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ARTICLE INFO ABSTRACT

Keywords: Background: The tumor immune microenvironment (TIME) plays a pivotal role in determining
Tumor immune microenvironment ovarian cancer (OC) prognosis. Long non-coding RNAs (IncRNAs) are key regulators of immune
Immunotherapy response and tumor progression in OC. Among these, tumor-infiltrating B cells represent an

Tumor-infiltrating B cell emerging target in immune response pathways. However, the specific involvement of B cell-

LncRNA
Onc . related IncRNAs (BCRLs) in OC remains unclarified.

varian cancer N i . X L. .
Prognosis Methods: Leveraging single-cell and bulk RNA-sequencing data, correlation analysis identified

BCRLs in ovarian serous cystadenocarcinoma (OV) from the TCGA database. Subsequently,
BCRLIs were filtered through COX survival analysis and the LASSO algorithm, leading to the
development of a B cell-related IncRNA scoring system (BCRLss). The predictive accuracy of
BCRLss for prognosis in TCGA-OV was assessed and externally validated in an independent
cohort. Functional enrichment analyses were conducted to elucidate biological pathways asso-
ciated with risk subgroups. Additionally, the relationship between BCRLss and TIME was inves-
tigated through multiple algorithms and consensus clustering, uncovering potential immune
response targets. Drug sensitivity analyses further identified potential therapeutic options tailored
to risk subgroups. The highest risk score IncRNA was selected for in vitro validation.

Results: The BCRLss was constructed using six BCRLIs. Survival analysis revealed an improved
prognosis in the low-risk group, with results corroborated by external validation in the ICGC-OV
cohort. ROC analysis and nomogram construction confirmed the strong prognostic accuracy of
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BCRLss. Enrichment analysis highlighted associations between risk subgroups and tumor immune
pathways, with the low-risk group demonstrating a more robust immune response and elevated
expression of immune checkpoint-related genes. Drug sensitivity tests revealed notable differ-
ences across risk subgroups. In vitro experiments confirmed elevated LINC01150 expression in OC
cells, and LINC01150 knockdown significantly inhibited the proliferation, invasion, and migra-
tion of SKOV3 cells.

Conclusions: In conclusion, BCRLss provides a reliable prognostic tool for predicting clinical
outcomes and the immune landscape of patients with OC, offering valuable guidance for
immunotherapy target selection and personalized treatment strategies.

1. Introduction

Ovarian cancer (OC) ranks among the most prevalent malignancies in women, with incidence rates surpassed only by cervical and
endometrial cancer [1]. OC exhibits diverse pathological subtypes, with epithelial ovarian cancer accounting for 90 %. The remaining
10 % are primarily composed of germ cell tumors, sex cord-stromal tumors—common in individuals under 30—and rarer tumors such
as small cell carcinomas, which, despite rapid growth, often have a favorable prognosis [2]. Serous cystadenocarcinoma represents the
most frequent epithelial subtype [3], typically diagnosed at advanced stages (III-IV) [4]. While surgery and chemotherapy remain the
primary treatment strategies, effective options for recurrent or metastatic OC post-chemotherapy are limited. Although research is
actively exploring novel therapies, such as targeting the PI3K/AKT/mTOR pathway, these approaches are still in experimental and
clinical trial stages [5,6]. Previous studies have highlighted the significant role of immune-infiltrating cells within the tumor micro-
environment (TME) in modulating tumor cell behavior [7]. Inmunotherapies and targeted treatments focusing on the tumor immune
microenvironment (TIME) hold considerable potential for OC [8,9]. A multicenter study revealed that differences in the TIME
landscape are closely linked to overall survival (OS), with long-term survivors showing higher levels of pro-inflammatory immune cell
infiltration [10]. This highlights the importance of assessing TIME status in patients with OC to better predict prognosis [11].

The prognostic value of tumor-infiltrating T cells is well established, with immune checkpoint inhibitors (ICIs) driving break-
throughs in antitumor therapy by enhancing T cell activity. However, these studies have also underscored the limitations of T cell
responses alone [12,13]. Emerging evidence points to the role of tumor-infiltrating B cells in mediating tumor immunity and immune
evasion via antibody secretion and antigen presentation pathways [14,15]. Previous research has linked B cell dysfunction in OC to
poor prognosis [16,17]. B cells are also crucial for immune regulation in OC. For example, in OC with omental metastasis, the pro-
duction of cytokines and chemokines (such as IFNg and CXCL10) activates CD20" B cells, driving their differentiation, promoting the
formation of tertiary lymphoid structures linked to favorable outcomes, and enhancing the anti-tumor immune response [18]. In
summary, targeting B cells has the potential to boost OC immunogenicity, representing a promising direction for future research.

Long non-coding RNAs (IncRNAs) are ubiquitously present in the nucleus, cytoplasm, microcirculation, and various body fluids
[19]. Notably, due to advancements in detection methods, the number of identified IncRNAs now surpasses the total number of
protein-coding genes [20]. These molecules play critical roles in mRNA splicing, stability, transcription, and post-transcriptional
modifications [21-23], contributing to processes such as tumor metastasis, invasion, drug resistance, prognosis, and regulation of
the TIME [24,25]. Additionally, IncRNAs are involved in B cell growth, activation, epigenetic modification, and immune responses
[26,27]. For instance, knocking down IncRNA 2900052N01Rik disrupts the LPS/TLR4 pathway, inhibiting B cell proliferation, acti-
vation, and differentiation [28]. In OC, IncRNAs play pivotal roles as well. For example, IncRNA TLR8-AS1 is upregulated in OC and
acts as an oncogene, promoting metastasis and chemotherapy resistance through activation of the NF-kB signaling pathway [29].
Research by Hanyuan Liu et al. demonstrated that IncRNA PLADE enhances cisplatin sensitivity in OC by downregulating heteroge-
neous nuclear ribonucleoprotein D (HNRNPD) via VHL-mediated ubiquitination [30]. Another study revealed that IncRNA SNHG12
facilitates immune escape in OC by modulating IL-6 secretion from M2 macrophages, thereby reducing PD-L1 expression and miR-21
stability [31]. Moreover, prior studies have confirmed that tumor-infiltrating lymphocyte-related IncRNAs and their associated risk
signatures can serve as reliable prognostic markers in OC, and are predictive of immune infiltration and activity [32,33]. However, the
role of B cell-related IncRNAs (BCRLs) in OC remains unexplored.

This study aimed to identify BCRLs as potential biomarkers for OC. By constructing and validating a B cell-related IncRNA scoring
system (BCRLss), this research examined the prognostic features in OC and the landscape of TIME.

All pathological types included in this study were ovarian serous cystadenocarcinoma (OV). Using single-cell RNA sequencing
(scRNA-seq) and extensive transcriptome data, BCRLs were identified, and BCRLss was developed to predict the prognosis of patients
with OV, with validation in an independent external cohort. Additionally, the relationship between BCRLss and TIME was investigated,
providing insights into immune activity and drug sensitivity, which could inform personalized clinical treatments. The oncogenic
potential of the high-risk IncRNA LINC01150 in OC was further confirmed through in vitro experiments.

2. Method
2.1. Data capture

The transcriptome and clinical data for constructing the BCRLss in this study were sourced from the OV cohort in The Cancer
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Genome Atlas (TCGA) database (https://portal.gdc.cancer.gov/). Patients selected for analysis had pathologic stage III-IV disease and
a survival time exceeding 30 days. Somatic mutation data from the TCGA-OV cohort were also incorporated. Transcriptomic data from
normal ovarian tissue were retrieved from the Genotype-Tissue Expression (GTEx) database (https://commonfund.nih.gov/GTex),
and the external validation cohort was sourced from the International Cancer Genome Consortium (ICGC) database, specifically the OV
cohort from Australia (https://dcc.icgc.org/). Immune-related genes were acquired from the IMMPORT database (https://www.
immport.org/home) and InnateDB (https://www.innatedb.ca/). Tumor-infiltrating B cell-related genes were sourced from the
GSE147082 single-cell OC cohort available through the Tumor Immune Single-cell Hub (TISCH) database (http://tisch.comp-
genomics.org/).

2.2. Identifying hub genes in B cell

Differentially expressed genes (DEGs) between the B cell cluster and other cell clusters were extracted from the GSE147082 cohort,
using a fold change threshold of 1.5. These DEGs were then intersected with immune-related genes to narrow the selection. The
intersecting genes were submitted to the String database (https://cn.string-db.org/) to construct a protein-protein interaction (PPI)
network. Gene importance within the PPI network was determined by calculating the degree value (the number of neighboring nodes
for each gene). Genes with a degree value > 20 were considered B cell hub genes (BCHGs) in the TCGA-OV cohort for further
investigation.

2.3. Identification of B cell-related IncRNA

Next, the expression levels of BCHGs were extracted from the TCGA-OV dataset, distinguishing between mRNAs and IncRNAs
within the TCGA-OV transcriptomic matrix. Pearson correlation analysis was then performed to identify BCRLs in TCGA-OV.

2.4. Establishment of BCRLss

These BCRLs were merged with the survival data of TCGA-OV patients. Patients were subsequently divided into training and
validation groups in a 1:1 ratio through random allocation. COX regression analysis was employed to identify BCRLs with significant
prognostic relevance. Risk IncRNAs and their respective risk coefficients were then mapped using the LASSO algorithm to construct the
BCRLss [34]. Based on the median risk score in the training cohort, patients were stratified into high-risk and low-risk groups. The risk
score is calculated as:

Riskscore = Z:lzl Exp (i) Coef (i)

In this equation, Exp(i) represents the expression of the IncRNA in the sample, Coef(i) represents the risk coefficient of the IncRNA,
and Riskscore represents the risk score of the IncRNA used to construct BCRLss in the sample.

2.5. Verification of BCRLss

The clinical predictive performance of BCRLss was validated from several perspectives. Initially, survival analysis was conducted to
confirm the prognostic relevance of the identified risk IncRNAs. To examine differential expression, transcriptome data from 88 normal
ovarian tissue samples from the GTEx database and TCGA-OV were extracted and converted to TPM format. After applying log2
transformation, expression differences between normal ovarian samples and TCGA-OV were analyzed. The diagnostic ability of these
risk IncRNAs was evaluated using receiver operating characteristic (ROC) curves, where a larger Area Under the Curve (AUC) indicates
better diagnostic performance.

Principal component analysis (PCA) was then applied to TCGA-OV data to reduce dimensionality and assess patient distribution
based on the primary features of all genes, BCHGs, BCRLs, and BCRLss. For enhanced validation accuracy, the ICGC-OV dataset,
consisting of 81 patients, was introduced as an external validation cohort. Several visualizations were generated, including distribution
heatmaps, survival-related risk curves, risk heatmaps, and Kaplan-Meier (K-M) survival curves for the training cohort, testing cohort,
and ICGC-OV cohort. Additionally, the prognostic significance of BCRLss in high- and low-risk groups was explored across various
clinical subgroups, such as age, tumor grade, stage, and tumor residual status.

2.6. Prognostic predictive value of BCRLss
To identify independent prognostic factors affecting advanced OC, univariate and multivariate COX regression analyses were
performed by integrating clinical pathological parameters and the risk score of TCGA-OV patients. The predictive value of the risk

score in TCGA-OV was further evaluated using ROC analysis based on the AUC. Subsequently, a survival-related nomogram was
constructed from the COX analysis results. A calibration curve was also constructed to assess the predictive accuracy of the nomogram.

2.7. Enrichment analysis

To further elucidate the biological functions associated with BCRLss, DEGs between high- and low-risk groups were identified,
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including both upregulated and downregulated genes. Gene Ontology (GO) and Kyoto Encyclopedia of Genes and Genomes (KEGG)
enrichment analyses were then performed to explore the biological pathways involved [35,36]. Additionally, Gene Set Variation
Analysis (GSVA), a non-parametric, unsupervised algorithm, was used to investigate the correlation between risk IncRNAs, risk scores,
and tumor-related pathways [37]. Gene Set Enrichment Analysis (GSEA) was also employed to identify pathways enriched in the high-
and low-risk groups [38].

2.8. Immunocorrelation analysis of BCRLss

Immune cell expression in TCGA-OV was obtained from the TIMER2.0 platform (http://timer.cistrome.org/), followed by an
exploration of the correlation between the BCRLss risk score and immune cell populations using various algorithms, including XCELL,
TIMER, QUANTISEQ, MCPCOUNTER, EPIC, and CIBERSORT. To assess immune cell infiltration, the single sample gene set enrichment
analysis (ssGSEA) was employed for each TCGA-OV sample, comparing immune cell expression and immune function between the
BCRLss risk subgroups. Differences in immune checkpoint gene expression between risk groups were also analyzed. The Immuno-
phenoscore (IPS) for CTLA-4 and PD-1 in TCGA-OV was retrieved from the TCIA database (https://tcia.at/home) to predict variations
in response to immunotherapy between the BCRLss risk subgroups. Additionally, the ESTIMATE algorithm (Estimation of Stromal and
Immune Cells in Malignant Tumor Tissues Using Expression Data) was applied to evaluate differences in the TME between these
subgroups [39].

2.9. Consensus clustering analysis

Consensus unsupervised clustering analysis was performed using the R package 'ConsensusClusterPlus’ to determine the optimal
number of clusters based on the similarity between risk scores and the proportion of fuzzy clustering measurements. The correlation
between different clusters and TIME was then examined.

2.10. Analysis of drug sensitivity

The half-maximal inhibitory concentration (IC50) values for 198 drugs in TCGA-OV samples were derived using the R package
’oncoPredict.” A higher IC50 value indicates increased sensitivity to the drug. Differential analysis identified drugs that may be
beneficial for patients in the BCRLss risk subgroups, with commonly used OC drugs highlighted.

2.11. Cell culture and transfection

In the experimental validation, OC cell lines SKOV3, A2780, OVCAR-3, and the normal ovarian cell line IOSE80 were utilized. The
cells were cultured at 37 °C with 5 % CO» in a complete DMEM medium (Gibco, China) containing 10 % fetal bovine serum (FBS) and 1
% penicillin-streptomycin. LINCO1150 was transfected with an intervention vector according to NanoTrans 40™ (Biomedical, China)
instructions. The siLINC01150 sequence is provided in Supplementary Table S1.

2.12. Quantitative real-time PCR

Total RNA was extracted following the Trizol kit protocol (Thermo Fisher Scientific, USA) and purified using the RNeasy Mini Kit
(50) kit (Qiagen, Germany). Complementary DNA (cDNA) was synthesized using the PrimeScript™ RT Master Mix kit (Takara Bio,
Japan). Quantitative real-time PCR was performed using the 2X SYBR Green Pro Taq HS Premix kit (Accurate Biology, China), with
expression levels normalized to GAPDH. Relative expression was assessed using the 2-AACt method, and the primer sequences for
GAPDH and LINC01150 are listed in Supplementary Table S1.

2.13. Cell proliferation assay based on CCK8 and EDU

After 48 h of transfection, cells were seeded at a low density (2 x 10* cells/ml) into 96-well plates at a volume of 100 pl per well.
Cell proliferation was measured using a CCK-8 kit (Yeasen, China) at 24-h intervals for five days. At each time point, 100 pl of CCK-8
solution was added to each well, and the cells were incubated at 37 °C for 2 h. Absorbance was measured at 450 nm using a microplate
reader. In parallel, cell proliferation was also assessed using the EDU kit (50 pM) (Guangzhou RiboBio, China) following the manu-
facturer’s instructions, with cells incubated in the Click reaction solution and protected from light. After fixation with 4 % para-
formaldehyde, nuclei were stained with Hoechst33342. Fluorescent images of proliferating cells were captured, and positive cells were
counted under a fluorescence microscope.

2.14. Colony formation assay

Colony formation assays were performed to evaluate the proliferative capacity of treated cells. Cells (600 cells/well) were seeded
into 6-well plates and cultured for two weeks in an incubator at 37 °C with 5 % COs. Cell growth was monitored daily. After two weeks,
cells were fixed with 4 % paraformaldehyde for 30 min and stained with crystal violet for 10 min. Colonies were photographed under a
microscope and counted.
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2.15. Transwell

For migration and invasion assays, transfected and control cells were suspended in a serum-free medium and seeded into the upper
chamber of Transwell inserts (Corning, USA) at a density of 6 x 10* cells per well. For the invasion assay, 50 pL of Matrigel was pre-
coated in the upper chamber. A total of 600 pL of 10 % FBS-containing medium was added to the lower chamber. After 24 h of in-
cubation at 37 °C, cells were fixed with 4 % paraformaldehyde for 20 min and stained with crystal violet for 10 min. Cell migration and
invasion were photographed under an inverted microscope, and the percentage of migrating cells was calculated.

2.16. Statistical analysis

For statistical analysis, Strawberry Perl (version 5.32.1.1), Cytoscape (version 3.8.1), GraphPad Prism (version 8.0), R software
(version 4.1.2), and relevant R packages were used. The Wilcoxon test and Kruskal-Wallis test were employed for comparisons between
nonparametric and multiple samples, respectively. Pearson correlation coefficient was calculated to evaluate correlations between
variables. KM and COX regression analyses were performed for survival and independent prognostic analyses. Unless otherwise noted,
all statistical tests were two-sided, and a P-value of <0.05 was considered statistically significant.

3. Results
3.1. Identification of B cell-related IncRNA in TCGA-OV

The flowchart (Fig. 1) provides a visual representation of the study’s design and methodology. First, the cell cluster types of the
GSE147082 cohort were identified using the TISCH database (Fig. 2A and B), and Fig. 2C illustrates the distribution of different cell
types within each sample. Fig. 2D shows the correlation between specific biomarkers and single-cell clusters, highlighting the sig-
nificant heterogeneity among these clusters. Cellular communication analysis indicates a strong interaction between B cells and
various cell types in the TIME (Fig. 2E and F). Through differential analysis, 1087 B cell-related DEGs were identified. Intersecting
these DEGs with 2533 immune-related genes resulted in 157 overlapping genes (Fig. 2G). The PPI network of these intersecting genes
is visualized in Fig. 2H. A total of, 28 BCHGs with a degree >20 were selected for further analysis. Pearson Correlation Analysis
mapped these 28 BCHGs to 313 BCRLs (Fig. 2I).

3.2. Construction of BCRLss

BCRL expression data in TCGA-OV were extracted and merged with survival information. The patients were randomly divided into
training and testing cohorts. The training cohort was used to construct the BCRLss, while the testing cohort served as the internal
validation set. Statistical analysis indicated that the clinical characteristics of both groups were comparable (Table 1). COX survival
analysis identified 20 prognostic BCRLs in the training cohort (Fig. 3A), and 6 risk IncRNAs (POLH-AS1, LINC00996, AL133467.1,
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Fig. 1. Flowchart of the study design.
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Fig. 2. Identification of B cell-related IncRNAs in OV. (A, B) Single-cell sequencing landscape based on UMAP in the GSE147082 cohort. (C)
Distribution of different cell clusters in the GSE147082 cohort. (D) Correlation between different cell clusters and their characteristic genes. (E, F)
Cell communication between B cells and other cell clusters. (G) Venn diagram showing the intersection of B cell-related and immune-related genes.
(H) Protein-protein interaction network of 157 B cell-related genes (genes with degree >20 shown in red). (I) Mapping network of 28 B cell hub
genes and 313 B cell-related IncRNAs. (For interpretation of the references to color in this figure legend, the reader is referred to the Web version of
this article.)

LINCO01894, LINC00892, and LINC01150) were selected using the LASSO algorithm for BCRLss construction (Fig. 3B and C). The risk
IncRNAs and their coefficients are detailed in Table 2. Fig. 3D shows the mapping of BCHGs to risk IncRNAs. Principal component
analysis (PCA) demonstrated that BCRLss, as the primary feature, effectively distinguished between patients compared to all genes,

Table 1
Comparison of clinical characteristics between the training and testing cohorts.
Covariates Type Entire cohort Testing cohort Training cohort P-value
Age <60 213 (55.61 %) 113 (59.16 %) 100 (52.08 %) 0.1966
>60 170 (44.39 %) 78 (40.84 %) 92 (47.92 %)
Grade G1 1 (0.26 %) 0 (0 %) 1 (0.52 %) 0.5687
G2 39 (10.18 %) 19 (9.95 %) 20 (10.42 %)
G3 335 (87.47 %) 167 (87.43 %) 168 (87.5 %)
G4 1 (0.26 %) 1 (0.52 %) 0 (0 %)
Unknown 7 (1.83 %) 4 (2.09 %) 3 (1.56 %)
Stage 1A 7 (1.83 %) 5 (2.62 %) 2 (1.04 %) 0.2586
1B 16 (4.18 %) 11 (5.76 %) 5 (2.6 %)
IIIC 299 (78.07 %) 147 (76.96 %) 152 (79.17 %)
v 61 (15.93 %) 28 (14.66 %) 33(17.19 %)
tumor Residual >20 mm 72 (18.8 %) 42 (21.99 %) 30 (15.62 %) 0.3589
1-10 mm 185 (48.3 %) 85 (44.5 %) 100 (52.08 %)
11-20 mm 26 (6.79 %) 13 (6.81 %) 13 (6.77 %)
No macroscopic disease 65 (16.97 %) 33 (17.28 %) 32 (16.67 %)
Unknown 35 (9.14 %) 18 (9.42 %) 17 (8.85 %)
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BCHGs, and BCRLs (Fig. 3E-H).

3.3. Validation of BCRLss

The prognostic performance of BCRLss was validated from three angles. First, K-M survival analysis confirmed the prognostic
relevance of the 6 risk IncRNAs in TCGA-OV (Fig. 4A-F). Differential expression analysis revealed that POLH-AS1, LINC00996,
LINC01894, and LINC01150 were highly expressed in tumor tissues, while LINC00892 and AL133467.1 were predominantly expressed
in normal tissues (Fig. 4G). ROC analysis showed that these risk IncRNAs exhibit strong diagnostic performance, with the potential for
use as early diagnostic biomarkers for TCGA-OV (Fig. 4H). POLH-AS1 displayed the highest diagnostic accuracy (AUC = 0.978),
whereas LINC00892 had the lowest (AUC = 0.653).

Subsequently, the BCRLss was validated in both the internal testing cohort and the external independent ICGC-OV cohort. The
ICGC-OV cohort was stratified into high- and low-risk groups based on the median risk score. The distribution heatmaps (Fig. 5A-C),
survival dependency scatter plots (Fig. 5D-F), and risk curves (Fig. 5G-I) demonstrated consistent trends across the training, testing,
and ICGC-OV cohorts. Furthermore, Kaplan-Meier survival curves (Fig. 5J-L) indicated that patients in the low-risk group of BCRLss
had significantly better prognoses compared to those in the high-risk group across all three cohorts.
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Fig. 3. Construction of the BCRLss. (A) Identification of survival-related IncRNAs in the training cohort based on Cox analysis. (B, C) LASSO co-

efficients and partial likelihood deviance of the scoring system. (D) Mapping of risk IncRNAs and B cell hub genes. (E-H) PCA of all genes, B cell hub
genes, B cell-related IncRNAs, and risk IncRNAs.
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Table 2

Risk IncRNAs and their corresponding risk coefficients used in the construction of BCRLss.
BCRIncRNA Coef HR HR (95%CI) P-value
POLH-AS1 —0.893962038 0.533 0.290-0.980 0.043
LINC00996 —0.842387676 0.456 0.257-0.808 0.007
AL133467.1 —0.916867881 0.386 0.212-0.703 0.002
LINC01894 0.950234241 2.227 1.065-4.657 0.033
LINC00892 —1.093890464 0.342 0.154-0.756 0.008
LINC01150 1.025415275 1.638 1.054-2.544 0.028

HR, hazard ratio; CI, confidence interval.
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Fig. 4. Clinical significance of risk IncRNAs in OV. (A-F) Kaplan-Meier survival analysis of risk IncRNAs. (G) Differential expression of risk IncRNAs
in normal ovarian tissues and ovarian cancer. (H) ROC analysis for diagnostic performance of risk IncRNAs.

The survival validation of BCRLss across various clinical features is outlined. Fig. 6A illustrates the distribution of patients with
different clinical characteristics within the risk subgroups. Notably, patients in the low-risk BCRLss group demonstrated a better
prognosis across clinical subgroups, including age (threshold of 60 years) (Fig. 6B and C), stage (III-IV) (Fig. 6D and E), and tumor
residual (threshold of 10 mm) (Fig. 6F and G). For tumor grade, survival analysis in G3-G4 remained consistent with this trend.
However, no significant difference between high- and low-risk groups was observed in G1-G2, likely due to the limited sample size in
this subgroup within TCGA-OV (Fig. 6H and I).
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Fig. 5. Validation of BCRLss prognostic performance in OV. (A-C) Heatmap of risk IncRNA expression in the Training cohort, Testing cohort, and
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and ICGC-OV cohorts. (J-L) Kaplan-Meier curves for overall survival in the Training, Testing, and ICGC-OV cohorts.

3.4. Prognostic prediction of BCRLss

Cox regression analysis identified age, tumor residual, and risk score as independent prognostic factors for TCGA-OV patients
(Fig. 7A and B). The AUC values under the ROC survival curve at 1, 3, and 5 years were 0.579, 0.666, and 0.683, respectively (Fig. 7C).
A nomogram was constructed to predict patient prognosis, with total points at 1, 2, and 3 years estimated at 0.911, 0.74, and 0.568,
respectively (Fig. 7D). The calibration curve indicated good predictive accuracy (C-index = 0.646 [95 % CI: 0.626-0.667]) (Fig. 7E).

3.5. Enrichment analysis

Differential analysis between high- and low-risk groups of BCRLss identified 58 upregulated and 455 downregulated genes
(Fig. 8A). Fig. 8B visualizes the top 50 differentially expressed genes in TCGA-OV. GO and KEGG enrichment analyses revealed the
biological functions of these DEGs (Fig. 8C and D). GSVA highlighted associations between risk IncRNAs, risk scores, and various tumor
immune and metabolic pathways (Fig. 8E). GSEA demonstrated the enrichment of axon guidance and ECM receptor interaction in the
high-risk group, while the low-risk group was associated with the chemokine signaling pathway, cytokine-cytokine receptor inter-
action, and T cell receptor signaling pathway (Fig. 8F and G). Collectively, BCRLss is significantly linked to OC progression and TIME
regulation.

3.6. Landscape of BCRLss in tumor immune microenvironment

Using multiple algorithms from the TIMER2.0 platform, the correlation between cells in the TIME and the risk score was analyzed
(Supplementary Fig. 1). Notably, anti-inflammatory cells, such as tumor-associated fibroblasts and M2 macrophages, showed a pos-
itive correlation with the risk score, whereas pro-inflammatory cells, including CD8™ T cells and M1 macrophages, were negatively
correlated (Fig. 9A). Immune correlation analysis using the ssGSEA algorithm further indicated a higher degree of immune cell
infiltration in the low-risk group (Fig. 9B and C). Additionally, immune checkpoint-related genes were more highly expressed in the
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low-risk group (Fig. 9D).

An unsupervised consensus clustering analysis based on risk scores (Supplementary Fig. 2) revealed that categorizing patients into
two clusters was the most appropriate (Fig. 9E and F). Fig. 9G shows the correlation between the clusters and risk groups, and Fig. 9H
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illustrates significant differences in cell type expression in TIME across the clusters. Cluster C2 exhibited higher expression of immune
checkpoint-related genes than cluster C1. TCIA analysis further suggested that patients in cluster C2 might be more responsive to
immune checkpoint inhibitors, specifically anti-CTLA4 and anti-PD1 therapies (Fig. 9J-M). Although StromalScore, InmuneScore,
and ESTIMATEScore did not show significant differences between high- and low-risk groups, the tumor microenvironment scores were
significantly higher in the C2 cluster, based on the ESTIMATE algorithm (Supplementary Fig. 3). These findings collectively
demonstrate that BCRLss can effectively distinguish patient populations with distinct TIME characteristics.

3.7. Screening of drugs for potential clinical benefit

Drug sensitivity predictions were conducted using IC50 values obtained from the GDSC database (Supplementary Fig. 4).
Fig. 10A-H displays commonly used OC drugs across different treatment stages, including Cisplatin, Paclitaxel, Cyclophosphamide,
Topotecan, Irinotecan, Niraparib, Olaparib, and Oxaliplatin. The data suggest that patients in the low-risk group may benefit more
from these drugs.

3.8. In vitro validation

The oncogenic potential of the highest risk coefficient IncRNA, LINC01150, in OC, was further investigated through in vitro ex-
periments. Fig. 11A demonstrates that LINC01150 is highly expressed in OC cell lines (SKOV3, A2780, OVCAR-3) compared to the
normal ovarian cell line IOSE80. SKOV3, which showed the highest differential expression, was selected for LINC01150 knockdown
experiments. The siLINC01150-1 vector, with the highest knockdown efficiency, was chosen for subsequent experiments (Fig. 11B).
Functional assays revealed that LINC01150 knockdown significantly inhibited the proliferation of SKOV3 cells, as shown by CCKS8,
EDU, and colony formation assays (Fig. 11C-E). Moreover, the migration and invasion abilities of the siLINC01150-1 group were
markedly reduced (Fig. 11F).

4. Discussion

High-throughput sequencing technology has greatly advanced our understanding of tumor heterogeneity and the exploration of the
TIME from a molecular perspective [40]. Constructing reliable predictive factors is essential for achieving precise anti-tumor therapies
[41]. Although the combination of CA125 and HE4 provides higher specificity and sensitivity in detecting OC, it remains inadequate
for screening and early diagnosis. miRNAs, while promising as clinical biomarkers, face challenges due to complex sample stan-
dardization procedures and specific detection platforms [42]. Thus, there is an urgent demand for novel biomarkers to improve
molecular diagnostics and prognosis prediction in OC. Furthermore, tumor immune-infiltrating cells in OC exhibit high heterogeneity,
which correlates with patient prognosis and response to immunotherapy [8]. Evidence suggests that combining PARP inhibitors with
immunotherapy enhances treatment response in patients with BRCA mutations or homologous recombination deficiencies. This effect
may arise from BRCA defects triggering STING-mediated innate immune responses, leading to increased production of type I in-
terferons and pro-inflammatory cytokines [43]. Unfortunately, immunotherapy based on ICIs remains limited in OC due to its low
immunogenicity [44]. Therefore, identifying novel molecular features that characterize the TIME landscape in OC is critical.

Increasing evidence has demonstrated the significant role of B cells and IncRNAs in the progression and immune activity of OC.
Moreover, IncRNAs can regulate the development, proliferation, and differentiation of B cells [45]. B cell-related IncRNAs and their
molecular signatures have shown strong clinical potential in predicting prognosis, immune cell infiltration patterns, and immuno-
therapy responses in solid tumors, such as bladder and liver cancers [46,47]. Additionally, IncRNAs are increasingly recognized as
valuable tumor biomarkers [48,49]. However, the potential of B cell-related IncRNAs as biomarkers in OC remains largely unexplored.

scRNA-seq is an advanced gene sequencing technology that enables the exploration of cell subpopulation heterogeneity within the
TIME, facilitating the analysis of dynamic cellular transformations and interactions [50,51]. In this study, single-cell transcriptomic
data from distinct tumor-infiltrating immune cell subpopulations were obtained from the OC cohort GSE147082. Through differential
analysis and PPI network analysis, BCHGs were identified, leading to the construction of a BCRLss composed of 6 risk IncRNAs
(POLH-AS1, LINC00996, AL133467.1, LINC01894, LINC00892, LINC01150) using various algorithms. KM survival analysis and ROC
analysis collectively demonstrated that these 6 IncRNAs could serve as potential biomarkers for early diagnosis and prognosis eval-
uation in patients with OV. LINC00996 has previously been reported as a prognostic factor in colorectal cancer and head and neck
squamous cell carcinoma (HNSCC) [52,53], with additional studies confirming that its overexpression significantly inhibits lung
cancer cell proliferation, migration, and invasion [54]. LINC00892, specifically expressed by CD4™" T cell subsets, is associated with the
T cell receptor pathway and may play a role in communication between helper T cells and B cells [55]. POLH-AS1 has been linked to
HNSCC prognosis, and AL133467.1 has shown prognostic value in OV by contributing to the construction of an immune-related
signature [56]. LINC01150 has been identified as a prognostic marker in lung adenocarcinoma, with potential immune relevance
[57]. Despite these insights, the oncogenic role of these risk IncRNAs in OC remains unclear. Therefore, LINC01150, with the highest
risk score in BCRLss, was selected for in vitro validation. The results showed that LINC0O1150 was highly expressed in OC, and its
knockdown in the SKOV3 cell line significantly inhibited proliferation, invasion, and metastasis, suggesting that targeting LINC01150
could offer new therapeutic strategies for OC.

Survival analysis indicated that BCRLss was applicable across different clinical subgroups of TCGA-OV patients. Notably, survival
variability between high- and low-risk groups was not observed in G1-G2 patients, likely due to the limited sample size. However, a
trend toward better prognosis in the low-risk group was noted. The ICGC-OV cohort was introduced as an external validation set, which
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Fig. 9. Correlation analysis of BCRLss and the tumor immune microenvironment in OV. (A) Bubble chart of correlation coefficients between im-
mune cells and risk scores. (B) Differential analysis of immune cells between high- and low-risk groups. (C) Differential analysis of immune function
between high- and low-risk groups. (D) Differential expression of immune checkpoint-related genes in high- and low-risk groups. (E, F) Consensus
clustering analysis based on BCRLss. (G) Sankey diagram of clusters and BCRLss groups. (H) Heatmap of immune cell correlations across clusters. (I)
Expression of immune checkpoint-related genes in clusters. (J-M) Predicted immunotherapy response in clusters based on the TICA database. *P <
9.05, **P < 0.01, and ***P < 0.001.
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Fig. 10. Drug sensitivity analysis. (A-H) Box plot comparison of IC50 values for common clinical drugs between high- and low-risk groups.

demonstrated consistency with TCGA-OV in terms of survival-dependent risk profiles and Kaplan-Meier survival analysis. Univariate
and multivariate Cox analyses identified age, tumor residual, and risk score as independent prognostic factors for OV. Previous studies
have shown that age and tumor residuals (threshold >10 mm) are strongly correlated with disease-free survival (DFS) and OS [58],
with further confirmation from a Norwegian study [59]. However, the role of age as an independent prognostic factor in OC remains
debated, with a Japanese study suggesting that treatment strategies should focus on physical status rather than age [60]. In addition,
ROC survival analysis and the construction of a nomogram further validated the reliable predictive performance of BCRLss in OV.
Increasing evidence underscores the prognostic significance of tumor-infiltrating immune cells in OC. For instance, CD8" T cells
and natural killer cells directly kill cancer cells by producing IFN-y, a process closely linked to long-term survival in OC [61,62].
Conversely, immune-suppressive cells such as regulatory T cells, fibroblasts, and M2 macrophages facilitate immune evasion, indi-
cating a poorer prognosis [63-65]. In this study, the correlation between risk score and immune cell infiltration in OV was analyzed
using multiple algorithms. Results revealed a negative correlation between risk score and immune-promoting cells, including CD8" T
cells, M1 macrophages, plasma cells, and CD4" memory T cells, which are favorable prognostic markers. Conversely, risk score was
positively correlated with immune-suppressive cells such as fibroblasts, regulatory CD4" T cells, and M2 macrophages, which are
associated with poor prognosis [10]. These results suggest that patients in the low-risk group may benefit from enhanced immuno-
therapy response and have better prognostic outcomes. Additionally, the ssGSEA algorithm showed that patients in the low-risk group
exhibited higher immune cell infiltration and more active immune-related functions. Overall, BCRLI effectively captures the immune
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landscape of patients with OV.

Although ICIs targeting CD274, PDCD1, and CTLA-4 have revolutionized cancer treatment, their efficacy in OC remains limited. A
phase III clinical trial in Japan comparing the efficacy of Nivolumab with chemotherapy (gemcitabine or liposomal doxorubicin) in
platinum-resistant epithelial OC revealed that, despite good tolerability, no significant improvement in survival was observed [66].
Therefore, identifying new targets to enhance immunotherapy response in OC remains critical. In this study, immune
checkpoint-related gene expression was higher in the low-risk group, further suggesting their potential immunotherapy benefits.
Moreover, a strong relationship between several key genes and B cells was observed. For instance, IDO1 and IDO2 play roles in B
cell-mediated adaptive immunity and inflammation regulation, though with opposing effects. IDO1 suppresses B cell-mediated
inflammation, while IDO2 promotes it [67]. The exact pathways by which IDO1 and IDO2 regulate B cell immune responses
remain unclear and warrant further investigation [68]. Another noteworthy gene, HAVCR1, emerged as a potential target. Recent
studies have shown that the deletion of the protein TIM-1, encoded by HAVCR1, enhances type I interferon (IFN-1) responses in B cells,
promoting antigen presentation and co-stimulation, which leads to the expansion of tumor-specific effector T cells. This positions
TIM-1 as a promising target for modulating B cell-mediated immune responses [69]. In conclusion, this study provides valuable in-
sights into target selection for immune checkpoint blockade therapy in OV, offering new avenues for improving treatment response.

A drug sensitivity analysis indicated that commonly used OC treatments, including Cisplatin, Paclitaxel, Oxaliplatin, Irinotecan,
Topotecan, Cyclophosphamide, Olaparib, and Niraparib, may be more effective for patients in the low-risk group of BCRLss. Platinum-
based chemotherapy, such as cisplatin or carboplatin combined with paclitaxel, remains the first-line treatment for advanced OV.
However, resistance to platinum-based therapies often leads to reduced OS. While monotherapies (e.g., paclitaxel, irinotecan, top-
otecan, cyclophosphamide) or combinations with anti-angiogenic drugs are frequently employed, their efficacy is limited. Some
studies suggest that patients with platinum-resistant OC may still benefit from re-treatment with platinum-based drugs [70]. In recent
years, the focus has shifted toward maintenance therapy. PARP inhibitors have demonstrated the ability to prolong patient survival by
targeting DNA double-strand break repair through homologous recombination (S/G2 phase) and non-homologous end joining (G1
phase). These inhibitors act on the mitotic cell cycle and involve several key proteins, including Ku70/80, XLF, MRI/CYREN (bidi-
rectional regulatory), IFFO1, ERCC6L2, and RNaseH2 [71]. The NCT03705156 trial showed that niraparib maintenance therapy
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reduced disease progression by 68 % in patients with platinum-sensitive OC [72]. Furthermore, olaparib has been shown to benefit
patients with platinum-sensitive OC in maintenance therapy, regardless of BRCA mutation status [73]. Overall, this study offers a
valuable reference for the development of personalized treatment strategies for patients with OV, although further rigorous clinical
trials are required to confirm these findings.

Despite the systematic validation and comprehensive assessment of the constructed scoring system, several limitations remain.
Firstly, due to the current accessibility of open data, we were able to validate the scoring system for ovarian cancer only within the
TCGA-OV validation cohort and the ICGC-OV cohort. We are unable to extend validation to additional independent cohorts at this
time. Future research should aim to further evaluate the predictive value of the scoring system in prospective large-sample clinical
studies.Moreover, while our study has demonstrated that targeting LINCO1150 can inhibit the malignant biological behavior of SKOV3
ovarian cancer cells, further investigation is needed to elucidate its specific mechanism of action and its clinical prognostic value in
real-world settings.

This study has several limitations. First, all patients included had OV, the most common pathological subtype of OC. Therefore,
additional research is necessary to determine the prognostic value of BCRLss in other OC subtypes. Furthermore, while the carcino-
genic potential of LINC01150 in OC was confirmed through in vitro experiments, its underlying mechanism remains unclear. Given its
potential role in early diagnosis and prognosis evaluation, further investigation into the mechanism of LINC01150 in OC is warranted.

5. Conclusion

In conclusion, BCRLs effectively predicted clinical outcomes in patients with OV and were validated using an external independent
cohort. Additionally, BCRLss delineated the immune cell infiltration landscape within the TIME and identified potential targets for
immunotherapy, along with identifying patient populations likely to benefit. Drug sensitivity analysis further informed the devel-

opment of clinical dosing strategies for OC treatment. Lastly, in vitro experiments validated the oncogenic role of BCRL LINC01150,
which exhibited the highest risk coefficient, in promoting OC progression.
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