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markers to determine the prognosis and halt disease progression in patients with HCC. Disul-
fidptosis is a recently discovered form of programmed cell death, essentially an abnormal accu-
mulation of intracellular bisulfides. Therefore, our study aimed to investigate the role of
disulfidptosis-related genes (DRGs) in the pathogenesis of HCC. Based on public databases, our
work demonstrates the relationship between DRG and expression, immunity, mutation/drug
sensitivity, and functional enrichment in HCC. We also revealed the significant heterogeneity of
HCC in different DRGs sub-clusters and in differentially expressed genes (DEGs), respectively.
Subsequently, the most relevant candidate gene, SLC7A11, was screened by machine learning to
further validate the significance of SLC7A11 in the clinical features, prognosis, nomogram
pattern, and immune infiltration of HCC. Our study, which elucidates the potential mechanisms of
DRGs and HCC, reveals that SLC7A11 can serve as a novel prognostic biomarker and provides
opportunities and challenges for individualized cancer immunotherapy strategies.

1. Introduction

Primary liver cancer is the fourth most common tumor worldwide. Hepatocellular carcinoma (HCC) is a common malignancy that
occurs in the liver [1,2]. Since HCC accounts for over 90% of all liver cancer cases, chemotherapy and immunotherapy are currently
the best treatment options for the condition. In addition, the use of natural compounds and/or nanotechnology can reduce systemic
toxicity and side effects on patients, leading to better treatment outcomes [3]. Tislelizumab and sorafenib have been shown to be
effective in improving the survival prognosis of previously treated patients with advanced HCC; however, it is not a complete cure [4,
5]. Moreover, most patients are not eligible for radical treatment as they are usually diagnosed at an advanced stage.

Therefore, there is a need for efficient and sensitive novel diagnostic markers to determine the prognosis and halt disease pro-
gression, and an urgent need to investigate new treatments to improve the prognosis of HCC patients.

The current study proposes a new mode of cell death, disulfidptosis, which is a form of rapid death caused by disulfide stress due to
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excessive intracellular cystine accumulation, independent of the currently existing forms of programmed cell death such as apoptosis,
ferroptosis, necroptosis, and cuproptosis [6]. Early studies found that under glucose-starvation conditions, NADPH was severely
depleted in cells overexpressing SLC7A11, and disulfides such as cystine accumulated abnormally, causing disulfide stress and
eventually leading to rapid cell death [7]. The formation of structural disulfide bonds is a catalytic process involving many proteins and
small molecules. The mitochondria and endoplasmic reticulum of eukaryotic cells are capable of forming and transferring protein
disulfide bonds [8,9]. Disulfide bond formation is found in cancer-related proteins, which means this metastable bond can be used as a
target for new therapies [10]. Among them, disulfide isomerase, an endoplasmic reticulum protein, forms disulfide bonds in nascent
proteins [11]. In addition, disulfide isomerases have been shown to be associated with tumorigenicity in a variety of tumors and are
promising targets for cancer therapy [12-14]. Notably, protein disulfide isomerase family A member 3 is involved in immunogenic cell
death, and it is associated with liver damage and hepatocellular carcinoma cell proliferation [15,16]. However, the role of disul-
fidptosis in the prognosis and immune infiltration of HCC is unclear and requires further study.

To explore possible pathogenic mechanisms, we explored comprehensive bioinformatics analyses of DRGs using the Cancer
Genome Atlas (TCGA) and Gene Expression Omnibus (GEO) databases. We searched for and explored the expression, immunity,
mutations, and drug sensitivity of disulfidptosis-related genes (DRGs) in HCC. Sub-clusters of DRGs are constructed based on clinical
features and gene expression, and relevant subgroups are explored for prognosis determination and differential gene and functional
enrichment. Differential genes and DRGs were then extracted for crossover to find differentially expressed DRGs. In addition, machine
learning algorithms and differential gene analyses were applied to find key DRGs. Finally, the strongest trait genes were identified in
HCC and their association with prognosis determination and immune infiltration was further considered. This provides new insights
into a better understanding of the molecular mechanisms of HCC’s pathogenesis and its early clinical diagnosis.

2. Materials and methods
2.1. Identification of DRGs in HCC

We identified nine DRGs from previous studies [6]. The GeneMANIA Prediction Server is a biological network for gene biological
relevance and function prediction [17]. We used the GeneMANIA website (http://www.genemania.org) to identify functionally
similar genes, created 29 DRGs, and further evaluated the reliability of DRGs.

2.2. HCC datasets

We downloaded RNA sequencing data and related clinical information from TCGA (http://cancergenome.nih.gov) for 424 HCC
tissues (374 tumoral and 50 normal tissues). In addition, the GSE25097 dataset was derived from GEO (https://www.ncbi.nlm.nih.
gov/geo/.), which contains 268 HCC samples and 243 paired normal samples. Two datasets were used to study the DRG expression
levels, sub-cluster type, differential gene analyses, machine learning, prognosis determination, immune infiltration, among others.
Data were extracted in the TPM format, and further log2 (x+1) transformations were performed on each expression value. All data
analyses were performed using R (version 4.2.1) and the associated bioinformatics analysis website.

2.3. Gene set and DEGs functional enrichment analysis

The KEGG enrichment analysis is a practical method of analyzing gene function and related genomic functional information. Gene
Ontology (GO) is a widely used tool for functional gene annotation, specifically the Molecular Function (MF), Biological Pathway (BP),
and Cellular Component (CC). For gene set functional enrichment, we used the KEGG API (https://www.kegg.jp/kegg/rest/keggapi.
html) to obtain the latest KEGG Pathway gene annotations as the background, mapped 29 DRGs to the background set, and used the R
package ClusterProfiler (version 3.14.3) [18] to perform the enrichment analysis to obtain the results of gene set enrichment. Simi-
larly, we used the GO annotations of genes from the R package, org. Hs.eg.db (version 3.1.0), as a background, mapped the genes to the
background set, and used the R package, clusterProfiler (version 3.14.3), to perform enrichment analyses to obtain DRG enrichment
Results. P-values of <0.05 and FDR values of <0.1 were considered statistically significant. For DEG functional enrichment, we ob-
tained enrichment results for differentially upregulated/downregulated genes of the KEGG pathway and enrichment results for
differentially upregulated/downregulated genes of the GO term. P-values of <0.05 were considered statistically significant.

2.4. Gene Set Cancer Analysis

The Genomic Cancer Analysis (GSCA) is a platform for the expression, immunity, mutation, and drug sensitivity of pan-cancer at
the gene set level [19]. In the GSCA, a convenient platform is provided to perform gene set genomic, including the expression, single
nucleotide variation (SNV), copy number variation (CNV), methylation, and immune (24 immune cells) analysis. In addition, clinical
information combined with small-molecule drugs can be mined for candidate biomarkers and valuable drugs to inform further clinical
trials.

2.5. Sub-cluster analysis

The sub-cluster analysis can be up to six clusters using the ConsensusClusterPlus R package (v1.54 4.0) [20] and 80% of the total
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sample drawn 100 times, clusterAlg = “hc”, innerLinkage = “ward.D2.” The threshold for differential mRNA expression between the
two clusters was set at “Adjusted p < 0.05 and |log2FC| > 2". Cluster heatmaps were performed using the R package pheatmap
(v1.0.12). Gene expression heatmaps retained genes with an SD of >0.1.

2.6. Machine learning

The least absolute shrinkage and selection operator (LASSO) is a regression method used for regularization to improve prediction
accuracy and models by selecting variables [21]. The Random Forest is a learning method that constructs many decision trees and
outputs classes of individual trees with a high degree of accuracy, sensitivity, and specificity [22]. The log-rank test was used to
determine differences in survival between the two groups via comparisons. The timeROC analysis was used to compare the predictive
accuracy of DRGs and risk scores.
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Fig. 1. Reasonable definition of DRGs in HCC (A).
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2.7. Statistical analysis

All statistical analyses were performed using the R package (version 4.2.1) and visualizations were plotted using the ggplot 2
package (version 3.3.6). Expression-related heatmaps for DRGs were analyzed and visualized using the igraph package (version 1.3.4)
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and the ggraph package (version 2.1.0). DEGs were calculated using the limma package (version 3.40.6). The LASSO regression and
random forest analysis were performed using the R packages, “glmnet” [23] and “randomForest” [24]. The Kaplan-Meier survival
analysis was carried out using the “survival R” and “survminer R" packages (version 3.3.1). The ROC analysis was performed using the
qROC package (version 1.18.0). The “rms” package (version 6.4.0) was used to build and visualize the nomogram model. The Wilcoxon
rank-sum test was used to determine differences between groups via comparisons. P-values of <0.05 were considered statistically
significant (ns, p > 0.05; *p < 0.05; **p < 0.01; ***p < 0.001).

3. Results
3.1. Preliminary exploration and definition of DRGs in HCC

As previously mentioned, nine genes (BAK1, NCKAP1, ACSL4, SLC7A11, CYFIP1, WASF2, ABI2, BRK1, RAC1) were shown to be
associated with disulfidptosis [6]. To confirm the expression of these genes in HCC, we downloaded expression data from the TCGA
and GTEx databases of tumoral and normal tissues, which showed differences in the expression of nine genes, which were all upre-
gulated and significant in tumor expression (Fig. 1A). Seven of these genes, including BAK1, NCKAP1, ACSL4, SLC7A11, WASF2, ABI2,
and RACI, also yielded consistent results in the GEO database (Fig. 1B). We used GeneMANIA to predict biologically similar genes in
DRGs. We obtained 20 similar gene hub genes comprising WASF1, CYFIP2, MFN1, NCKAPI1L, SLC25A25, MCL1, DPYSL2, BAAT,
SLC3A2, ABI1, POTEI, TRIO, PLCB2, BID, TRIM32, RAP1GDS1, MFN2, BCL2L1, BOK and PREX1. The relationships between genes are
based on five specific types, including Predicted, Physical Interactions, Pathway Co-expression, and Genetic Interactions (Fig. 1C). The
heat map of the correlation analysis showed that the expression of most DRGs was positively correlated (Fig. 1D). The enrichment
analysis of DRGs in the KEGG dataset identified some cellular processes and human diseases such as pathogenic Escherichia coli
infection, actin cytoskeleton regulation, apoptosis-multiple species, ferroptosis, amyotrophic lateral sclerosis (ALS), shigellosis, and so
on (Fig. 1E). Further enrichment analyses of these genes on the GO dataset indicated that certain related actin nucleation items, such as
the actin cytoskeleton organization, organelle outer membrane, outer membrane, vascular endothelial growth factor receptor
signaling pathway, positive regulation of Arp2/3 complex-mediated actin nucleation, actin polymerization or depolymerization,
regulation of Arp2/3 complex-mediated actin nucleation, positive regulation of actin nucleation, and so on (Fig. 1F). The above
preliminary analysis showed that the correlation between DRG and HCC progression has some reliability.

3.2. Comprehensive analysis of the expression, immunity, mutation, and drug sensitivity of twenty-nine DRGs in HCC

To gain a comprehensive understanding of the role and relevance of DRGs in cancer diagnosis, we further correlated the analysis of
four modules: expression, immunity, mutation, and drug sensitivity using Gene Set Cancer Analysis (GSCA). In the expression module,
we summarize the DEGs between tumoral and normal samples in HCC (Fig. 2A). Among them, upregulated genes include SLC7A11,
ACSL4, BAK1, WASF2, and so on, compared with downregulated genes, including MCL1, SLC25A25, PLCB2, BAAT, and so on. After
that, we analyzed the survival difference between the high and low DRG-expressing groups. Specifically, SLC7A11 is the only gene that
has significant associations with the DFI, DSS, OS, and PFS (Fig. 2B). In the immune cell type, gene sets were most significantly and
positively correlated with iTreg (p < 0.05, #FDR <0.05) and most negatively correlated with neutrophils (p < 0.05, #FDR <0.05;
Fig. 2C). Interestingly, Fig. 2D summarizes the difference in immune infiltration between gene set CNV groups. iTreg and neutrophils
are significantly highly expressed between amplification and wild-type in HCC. Fig. 2E summarizes the difference in immune infil-
tration between gene set SNV groups. Th2 is significantly highly expressed between mutant and wild-type in HCC. However,
methylation affected the extensive downregulation of their mRNA expression in DRGs (Fig. 2F). Among them, ACSL4 and SLC7A11
have a significant negative correlation with methylation (Fig. 2G). In addition, there was a strong correlation between DRGs and CTRP
drug sensitivity (top 30) in pan-cancer (Fig. 2H). In summary, the analysis of the multiple modules described above leads to a strong
correlation between the expression, immunity, mutation, and drug sensitivity of DRGs in HCC.

3.3. Analysis of two disulfidptosis sub-cluster and their sub-cluster differential genes

We performed consistent unsupervised clustering on a sample of 370 HCC patients in the TCGA database, in which the relative
stability under two clusters (cluster 1 [n = 158], cluster 2 [n = 212]) was selected for the distribution (Fig. 3A and B). The high
expression of DRGs in the C1 sub-cluster compared to the C2 sub-cluster (Fig. 3C) was associated with a poorer prognosis on the
survival curve (Fig. 3D). To explore this further, we used the Limma analysis of the volcano map (Fig. 3E) and heat map (Fig. 3F) to
show differential genes between the two subgroups. A total of 1083 upregulated genes such as MYBL2, TRNP1, SPINT1, CD24, and 158
downregulated genes were identified in DRG-high group, such as SLC27A5, HPD, GLYAT, and HPR, were identified in the DRG-low
group (C1) compared to DRG-high group (C2) (Fig. 3E). Enrichment analyses of the upregulated genes in the KEGG dataset are
shown in the cell cycle pathway (Fig. 3G), compared to the downregulated genes in the metabolism of xenobiotics by cytochrome
P450, drug metabolism—cytochrome P450, and retinol metabolism pathways (Fig. 3I). Further enrichment analyses of the upregulated
genes in the GO dataset are shown in organelle fission, nuclear division, extracellular structure organization, and extracellular matrix
organization (Fig. 3H), compared to the downregulated genes in small-molecule catabolic process, organic acid biosynthetic process,
fatty acid metabolic process, and carboxylic acid biosynthetic process (Fig. 3J).
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3.4. Machine learning to identify DRGs in the TCGA dataset

To identify new prognostic markers for HCC, we performed a LASSO regression analysis based on 29 DRGs for patients with HCC in
the TCGA database. The LASSO regression algorithm used 10-fold cross-validation for feature selection, and all genes, except POTEI,
showed consistency (Fig. 4A). Finally, five genes were identified as prognostic markers, including WASF1, MFN1, RAC1, BRK1, and
SLC7A11 (Fig. 4B and C). We also confirmed that OS was significantly shorter in the high-risk group than in the low-risk group (HR =
2.287, 95%CI = 1.6-3.269, P < 0.001), comparing median durations of 3 years-6.9 years, respectively (Fig. 4D). Meanwhile, ROC
time-dependent curves showed that the accuracy of the 14 genetic traits was close to or greater than 0.70 for 1-, 3- and 5-year survival
(AUC >0.7 indicates higher accuracy; Fig. 4E).

3.5. Differential gene analysis and machine learning to identify trait genes in the GEO dataset

To validate the reliability of the above analysis based on TCGA data, further differential gene analyses and machine learning were
performed on HCC patients based on the GEO database. First, we used Limma analysis heat maps (showing top 20 upregulated/
downregulated genes, respectively; Fig. 5A) and volcano maps (Fig. 5D) to demonstrate differential genes in HCC patients in
GSE25097. For the PCA plot (Fig. 5B) and UMAP plot (Fig. 5C), there were significant differences between groups. A total of 592
upregulated genes and 1165 downregulated genes were identified, three of which were associated with DRGs (Fig. 5E). Second, we
analyzed the ROC curves for the three trait genes described above. Notably, the AUC values for SLC7A11, ACSL4, and CYFIP2 were
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Fig. 5. Differential gene analyses and machine learning to identify trait genes in the GEO dataset.

0.817, 0.800, and 0.775, respectively (Fig. 5F). Next, we used the RandomForest algorithm to screen DRGs and construct potential
genes based on the GSE25097 dataset. We show the top 10 genes in order, including ACSL4, PLCB2, TRIM32, NCKAP1L, SLC7A11,
MCL1, BAK1, WASF2, BID, and CYFIP2 (Fig. 5G). Ultimately, SLC7A11 was selected as the only candidate gene (Fig. S5H).

3.6. Clinical diagnosis and prognostic value analysis of SLC7A11

In the current study, we assessed SLC7A11 expression according to the T stage, sex, and pathologic stage in HCC and found that high
SLC7A11 expression was significantly associated with T4, the female sex, and stage III, compared to T2, the male sex, and stage II,
respectively (Fig. 6A-C). Survival analyses of HCC patients suggest the reliability of SLC7A11 as a poor prognostic factor (HR = 1.85, P
=0.001; Fig. 6D). SLC7A11 was combined with three other markers to construct a new nomogram to predict the probability of survival
one year after the clinical diagnosis of HCC according to the patient’s T stage, sex, and histological type (Fig. 6E). The one-year ROC
time curve indicates AUC >0.7 in HCC (Fig. 6F).

3.7. Immune infiltration analysis of SLC7A11 in HCC

By performing the ssGSEA algorithm on 24 immune cells, we analyzed the results of the correlation between SLC7A11 and immune
infiltration and presented them as a lollipop plot (Fig. 7A). Specifically, SLC7A11 was positively correlated with most immune cells
such as T helper cells, macrophages, and NK CD56 bright cells, and negatively correlated with pDC, DC, and cytotoxic T cells. In the
analysis of high and low SLC7A11 expression in HCC, we showed a statistically significant correlation between T helper cells and NK
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CD56 bright cells (Fig. 7B). SLC7A11 expression levels were significantly positively and negatively correlated with the enrichment
scores of T helper cells (Fig. 7C) and pDC (Fig. 7D), respectively.

4. Discussion

The study of cell death mechanisms has not only contributed to a fundamental understanding of internal cellular stability and
homeostasis but has also provided important new ideas for cancer treatment [25]. Recent studies have identified a novel form of
disulfide-induced cell death in human cells, a phenomenon known as disulfidptosis. This study suggests that disulfidptosis induced by
GLUT inhibitors may be an effective tumor treatment strategy [6].

People have long been looking for better ways of treating HCC, especially since early-stage HCC is relatively less malignant and can
be cured by the aggressive treatment of some who suffer from the disease and are more hopeful [26,27]. It is difficult to avoid tumor
resistance and progression through traditional surgical resection combined with chemotherapy and stereotactic body radiation
therapy [28,29]. In addition, first-line targeted drugs such as tislelizumab and sorafenib do not cure advanced HCC [4,5]. Therefore, it
has become crucial to evaluate HCC for early diagnosis and to investigate new drugs that target specific functional pathways. Our study
links disulfidptosis to the pathogenicity of HCC, identifies possible key genes through bioinformatic analyses, and further analyzes the
prognosis and immune infiltration.

In the present study, the expression of nine DRGs in HCC tumors and normal tissues showed a significant consistent upregulation of
tumor expression based on the TCGA database. Seven of these genes, including BAK1, NCKAP1, ACSL4, SLC7A11, WASF2, ABI2, and
RACI, also yielded consistent results in the GEO database. We obtained 29 functionally positively correlated DRGs using GeneMANIA.
The defined gene set is scientifically valid and credible. The gene set KEGG enrichment analysis revealed apoptosis and disease-related
pathways, confirming the intrinsic pathway correlation between disulfidptosis and various forms of cell death (such as ferroptosis and
apoptosis). In GO terms studies, we found that DRGs are involved in actin cytoskeleton organization. Disruptions in the organization
and dynamics of the actin cytoskeleton lead to age-related symptoms and diseases ranging from cancer to neurodegeneration [30]. This
explains, at least to some extent, the oncogenic effect of disulfidptosis in HCC cells. At an aggregate level, we have conducted a
preliminary exploration of DRGs that are closely associated with HCC expression, immune infiltration, mutation, and drug sensitivity.
As an example, solute carrier family 7 member 11 (SLC7A11), which ranks first in the list of differential genes for positive correlation,
is a significant prognostic risk factor (including DFI, DSS, OS, and PFS) for HCC. SLC7A11 (also commonly referred to as xCT), which
functions to import cysteine for glutathione biosynthesis and antioxidant defense, is overexpressed in a variety of human cancers [31].
SLC7A11 has been documented to be associated with efferocytosis, ferroptosis, and cancer [32,33]. Notably, SLC7A11 was positively
correlated with 30 CTRP drug sensitivities, which contributed to further clinical drug trials. In addition, other genes such as TRIO,
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RACI1, NCKAP1, CYFIP1, BOK, and BCL2L1 also showed consistent results. Interestingly, the expression of SLC7A11 was significantly
negatively correlated with methylation. RNA methylation and its associated downstream signaling pathways are involved in several
biological processes, including cell differentiation, sex determination, and stress responses. There is growing evidence that this process
is closely linked to cancer cell proliferation, cellular stress, metastasis, and immune responses [34].

Based on consensus clustering, we identified two HCC sub-clusters (C1 and C2) by the expression of DRGs and found that the C2
sub-cluster was associated with a poor prognosis. Sub-clusters of differential genes were then further explored and, finally, an
enrichment analysis of upregulated genes in the KEGG pathway was found to observe the cell cycle and the GO term is mainly enriched
in DNA-damaging processes such as organelle fission, nuclear division, extracellular structure organization, and extracellular matrix
organization. Cell division is tightly regulated by a variety of evolutionarily conserved cell cycle control mechanisms to ensure the
production of two genetically identical cells. Cancer, a group of diseases in which cells continue to divide excessively, is associated
with a greater propensity to accumulate DNA damage. Cancer-associated mutations that disrupt cell cycle control allow continuous cell
division primarily by disrupting the ability of cells to exit the cell cycle [35]. Besides, abnormal DNA replication may lead to genetic
mutations which, in turn, may lead to the growth of cancer cells [36]. This provides further evidence for a potential molecular
mechanism for the triggering of disulfidptosis in the pathogenesis of HCC.

To identify new prognostic markers for HCC, we performed a LASSO regression analysis based on 29 DRGs from the TCGA database.
We screened for five genes with a disulfidptosis signature, including WASF1, MFN1, RAC1, BRK1, and SLC7A11. We also confirmed
that survival durations were significantly shorter in the high-risk group than in the low-risk group. Also, ROC time-dependent curves
showed an accuracy of greater than or close to 0.70 for 1-, 3- and 5-year survival rates. To verify the reliability of the above data
analysis, further differential gene analyses and machine learning were performed on HCC patients based on the GEO database. First, we
identified a total of 592 upregulated and 1165 downregulated genes by the Limma analysis, three of which were associated with DRGs,
including SLC7A11, ACSL4, and CYFIP2. Meanwhile, we evaluated the DRGs using the RandomForest algorithm, which showed the top
10 genes.

Ultimately, SLC7A11 was selected as the only candidate gene, a result that provides further evidence of its oncogenic role in HCC. In
recent studies, SLC7A11 has been shown to be highly expressed in certain types of cancer, such as lung cancer [33], breast cancer [37],
and bladder cancer [38], and to promote cell progression and invasion. SLC7A11 can be used as a therapeutic target. In this paper, a
survival analysis of HCC patients demonstrates the reliability of SLC7A11 as a poor prognostic factor. SLC7A11 ultimately establishes
the role of the nomogram as an aid in the early clinical diagnosis of HCC. At the same time, we are concerned that ACSL4 (Acyl-CoA
Synthetase Long-Chain Family Member 4) is an enzyme that catalyzes the activation of long-chain fatty acids by attaching them to
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coenzyme A (CoA), a process known as fatty acid activation or esterification [39]. In cancer, ACSL4 has been shown to promote tumor
growth and metastasis by modulating lipid metabolism, promoting epithelial-mesenchymal transition, and enhancing cellular resis-
tance to ferroptosis and oxidative stress [40]. ACSL4 has also been identified as a potential therapeutic target for cancer treatment, as
the inhibition of ACSL4’s activity or expression can sensitize cancer cells to chemotherapy and radiation therapy [41,42].

Accelerated tumor progression is not only associated with intracellular dysregulation but is also influenced by the tumor micro-
environment [43]. As their understanding of the tumor microenvironment increases, scholars are exploring relevant immune cells and
their roles in the tumor microenvironment to guide immunotherapy [44,45]. Among immune cell types, DRGs were most significantly
positively correlated with Inducible regulatory T (iTreg) cells and most significantly negatively correlated with neutrophils. These
iTreg cells, also known as peripherally induced Treg (pTreg) cells, occur in secondary lymphoid tissues and play an important role in
immune suppression [46]. Neutrophils are no longer seen as innate immune cells with a single function; thus, they are less likely to be
bystanders in the pathogenesis of cancer. Neutrophils have an important role and mechanism in the development, progression,
metastasis, and recurrence of cancer [47]. We also analyzed the results of the correlation between SLC7A11 and immune infiltration.
SLC7A11 was positively correlated with T helper cells (CD4 " T cells) and negatively correlated with plasmacytoid pre-dendritic cells
(pDC). T helper cells (CD4" T cells) are essential for host defense but are also important drivers of immune-mediated disease [48].
There is literature highlighting the significance of T cells in the tumor microenvironment and identifying unique candidate prognostic
genetic markers for CD4" T cells in patients with colorectal cancer [49]. pDCs are involved in the initiation of antiviral immune re-
sponses through interactions with innate and adaptive immune cell populations [50]. pDC levels correlate with immune cell infil-
tration and patient survival in triple-negative breast cancer [51]. Hence, studies focusing on one or more immune cells may help to
identify potential mechanisms of disulfidptosis and SLC7A11 and demonstrate that SLC7A11 is a promising diagnostic biomarker for
HCC that is involved in immune regulation. Ultimately, SLC7A11-related studies and new targeted immunotherapies may help
improve poor patient prognosis and provide the latest insights for physicians to diagnose and intervene early in the treatment of HCC.

This study has some limitations. Firstly, we explored the genes associated with disulfidptosis, using public databases such as GEO
and TCGA but did not have our own clinical data. Secondly, human tissue validation was not performed in this study, and further
precise validation needs to be performed through experiments.

Our study reveals the relationship between DRGs and the expression, immunity, mutation, and drug sensitivity of HCC, as well as
significant heterogeneity among different sub-clusters of DRGs and differential gene analyses. In conclusion, we found that in HCC,
SLC7A11 may play a key role in predicting poor outcomes and correlates with the level of immune infiltration. Thus, SLC7A11 could
serve as a new prognostic biomarker, providing directions and identifying challenges for the development of new immunotherapies.
This is a new brave and scientific attempt.

Expression distributions of nine DRGs between cancer and normal tissues in the TCGA dataset. (B) Expression distributions of seven
DRGs between cancer and normal tissues in the GEO dataset. (C) Identify genes with similar functions and establish 29 DRGs by
GeneMANIA website. The five line colors represent the types of gene interactions. (D) Expression correlations of DRGs. (E) KEGG and
(F) GO concentrated air bubble diagram. *p < 0.05, ***p < 0.001.

(A) The DEGs between tumoral and normal samples in HCC. (B) The survival difference between high and low DRG expression
groups. (C) The association between the GSVA score and the activity of cancer-related immune cell types in HCC. (D) The difference in
immune infiltration between gene set CNV groups. (E) The difference in immune infiltration between gene set SNV groups. (F) The
profile of correlations between methylation and the mRNA expression of DRGs in HCC. (G) The methylation difference between tu-
moral and normal samples of DRGs in HCC. (H) CTRP drug sensitivity (top 30) in pan-cancer. DFI: disease-free interval; DSS: Disease
Specific Survival; OS: Overall Survival; PFI: Progression-free survival; GSVA score: gene set expression score; CNV: Copy Number
Variation; SNV: Single Nucleotide Variation; Amp: amplification; Dele: deletion; WT: wild-type; CTRP: The Cancer Therapeutics
Response Portal. *p < 0.05, #FDR <0.05.

(A) The cumulative distribution function (CDF) curve of K [2-6]. The relative change in area under the CDF curve of K [2-6]. (B)
Appropriate unsupervised clustering analysis (k = 2). (C) Heat map showing the relationship between DRG expressions in subgroups.
(D) Survival curve analysis revealing differences in OS between the two subgroups. Two groups were tested using the log-rank test,
with the 95% CI representing the HR confidence interval; The median time represents the time in years corresponding to survival in the
different groups at 50%. (E) Differential analyses of subgroups. (F) Heatmap showing differential gene expressions. (G-J) The KEGG
pathway and GO air bubble diagram. In the enrichment result, P-values of <0.05 are considered statistically significant (enrichment
score with —log 10 (P) of more than 1.3). OS: overall survival, HR: hazard ratio.

(A) Construction of disulfidptosis-signatures using the LASSO regression. (B) Determining the appropriate number of genes by
confidence intervals of lambda. (C) The risk score, survival time, and five-gene signature expression in HCC. (D) The OS (per the
Kaplan-Meier survival analysis) was compared between low-risk-score and high-risk-score groups in HCC. (E) ROC curves over time at
1, 3, and 5 years, respectively.

Differential genes in GSE25097 showing (A) a heat map and (D) a volcano map (|log2(FC)| > 1, p. adj <0.05). (B) Principal
component analysis (PCA) in GSE25097. (C) Uniform Manifold Approximation and Projection (UMAP) analysis in GSE25097. (E) Trait
genes shared by DRGs and differential genes of GSE25097. (F) ROC curves of three trait genes. (G) Selection of the most relevant DRGs
based on GSE25097 using RandomForest (top 10). (H) Venn diagram showing the overlap of candidate genes between the two
databases.

SLC7A11 expression among different groups of HCC based on the (A) T stage, (B) sex, and (C) pathologic stage. (D) Kaplan-Meier
survival analysis of HCC in the high-risk and low-risk groups. (E) Nomogram combining SLC7A11 and clinicopathological features of
HCC. (F) ROC curves over time at one year in HCC.

(A) Correlation between SLC7A11 and multiple immune cells. (B) SLC7A11 was associated with T helper cells and pDC. Correlation
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between enrichment scores and (C) SLC7A11 in T helper cells and (D) pDC. **p < 0.01, ***p < 0.001.
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