Sanctis, F.; Bronte, V. Monocytes in the Tumor Microenvironment. Annu. Rev. Pathol. 2021, 16, 93-122.
[CrossRef] [PubMed]

Twohig, ].P.; Cardus Figueras, A.; Andrews, R.; Wiede, F.; Cossins, B.C.; Derrac Soria, A.; Lewis, M.].; Townsend, M.].; Millrine, D.;
Li, J.; et al. Activation of naive CD4(*) T cells re-tunes STAT1 signaling to deliver unique cytokine responses in memory CD4(*) T
cells. Nat. Immunol. 2019, 20, 458-470. [CrossRef] [PubMed]

Hung, K.; Hayashi, R.; Lafond-Walker, A.; Lowenstein, C.; Pardoll, D.; Levitsky, H. The central role of CD4(*) T cells in the
antitumor immune response. |. Exp. Med. 1998, 188, 2357-2368. [CrossRef]

Sun, X.; Zhang, Q.; Shu, P;; Lin, X.; Gao, X.; Shen, K. COLEC12 Promotes Tumor Progression and Is Correlated With Poor
Prognosis in Gastric Cancer. Technol. Cancer Res. Treat. 2023, 22, 15330338231218163. [CrossRef]

Li, G.Z.; Deng, J.E; Qi, Y.Z,; Liu, R,; Liu, Z.X. COLEC12 regulates apoptosis of osteosarcoma through Toll-like receptor 4-activated
inflammation. J. Clin. Lab. Anal. 2020, 34, €23469. [CrossRef]

Zhang, C.; Kho, Y.S.; Wang, Z.; Chiang, Y.T.; Ng, G.K.; Shaw, P.C.; Wang, Y.; Qi, R.Z. Transmembrane and coiled-coil domain
family 1 is a novel protein of the endoplasmic reticulum. PLoS ONE 2014, 9, e85206. [CrossRef]

Hoyer, M.].; Chitwood, PJ.; Ebmeier, C.C.; Striepen, J.E; Qi, R.Z.; Old, W.M.; Voeltz, G.K. A Novel Class of ER Membrane Proteins
Regulates ER-Associated Endosome Fission. Cell 2018, 175, 254-265.e14. [CrossRef] [PubMed]

Yang, C.; Yang, Y.; Wang, W.; Zhou, W.; Zhang, X.; Xiao, Y.; Zhang, H. CEP55 3/-UTR promotes epithelial-mesenchymal transition
and enhances tumorigenicity of bladder cancer cells by acting as a ceRNA regulating miR-497-5p. Cell. Oncol. 2022, 45, 1217-1236.
[CrossRef] [PubMed]

Koistinen, H.; Kovanen, R.M.; Hollenberg, M.D.; Dufour, A.; Radisky, E.S.; Stenman, U.H.; Batra, J.; Clements, ].; Hooper, ].D.;
Diamandis, E.; et al. The roles of proteases in prostate cancer. IUBMB Life 2023, 75, 493-513. [CrossRef]

Lawrence, M.G,; Lai, J.; Clements, J.A. Kallikreins on steroids: Structure, function, and hormonal regulation of prostate-specific
antigen and the extended kallikrein locus. Endocr. Rev. 2010, 31, 407-446. [CrossRef]

Li, P; Chen, J.; Miyamoto, H. Androgen Receptor Signaling in Bladder Cancer. Cancers 2017, 9, 20. [CrossRef] [PubMed]

Dai, C.; Heemers, H.; Sharifi, N. Androgen Signaling in Prostate Cancer. Cold Spring Harb. Perspect. Med. 2017, 7, a030452.
[CrossRef]

Shinoda, Y.; Kozaki, K.; Imoto, I.; Obara, W.; Tsuda, H.; Mizutani, Y.; Shuin, T.; Fujioka, T.; Miki, T.; Inazawa, J. Association of
KLKb5 overexpression with invasiveness of urinary bladder carcinoma cells. Cancer Sci. 2007, 98, 1078-1086. [CrossRef]

Tokas, T.; Avgeris, M.; Alamanis, C.; Scorilas, A.; Stravodimos, K.G.; Constantinides, C.A. Downregulated KLK13 expression
in bladder cancer highlights tumor aggressiveness and unfavorable patients’ prognosis. . Cancer Res. Clin. Oncol. 2017, 143,
521-532. [CrossRef]

Miyake, M.; Hori, S.; Morizawa, Y.; Tatsumi, Y.; Toritsuka, M.; Ohnishi, S.; Shimada, K.; Furuya, H.; Khadka, V.S.; Deng, Y.; et al.
Collagen type IV alpha 1 (COL4A1) and collagen type XIII alpha 1 (COL13A1) produced in cancer cells promote tumor budding
at the invasion front in human urothelial carcinoma of the bladder. Oncotarget 2017, 8, 36099-36114. [CrossRef]

Miyake, M.; Morizawa, Y.; Hori, S.; Tatsumi, Y.; Onishi, S.; Owari, T.; lida, K.; Onishi, K.; Gotoh, D.; Nakai, Y.; et al. Diagnostic
and prognostic role of urinary collagens in primary human bladder cancer. Cancer Sci. 2017, 108, 2221-2228. [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/10.3390/cells13110959
https://doi.org/10.1182/blood-2010-02-258558
https://doi.org/10.1146/annurev-pathmechdis-012418-013058
https://www.ncbi.nlm.nih.gov/pubmed/33497262
https://doi.org/10.1038/s41590-019-0350-0
https://www.ncbi.nlm.nih.gov/pubmed/30890796
https://doi.org/10.1084/jem.188.12.2357
https://doi.org/10.1177/15330338231218163
https://doi.org/10.1002/jcla.23469
https://doi.org/10.1371/journal.pone.0085206
https://doi.org/10.1016/j.cell.2018.08.030
https://www.ncbi.nlm.nih.gov/pubmed/30220460
https://doi.org/10.1007/s13402-022-00712-6
https://www.ncbi.nlm.nih.gov/pubmed/36374443
https://doi.org/10.1002/iub.2700
https://doi.org/10.1210/er.2009-0034
https://doi.org/10.3390/cancers9020020
https://www.ncbi.nlm.nih.gov/pubmed/28241422
https://doi.org/10.1101/cshperspect.a030452
https://doi.org/10.1111/j.1349-7006.2007.00495.x
https://doi.org/10.1007/s00432-016-2301-6
https://doi.org/10.18632/oncotarget.16432
https://doi.org/10.1111/cas.13384

	Introduction 
	Materials and Methods 
	Data Sources 
	Batch Effect Removal 
	Mendelian Randomization Analysis 
	Reverse Mendelian Randomization Analysis 
	Profiling of Differentially Expressed Genes 
	Immune Cells Infiltration 
	GO/KEGG Enrichment Analysis 
	Construction of the Protein–Protein Interaction Network 
	Machine Learning Algorithms 
	Statistical Analysis 

	Results 
	Study Design 
	Estimating the Causal Impact of Immune Cells on Bladder Cancer 
	Estimating the Causal Impact of Bladder Cancer on Immune Cells 
	Identification of iDEGs in Bladder Cancer 
	Evaluation of Immune Infiltration Patterns 
	Gene Ontology and Pathway Enrichment Analysis 
	PPI Network Construction 
	Selection of Machine Learning Models and Diagnosis Efficacy 

	Discussion 
	Conclusions 
	References

