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Abstract

Laryngeal squamous cell carcinoma (LSCC) is a common malignant tumor of the head and neck that significantly impacts
patients’ quality of life, with chemotherapy resistance notably affecting prognosis. This study aims to identify prognos-
tic biomarkers to optimize treatment strategies for LSCC. Using data from The Cancer Genome Atlas (TCGA) and Gene
Expression Omnibus (GEO), combined with mitochondrial gene database analysis, we identified mitochondrial IncRNAs
associated with drug resistance genes. Key long non-coding RNAs (IncRNAs) were selected through univariate Cox
regression and Lasso regression, and a multivariate Cox regression model was constructed to predict prognosis. We
further analyzed the differences in immune function and biological pathway enrichment between high- and low-risk
groups, developed a nomogram, and compared drug sensitivity. Results showed that the prognostic model based on
seven mitochondrial IncRNAs could serve as an independent prognostic factor, with Area Under the Curve (AUC) values
of 0.746, 0.827,and 0.771 at 1, 3, and 5 years, respectively, outperforming some existing models, demonstrating high
predictive performance. Significant differences were observed in immune function and drug sensitivity between the
high- and low-risk groups. The risk prediction model incorporating seven drug resistance-related mitochondrial IncRNAs
can accurately and independently predict the prognosis of LSCC patients.

Keywords Laryngeal squamous cell carcinoma - Mitochondria-associated IncRNAs - Chemotherapy resistance - Immune
response - Prognostic model

1 Introduction

Laryngeal squamous cell carcinoma (LSCC) is one of the most common malignant tumors of the head and neck, account-
ing for approximately 20% of cases [1]. According to the 2018 Global Cancer Statistics [2], about 177,000 new cases
of laryngeal cancer are diagnosed worldwide each year, leading to 95,000 deaths. The standardized incidence rate of
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laryngeal cancer is 2.0 per 100,000, with a mortality rate of 1.0 per 100,000 [3]. Despite a declining overall incidence of
laryngeal cancer over the past 40 years, the 5-year survival rate has shown only a slight decrease from 66 to 63%, with no
significant improvement [4]. Due to the lack of early symptoms, approximately 60% of patients present with advanced-
stage disease at the time of diagnosis, missing the optimal treatment window [5-7]. For patients with locally advanced
laryngeal cancer, surgery is typically followed by adjuvant radiotherapy or chemotherapy to reduce recurrence rates
and extend survival [8]. However, the development of chemotherapy resistance significantly increases the risk of recur-
rence and worsens patient outcomes [9]. Postoperative laryngeal cancer often results in loss of voice, severely impacting
patients’ quality of life. Additionally, the side effects of chemotherapy resistance not only reduce treatment efficacy but
also increase chemotherapy-related toxicities, such as nausea, vomiting, and myelosuppression, posing challenges to
patients’ physical, psychological, and overall quality of life [10-14]. Therefore, early assessment of patients’ resistance
to chemotherapeutic drugs could help avoid ineffective treatments and unnecessary side effects, ultimately improving
the overall quality of life for patients.

Recent studies have highlighted the role of mitochondria as essential organelles involved in energy production,
cellular metabolism, and signal transduction. Mitochondria are crucial in Adenosine triphosphate (ATP) synthesis and
play a significant role in tumor progression and metastasis [15]. Mitochondrial dysfunction, including mutations in
mitochondrial DNA (mtDNA) and alterations in metabolic pathways, has been closely linked to the development of drug
resistance in tumors [16-18]. Moreover, the emergence, progression, and treatment response of tumors occur in close
interaction with the host immune system, with many immune functions relying on intact mitochondrial metabolism
[19]. Screening for the intersection of mitochondrial-related genes with drug resistance genes identifies mitochondrial-
related genes associated with resistance, bridging the gap between drug resistance and mitochondrial function, and
opening new avenues for understanding the interplay between mitochondrial function and drug resistance in cancer
therapy [20]. Targeting mitochondrial pathways may enhance the efficacy of existing therapies and help to overcome
resistance [21-23]. In summary, the intersection of mitochondrial-related genes and drug resistance genes provides a
framework for understanding how cancer cells adapt to therapeutic challenges. This knowledge not only bridges the
gap between mitochondrial function and drug resistance but also highlights potential strategies for improving cancer
treatment outcomes. To our knowledge, the relationship between mitochondria and drug resistance in laryngeal cancer
remains unexplored.

Long non-coding RNAs (IncRNAs) are RNA molecules longer than 200 nucleotides that do not encode proteins and
have been found in recent years to play a crucial role in regulating gene expression [24]. IncRNAs regulate gene expres-
sion through various mechanisms, including chromatin remodeling, transcriptional regulation, RNA splicing, and stability
modaulation [25]. IncRNAs have been implicated in drug resistance in multiple cancers, such as hepatocellular carcinoma,
melanoma, ovarian cancer, and breast cancer [26-30]. For example, IncRNA NEAT1 has been shown to increase resist-
ance to chemotherapy by promoting cell survival and altering drug transport mechanisms [31]. IncRNA GBCDRInc1 has
been identified as a key regulator of autophagy-associated drug resistance in gallbladder cancer [32]. In recent years,
the regulation of mitochondria by IncRNAs has gained attention; studies have shown that IncND5, IncND6, and IncCyt b
can stabilize their corresponding mRNAs through RNA-RNA interactions, thereby regulating mitochondrial gene expres-
sion [33-36]. Investigating the regulatory role of IncRNAs on mitochondrial-related drug resistance genes can deepen
our understanding of the molecular mechanisms underlying drug resistance in LSCC, provide theoretical support for
elucidating the role of mitochondria in resistance, and offer potential targets for developing new therapeutic strategies.

This study aims to systematically screen and validate IncRNAs that are both mitochondrial-related and associated with
drug resistance, constructing a molecular signature model capable of predicting chemotherapy response in laryngeal
cancer patients. By analyzing the expression patterns of these IncRNAs in laryngeal cancer and their impact on prognosis,
we aim to provide new prognostic tools for the clinical management of laryngeal cancer and support the development
of personalized treatment strategies.

2 Materials and methods
2.1 Data collection and preparation
We obtained RNA sequencing (RNA-seq) data and associated clinical information of LSCC patients from the TCGA data-

base (https://portal.gdc.cancer.gov/). The clinical data included patients’age, gender, survival time, survival status, histo-
logical grade, and TNM stage. After excluding samples lacking survival information, a total of 12 adjacent non-cancerous
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tissues and 116 LSCC tumor tissues were collected, along with the corresponding clinical data of these 116 patients.
Transcriptomic data were processed and ID conversion was performed using Perl software to identify IncRNAs. Subse-
quently, all LSCC patients were randomly divided into a training group (n=58) and a testing group (n=58).

Additionally, gene expression data from 7 chemotherapy-sensitive and 4 chemotherapy-resistant patients were
obtained from the GSE85607 dataset in the GEO database and analyzed using the GEO2R tool to identify drug resist-
ance-related genes. The chi-square test was used to evaluate the differences in clinical characteristics between the two
patient groups. Furthermore, a literature review identified 2,030 validated human mitochondrial-related genes [37, 38].
An intersection analysis was conducted between these genes and the identified drug resistance genes, resulting in
mitochondrial-related drug resistance genes.

2.2 Construction of a risk model based on mitochondria-related drug resistance IncRNAs

The correlation between mitochondria-related drug resistance genes (MRDRGs) and IncRNA expression patterns was
assessed using Pearson correlation coefficients (P <0.001 and |R|>0.4). Subsequently, stepwise dimensionality reduction
identified 632 mitochondria-related drug resistance IncRNAs with prognostic significance. Initially, univariate Cox regres-
sion analysis was employed to select 32 IncRNAs significantly associated with the prognosis of LSCC patients. This was
followed by LASSO regression for further dimensionality reduction, resulting in the identification of 15 IncRNAs associated
with overall survival (OS) of the patients. Finally, multivariate Cox regression analysis determined 7 IncRNAs significantly
related to prognosis, which were used to construct a prognostic model. The IncRNA risk score formula derived from the
multivariate regression analysis is: Risk Score =¥ (coefficient_i x EXP(IncRNA)_i) for i=1 to n. Based on each patient’s risk
score, all LSCC patients were classified into high-risk and low-risk groups according to the median risk score.

2.3 Evaluation of the accuracy and independence of the risk model and construction of a Nomogram

To evaluate the predictive capacity of the risk model, Kaplan-Meier (K-M) survival curves were plotted. The accuracy of
the model in predicting 1-year, 3-year, and 5-year survival probabilities was further assessed using Receiver Operating
Characteristic (ROC) curves. Principal Component Analysis (PCA) was employed to reduce dimensionality and visualize
results across different subgroups. Univariate and multivariate Cox regression analyses were conducted to verify the
reliability of the risk model as an outcome predictor. Additionally, a nomogram was constructed by integrating multiple
clinical features with the risk scores, and its predictive accuracy was assessed using calibration curves.

2.4 Functional enrichment analysis

Differentially expressed genes (DEGs) between the risk groups were identified based on the criteria: |log2FC|> 1.0 and
p <0.05.The identified DEGs underwent Gene Ontology (GO) analysis, encompassing three domains: Biological Processes
(BPs), Cellular Components (CCs), and Molecular Functions (MFs). Additionally, the Kyoto Encyclopedia of Genes and
Genomes (KEGG) analysis was conducted to explore the signaling pathways associated with the DEGs. To further identify
significant signaling pathways in the low-risk and high-risk groups, Gene Set Enrichment Analysis (GSEA) was performed.

2.5 Tumor microenvironment, somatic mutation analysis, and drug prediction

The Estimation of Stromal and Immune cells in Malignant Tumors using Expression data (ESTIMATE) algorithm was uti-
lized to assess the differences in the tumor microenvironment (TME) between the two risk groups [39, 40]. The Cell-type
Identification By Estimating Relative Subsets Of RNA Transcripts (CIBERSORT) algorithm was employed to evaluate the
infiltration levels of 22 types of immune cells within the groups [41]. The single-sample Gene Set Enrichment Analysis
(ssGSEA) algorithm was used to analyze immune cell infiltration and immune functions across different risk groups
[42-44]. Furthermore, the Tumor Immune Dysfunction and Exclusion (TIDE) scores were calculated to assess the immune
evasion capabilities of tumor cells and their response to immune checkpoint inhibitors (ICls) in the two risk groups [45].
Somatic mutation data extracted from the TCGA database were used to analyze the tumor mutation burden (TMB) in
both patient groups, which were subsequently categorized into low-TMB and high-TMB groups based on the median TMB
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value. To predict the response of LSCC patients in different risk groups to common anti-tumor drugs, the half-maximal
inhibitory concentration (IC50) values were calculated using the "oncoPredict" R package.

2.6 Statistical analysis

All statistical analyses were performed using R software (version 4.4.1). Differences between groups were analyzed using
t-tests. K-M survival analysis, combined with the log-rank test, was used to assess survival differences between the risk
groups. Univariate and multivariate Cox regression analyses were conducted to identify prognostic factors associated
with LSCC. Statistical significance was set at a p-value of less than 0.05.

3 Results

3.1 Data of LSCC patients

Figure 1 illustrates the study flowchart. A total of 116 LSCC patients were randomly divided into a training set (n=58) and
atest set (n=58) in a 1:1 ratio. The training set was utilized to identify prognostic mitochondrial-related drug resistance
IncRNAs and to establish the prognostic model, while the test set was used to validate the model’s accuracy. There were
no significant differences between the two groups in terms of clinical characteristics such as age, sex, histological grade,
and TNM stage (p > 0.05), indicating good balance between the groups (Table 1).

3.2 Risk model based on mitochondria-related drug resistance IncRNAs for predicting LSCC prognosis

We collected 2,030 MRGs from the literature. By analyzing the GSE85607 dataset, 166 drug resistance genes were identi-
fied, and intersected with MRGs, resulting in 14 MRDRGs (Fig. 2A). Subsequently, we assessed the expression correlation

Mitochondria- Drug resistance Co-expression UnivariateCox
associated gene gene IncRNA (32)
(2030) (166) (632)

\ J
!

Mitochondria-associated Multivariate C L C
drug resistance genes ultivariate Cox asso Cox
(14) O s
PC. PR _ GO/KEGG 7
R TME ~-B:
Test |
Nomoeram Prognostic Model CIBERSORT
- & — [P LT oL TS
LncRNA expresiion Drug analysis
"q‘(l“"'L,‘h"'l’”M"‘lly'l"L,‘V" i

El. -

Fig.1 Study Design Flowchart

@ Discover



Discover Oncology (2024) 15:785 | https://doi.org/10.1007/512672-024-01690-x Analysis

Table 1 Clinical characteristics

. . Covariates Type Total Test Train P value
of LSCC patients in the
training, validation, and Age <65 76 (65.52%) 8 (65.52%) 38 (65.52%) 1
overall datasets Age >65 (34 48%) 0 (34.48%) 20 (34.48%)
Gender FEMALE 0 (17.24%) 1(18.97%) 9 (15.52%) 0.8058
Gender MALE 6 (82.76%) 47 (81.03%) 49 (84.48%)
Grade G1 8 (6.9%) 4 (6.9%) 4 (6.9%) 0.7406
Grade G2 1(61.21%) 7 (63.79%) 34 (58.62%)
Grade G3 2 (27.59%) 5 (25.86%) 7(29.31%)
Grade G4 1(0.86%) 0 (0%) 1(1.72%)
Grade unknow 4 (3.45%) 2 (3.45%) 2 (3.45%)
Stage Stage | 2 (1.72%) 1(1.72%) 1(1.72%) 0.2865
Stage Stage Il 9 (7.76%) 6 (10.34%) 3(5.17%)
Stage Stage Ill 14(12.07%) 4 (6.9%) 10 (17.24%)

between IncRNAs and the mRNAs of these MRDRGs in the TCGA database using Pearson correlation coefficients, iden-
tifying 632 mitochondria-related drug resistance IncRNAs. A Sankey diagram in Fig. 2B illustrates the co-expression
network between the 14 MRDRGs and the 632 IncRNAs. In the training set, univariate Cox regression analysis of the
OS data of LSCC patients identified 32 IncRNAs significantly associated with patient OS (Fig. 2E). Further screening
using LASSO regression identified 15 IncRNAs highly correlated with LSCC prognosis (Fig. 2C-D). Finally, a multivariate
Cox regression model was constructed based on 7 key IncRNAs: AL513318.1, STARD7-AS1, AL590369.1, AL133243.2,
RBM38-AS1, AC092614.1, and AL137785.1 (Fig. 2G). The formula for calculating the risk score, based on the expression
levels of these IncRNAs and their Cox regression coefficients, is as follows: Risk Score=(AL513318.1x0.7003) + (STARD7-
AS1x —4.0671)+(AL590369.1 x —2.5946) + (AL133243.2x 1.9918) + (RBM38-AS1 X —4.9626) + (AC092614.1 X 1.3974) +
(AL137785.1 X 3.5625). This model, by integrating the expression levels of these IncRNAs, provides an effective tool for
assessing the prognosis of LSCC patients.

3.3 Analysis of the correlation between MRDRGs and IncRNAs

Additionally, we examined the correlation between the 14 MRDRGs and the 7 identified IncRNAs (Fig. 3A-1). The expression
levels of these 7 IncRNAs in the low-risk and high-risk groups are shown in Fig. 3A-l, along with an analysis of the distribu-
tion of risk scores, survival time, and survival status in the training set. The results indicated that STARD7-AS1, AL590369.1,
and RBM38-AS1 were expressed at higher levels in the low-risk group compared to the high-risk group, suggesting their
potential roles as protective prognostic factors in LSCC patients. Conversely, AL513318.1, AL133243.2, and AL137785.1
were more highly expressed in the high-risk group, indicating that they may act as risk factors in LSCC. To evaluate dif-
ferences in OS between different risk groups in the training set, validation set, and entire dataset, Kaplan-Meier (K-M)
curves were plotted. The results demonstrated that in all datasets, the OS of the low-risk group was significantly better
than that of the high-risk group (all p-values < 0.05) (Fig. 3J-L), further supporting the effectiveness of the risk model in
predicting LSCC prognosis.

3.4 Validation of the mitochondria-related drug resistance IncRNA risk model and PCA

We used univariate and multivariate Cox regression analyses to assess whether the 7 IncRNAs could independently predict
OS in LSCC patients. Univariate Cox regression analysis indicated that both gender and risk score were significantly associ-
ated with OS (p <0.001) (Fig. 4A). Multivariate Cox regression analysis further confirmed that the risk score (p <0.05) was
an independent predictor of OS in LSCC patients (Fig. 4B). These results suggest that the risk model constructed from the
7 mitochondria-related drug resistance IncRNAs serves as an independent prognostic factor for LSCC. Furthermore, for
the entire cohort, the AUC of the risk model (AUC=0.827) surpassed that of other clinical risk indicators (Fig. 4C). The AUC
values for predicting 1-year, 3-year, and 5-year survival probabilities were all greater than 0.7, highlighting the model’s
superior accuracy and reliability in prognosis prediction (Fig. 4D). As shown in Fig. 4E-H, PCA using the 14 MRDRGs, 377
mitochondria-related drug resistance IncRNAs, and the 7 mitochondria-related drug resistance IncRNAs revealed sig-
nificant differences between the two subgroups. The PCA results demonstrated that the risk model distinctly separated
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Fig.2 Construction of the Risk Model Based on Mitochondria-Related Drug Resistance Gene IncRNAs. A Venn diagram showing the inter-
section of Mitochondria-Related Genes (MRGs) and Laryngeal Cancer Drug Resistance Genes, identifying 14 intersecting genes. B Sankey
diagram illustrating the network of MRDRG IncRNAs. C, D LASSO regression analysis identified 15 MRDRG IncRNAs. E Univariate Cox regres-
sion analysis of 32 MRDRG IncRNAs. F Heatmap showing the correlation between the 7 MRDRG IncRNAs included in the multivariate Cox
regression model and the MRDRGs. G The 7 MRDRG IncRNAs used to construct the multivariate Cox regression model. (*p <0.05, **p <0.01,
***p <0.001, ****p <0.0001)

the low-risk and high-risk groups, with more pronounced separation in both directions. These findings underscore that
the risk score effectively stratifies LSCC patients into two distinct groups: low-risk and high-risk.

3.5 Construction of the Nomogram

By integrating multiple clinical factors and risk scores, we developed a Nomogram to predict the 1-year, 3-year, and
5-year survival rates of LSCC patients (Fig. 5A). The calibration curve of the Nomogram indicated a good concordance
between the predicted outcomes and actual clinical observations (Fig. 5B). Furthermore, we plotted K-M curves to assess
the performance of the risk model in predicting survival across different clinical characteristics, including age, gender,
and staging. The results showed that for female patients and those with lower staging, the survival differences between
the high-risk and low-risk groups were not significant. However, among patients of all age groups, male patients, and
those with higher staging, the low-risk group exhibited significantly better prognosis compared to the high-risk group
(Fig. 5C-H).

3.6 Functional enrichment analysis

We conducted functional enrichment analysis to explore the potential biological functions of these genes in LSCC. As
shown in Fig. 6A, GO analysis revealed significant enrichment in the BP related to proteinogenic amino acid catabolic
processes, L-amino acid catabolic processes, and organic acid catabolic processes, suggesting these genes may be
involved in metabolism-related biological processes. In terms of CC, significantly enriched items included NADPH oxidase
complex, ciliary tip, myosin Il complex, and P granule, indicating these genes might function within specific subcellular
structures. Regarding (MF, enriched terms included retinoic acid 4-hydroxylase activity, phosphatidylserine binding, and
potassium channel activity, which may relate to signal transduction, cell membrane dynamics, and ion channel regulation
in LSCC cells. KEGG pathway analysis indicated significant enrichment in pathways such as B cell receptor signaling, VEGF
signaling, and FceRl signaling, which play crucial roles in tumor cell proliferation, survival, and immune evasion (Fig. 6B).
GSEA further demonstrated that in the high-risk group, KEGG pathways significantly enriched included complement
and coagulation cascades, glycosaminoglycan biosynthesis (e.g., chondroitin sulfate), and leukocyte transendothelial
migration (Fig. 6C). In contrast, in the low-risk group, enriched KEGG pathways included cardiac muscle contraction,
butanoate metabolism, tyrosine metabolism, autoimmune thyroid disease, and nitrogen metabolism (Fig. 6D). These
findings provide new insights into the biological mechanisms underlying LSCC.

3.7 Analysis of immune infiltration and immunotherapy efficacy

We conducted an in-depth analysis of the TME in different risk groups using multiple algorithms. The CIBERSORT algo-
rithm was employed to evaluate the proportions of 22 types of tumor-infiltrating immune cells, revealing significant
differences in immune cell distribution between the high-risk and low-risk groups (Fig. 7A). Specifically, dendritic cells in
a resting state, M2 macrophages, and CD4 memory T cells in a resting state were more abundant in the high-risk group;
whereas MO macrophages, plasma cells, follicular helperT cells, and regulatory T cells were more prevalent in the low-risk
group. Further analysis using the ESTIMATE algorithm showed that the immune scores and overall ESTIMATE scores in
the low-risk group were significantly higher than those in the high-risk group (p <0.05) (Fig. 7B), indicating a higher level
of immune cell infiltration in the low-risk group. However, there was no significant difference in stromal scores between
the two groups. Additionally, the circular cluster heatmap in Fig. 7C and D visually demonstrated the infiltration levels
of various immune cell types across different samples, further confirming the differences in immune cell distribution
among samples. Lastly, the TIDE algorithm was used to explore the relationship between risk scores and responses to
immunotherapy. The results indicated that the low-risk group had a higher immune score (Fig. 7E). These findings suggest
that patients in the low-risk group may exhibit a stronger anti-tumor immune response, potentially leading to better
responses to immunotherapy; conversely, the high-risk group may face greater risks of immune evasion and reduced
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Fig. 3 Validation of Mitochondria-Related Drug Resistance Gene IncRNA Features in the Training Set, Validation Set, and Entire Cohort. A-L
Display the distribution of risk scores for the 7 IncRNAs, overall survival status distribution, expression heatmaps, and overall survival (OS) of
patients in different risk groups across the training set, validation set, and entire cohort

treatment efficacy. These results provide important reference points for optimizing risk stratification and personalizing
immunotherapy strategies in clinical settings.

3.8 Somatic mutation landscape analysis

By comparing the somatic mutation rates between the two risk groups, we found that the mutation rate in the low-risk
group (87.71% of samples) was lower than that in the high-risk group (89.83% of samples). The top 20 driver mutation
genes are illustrated in Fig. 8A. Additionally, TMB score in the high-risk group was significantly higher than that in the
low-risk group (p=0.013) (Fig. 8B). Further analysis confirmed that the TMB score remained significantly higher in the
high-risk group (p=0.012) (Fig. 8C). Based on the median TMB, LSCC patients were divided into low-TMB and high-TMB
groups. Kaplan-Meier (K-M) analysis indicated that patients in the low-TMB subgroup had a significantly better overall
survival than those in the high-TMB subgroup (p=0.007) (Fig. 8D). We combined TMB with the risk scores to compare
their efficiency in predicting the prognosis of LSCC patients. K-M analysis showed that patients with low TMB and low-
risk scores had the best overall survival, whereas those with high TMB and high-risk scores had the worst overall survival
(p<0.001) (Fig. 8E).
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3.9 Drug response analysis

Given the significant differences in prognosis, immune microenvironment, and somatic mutation frequency between
the two risk groups, we screened drugs suitable for precision therapy targeting these groups. We utilized the R package
oncoPredict, which links antitumor drugs with biomarkers and predicts patient responses to various anticancer drugs [46].
Using OncoPredict, we identified antitumor drugs for LSCC patients in different risk groups (Fig. 9). Among 35 drugs, there
were notable differences between the high-risk and low-risk groups. In the high-risk group, 7 drugs, including clinically
used anticancer agents Dasatinib and Trametinib, were identified as having significant drug sensitivity. In contrast, drug
sensitivity analysis in the low-risk group revealed 28 drugs with significant sensitivity (p <0.05). These drugs, including
commonly used agents such as Vorinostat, Nilotinib, Axitinib, and Sorafenib, had significantly lower IC50 values in the
low-risk group compared to the high-risk group.

3.10 Expression of IncRNAs

In the TCGA database, we examined the expression profiles of seven IncRNAs (AL513318.1, STARD7-AS1, AL590369.1,
AL133243.2, RBM38-AS1, AC092614.1, AL137785.1) in LSCC samples compared to normal samples for the first time. As
shown in Fig. 10A-G, these IncRNAs were significantly upregulated in LSCC samples relative to normal samples, suggest-
ing that these IncRNAs may play a crucial role in the pathogenesis of LSCC.

4 Discussion

This study developed a risk model based on mitochondrial-associated drug resistance IncRNAs to predict the prognosis
and immune response of patients with LSCC. We identified seven key IncRNAs (AL513318.1, STARD7-AS1, AL590369.1,
AL133243.2, RBM38-AS1, AC092614.1, and AL137785.1), which effectively distinguished high-risk from low-risk patients
and demonstrated excellent predictive capabilities for 1-year, 3-year, and 5-year prognosis, with AUC values of 0.746,
0.827, and 0.771, respectively, surpassing the performance of some existing models [47-49]. PCA further validated the
effectiveness of these mitochondrial-associated drug resistance IncRNA features in distinguishing between high-risk and
low-risk groups. Univariate and multivariate Cox regression analyses indicated that the risk score independently predicted
0S. The robustness of the model was confirmed in both the validation cohort and the overall dataset, underscoring its
high reliability and effectiveness in predicting prognosis for LSCC patients. Compared to traditional clinical factors, the
risk model exhibited superior prognostic predictive power. By integrating these IncRNAs with clinical information, we
developed a nomogram that provides a more precise individualized survival prediction tool for LSCC patients. The results
showed good concordance between predicted and actual overall survival, further demonstrating the strong predictive
performance of the nomogram. Although previous studies have constructed mitochondrial-related IncRNA models and
validated their prognostic significance [50-52], these studies mainly focused on other cancers, and research in laryngeal
cancer remains limited. This study is the first to construct a specialized risk model for mitochondrial-associated drug
resistance IncRNAs in LSCC and reveal the potential role of these IncRNAs in regulating immune response.

Our analysis revealed significant differences in the distribution of tumor-infiltrating immune cells between the high-risk
and low-risk groups, which have important implications for patient prognosis and treatment response. In the high-risk
group, a higher abundance of M2 macrophages was observed, which are known to be associated with immunosuppres-
sion [53]. M2 macrophages promote tumor proliferation, angiogenesis, and anti-inflammatory responses by secreting
growth factors and matrix metalloproteinases within the tumor microenvironment [54]. Conversely, the low-risk group
exhibited higher levels of plasma cells and follicular helper T cells, which are associated with enhanced antitumor immune
responses, potentially contributing to more effective tumor control and improved prognosis [55-58]. The ESTIMATE algo-
rithm further supported the finding that the low-risk group had higher levels of immune cell infiltration. TIDE analysis
indicated that patients in the low-risk group might benefit more from immunotherapy, while the high-risk group showed
a higher risk of immune escape. These findings underscore the potential clinical application of risk stratification based on
immune cell characteristics and suggest that patients in the high-risk group may require comprehensive immunotherapy
strategies to improve treatment outcomes.

Based on the significant immunological differences observed between the high- and low-risk groups, we hypoth-
esize that the identified IncRNAs may regulate immune cell function by modulating mitochondrial activity, reactive
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Fig.4 Evaluation of the Prognostic Accuracy and Independence of the Risk Model. A Forest plot of univariate Cox regression analysis. B »
Forest plot of multivariate Cox regression analysis. € ROC curve of clinical risk indicators and risk scores for the entire cohort. D ROC curves
of the risk model predicting 1-year, 3-year, and 5-year overall survival (OS) in the entire cohort. E C-index curves for risk scores and other
clinicopathological variables. F PCA of the expression of 14 mitochondria-related drug resistance genes. G PCA of the expression of 632
mitochondria-related drug resistance gene IncRNAs. H PCA of the 7 prognosis-related mitochondria-related drug resistance gene IncRNA
features

oxygen species (ROS) production, autophagy, and key signaling pathways, such as PGC-1a and NRF2. ATP generated by
mitochondria provides the essential energy required for T cell activation and function [59], while ROS production plays
a critical role in T cell differentiation and cytotoxic responses [60]. Additionally, the polarization of macrophages (M1 or
M2 phenotype) is influenced by mitochondrial metabolic pathways [61], with M1 macrophages relying on high levels of
ROS and glycolysis, whereas M2 macrophages depend more on mitochondrial oxidative metabolism.

Furthermore, these IncRNAs may impact immune cell survival and function by regulating autophagy, a process cru-
cial for clearing damaged mitochondria, maintaining cellular homeostasis, and modulating immune responses [62].
By influencing signaling pathways such as PGC-1a and NRF2, these IncRNAs can reshape immune cell metabolism and
antioxidant responses [63], thereby affecting immune cell infiltration and immune evasion mechanisms within the tumor
microenvironment. These mechanisms suggest that the risk stratification model based on mitochondrial-associated
IncRNAs not only holds significant value in prognostic prediction but also provides theoretical support for personalized
immunotherapy strategies in LSCC patients.

In the high-risk group, enrichment analysis revealed significant enrichment of pathways such as complement and
coagulation cascades, glycosaminoglycan biosynthesis (e.g., chondroitin sulfate), and leukocyte transendothelial migra-
tion. The complement and coagulation cascades may promote inflammatory responses and tumor invasiveness [64],
while the leukocyte transendothelial migration pathway, which is associated with immune cell infiltration [65], may lead
to immune evasion, thereby enhancing tumor survival and dissemination.

Our study identified significant differences in drug sensitivity between the high-risk and low-risk groups across 35
drugs, providing new insights for personalized treatment of LSCC patients. The high-risk group showed higher sensitivity
to Dasatinib and Trametinib, while the low-risk group exhibited significant sensitivity to 28 drugs, including Vorinostat,
Nilotinib, Axitinib, and Sorafenib. The application of these drugs in other cancers provides a reference for exploring
their potential in LSCC treatment. Dasatinib, a multi-target tyrosine kinase inhibitor, is widely used in the treatment of
chronic myeloid leukemia (CML) and acute lymphoblastic leukemia (ALL) [66, 67]. It has shown potential therapeutic
effects in various solid tumors such as lung cancer, colorectal cancer, and melanoma due to its inhibitory action on SRC
family kinases [68]. Trametinib, a MEK inhibitor, is primarily used for BRAF-mutated melanoma and non-small cell lung
cancer (NSCLC) [69, 70], which often exhibit abnormal activation of the MAPK pathway. Our findings suggest that these
two drugs might offer new therapeutic strategies by targeting specific signaling pathways in high-risk LSCC patients.

In the low-risk group, Vorinostat, Nilotinib, Axitinib, and Sorafenib demonstrated significant drug sensitivity. Vorinostat,
an HDAC inhibitor, has been approved for the treatment of relapsed or refractory peripheral T-cell ymphoma and exerts
its anticancer effects by regulating gene expression [71]. Nilotinib, a second-generation BCR-ABL tyrosine kinase inhibitor,
is mainly used for CML [72]. Axitinib and Sorafenib are VEGFR inhibitors and multi-target kinase inhibitors, respectively,
widely used in angiogenesis-dependent tumors such as renal cell carcinoma and hepatocellular carcinoma [73, 74]. The
sensitivity of these drugs in the low-risk group suggests their potential effectiveness against LSCC by inhibiting angio-
genesis or regulating epigenetic mechanisms.

Currently, the standard treatment options for laryngeal cancer primarily include surgery, radiotherapy, and chemo-
therapy. Commonly used chemotherapeutic agents, such as cisplatin, fluorouracil, and paclitaxel, function by inhibiting
cell division and DNA synthesis [75]. However, the efficacy of chemotherapy in laryngeal cancer is limited, and resistance
often develops. Our findings suggest that exploring the application of drugs effective in other cancers could offer new
treatment avenues for laryngeal cancer, especially through personalized targeted therapy tailored to high-risk and low-
risk groups, potentially optimizing clinical outcomes.

Although these drugs have not yet been widely applied in laryngeal cancer, existing studies and our results indicate
that drug repurposing across cancer types is a feasible strategy for achieving precision therapy [76]. These findings not
only support a risk-stratified treatment approach but also provide a theoretical basis for applying treatments from other
cancers to laryngeal cancer. Future clinical trials are needed to validate the efficacy of these drugs in laryngeal cancer
and, combined with studies on molecular mechanisms, further refine individualized treatment protocols.

Our study is the first to construct a prognostic model based on mitochondrial-associated drug resistance IncRNAs in
LSCC to evaluate patient survival, immune status, and drug sensitivity. This model demonstrates significant novelty in

@ Discover



Discover Oncology

(2024) 15:785

| https://doi.org/10.1007/512672-024-01690-x

Analysis

A

B

pvalue Hazard ratio '
'
Ll
Age 0328  1.024(0.976-1.075) '.
'
'
Gender ~ <0.001  0.210(0.089-0.498) HE— :
'
1
Grade 0487  0.821(0.470-1.433) ———
'
'
Stage 0123  1.599(0.880-2.904) |-,—.—|'
'
'
riskScore  0.037  1.098(1.056-1.183) ‘m
r T I T T 1
00 05 10 15 20 25
Hazard ratio
o —
-
@© |
o
2> @9
> °
.“(ﬁ
T <
[
N
e o —— AUC at 1 years: 0.746
R AUC at 3 years: 0.827
o _| —— AUC at 5 years: 0.771
o -
T T T T T T
0.0 0.2 04 0.6 0.8 1.0
1-Specificity
® Lowrisk e High risk
B
@
.
©
- L3 ]
o o °% e
o o S0 3083 o
§ ° . !o.:.'ﬁ.
° ° ° . .‘
. .
0 6 O
2 a
T ;72
“2
P “a
8 6 -4 -2 0 2 4
PC1
e Lowrisk e High risk
~
o
@
e
T 6 O
o 4 [\
o~ 2
! [}
-2
P -4
-4 -2 0 2 4 6
PC1

pvalue Hazard ratio '
1
'
Age 0509 1:012(0.969-1.057) '-
1
'
Gender <0.001  0.276(0.126-0.607) —— :
1
'
Grade 0362  0.785(0.466-1.321) [ —
1
'
Stage 0666  1.125(0.659-1.920) |_:..—4
1
'
riskScore  <0.001  1.081(1.025-1.157)
0.0 0.5 1.0 1.5
Hazard ratio
o
©
2 4
2 9 4 /
s °
2
& < 7
» s /,’
— Risk, AUC=0.827
o~ Age, AUC=0.461
© —— Gender, AUC=0.369
—— Grade, AUC=0.502
o —— Stage, AUC=0.524
© T T T T T T
0.0 0.2 04 0.6 0.8 1.0
1-Specificity
E | F
o 7] — Risk score
~
5 S
]
£
o
g o |
g o
3
c
<)
o v _| ~ R
i \/—/__ \
<
o
I T T T T 1
0 2 4 6 8 10
Time (years)
o Lowrisk e High risk
o
w . . o *
e e
.:Js“;‘;.’
? e 5 |
(XY} ° °
° IR
a o, .
° L4 15 S
T 10 o
5
© 0
1 -5
C Z10
g 15
-20 0 20 40 60
PC1

@ Discover



Analysis

Discover Oncology (2024) 15:785

| https://doi.org/10.1007/512672-024-01690-x

Points

Grade

Age

Stage

0

Gender**

ke
5] &=
Total points
180 700 H——m 750 780 00 0 I Y
’ 0.871
Priutime > 5 70 8% 084 g U5 3 Tz 004
: 0.894
Pr(futime > 39 g 0¥ ums 08 U6 04 U165 008
Pri futime > 19 g 23 -
Patients with >60
Risk =+ high =~ low
1.00

Survival probability
&

Survival probability
o o
3 >

o
N
a

p<0.001

0 2 4 6 8 10 12 14 16 18 20
Time(years)

Patients with FEMALE

Risk == high =~ low

s

p=0.595

0 2 4
Time(years)

Patients with Stage I-II

Risk =~ high =~ low

1.00
>075
3 ]
©
S
5050
©
2
2
@025

p=0.107
0.00
0 2 4
Time(years)

B

H

06 0.8 1.0

Observed OS (%)
0.4

0.2

0.0

1

1.00

Survival probability
o o
o ~
o (4]

N
]
3]

0.00

T T T
1-year X

—— 3-year I I
| — 5-year f

1

—_—

—_—
——

C-index:
0.714(95% CI: 0.638-0.790)

T T T T T T
0.0 0.2 0.4 0.6 0.8 1.0

Nomogram-predicted OS (%)

Patients with<<60

Risk =~ high =~ low

=

p=0.013

0 2 4 6 8 10
Time(years)

Patients with MALE

1.00

Survival probability
o o
S 3

o
N
a

Risk =+ high == low

p<0.001

0 2 4 6 8 10 12 14 16 18 20
Time(years)

Patients with Stage IlI-I1V

1.00

ol e
13 ~
=] a

Survival probability

o
N
o

0.00

Risk == high =~ low

p<0.001

0 2 4 6 8 10 12 14 16 18 20
Time(years)

Fig.5 Construction of the Nomogram and K-M Analysis of OS Across Different Subgroups. A Nomogram. B Calibration curve of the Nomo-
gram. K-M analysis for OS in different subgroups: C Age > 60 years. D Age <60 years. E Female. F Male. G Stage I-Il. H Stage IlI-IV

@ Discover



Discover Oncology (2024) 15:785 | https://doi.org/10.1007/512672-024-01690-x Analysis

A endonuclease activity B
potassium channel activity

monooxygenase activity Biosynthesis of amino acids _
modified amino acid binding Arginine biosynthesis{ [
alcohol binding )
phosphatidylserine binding Ascorbate and aldarate metabolism _
ubiquitin-like protein conjugating enzyme binding 2-Oxocarboxylic acid metabolism _
ubiquitin conjugating enzyme binding . )
ferric iron binding Alanine, aspartate and glutamate metabolism _
retinoic acid 4-hydroxylase activity Biosynthesis of nucleotide sugars _
germ plasm i
pole plasm Arginine and proline metabolism _
P granule Ovarian steroidogenesis _ value
myosin Il complex ONTOLOGY ogene .
E myosin filament M e Cholesterol metaboism | [ 0025
= §tereOC|l|um tip . cc Cysteine and methionine metabolism _ 0.050
NADPH oxidase complex B v o
chromocenter VEGF signaiing pathwiay | - [ oors
chromatolq body Cortisol synthesis and secretion _
pi-body ) i
small molecule catabolic process Retinol metabolism [
protein cpmplex ol!gomer!zal!cn Fc epsilon Rl signaling pathway _
protein homooligomerization ) o
anatomical structure maturation Viral myocarditis _
carboxyiic acid catabolic process inostol phasphate metaboisr | - NN
organic acid catabolic process
female gamete generation Pancreatic cancer _
o orectal I
L-amino acid catabolic process Colorectal cancer
proteinogenic amino acid catabolic process B cell receptor signaling pathway _
0 v 8 4 00 05 10 15 20
ount Count
Enriched in high risk group Enriched in low risk group
~ KEGG_CARDIAG_MUSCLE_CONTRAGTION
o 00 === KEGG_BUTANOATE_METABOLISM
° ® = KEGG_TYROSINE_METABOLISM
"8’ o (§ === KEGG_AUTOIMMUNE_THYROID_DISEASE
g g 2 = KEGG_NITROGEN_METABOLISM
S oz
5 H
£ g
5 o é
-08
-025
i 1 I R TR T et o
H| ” | | H H\ [ ‘ TH”F“ Hll( I ,\ IH H‘ HI]II’\ I | I\IH L] IIH‘ \H“
Ll LTI m Il T
AINIRY N (11 [
-1 10 2
g 3 10
3 k3
3 o 3 o
& 5
14
-10
-10
E 10500 15500 2000
Rank in Ordered Dataset £ 10600 15500 20000

Rank in Ordered Dataset

Fig. 6 Functional Enrichment Analysis. A Gene Ontology (GO) analysis. B Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway analy-
sis. C, D Gene Set Enrichment Analysis (GSEA)

the context of LSCC, as prior studies on mitochondrial INcRNAs have primarily focused on other cancer types, such as
liver, breast, and lung cancers [77], and its application in LSCC has not yet been explored. Moreover, compared to other
existing models, the mitochondrial IncRNA-based model constructed in this study exhibits superior performance and
robust predictive capabilities in prognostic evaluation.

Using data from the TCGA and GEO databases, this study developed a risk stratification model for LSCC patients based
on mitochondrial-associated IncRNAs, preliminarily validating its potential in predicting drug sensitivity and immune
response. However, due to the lack of direct clinical data, the practical clinical applicability of this model has yet to be
fully confirmed. Additionally, the data used in the model originate from retrospective analyses, potentially introducing
selection bias, which limits its broader applicability. Future research should involve multicenter prospective clinical trials
to gather real-world drug response and immunotherapy outcome data in LSCC patients, thereby further evaluating and
optimizing the model’s predictive accuracy. In addition, integrating multi-omics data such as genomics and proteom-
ics may reveal the molecular mechanisms linking IncRNAs with immune regulation and drug resistance, enhancing the
model’s precision and facilitating its clinical translation, ultimately providing a more effective tool for individualized
treatment of LSCC.
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Fig. 9 Drug Sensitivity Analysis. (*p <0.05, **p <0.01, ***p <0.001, ****p <0.0001, ns, not significant)

5 Limitation

This study has several limitations that warrant consideration. Firstly, the analysis relies on publicly available datasets,
including TCGA and GEO, with a relatively small sample size for LSCC, potentially limiting the generalizability of the
findings. Additionally, while internal validation was performed using training and testing cohorts, independent
external validation was not conducted, which may restrict the broader applicability of the proposed risk model
across diverse populations. The retrospective nature of the study, based on pre-existing data, introduces potential
selection bias, and prospective clinical studies are needed to confirm the model’s predictive and prognostic value.
Furthermore, although bioinformatics analyses suggest potential mechanisms for the identified mitochondrial-related
IncRNAs, a lack of experimental validation limits the ability to confirm their functional roles in drug resistance and
immune regulation, necessitating further in vitro and in vivo studies. The focus solely on mitochondrial-related drug
resistance IncRNAs may also overlook other critical pathways or IncRNAs influencing LSCC progression and therapy
response, highlighting the need for broader multi-omics analyses. Lastly, while the study explores immune infiltra-
tion and immune response, it does not include direct evidence of immunotherapy outcomes, which future studies
should address through clinical data on treatment responses. Despite these limitations, this study provides novel
insights and a promising foundation for understanding mitochondrial-related IncRNAs in LSCC.

6 Conclusion

The risk model constructed in this study, based on mitochondrial-related drug resistance IncRNAs, effectively predicts
the prognosis and immune response of patients with LSCC. The seven key IncRNAs identified not only demonstrate
significant prognostic predictive power but also hold potential as biomarkers for chemotherapy sensitivity. Although
further validation is required, these IncRNAs present promising prospects for application in personalized therapy,
with the potential to improve the survival outcomes and treatment efficacy for LSCC patients.
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Fig. 10 Expression of IncRNAs in Laryngeal Squamous Cell Carcinoma (LSCC). The expression levels of seven mitochondrial-related drug
resistance long non-coding RNAs (IncRNAs) (AC092614.1 (A), AL133243.2 (B), AL137785.1 (C), AL590369.1 (D), RBM38-AS1 (E), AL513318.1
(F), and STARD7-AS1 (G)) in LSCC samples compared to normal tissues
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