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Background: High transcription levels are essential for cancer cells to maintain their malignant phenotype. While RNA polymerases
(POLRs) have been implicated in various transcriptional mechanisms, their impact on the tumor microenvironment (TME) remains
poorly understood.

Methods: We analyzed publicly available pan-cancer cohorts to evaluate the expression and genomic alterations of POLRs. Focusing
on head and neck squamous cell carcinoma (HNSC), we integrated bulk RNA sequencing, single-cell, and spatial transcriptome data to
identify POLR2C expression patterns and its potential regulation by Yin Yang 1 (YY1). In vitro and in vivo experiments were
conducted to validate the functional role of the YY1-POLR2C axis in cancer proliferation and immune modulation.

Results: POLRs were found to be aberrantly expressed in cancers and associated with genomic alterations. In HNSC, POLR up-
regulation was linked to poor prognostic features. POLR2C was significantly up-regulated in malignant cells, and its expression
appeared to be transcriptionally regulated by YY1. Functional studies demonstrated that the YY1-POLR2C axis drives cell-cycle
dysregulation and malignant proliferation in HNSC. Additionally, high POLR expression negatively correlated with immune cell
infiltration and facilitated immune evasion. Mechanistically, POLRs mediated frequent interactions between malignant and immune
cells, potentially contributing to resistance to immunotherapy.

Conclusion: This study highlights the dual role of POLRs in promoting malignant proliferation and shaping an immunosuppressive
TME. POLR2C, regulated by YY1, emerges as a critical mediator in HNSC and a promising target for precision therapies.
Keywords: head and neck squamous cell carcinoma, RNA polymerases, multi-omics analysis, immunosuppression, YY1 transcription

factor, tumor microenvironment

Introduction

Head and neck squamous cell carcinoma (HNSC) originates in the squamous cells, which are the thin, flat cells lining the
moist surfaces of the head and neck.' These areas include the oral cavity, larynx (voice box), pharynx (throat), sinuses,
and nasal cavity. HNSC is a highly aggressive cancer, with treatment and prognosis varying based on the stage, location,
and other factors.”

RNA polymerases (POLRs) are pivotal enzymes in various biological systems, crucial for the transcription process.
They catalyze RNA synthesis from DNA or RNA templates.> Discovered in the 1960s by Samuel Weiss and Jacques
Monod, POLRs have been a major focus of molecular biology research.” The fundamental characteristic of POLRSs lies in
its ability to recognize and bind to specific DNA or RNA sequences, known as promoters, initiating the transcription
process. The enzymes then synthesize an RNA strand complementary to the template strand.” The structures of POLRs
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vary among organisms and typically comprises multiple protein subunits that function cooperatively.®’ In summary,
POLRs are crucial enzymes in the transcription machinery of all living organisms. Their ability to synthesize RNA from
genetic templates is fundamental to gene expression and cellular process regulation.®

In cancer, the abnormal activation or suppression of certain genes drives tumor growth, progression, and metastasis.’
POLRs, due to their role in transcribing genetic information into RNA, are intricately linked to this deregulation. Altered
expression or mutant forms of POLRs can contribute to cancer development by affecting the transcription of oncogenes,
which promote tumor growth, or tumor suppressor genes, which inhibit tumor growth.'® Importantly, POLRs facilitate
the transcription of key cell cycle regulatory genes, such as Cyclin D1 and Cyclin E1, driving cancer cells from the G1 to
the S phase and accelerating cell division. Additionally, by downregulating tumor suppressor genes like p53 and p21,
POLRs further impair cell cycle checkpoints, allowing cancer cells to evade growth control.

In this study, we analyzed the gene expression features of 34 POLRs in pan-cancer datasets, comparing normal and
tumor tissues. Our findings revealed that genetic alterations, including mutations, DNA methylation, and copy number
variations, significantly affect POLR expression. Focusing on HNSC, we identified POLRs as prognostic biomarkers in
multiple independent publicly available datasets. Single-cell and spatial transcriptomics provided clear evidence that
POLRs are associated with cell-cycle dysregulation. Further in vivo and in vitro experiments confirmed that the YY1-
POLR2C axis stimulates cancer cell proliferation by promoting cell-cycle progression. Additionally, we established that
high POLR expression may reduce immune infiltration and is linked to MIF signaling between cancer cells and T cells.

Materials and Methods

Supplementary material includes detailed information on all of the reagents and antibodies used in this investigation

(Table S1). Antibody concentrations were employed as recommended by manufacturers or based on previous studies.

Public Bulk Datasets and Corresponding Processing

For the pan-cancer data in the Cancer Genome Atlas (TCGA), analyses were conducted using the Gene Set Cancer
Analysis (GSCA) web tool.'" For the HNSC data, which included TCGA-HNSC and four Gene Expression Omnibus
(GEO) datasets,'> we utilized the Biomarker Exploration of Solid Tumors (BEST) database'® to assign each HNSC
sample a POLR score through built-in gene set variation analysis (GSVA).'* Subsequent analyses included clinical
correlation analysis, functional enrichment, and immune estimation. Additionally, pathology image data were down-

loaded from the Genomic Data Commons (GDC) portal.'

Machine Learning

For key gene selection, we constructed a machine learning-based integration model from transcriptomic data (TCGA-HNSC)
using the “Mime” package.'® The tool integrates multiple algorithms from traditional regression, machine learning and deep
learning.

scRNA-Seq Data Analyses
The single-cell RNA-seq (scRNA-seq) data used in this study, including GSE103322 (HNSC), GSE172577 (oral
squamous carcinoma, OSCC), and GSE150321 (laryngeal squamous carcinoma, LSCC), were obtained from the
Tumor Immune Single Cell Hub (TISCH).'” We utilized the uniform manifold approximation and projection (UMAP)
coordinates and cell annotation information provided by TISCH without additional processing. Basic visualization was
performed using the “SCpubr” package, with all parameters set to default.'®

Based on POLR information from the HUGO web tool, we scored all cells using the “AUCell” package.'® Higher
AUC values indicate higher levels of POLR expression in the cells. The median level was set as the threshold; cells with
AUC values above the threshold were defined as the high-POLR group, while those below were defined as the low-
POLR group. To compare the differences in communication networks between these groups, we used the inbuilt ligand

and receptor information from the “CellChat” package and performed relevant visualizations.?*'

3068 https: Journal of Inflammation Research 2025:18


https://www.dovepress.com/get_supplementary_file.php?f=496748.docx
https://www.dovepress.com/get_supplementary_file.php?f=496748.docx

Gu et al

Spatial Transcriptome (ST) Analysis

ST analyses were conducted on the Spatial TME online website.*

Tissue Collection and Immunohistochemical Staining (IHC)

Cancer and paracancerous tissues were extracted from the initial diagnostic biopsy. The patients had not undergone
chemotherapy, radiation, or any other anticancer treatments. The ethics committee of the Affiliated Hospital of Nanjing
University of Chinese Medicine approved the study protocol, and informed consent was obtained from both physicians and
patients for the use of tissues in research (Ethics approval number: 2022NL-162-02). The tissues were embedded in paraffin,
sliced, and mounted onto slides. IHC was conducted according to a standardized protocol.>* The IHC score, also known as the
H-score, was calculated as previously described.* Two pathologists independently performed the pathological diagnosis.

Cell Culture

The human tongue squamous carcinoma cell line CAL-27 (CL-0265) and the human pharynx squamous cancer cell line
FaDu (CL-0083) were obtained from Wuhan Pu-nuo-sai Life Technology Co. Ltd. (Wuhan, China). These cell lines were
cultured in Dulbecco’s modified Eagle medium (DMEM) supplemented with 10% fetal bovine serum (FBS) at 37°C in
a 5% CO, atmosphere. The identities of these cell lines were verified through short tandem repeat (STR) profiling.

Lentiviral Vector and Plasmid Construction and Transfection

All plasmids and lentiviruses were designed and manufactured by GeneChem. Detailed information on the creation of
various plasmids, as well as the production of lentiviruses and plasmids, is provided in Table S2. The transfection process
was carried out according to the manufacturer’s instructions. The accuracy of transduction, knockdown, and overexpression
was assessed via Western blotting (WB) (Figure SIA-B). The protocol with the highest transfection efficacy was selected.

Western Blot Assay

The WB assay was conducted according to previously established protocols.”> Cell lysis was performed using radio-
immunoprecipitation (RIPA) buffer to extract proteins, which were then quantified using the Bradford assay.”® Each
sample was subjected to sodium dodecyl-sulphate polyacrylamide gel electrophoresis (SDS-PAGE) (10% or 15%) to
isolate approximately 20 pg of protein, which was then transferred onto a PVDF membrane. The membrane was blocked
with 5% bovine serum albumin (BSA), incubated with specific primary antibodies overnight at 4°C, washed three times
with Tris-buffered saline + Tween-20 (0.05%), and subsequently incubated with corresponding secondary antibodies. -
actin and GAPDH served as internal controls.

Luciferase Reporter Assay

Luciferase reporter assay was performed as previously described.?” The luciferase reporter assay was conducted using the
Dual-Luciferase Reporter Assay System (Promega). Cells were co-transfected with firefly luciferase reporter plasmids
and Renilla luciferase plasmids as an internal control. After 48 hours of transfection, cells were lysed, and luciferase
activity was measured using the dual luciferase assay kit. The assay involved the sequential addition of the Luciferase
Assay Reagent II (LAR II) to measure firefly luciferase activity, followed by the Stop & Glo Reagent to measure Renilla
luciferase activity. Luminescence was detected using a microplate luminometer. The firefly luciferase activity was
normalized to the Renilla luciferase activity to control for transfection efficiency.

Colony Formation Assays

We seeded 500 CAL-27 and FaDu cells in 6-well plates with POLR2C overexpression (oe-POLR2C), POLR2C over-
expression combined with YY1 knockdown (oe-POLR2C+si-Y Y1), negative control plasmid (NC), and control. The cells
were incubated for approximately 14 days. After incubation, the cells were stained with 0.5% crystal violet for 10 minutes at
room temperature (20-25 °C). The colonies were then counted under a stereomicroscope (SMZ-2T, Nikon, Tokyo, Japan).

Journal of Inflammation Research 2025:18 hetps: 3069


https://www.dovepress.com/get_supplementary_file.php?f=496748.docx
https://www.dovepress.com/get_supplementary_file.php?f=496748.docx
https://www.dovepress.com/get_supplementary_file.php?f=496748.docx

Gu et al

TUNEL Staining Analysis

The TUNEL staining kit was used to perform the TUNEL assay, following standard techniques.”® CAL-27 and FaDu cells were
seeded at a density of 5 x 10"5 cells per 60-mm plate using cell-climbing slices. After 48 hours of transfection with various
plasmids, the cells were stained using the TUNEL assay. Cancer samples were preserved and processed using standard
histopathology methods.?” Tissue sections or cell slices were treated in the dark with a TDT enzyme at 37 °C for one hour.
Following this, they were rinsed with buffer to stop the reaction and then stained with DAPI. TUNEL-negative (blue) and
TUNEL-positive (yellow) cells were observed using a fluorescent microscope (Olympus CKX-41, Japan) at X200 magnification.

The Xenograft Tumor Model

The in vivo experiments were approved by the animal ethics committee of the Affiliated Hospital of Nanjing University of
Chinese Medicine (Approval No. 2024DW-033-01). This study adhered to the Animal Research: Reporting of In Vivo
Experiments (ARRIVE) guidelines. Male BALB/c nude mice (4 weeks old, 18-22 g) were purchased from Zhejiang Weitong
Lihua Experimental Animal Technology Co., Ltd. (Certificate No. SYXK2019-0010). FaDu cells (5 x 10°) were injected
subcutaneously into the right armpit of each mouse. The cells were stably transfected with oe-POLR2C, 0e-POLR2C+si-YY1,
NC, or a control group. Six mice were used in each experimental group. Tumor presence was detected 7 days post-injection.
Tumor dimensions (largest and smallest diameters) were measured bi-weekly. On day 28, the mice were euthanized with CO, in
accordance with the American Veterinary Medical Association’s (AVMA) Guidelines for Humane Animal Euthanasia. Tumor
volumes were calculated using the formula V = 1/2ab” (where “a” and “b” denote tumor length and width in mm), and growth
curves were generated.

Isolation of Human Peripheral Blood T Cells

T cells were isolated from the peripheral blood of newly diagnosed HNSC patients who had not undergone radiotherapy
or chemotherapy. The process involved the following steps: first, peripheral blood mononuclear cells (PBMCs) were
separated using Ficoll density gradient centrifugation; subsequently, CD3+ T cells were isolated from PBMCs using
magnetic bead sorting according to the manufacturer’s instructions; finally, the purity of the sorted T cells was assessed,
confirming a purity of over 95% (as shown in Figure S2). This method ensured the acquisition of highly pure T cells for
subsequent functional and phenotypic studies.

Immunofluorescence

Cells were seeded onto glass slides in 24-well culture plates. After indicated treatment, cells were fixed with formalde-
hyde (4%) and permeabilized with 0.3% Triton X-100. The slides were then washed by PBS and incubated with primary
antibodies overnight. Next, the slides were stained with appropriate secondary antibodies and 4, 6-diamidino-2-pheny-
lindole (DAPI).

The tyramide signal amplification (TSA) system was employed to evaluate cancer samples via multicolor immunofluores-
cence. Briefly, the tissue specimens were sectioned, dewaxed, rehydrated, and subjected to hydrogen peroxide (H,0O,) treatment
for heat-induced epitope retrieval (HIER). They were then blocked with 3% bovine serum albumin (BSA) to prevent nonspecific
interactions. Following this, the samples were labeled with primary antibodies and incubated with horseradish peroxidase (HRP)-
conjugated anti-rabbit secondary antibodies and fluorescent tyramide. Subsequently, the sections underwent additional HIER,
BSA blocking, and antibody staining. Finally, the nuclei were counterstained with DAPI and visualized using a fluorescence
microscope (Nikon, DS-Qi1MC, Tokyo, Japan).

Results
Pan-Cancer Analysis of POLR Subunits

We obtained data on 34 RNA polymerase (POLR) subunit-coding genes from the Hugo Gene Nomenclature Committee
(HUGO) database.*® The 34 genes are POLRIA, POLRIB, POLRIC, POLRID, POLRIE, POLRIF, POLRIG, POLRIH,
POLR24, POLR2B, POLR2C, POLR2D, POLR2E, POLR2F, POLR2G, POLR2H, POLR2I, POLR2J, POLR2J2,
POLR2J3, POLR2K, POLR2L, POLR2M, POLR3A4, POLR3B, POLR3C, POLR3D, POLR3E, POLR3F, POLR3G,
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POLR3GL, POLR3H, CRCP, and POLR3K. We first generated a network diagram using the Network Analyst tool to
illustrate the interactions between POLRs and related molecules (Figure S3). To determine the association between
POLRs and the prognosis of cancer patients, we created two heatmaps showing overall survival (OS) and progression-
free interval (PFI). As depicted in Figures 1A-B, high expression levels of POLRs were unfavorable prognostic factors in
most tumors, except for bile duct cancer (CHOL), large B-cell lymphoma (DLBC), kidney clear cell carcinoma (KIRC),
thymoma (THYM), and endometrioid cancer (UCEC). Next, we performed GSVA to convert the transcript levels of the
POLR genes into enrichment scores, and employed the Wilcoxon test to compare POLR differences across 14 different
cancer types (each containing more than 10 paired tumor and normal samples). The results indicated that POLRs were
significantly up-regulated in a wide range of cancers (Figure 1C). Additionally, we analyzed POLR expression
differences in cases with various pathological stages within the pan-cancer cohort and identified predominantly positive
correlations (Figure 1D). These findings suggest that POLRs are hyperactivated in cancer and may contribute to disease
progression. To further investigate the cause of POLR transcriptional dysregulation, we analyzed single nucleotide
variations (SNVs) and copy number variants (CNVs) in the TCGA pan-cancer data. For SNVs, POLRIA, POLR2A,
POLR2B, POLR3B, and POLR3A4 were found to be frequently mutated in UCEC and SKCM (Figure 1E). Among the
1271 patients analyzed, 982 (77.26%) exhibited at least one mutation (Figure 1F). POLR2A4 exhibited the highest
mutation frequency (19%), followed by POLRIA (18%) and POLR2B (15%). Missense mutations were the most
common mutation type, with melanoma (TCGA-SKCM) being the most frequently mutating cancer type (Figure 1F).
Our results suggested that SNV may be a factor causing abnormal POLR expression in cancer. Other studies also
reported frequent mutations of POLR genes.?' Next, we investigated the copy number variation (CNV) events of POLRs
in pan-cancer. Individual POLR displayed a cancer type-dependent pattern of amplification or deletion. We found that the
CNV events of 34 POLRs in pan-cancer varied considerably, with heterozygous amplifications and deletions being the
most common (Figure S4A). Conversely, homozygous CNV events were less prevalent (Figure S4B and Figure 1G). We
then confirmed that CNV is an important factor that can potentially affect the expression of POLRs. As shown in
Figure 1H, CNV and mRNA expression levels were positively correlated in most cancer types, especially in breast cancer
(BRCA). Additionally, we observed that the level of POLR gene methylation was negatively correlated with mRNA
expression levels in most cancers (Figure S5). Hence, POLRs exhibit overall hyperactivation in cancer, and this
dysregulation is closely related to genetic variation.

RNA Polymerase Il Subunit C (POLR2C) Is up-Regulated in HNSC Tissues and

Correlates With Clinical Features

In this study, we focused on the significance of POLRs in HNSC. To ensure the reliability of our findings, we included
five independent HNSC datasets: E MTAB_ 8588, GSE117973, GSE65858, GSE75538, and TCGA-HNSC. The POLR
scores for each sample were calculated using GSVA (Figure 2A). In the TCGA-HNSC dataset, we observed that POLRs
were associated with tissue type, tissue grade, and N stage (Figure 2B). Data from E MTAB 8588 and GSE75538 also
indicated that POLRs were up-regulated in cancer tissues, although these differences were not statistically significant
(Figure 2B). Further survival analysis revealed that POLRs, as a group, were significant unfavorable prognostic factors
for HNSC in the TCGA dataset, affecting OS, Disease-Free Survival (DFS), Disease-Specific Survival (DSS), and
Progression-Free Survival (PFS) (Figures 2C-D). More importantly, nearly all POLRs were found to be unfavorable for
HNSC prognosis (OS and DSS, HR > 1) (Table 1). These results underscore the potential pro-tumorigenic function of
POLRs in HNSC.

To facilitate subsequent specific analysis, we aimed to identify a representative molecule from the POLRs to focus on in
our study. Friends analysis for POLRs showed that RNA Polymerase II Subunit J3 (POLR2.J3), RNA Polymerase II Subunit
J2 (POLR2J2), and POLR2C had relatively strong correlations with other POLRs, indicating their potential importance in
POLR-related functions (Figure 2E, black box). Further screening using multiple machine learning approaches identified
POLRID, POLR2C, and POLR3H as the genes most strongly associated with HNSC survival (Figure 2F and G, black box).
Therefore, we selected POLR2C (the intersecting gene) for follow-up studies. Figures 2H-J illustrate the correlation
between POLR2C expression and prognosis outcomes in HNSC patients. High POLR2C expression was associated with
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Figure | Analysis of RNA polymerases (POLRs) expression and prognosis in pan-cancer. (A and B) Pan-cancer survival analysis of the POLR subunits-coding genes, including overall
survival (OS) (A), progression-free interval (PFl) (B). The blue and red colors respectively indicate whether high expression of a gene was “pro-survival” or “anti-survival” based on the
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negligible overall gene expression in that cancer subtype. (C) Differences of POLR expression (gene set variation analysis, GSVA score) between tumor and normal tissues in The Cancer
Genome Atlas (TCGA)-pan-cancer samples. The Kruskal-WValli’s test was conducted. (D) The expressions of POLRs in different clinical stages (I-IV) were analyzed in pan-cancer. Red
represents an uptrend and blue represents a down trend. (E) The heatmap inferred the genetic relationship using single-nucleotide variations (SNV) data from The Cancer Genome Atlas
(TCGA) pan-cancer database. The darker the color, the higher the percentage in the sample. (F) The waterfall diagram shows the somatic mutations of the 10 POLR molecules with the
highest mutation frequency using pan-cancer analysis. 77.26% is the proportion of 982 samples with at least one mutation of the top 10 genes among 1271 samples with at least one
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with at least one mutation among the 34 POLR molecules. (G) Copy number variation (CNV) pie charts show the heterozygous/homozygous CNV for each gene in each cancer for this
combination. (H) The bubble chart shows the correlation between CNV and mRNA expression level. Red indicates a positive correlation; blue indicates a negative correlation. The
deeper color indicates a larger correlation index. The bubble size indicates the false discovery rate (FDR). ***P < 0.001.
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unfavorable OS (P = 0.003), DSS (P = 0.003), and PFI (P = 0.008). Subcellular localization studies showed that POLR2C
protein is predominantly located in the nucleoplasm and cytosol (Figure 2K). IF staining from the Human Protein Atlas
(HPA) demonstrated that POLR2C co-localized with microtubules and the nucleus, suggesting a potential role in cell
division (Figure 2L).

Additionally, IHC results from HPA showed no significant differences in POLR2C staining between normal and
tumor tissues (Figure 2M), which was inconsistent with the transcriptomic results (Figure 2N, TCGA-HNSC). We also
examined POLR2C gene expression across different clinical parameters of HNSC cases in the TCGA cohort. As shown
in Figures 20-Q, the high-expression was found to be associated with advanced tumor stage and poor tumor
differentiation.

Considering the limitations of public data, we subsequently analyzed the IHC staining data and associated clinical
information of 20 hNSC cases (10 OSCC cases and 10 LSCC cases) from Jiangsu Province Hospital of Chinese
Medicine (Figure 2R and Table 2). The results showed that the expression of POLR2C did not significantly differ
among the different cancer types but was significantly higher in cancer tissues compared to paracancerous tissues
(Figures 2S, P < 0.001). Additionally, we analyzed the expression of POLR2C in different pathological subgroups and
confirmed that high POLR2C expression was associated with advanced stage (P < 0.05).
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Figure 2 RNA polymerase Il subunit C (POLR2C) is up-regulated in HNSC tissues and correlated with clinical features. (A) The box plots show the scores of all POLR
subunits quantified by the GSAV method across the five publicly available head and neck squamous cell carcinoma (HNSC) datasets. (B) Correlations between POLR levels
and clinical parameters in five public HNSC datasets. (C) The forest plot shows the results of Cox regression analysis on the average OS, disease-free Survival (DFS),
disease-specific survival (DSS), and progress-free survival (PFS) rate of POLR levels (GSVA score) in the Gene Expression Omnibus Datasets (GEO) cohort. (D) Kaplan—
Meier analysis of the association between POLR expression (GSVA score) and OS, DSS, and PFS, in TCGA-HNSC. (E) Friends analysis of PLOR molecules (black boxes
highlight the important genes). (F) Upset plot of core features (genes) filtered by different methods. (G) Bubble plot showing the rank of genes filtered by different methods.
POLR2C was identified as the key member. (H-J) OS (H), DSS (I) and PFI (J) analyses according to the medium expression level of the POLR2C gene were performed using
HNSC cases in the TCGA-HNSC cohort. (K-L) POLR2C protein mainly detected in nucleoplasm and cytosol (K). Multiplex immunofluorescence demonstrating the
subcellular distribution of POLR2C protein in cell line sections [Human Protein Atlas (HPA) database] (L). (M) The representative immunohistochemical (IHC) staining
images of POLR2C in normal nasopharynx and HNSC tissues from the online HPA database. (N) The expression levels of the POL2RC were analyzed based on the TCGA-
HNSC data. (0-Q) Association of POL2RC mRNA levels with pathologic stage (O), histologic grade (P), and clinical stage (Q) were analyzed based on the TCGA- HNSC
data. (R) Representative images of POL2RC protein IHC staining in OSCC (n = 10) and LSCC (n = 10). (S) We examined the relationships between POL2RC protein
expression and clinical characteristics in patients with OSCC and LSCC, using data from our own cohort. *P < 0.05, **P < 0.01, ***P < 0.001.

High POLR Expression in Malignant Cells May Be Associated With NSD | -Related
Cell-Cycle Dysregulation

The widespread use of sScRNA data allows researchers to understand the tumor microenvironment (TME) composition in
tumor progression at a higher resolution. To better dissect the POLR expression pattern in the TME, we utilized four
scRNA datasets of HNSC, including datasets for HNSC, OSCC, and LSCC. The processes of these four scRNA datasets
were demonstrated in Figure S6 with UMAP (Figure S6A) and bubble plots (Figure S6B) displaying the recognized gene
markers of each cell type. We also showed the proportion of different cells in each sample (Figure S6C). Subsequently,

Table | Univariate Cox regression reveals POLRs are unfavorable factors in HNSC

Characteristic | OS: Total HR (95% CI) OS: Pvalue PFI: PFI: HR (95% CI) PFI: P Value

(N) Univariate Univariate Total(N) Univariate Analysis Univariate

Analysis Analysis Analysis
POLRIA 503 1.048 (0.852-1.289) 0.661 503 1.024 (0.824-1.273) 0.83
POLRIB 503 1.142 (0.944-1.382) 0.172 503 1.100 (0.900-1.345) 0.352
POLRIC 503 1.089 (0.864—1.372) 0.472 503 1.337 (1.046-1.707) 0.02
POLRID 503 1.835 (1.370-2.459) <0.001 503 1.786 (1.318-2.420) <0.001
POLRIE 503 1.116 (0.923-1.350) 0.256 503 1.105 (0.907-1.347) 0.322
(Continued)
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Table | (Continued).

Characteristic | OS: Total HR (95% CI) OS: Pvalue PFI: PFI: HR (95% CI) PFI: P Value
(N) Univariate Univariate Total(N) Univariate Analysis Univariate
Analysis Analysis Analysis
POLRIF 503 1.336 (1.074-1.663) 0.009 503 1.267 (1.004—1.598) 0.046
POLRIG 503 1.299 (1.031-1.637) 0.026 503 1.187 (0.932-1.513) 0.165
POLRIH 503 1.165 (0.914-1.485) 0.217 503 1.363 (1.068-1.740) 0.013
POLR2A 503 1.052 (0.872—-1.268) 0.597 503 0.917 (0.760-1.106) 0.366
POLR2B 503 1.089 (0.920-1.288) 0.321 503 1.046 (0.878-1.247) 0.614
POLR2C 503 1.574 (1.230-2.015) <0.001 503 1.543 (1.191-1.998) 0.001
POLR2D 503 1.241 (0.983-1.568) 0.069 503 1.236 (0.966—1.581) 0.093
POLR2E 503 0.987 (0.740-1.315) 0.927 503 I.164 (0.863—1.570) 0.321
POLR2F 503 1.296 (1.020-1.647) 0.034 503 1.543 (1.213-1.962) <0.001
POLR2G 503 1.326 (1.023-1.719) 0.033 503 1.772 (1.355-2.319) <0.001
POLR2H 503 1.232 (1.030-1.474) 0.022 503 1.370 (1.136-1.651) <0.001
POLR2I 503 1.008 (0.825-1.230) 0.941 503 0.989 (0.801-1.222) 0.921
POLR2) 503 1.264 (1.023-1.562) 0.03 503 1.299 (1.046—1.612) 0.018
POLR2)2 503 0.911 (0.407-2.040) 0.821 503 0.916 (0.400-2.099) 0.836
POLR2J3 503 0.786 (0.165-3.759) 0.763 503 0.919 (0.788-1.073) 0.285
POLR2K 503 1.259 (1.004-1.578) 0.046 503 1.425 (1.116-1.818) 0.004
POLR2L 503 1.099 (0.910-1.329) 0.328 503 1.234 (1.012-1.503) 0.037
POLR2M 503 1.261 (0.992—1.603) 0.058 503 1.332 (1.030-1.724) 0.029
POLR3A 503 1.247 (0.954-1.629) 0.106 503 1.265 (0.958-1.672) 0.098
POLR3B 503 1.072 (0.830-1.385) 0.594 503 0.992 (0.759-1.297) 0.953
POLR3C 503 1.039 (0.806—1.340) 0.768 503 1.051 (0.805-1.372) 0.714
POLR3D 503 I.116 (0.888-1.403) 0.346 503 1.100 (0.866—1.397) 0.434
POLR3E 503 1.117 (0.870-1.434) 0.386 503 0.983 (0.758-1.275) 0.898
POLR3F 503 1.071 (0.838-1.370) 0.583 503 1.256 (0.968-1.628) 0.086
POLR3G 503 0.962 (0.816—1.133) 0.643 503 1.086 (0.914-1.290) 0.35
POLR3GL 503 1.047 (0.850-1.290) 0.664 503 1.143 (0.923—-1.416) 0.221
POLR3H 503 1.124 (0.859-1.469) 0.394 503 1.195 (0.893—1.600) 0.232
CRCP 503 1.261 (1.014-1.568) 0.037 503 1.258 (0.996—1.590) 0.054
POLR3K 503 1.143 (0.922-1.418) 0.223 503 1.176 (0.939-1.474) 0.158
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Table 2 Clinical characteristics of patients with
OSCC and LSCC

Characteristies Patient Cohort (n=20)

Age (years)

Mean (SD) 54.25 (11.25)

Median (min, max) 57 (32, 83)

Gender, n (%)

Female 8 (40%)

Male 12 (60%)

Tumor location, n (%)

oscc 10 (50%)

Lscc 10 (50%)

T/N/M stage, n (%)

[ 6 (30%)

[ 8 (40%)

\% 6 (30%)

the “AUCell” R package was conducted to score all single cells. Generally, cells with high expression of POLRs had
higher AUC values. As shown in Figure 3A, POLRs were up-regulated in malignant cells. Specifically, for HNSC, we
compared POLR levels in samples of different T/N/M stages, and the results showed that POLRs were up-regulated in
stage III samples in malignant cells. These findings corroborate the conclusions drawn from the bulk RNA-seq data,
further emphasizing the potential role of POLRs in tumor progression.

We then investigated the functional characteristics of POLRs through enrichment analysis. The results indicated that
POLRs were mainly involved in the cell cycle and RNA binding (positive correlation), and played significant roles in
biological functions such as the B cell receptor signaling pathway, immune system processes, and lymphocyte activation
(negative correlation) (Figures 3B — C). Further gene set enrichment analysis (GSEA) suggested that POLRs might have
a positive regulatory effect on the cell cycle (Figure 3D). Additionally, GSVA results showed that cell division-related
signaling pathways such as Cell Cycle, Mismatch Repair, DNA Replication, Base Excision Repair, and Nucleotide
Excision Repair were positively correlated with POLRs (Figure 3E).

Oncogenesis is believed to be caused by a small number of key driver mutations (activate oncogenes or inhibit tumor
suppressors) that induce cell growth and proliferation.*” To obtain evidence that POLRs support tumor growth from the
perspective of genetic alterations, we compared the genomic mutation status under different POLR statuses using the
TCGA-HNSC cohort. As shown in Figure 4A, the high-POLR group exhibited more frequent NSD/ mutations (black
box) and more CNV events (both gains and losses). Importantly, loss-of-function alterations in NSD/ are a common event
in cancer (Figure S7), activating downstream pro-oncogenic signaling pathways.**** Word cloud illustrated the biolo-
gical pathways and genes associated with NSD1. The Wnt signaling pathway, RNA polymerase, and MAPK signaling
pathway, indicating their significant enrichment in the context of NSD/. Additionally, the word cloud highlights diseases
such as acute myeloid leukemia, glioma, and melanoma, which are potentially linked to NSD/. Key genes like PIK3CA,
EZH2, WTI, NSD2, and YYI are also prominently featured, reflecting their importance in NSDI-related studies
(Figure 4B). However, the role of NSD1 in cancer remains elusive, with contradictory observations reported by different
studies.>° A previous clinical study showed an association between inactivating mutations in the NSD1 gene and
squamous cell carcinoma, suggesting that NSD1 may be a tumor suppressor gene in HNSC.*’° In our study, we found
that in HNSC, mutations in NSD/ are associated with decreased total mRNA levels (Figure 4C, TCGA-HNSC, P =
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Figure 3 POLR expression is associated with tumor progression and cell-cycle regulation. (A) Box plots showing the scores of all POLR subunits quantified by the ACUell method
among different cell types in scRNA-seq dataset GSE103322 (HNSC), GSE172577 (OSCC), and GSE|150321 (LSCC). For HNSC, the expression of POLRs at different stages was
specifically demonstrated. (B-C) Kyoto Encyclopedia of Genes and Genomes (KEGG, (B) and Gene Ontology (GO, (C) enrichment analysis of POLRs (BESTweb tool). (D) Gene
set enrichment analysis (GSEA) of POLRs (BEST web tool). (E) Correlation between POLRs and cell division-related signaling pathways (BEST web tool).

0.0018) and that there is a correlation between POLRs and NSD1 (Figure 4D, three scRNA-seq datasets). As a histone
methyltransferase, NSD1 has a wide range of biological functions, and its lack of expression may cause various
functional abnormalities, especially cell-cycle dysregulation.*®*' Data from the HPA also support the correlation between
POLR expression and the cell cycle (Figure S8).

We further obtained ST data from SpatialTME to characterize the spatial overlap of POLRs, cancer cells, NSD1, and
cell-cycle signaling in HNSC cancer tissues (Figure 4E). As expected, there was a large spatial overlap of POLRs and
cancer cells, accompanied by strong cell-cycle signaling and weak NSD/ expression, highlighting the potential regulation
of the cell cycle by POLRs in cancer cells. For experimental validation, we performed multiplex immunofluorescence
(mIF) staining in HNSC paraffin sections (Figures 4F). The images of POLR2C (a representative molecule of POLRs),
CK (cancer tissues), CDK2 (S phase marker), and NSD1 staining showed that NSD1 was hardly expressed in the CK-
positive regions with high POLR expression, while CDK2 was strongly expressed. Conversely, in CK-positive regions
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Figure 4 NSD/| mutations and POLR2C expression are associated with cell-cycle dysregulation in malignant tissues. (A) Oncoplot displaying the differences in mutation and CNV
profile between high- and low-POLR group. NSD | is highlighted with a black box. (B) Word cloud illustrating the biological pathways and genes associated with NSD 1. (C) Violin plot
showing the expression levels of NSD 1 in wild-type (WT) and mutated NSD [ groups. The distribution of NSD | expression is depicted for each group, with the WT NSD/ group on the
left (green) and the mutated NSD | group on the right (red). The central white box within each violin plot represents the interquartile range (IQR) of the data, with the black line inside the
box indicating the median expression level. Individual data points are overlaid as scatter dots. The Wilcoxon rank-sum test reveals a significant difference between the two groups, with
a P =0.0018. (D) Heatmaps demonstrating the difference in NSD| expression between the high- and low-POLR groups in scRNA-seq datasets GSE103322 (HNSC), GSE172577
(OSCC), and GSEI50321 (LSCC). (E) Spatial transcription sections in GSM5494475, GSM5494476, GSM5494477, and GSM5494478 show the spatial distribution of POLRs (average
expression of POLRs), cancer cell, NSD I, and cell-cycle-related genes. The redder the color of the dot, the higher the level. (F) mIF staining images of OSCC and LSCC section indicates
the co-expression of CK, CDK2 with POL2RC but not NSD | (scale bar, 50 um). The merged images (left) display the combined fluorescence signals, while the individual channels (right)
show specific staining for CK (magenta), CDK2 (red), POLR2C (yellow), and NSD| (green). Line plots showing the fluorescence co-localization (CK+POLR2C versus CK+NSD1 and
CK+POLR2C versus CK+CDK?2) across pixel distances in OSCC and LSCC tissues. The Spearman correlation coefficients (R) and 95% confidence intervals (Cl) are provided for each
pairwise comparison, with significant co-expression patterns highlighted. The graphs demonstrate a strong correlation between CK+POLR2C and CK+CDK2 (but not CK+NSDI),
supporting the observations from the mlF images. Statistical significance is indicated with P-values < 0.0001. *P < 0.05, **P < 0.01, ***P < 0.0001.
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with low POLR expression, NSD1 was more prominently expressed, and CDK2 was less expressed. These results
demonstrated that the overexpression of POLRs in cancer cells is strongly associated with cell-cycle dysregulation.

POLR2C Is Transcriptionally Regulated by YY| in Malignant Cells and Promotes

Cell-Cycle Progression

NSDI can di-methylate histone 3 Lys 36 (H3K36) and control the binding of transcription factors (TFs) to the promoters
of various genes.** To identify abnormal transcription factors associated with POLRs, we isolated malignant cells in four
HNSC datasets and defined the POLR score for each malignant cell using the “AUCell” package. In HNSC, POLRs were
up-regulated in cluster 7; and in OSCC and LSCC, POLR levels did not differ significantly across different clusters
(Figures 5A—C and Figure S9). We then used the “DoRothEA” package to infer transcription factor activity in malignant
cells. As shown in Figures SD-F, YY1 was identified as a POLRs-associated transcription factor in all four independent
datasets (black box). Furthermore, the importance of YY1 was highlighted by the POLR-related transcriptional
regulatory network constructed based on built-in data from JASPAR,* as shown in Figure 5G (black circle).
Consistent with these findings, YY1 showed a positive correlation with all POLRs in the TCGA-HNSC dataset
(Figure 5H).

We next aimed to establish the regulatory relationship between YY1 and POLRs to characterize the associated
downstream effects. Using GPSAdb, we analyzed the transcriptomic differences generated by YY1 knockdown in the
GSE142075 dataset (Figure 5I). We found that the levels of POLRs-related signaling pathways were significantly
suppressed upon down-regulation of YY1 expression (Figure 5J), which was further verified by Western blotting
(Figure 5K). We utilized the JASPAR web tool to identify the active binding site of YY1 in the promoter region of
POLR2C (Figure 5L). Additionally, AlphaFold3 provided a prediction model showing the interaction between YY1 and
POLR2C (Figure 5M). Further results from a luciferase reporter gene analysis validated this binding site (Figure SN). To
detect the pathological correlation between YY1 and POLR2C, THC staining was performed on 20 hNSC cases. As
shown in Figure 50, there was a strong correlation between YY1 and POLR2C at the protein level (measured by
H-score, R = 0.72). These data support the presence of YY1-POLR2C signaling in cancer cells (HNSC).

It is well known that YY1 promotes cancer cell growth, proliferation, migration, and metastasis, leading to poor
prognosis.*>** We therefore investigated the effect of the YY1-POLR2C axis on the malignant phenotype of cancer cells.
The colony formation assays (Figure 6A) and TUNEL staining (Figure 6B) demonstrated that POLR2C overexpression
significantly promoted cell proliferation and suppressed apoptosis, which was abolished by si-YY1. Cell cycle analysis
revealed that overexpression of POLR2C promoted the transition of the cell cycle from the G1 phase to the S and G2
phases. This phenomenon was rescued by si-YY1 (Figure 6C). In the cell cycle, the main stages of cell proliferation are
the S and G2 phases. Finally, we investigated the effects of YY 1-POLR2C axis on tumor growth in a xenograft model. To
do so, POLR2C-overpressing or control cells were injected subcutaneously into BALB/c nude mice in the presence or
absence of si-YY 1. We found that the overexpression of POLR2C resulted in a significantly increase of tumor volumes
and weights, which was attenuated in mice carrying si-YY1 tumors (Figure 6D). We also performed TUNEL staining and
Ki-67 (an indicator of cell proliferation and is mainly expressed in the cell nucleus) IHC staining in xenograft tumor

tissues, and similar phenomena were observed as in the in vitro experiments (Figures 6E — F).

High Expression of POLRs Was Associated With Low CD8+ T Cell Levels

The work of Li et al reported that the inactivation of NSD1 in squamous cell carcinoma induces DNA hypomethylation,
thereby leading to reduced tumor immune infiltration.’> Therefore, we investigated the relationship between POLRs and
immune cells. GSEA results showed that POLR expression had significant negative correlations with macrophage
activation, myeloid cell activation involved in immune response, B cell receptor signaling pathway, T cell activation
involved in immune response, and T cell differentiation involved in immune response in HNSC patients (Figures 7A-E).

Next, we utilized eight algorithms to conduct subsequent studies in four HNSC datasets (bulk RNA-seq), finding that
POLR expression was negatively correlated with most immune cells (Figure 7F). Importantly, POLRs were significantly
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negatively correlated with the stromal and immune scores defined by the “ESTIMATE” algorithm, further confirming
previous findings (Figure 7G).

Subsequently, we analyzed the association between POLR2C (the focus of our study) and immune infiltration. As
expected, POLR2C not only showed a broad negative correlation with the immune component in the pan-cancer data
(Figure 7H, TCGA-pan-cancer), but also significantly negatively correlated with CD8+ T cells in HNSC (Figure 7I;
TCGA-HNSC, GSE65858, and GSE41613). Pathology sections directly confirmed that there was more infiltration of
immune cells in cases with low POLR2C expression, whereas cases with high POLR2C expression exhibited less
immune cell infiltration (TCGA pathology slide, Figure 7J). We also utilized ST data to confirm that CD8+ T cell levels
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circle. (H) Heatmap showing the correlation between YY/ and POLR genes in Head and Neck Squamous Cell Carcinoma (HNSC) from the TCGA-HNSC dataset. Gene
expressions were transformed into Z-scores. The top panel displays the log2(TPM+1) values of YY| expression, with samples categorized into high (red) and low (blue) YY/
expression groups. Each row in the heatmap represents a different POLR gene, and each column represents a sample. The color gradient from blue to red indicates the
Z-score of expression, with blue representing lower expression and red representing higher expression. Significance levels of the differences in expression between high and
low YY| groups are indicated on the right: ns (not significant). This heatmap illustrates the correlations between YY| and POLR genes in HNSC samples. (I) Volcano plot
showing the differential expression of POLR genes in the GSE142075 dataset (YY| knockdown). The x-axis represents the log2 fold change in gene expression, and the
y-axis represents the -logl0 adjusted p-value (Padj). Genes that are significantly up-regulated (log2 fold change > | and Padj < 0.05) are highlighted in red, while significantly
down-regulated genes (log2 fold change < —| and Padj < 0.05) are highlighted in blue. Non-significant genes are shown in grey. This plot highlights the key genes with
significant differential expression in the dataset. (J) GSEA plot showing the enrichment of various transcription-related pathways in the YYI-knockdown dataset from
GSE142075. (K) The Expressions of the POLR2C, POLR2E, POLR2L, POLR3H, and POLR3K proteins were examined using Western blotting after the transfection of the
CAL-27 and FaDu cells with NC, si-YY | constructs (t test). (L) The Bindings site of YY| to POLR2C was predicted by JASPAR database. The x-axis shows the position within
the binding site, while the y-axis represents the information content measured in bits. This visualization highlights the key nucleotide positions critical for YY| binding to the
POLR2C. (M) Structural model of the interaction between YY| and the POLR2C promoter. The 3D structural model, generated using AlphaFold3, highlights the binding
interface of YY| (purple structure) with the POLR2C promoter. The DNA sequence is visualized in a ribbon representation, illustrating YY I’s interaction at the promoter
region, potentially facilitating POLR2C transcriptional activation. (N) Relative luciferase activity of the POLR2C promoter in different experimental conditions. The results
show a significant increase in luciferase activity when YY | is present, indicating that YY | positively regulates the POLR2C promoter. Data are presented as mean * SD (n = 3).
(O) IHC staining and correlation analysis of POLR2C and YY| expression in tumor tissues (n = 20). The IHC images show representative tumor sections with high and low
expression of POLR2C and YY|. POLR2C high expression is associated with elevated YY| levels, while POLR2C low expression correlates with reduced YY| levels. Scale
bar = 20 pm. The scatter plot on the right quantifies the correlation between POLR2C and YY | protein expression across samples. A significant positive correlation is
observed (Spearman correlation, R = 0.687, P < 0.001), supporting the regulatory relationship between YY| and POLR2C. ns: not significant, *P < 0.05, **P < 0.01, ¥**P <
0.001, ****P < 0.0001.

were maintained at low levels in POLR2C high-expressing spots (Figure 7K). Apart from the mRNA level results, IHC
staining confirmed that an increase in POLR2C protein expression was synchronized with a decrease in CDS§ protein
expression (Figure 7L, R = —0.381). Considering that CD8+ T-cell tumor infiltration is a key feature of effective
immunotherapy in HNSC patients, we tested the correlation between POLR expression and immunotherapy response. In
two independent public immunotherapy cohorts, POLR expression was shown to be lower in responsive patients than in
non-responder patients (Figure 7M). These findings suggest that high POLR expression may be an immunosuppressive
factor.

Higher Overall POLR Expression Is Associated With More Frequent Communication

Between Cancer Cells and T Cells

Considering that POLRs are not only expressed in malignant cells, we next investigated the significance of overall POLR
expression in the tumor microenvironment (TME). For this purpose, all single cells were scored using the same method
as described above. When the threshold score (AUC value) was set at the median level, all cells were divided into two
groups: high-POLR group and low-POLR group (Figure 8A—C).
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Figure 6 POLR2C promotes cell proliferation, cell-cycle progression, and tumor growth, regulated by YY. (A) Colony formation assay of Fadu and CAL-27 cell lines under
different conditions. The images show the results for control, negative control (NC), over-expression of POLR2C (oe-POLR2C), and overexpression of POLR2C with
siRNA-mediated knockdown of YY| (0e-POLR2C + si-YY ). The results indicate the role of POLR2C and YY1 in the regulation of colony formation in these cell lines. (B)
TUNEL staining of POLR2C-overexpressing CAL-27 and Fadu cells in the presence or absence of si-YY|. Nuclei are stained blue with DAPI, and the yellow fluorescence
indicates TUNEL-positive apoptotic cells. The scale bars represent 20 um. This figure illustrates the impact of POLR2C over-expression and YY | knockdown on apoptosis in
these cell lines. (C) Impact of YY|-POLR2C axis on cell cycle. POLR2C over-expression increased the proportion of CAL-27 and FaDu cells in the S and G2 phases
compared to the NC group (ANOVA). Knockdown of YY| partially reversed the enhanced proliferation caused by POLR2C over-expression, significantly reducing the ratio
of cells in the S and G2 phases and inducing G| arrest (unpaired t test). (D) In vivo tumor growth analysis of FaDu cells with POLR2C over-expression and YY | knockdown.
The left panel shows photographs of the excised tumors from mice treated under different conditions. The middle panel presents the tumor weights at day 28, with
statistical analysis indicating significant differences between groups. The right panel shows the tumor volume growth over time, measured in cubic millimeters (mm?), for
each condition (ANOVA). (E) IHC staining for Ki-67, a proliferation marker, in xenograft tumor tissues. POLR2C overexpression increases Ki-67 levels, while YY1
knockdown reduces it. Scale bar = 10 um. (F) Representative images of xenograft tumor sections stained for DAPI (nuclei) and TUNEL (apoptosis marker). POLR2C
overexpression decreases apoptosis, which is partially restored by YY| knockdown. Scale bar = 10 ym. ns: not significant, *P < 0.05, **P < 0.01, ***P < 0.0001.
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Figure 7 High expressions of POLRs correlate with low immune cell infiltration level. (A—E) GSEA highlights the negative correlation between POLR and immune-related pathways,
including Macrophage activation (A), Myeloid cell activation involved in immune response (B), B cell receptor signaling pathway (C), T cell activation involved in immune response (D),
and T cell differentiation involved in immune response (E). (F) Heatmap showing the correlation between POLR expression (GSVA score) and the infiltration level of immune cells. We
conducted 8 immune infiltration estimations by BEST. Red represents positive correlation and blue represents negative correlation. (G) Correlation between POLR expression (GSVA
score) and the TME components calculated by “ESTIAMTE” package in four datasets, including GSE75538, GSE| 17973, GSE65858, and TCGA-HNSC. (H) Correlation between POLR2C
expression and the infiltration level of immune cells (TCGA-HNSC). CIBERSORT was applied. Red represents positive correlation and blue represents negative correlation. (I)
Correlation between POLR2C expression and the infiltration level of CD8+ T cell in 3 datasets, including TCGA-HNSC, GSE65858, and GSE41613. 5 algorithms were applied. (J) Images
representing the pathological section variation between high- and low-POLR groups (TCGA database). (K) Spatial transcription sections show the spatial distribution of CD8+ T cell and
POLR2C. The redder the color of the dot, the higher the level. (L) IHC staining and correlation analysis of CD8 and POLR2C expression. The left panel shows representative IHC images
with CD8 low expression and high expression (top row), and POLR2C high expression and low expression (bottom row). The scale bar represents 20 pm. The right panel presents
a scatter plot with a fitted line depicting the correlation between CD8 and POLR2C expression levels, measured by H-score. The Spearman correlation coefficient (R) is —0.381, witha P
=0.097 (n = 20). (M) Box plot showing distinct POLR expression between responder and non-responder after immunotherapy in Riaz cohort and Lauss cohort. *P < 0.05.

https:

3083

Journal of Inflammation Research 2025:18



Gu et al

The “CellChat” package was then used to compare cellular interactions between the two groups. The results showed
that while there was no significant difference in the number of ligands and receptors between the two groups, the
interactions in high-POLR group were stronger than those in low-POLR group in OSCC (Figure 8 A—C). Importantly, the
number and strength of signaling pathways from malignant cells to CD4+ T cells and CD8+ T cells were significantly
higher in high-POLR group than in low-POLR group. Additionally, the signal input/output patterns of the two groups
differed significantly (Figure S10). These findings suggest that high POLR expression may enhance cellular interactions
and signaling pathways within the TME, potentially impacting the immune response and tumor progression.

We further analyzed the specific signaling pathways between the different POLR groups (Figure 8D-F). It was found
that MIF-CD74 signaling was more enriched in the high-POLR group compared to the low-POLR group. More
importantly, malignant cells may frequently communicate with T cells and NK cells via MIF signaling pathways,
impairing their infiltration levels in high-POLR groups (Figure 8G-I). Cell communication results from ST further
confirmed that MIF signaling was present in regions with high levels of POLRs, and this result was then confirmed by
mlF staining (Figure 8J and K).

POLR2C Overexpression Promotes the MIF Signaling Pathway

To further investigate this, we explored the expression patterns of MIF, CD74, CXCR4, and CD44 across four cancer
types, including HNSC, OSCC, and LSCC (Figure 9A—C). Violin plots indicated that the expression levels of MIF
(encoding MIF signaling ligand) of malignant cells and the expression levels of genes (CD74, CXCR4, and CD44)
encoding MIF-associated receptors of T cells were higher in high-POLR groups than in low-POLR groups. IHC staining
further confirmed that high POLR2C expression is associated with elevated levels of CD44, CD74, CXCR4, and MIF
across tumor tissues (Figure 9D and E), a significant positive relationship between POLR2C and MIF, CD74, CXCR4,
and CD44).

To investigate the function of POLR2C in T cells, we purified CD3 T cells from PBMCs to a purity of >95% by
sorting with magnetic beads (Figure 9F). In vitro, IF experiments (Figure 9G) showed increased expression of CD44,
CD74, and CXCR4 in CD3+ T cells over-expressing POLR2C compared to negative control (NC) groups. Quantification
of the mean fluorescence intensity confirmed that POLR2C overexpression significantly enhances the expression of these
receptors. Finally, we assessed MIF expression in CAL-27 and FaDu cell lines via IF (Figure 9H). POLR2C over-
expression significantly upregulated MIF expression in both cell lines, as demonstrated by increased fluorescence
intensity in the oe-POLR2C group. Additionally, MIF secretion was significantly elevated in the cell supernatants of
CAL-27 and FaDu cells overexpressing POLR2C (Figure 91), further supporting the role of POLR2C in promoting the
MIF signaling pathway. These results revealed that POLR2C is a key factor affecting the immune features of HNSC.
Targeting POLRs may be effective in inhibiting MIF signals to improve immune cell infiltration in HNSC.

Discussion

Alterations in POLRs-regulated transcription underlie virtually all human diseases, but the role of POLRs in cancer
remains unclear.*®*” In this study, we characterized the genomic and transcriptomic heterogeneity of 34 POLRs across
pan-cancer datasets and found that POLRs were up-regulated in cancerous tissues, potentially linked to genomic
alterations. We focused on head and neck squamous cell carcinoma (HNSC) and defined POLR scores using the
GSVA algorithm in five independent HNSC cohorts. Our analysis revealed that POLR expression was associated with
poor clinical characteristics in HNSC patients and served as a negative prognostic factor. Previous studies have shown
that increased POLR activity leads to unrestricted cell growth, commonly associated with tumors. Our scRNA-seq data
further confirmed that POLR was up-regulated in malignant cells, reinforcing the association between POLRs and
a cancerous phenotype.

Driver mutations are central mechanisms for activating carcinogenesis, and identifying cancer driver genes and their
downstream effects is critical for designing targeted therapies.’®*® Recent studies have shown that NSDI deletion
promotes tumor progression in in vivo models of squamous cell carcinoma. Importantly, NSD/ is frequently mutated
in HNSC, primarily through inactivating mutations.** We demonstrated that NSD/ mutations were significantly more
frequent in the high-POLR group compared to the low-POLR group, suggesting a potential oncogenic role for POLRs.
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Notably, NSDI mutations involve dysregulation of G2/M checkpoint-related genes in the cell cycle. In this study, we

integrated spatial transcriptomics (ST) data and clinical specimens to further confirm this correlation. Our findings

support the hypothesis that POLR over-expression and NSD/ mutations jointly contribute to the oncogenic processes in

HNSC.

Tumor development is invariably accompanied by aberrant gene expression changes, closely related to the shuttling

of transcription factors due to chromatin reorganization.*’
nated transcriptional control in many models.*®
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Figure 8 Differences in cell-cell communication patterns at different POLR levels. (A-C) The POLR levels of all cells were assigned by the “AUCell” package and the
“Cellchat” package was utilized to compare the differences in cellular communication patterns between the two groups. The differences in overall interaction number and
strength, and the difference in the number and intensity of interactions per cell type were analyzed. (A) GSE103322 (HNSC), (B) GSEI72577 (OSCC), (C) GSE150321
(LSCC). (D-F) Bar graphs demonstrating the differences in signaling pathways between the two groups in scRNA-seq datasets GSE103322 (HNSC, (D), GSEI72577 (OSCC,
(E), and GSE150321 (LSCC, (F). (G-I) Bubble plots showing that malignant cells may communicate with T cells and NK cells frequently through MIF signals in high-POLR
groups in scRNA-seq datasets GSE103322 (HNSC, (G), GSE172577 (OSCC, (H), and GSEI50321 (LSCC, (I). (J) Spatial transcriptomics analysis: UMAP plots highlight MIF
signaling activity in malignant clusters, emphasizing its enrichment in regions with high POLR expression. (K) Representative images of tumor sections show co-localization of
POLR2C, MIF, and CD74 in POLR2C-positive regions. MIF-CD74 interaction is observed predominantly in areas with high POLR2C expression, supporting the role of
POLR2C in facilitating MIF-CD74-mediated immunosuppressive signaling. Scale bar = 20 pm.

transcription of POLR2C, promoting cell-cycle dysregulation and proliferative phenotypes. YY1 is a well-known
oncogenic transcription factor that regulates enhancer-promoter junctions.*”** Evidence suggests that YY1 is part of
the POLR II and POLR III transcription systems, and that YY1-enriched nuclear puncta contain active POLR II.
Collectively, these results support the existence of the YY1-POLR2C signaling axis in HNSC.**** Notably, the focus
of this study was on POLR2C, but this does not mean that other POLR subunits are not important. POLR2C plays
a pivotal role in the assembly and stabilization of the RNA polymerase II complex, particularly through dimerization
with POLR2J.>" Dysregulation of POLR2C may enhance or alter Pol II activity, contributing to aberrant transcription in
cancer cells.”? Besides, POLR2C expression may be specifically up-regulated in certain cancer types (eg HNSC),
amplifying its impact on tumor progression.”® Beyond its role in RNA polymerase II, POLR2C may exhibit non-
canonical functions, such as stabilizing protein complexes or participating in signaling pathways, which could specifi-
cally promote cancer development.

In the TME, cancer cells evade immune cell-mediated antitumor immunity through various pathways.
Although immune cells are diverse, the predominant effector cell type is the T cell.’® It is well known that
a lack of T-cell infiltration in tumor tissue significantly contributes to poor prognosis in patients.’® Importantly,
NSDI1 inactivating mutations define an intrinsic HNSC subtype characterized by reduced macrophage and T-cell
infiltration in the TME.** In other words, NSDI is considered a driver of immune-deserted tumors. Since high
expression of POLR is accompanied by inactivating mutations in NSD/, it is plausible to associate POLR with
reduced immune infiltration. We found that patients in the high-POLR group exhibited weaker immune infiltra-
tion. Additionally, immune-desert tumors typically respond poorly to immunotherapy, as effective immunotherapy
requires robust tumor infiltration by immune cells. Our findings suggest that high POLR expression is associated
with increased resistance to immunotherapy in HNSC patients, further indicating an immunosuppressive function
of POLRs.

Given POLR’s wide range of expression, we initially investigated its potential impact on the TME. We found
that high overall POLR expression may indicate frequent interactions between cancer cells and immune cells,
particularly T cells, via MIF signals. Many studies have reported MIF signaling overexpression in various cancers
and that MIF-CD74 signaling inhibits T-cell activation by promoting lactate survival and suppressing T-cell

activation, a common mechanism through which cancer cells modulate inflammatory cells.’”-*® Currently, tumor-
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TME crosstalk is emerging as an attractive therapeutic target. This suggests that targeting POLRs may be a potential
therapeutic strategy to promote CD8+ T cell infiltration, thereby enhancing the immune response against tumors.
We acknowledge several limitations in this study. POLR is widely expressed across various cell types, and although
we preliminarily investigated its oncogenic role in cancer cells, its role in other cell types requires further exploration.
Additionally, the small sample size in this study may lead to inadequate findings, necessitating large-scale sequencing
analysis in a larger cohort. While our results confirm that YY1 regulates POLR2C transcription, the mechanism by which
YY1 regulates the entire POLR complex remains unclear. Our group is conducting further in-depth research on this topic.
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Figure 9 POLR2C over-expression modulates the MIF signaling pathway. (A—C) Violin plots illustrating the expression of the members of MIF signaling (MIF, CD74, CXCR4,
CD44, and ACKR3) across different cell types in HNSC (A), OSCC (B), and LSCC (C). Cell types analyzed include CD4+ T cell, CD8+ T cells, fibroblasts, endothelial cells,
malignant cells, macrophages, and others. The red and blue colors indicate low- and high-POLR groups, respectively, across the various cell types. (D) IHC staining showing
differential expression levels of CD44, CD74, CXCR4, and MIF in correlation with POLR2C expression in tissue samples. The panels display low and high expression levels
of each marker (CD44, CD74, CXCR4, and MIF) alongside corresponding POLR2C expression in the same tissue sections. Scale bar: 50 um. (E) The right bubble plot shows
positive correlations between POLR2C and these markers, with the size of the circles representing the strength of the correlation (|Cor|) and the color representing the
statistical significance (P-value). Larger circle size corresponds to a higher correlation coefficient, and lighter shades indicate lower P-values (greater statistical significance).
(F) Human CD3+ T cells were obtained from peripheral blood mononuclear cells (PBMCs) using human CD3 T-cell sorting magnetic beads. (G) IF staining of CD44, CD74,
and CXCR4 in CD3+ T cells subjected to different treatments: Control, NC (negative control), and oe-POLR2C (POLR2C overexpression). Red fluorescence represents
the expression of the respective proteins (CD44, CD74, and CXCR4), while DAPI (blue) stains the nuclei. Quantification of mean fluorescence intensity shows a significant
increase in CD44, CD74, and CXCR4 expression in the oe-POLR2C group compared to the NC groups. (H) IF staining of MIF (green) in CAL-27 and FaDu cell lines
subjected to different treatments: Control, NC, and oe-POLR2C. DAPI (blue) was used for nuclear staining. POLR2C overexpression led to a significant increase in MIF
expression in both cell lines compared to the NC groups. Quantification of mean fluorescence intensity reveals a statistically significant difference in the oe-POLR2C group.
(I) Quantification of MIF levels (pg/mL) in the cell supernatant of CAL-27 and FaDu cell lines following treatments: Control, NC, and oe-POLR2C. MIF secretion was
significantly elevated in the oe-POLR2C group in both CAL-27 and FaDu cell lines compared to the NC groups. Data are presented as mean * SEM. Statistical significance
was determined using one-way ANOVA: ns (not significant), *P < 0.05, **P < 0.01, **P < 0.001.
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Figure 10 Mechanism diagram of this study.

Conclusion

Our comprehensive multi-omics analysis reveals that POLR is significantly up-regulated in HNSC and is associated with
poor clinical outcomes. POLR2C, a key subunit, was identified as a central player in promoting malignant cell
proliferation and dysregulation of the cell cycle. High POLR expression correlates with reduced immune cell infiltration,
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particularly CD8+ T cells, suggesting an immunosuppressive tumor microenvironment. Additionally, the interaction
between POLR and MIF signaling pathways may contribute to this immunosuppressive state, leading to poorer responses
to immunotherapy (Figure 10). Our findings highlight the potential of targeting POLR as a therapeutic strategy to
mitigate malignant proliferation and improve immune infiltration in HNSC.
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