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ARTICLE INFO ABSTRACT
Keywords: Objective: This study explores the impact of pyroptosis-related genes (PRG) on the prognosis of
Liver cancer liver cancer (LC).
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Methods: 421 samples (371 tumor samples and 50 normal samples) from the Cancer Genome Atlas
(TCGA) were included in this study. GSE14520 dataset (data of RNA expression and relevant
clinicopathological features), GSE125449 dataset (single-cell data in LC) and HCCDB18 dataset
(validation on the reliability of the model) were downloaded as appropriate. Download the PRG
and its corresponding pathway information from the gene set enrichment analysis (GSEA) web-
site. The consensus clustering was performed by ConsensusClusterPlus package. Differentially
expressed genes (DEGs) were identified using limma package, and prognostic features were
constructed using un/multivariate and Lasso Cox regression. Pathway enrichment analysis was
conducted by ssGSEA method. Receiver Operating Characteristic and the survival analysis were
conducted by timeROC and Survminer packages. The Seurat package was used for single-cell RNA
sequencing (scRNA-seq) analysis. For cellular validation, following the quantification on the key
genes via reverse-transcription quantitative PCR, the Transwell and scratch assays were applied to
evaluate the in-vitro invasion and migration of LC cells Huh-7.

Results: 12 prognosis-related genes were identified to be related to the progression of LC. Three
subtypes including C1, C2 and C3 were categorized using the 12 prognosis-related genes and
PRGs significantly related to the prognosis of LC patients. The worst and best prognosis was seen
in C3 subtype and C2 subtype, respectively. Hallmark pathway enrichment analysis has shown
the concurrent immunoactivation and immune escape in C3 subtype. A RiskScore model was
constructed using 8 key genes (KPNA2, UCK2, FTCD, CBX2, RAB32, HMMR, S100A9 and
ANXA10) from the DEGs of three subtypes. The RiskScore system as an independent prognostic
factor dividing the patients into high and low risk groups, and patients of the high-risk group had
poor prognosis in both test set and validation set. A nomogram model combining the risk score
had the extreme higher benefit. Further, 6 subclusters were identified from scRNA-seq analysis,
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where the highest PYROPTOSIS score was seen in Monocytic-Macrophages. The quantification on
the key genes has suggested the high expressions of KPNA2, UCK2, CBX2, RAB32, HMMR and
S100A9 and the low expressions of FTCD and ANXA10 in LC cells Huh-7. Particularly, UCK2
knockdown evidently diminished the number of invaded and migrated LC cells in vitro.
Conclusion: The risk model associated with pyproptosis is crucial for the tumor immunity of LC
and may serve as a prognostic indicator for patients suffering from LC. Our findings will offer new
perspectives for immunotherapies targeting LC.

1. Introduction

Worldwide, liver cancer (LC) ranks as the 7th most common type of cancer and serves as the 4th leading cause of cancer-related
deaths. The highest death rates associated with this disease have been observed in individuals from the East Asian region. Major risk
factors for liver cancer include chronic infections with hepatitis B and C viruses, persistent exposure to aflatoxins, as well as alcohol
consumption and smoking [1-3]. Estimates indicate that by the year 2025, over one million people will be affected by liver cancer
annually [4]. Despite the continuous rise in the incidence of liver cancer, treatment options remain remarkably limited, with patients
facing very low chances of survival (5-year survival rate: 18 % only) [5]. In recent times, the field of LC has seen a growing interest in
anti-tumor immunotherapy [6]. Therapies that are guided by biomarkers and immune checkpoint inhibitors are emerging as prom-
ising methods for treating LC [7]. Nevertheless, the issue of drug resistance in tumors remains a significant challenge within LC therapy
[8]. Therefore, it is critical to explore trustworthy new biomarkers and risk assessment models to forecast the prognosis of patients with
TLC and evaluate the efficacy of anti-cancer treatment approaches.

Pyroptosis is a programmed cell death process triggered by some inflammasomes, which can lead to cell swelling and membrane
rupture and excite a robust inflammation response associated with innate immunity [9,10]. Recent evidences have stressed the dual
role pyroptosis plays in the occurrence and development of tumors [11]. Pyroptosis can serve as a novel strategy to eliminate cancer
via triggering pyroptotic cell death and activating intense anti-tumor immunity. In addition, pyroptosis is capable of promoting tumor
development by inducing excessive and persistent local inflammation [11]. Emerging discoveries have gradually expanded our un-
derstanding on the role of pyroptosis in liver diseases like LC, along with some relevant mechanisms of action [12,13]. Besides, a prior
study has screened some pyroptosis-related genes (PRGs) in LC and preliminarily constructed a relevant survival nomogram based on
these genes [14]. In light of this, our current study aims to further expand the results on PRGs and their involvement in predicting the
prognosis of LC patients.

With the rapid development of high-throughput sequencing, a number of methods have been already applied to define the bio-
markers of the disease and some notable achievements have been achieved in predicting the prognosis of cancer [15]. While it comes to
liver physiology and disease biology, it should not be neglected that in addition to transcriptome analysis (which enables the study of
gene expression dynamics in human liver disease), single-cell RNA sequencing (scRNA-seq) has both enabled the study of transcrip-
tional activity at the single cell level and paved the way for the identification of previously unknown cell types or cell subtypes in
normal and diseased liver [16]. Great achievements in LC have been made integrating bulk RNA sequencing and scRNA-seq [17,18]. Of
note, while linking RNA sequencing with LC, a novel association of PRG signature has been unveiled to be associated with the
prognosis of hepatocellular carcinoma (the most prevalent form of LC) [19]. The aim of this study, accordingly, is to identify predictive
PRGs in LC and then implement a validation across multiple datasets to demonstrate the robustness of the model. Hereafter, our
research extends to the single-cell level and investigates the occurrence of pyroptosis in different cell types. The relevant results are
presented as follows.

2. Methods
2.1. Data collection

RNA sequencing data and the clinicopathological information, including 421 samples (371 tumor samples and 50 normal samples),
were downloaded from the Cancer Genome Atlas (TCGA, https://portal.gdc.cancer.gov/). A testing dataset (GSE14520) comprising
RNA expression data, paired clinical information, and follow-up details in LC, as well as the single-cell dataset GSE125449, were
obtained from the Gene Expression Omnibus (GEO, https://www.ncbi.nlm.nih.gov/geo/). Besides, the HCCDB18 dataset (http://
lifeome.net/database/hccdb/home.html) was downloaded to further validate the reliability of the model. Those samples with
missing information on the survival time and status were excluded during the integration analysis.

Furthermore, the gene sets for REACTOME_PYROPTOSIS and the complete set of Hallmark pathways were acquired from the Gene
Set Enrichment Analysis (GSEA).

2.2. Consensus clustering

The ConsensusClusterPlus package was applied to construct a consensus matrix and classify the samples [20]. The parameters were
set as follows: clusterAlg = “km” (indicating k-means clustering), distance = “euclidean” (using Euclidean distance metric), number of
resampling iterations = 500, and subsampling rate of each resampling iteration at 80 %.
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2.3. Differential expressed genes (DEGs) identification

The limma package was applied to identify the DEGs in LC with the thresholds of adjusted p-value <0.05 and |log2FC| > 1 [21].

2.4. Risk model establishment

Utilizing TCGA samples as the training set, we employed a univariate Cox analysis to select key genes significantly associated with
prognosis (p < 0.05). The limma package was employed for univariate Cox proportional hazard regression on the DEGs, with a
threshold of p < 0.05 for filtering. Subsequently, the glmnet package was utilized for Least Absolute Shrinkage and Selection Operator
(LASSO) Cox regression to further compress the selected genes [22], incorporating a 10-fold cross-validation to mitigate the collin-
earity of the risk model. The risk score for each patient was calculated using the formula:

Risk Score = Xpi x Expi

(B represents the Cox regression coefficient for the gene)

Next, we calculated the risk score for each sample based on its expression level and used the “surv_cutpoint” function in the
survminer package to determine the optimal threshold for the classification of high and low risk groups. To validate the robustness of
the clinically predictive model based on the risk-associated gene signature, the following data cohorts, including HCCDB18 and
GSE14520, were applied as needed.

2.5. Construction and validation of prognostic nomograms

Both univariate and multivariate Cox regression analyses were employed to assess the independent prognostic value of the risk
score. Receiver Operating Characteristic (ROC) curves with the area under the curve (AUC) value was plotted by the “timeROC”
package to evaluate the predictive capabilities of age, gender, AJCC stage, Grade, and the risk score [23]. Subsequently, the prognostic
model and clinical factors identified through multivariate regression analysis were integrated to construct prognostic nomograms.
Calibration curves were generated to assess the deviation between the nomograms and the ideal model. The classification performance
of the model was further evaluated through the calculation of ROC curves, Decision Curve Analysis (DCA) curves, and the construction
of calibration curves.

2.6. Single cell filtering, dimensionality reduction, clustering and annotation

Single-cell analysis was implemented on 9 LC samples from the GSE125449 dataset. Filtering was firstly applied to the single-cell
data by setting a minimum expression requirement of each gene in at least three cells, ensuring each cell expressed at least 200 genes.
The PercentageFeatureSet function in Seurat package was subsequently applied to calculate the proportions of mitochondrial and
rRNA, making sure that the number of genes expressed in each cell genes was between 200 and 3000, with mitochondrial content
below 10 % and a minimum unique molecular identifier (UMI) count greater than 200 [24]. Standardization and identification of
highly variable genes were performed. Subsequently, the ScaleData function was employed to scale all genes, followed by PCA
dimensionality reduction to identify anchor points with dim = 20. Batch correction was then carried out using the Harmony algorithm
to harmonize the data across batches.

2.7. Cell culture and transfection

In this study, the following cell lines, including normal hepatocyte cell line THLE-2 (SCSP-5068) and LC cell line Huh7 (SCSP-526),
were all tested via Short Tandem Repeat (STR) profiling analysis and ordered from Cell Bank, Chinese Academy of Science (Shanghai,
China). BEGM culture media (CC-3170, Lonza, Basel, Switzerland) blended with 5 ng/mL epidermal growth factor (130-093-825,
Miltenyi Biotec, Inc., Auburn, CA), 70 ng/mL phosphoethanolamine (P612818, Aladdin, Shanghai, China) and 10 % bovine calf serum
(C0234, Beyotime Institute, Shanghai, China) were applied for the culture of THLE-2 cells, and Huh7 cells were grown in Dulbecco’s
modified Eagle’s medium (11965065, Gibco, Grand Island, NY) with 10 % bovine calf serum. All cells were incubated in the CO,
incubator at the conditions of 37 °C, 5 % CO».

For the transfection via liposome, the corresponding small interfering RNAs for UCK2 knockdown (target sequence: 5'-
GCCTTTGACAATGAACTCATTCT-3) or the control were synthesized and purchased from GenePharma (Shanghai, China), which were
then transfected into Huh7 cells with the help of lipofectamine 2000 transfection reagent (11668027, Invitrogen, Carlsbad, CA) at
37 °C for 48 h. These stably transfected cells were hereafter harvested for the invasion and migration assays, respectively.

2.8. Reverse-transcription quantitative PCR

RNAiso Plus total RNA extraction kit (#9108, Takara Bio, Shiga, Japan) was applied to extract the total cellular RNA from normal
hepatocyte cell line THLE-2 and Huh7 as per the manuals. The corresponding complementary DNA (cDNA) was synthesized with a
corresponding assay kit (#6210B, Takara Bio, Japan) and subjected to the PCR analysis in a relevant PCR assay kit (#RR036B, Takara
Bio, Japan) in ABI7500 thermocycler (ThermoFisher Scientific, Waltham, MA). The relative mRNA expression level was finally
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Fig. 1. SNV and CNV analysis of pyroptosis-related genes in liver cancer. A: Forest plot of pyroptosis-related genes significantly related to the
prognosis in liver cancer. B: Box plot on the expression levels of pyroptosis-related genes significantly related to the prognosis in liver cancer and
normal tissues. C: Changes on the copy number in pyroptosis-related genes significantly related to the prognosis. D: Somatic cell mutation frequency
of pyroptosis-related genes significantly related to the prognosis.

calculated via the method 2724 and normalized to the housekeeping control GAPDH [25]. The primers applied in this study were all
listed in Supplementary Table 1.

2.9. Transwell cell invasion assay

A total number of 1 x 10° Huh? cells were added to the upper chambers of the transwell inserts (3422, Corning, Inc., Corning, NY)
coated with matrix gel (C0371, Beyotime Institute, China) and added with 200 pL cell culture medium deprived of the serum. The
bottom chamber was accordingly added with 600 pL complete medium with 10 % serum as the chemoattractant. After 48 h, the cells
invaded to the bottom chamber were serially fixed in 4 % paraformaldehyde (P0099, Beyotime Institute, China) for 15 min and stained
in 0.1 % crystal violet staining solution (C0121, Beyotime Institute, China) for 10 min at ambient temperature. An inverted light
microscope (DP27, Olympus Corp., Tokyo, Japan) was applied to observe the invaded cells and then the number of cells was
calculated.

2.10. Scratch cell migration assay

Huh?7 cells were seeded in a 6-well plate at 1 x 10° cells per well and the wound on the surface was made when cell grew >90 %
confluence. Then these cells were grown in the serum-deprived culture media for 48 h, and the wound width was visualized and
imaged at 0 and 48 h under an inverted light microscope. The wound closure (%) was accordingly calculated based on the width
observed.

2.11. Statistical analyses

All statistical analyses were realized in R software (version 3.6.0) and GraphPad Prism software (version 8.0.2). The Wilcoxon rank-
sum test or Student’s t-test was employed to assess differences between two groups of continuous variables. The differences among
three groups of continuous variables were evaluated via Kruskal-Wallis test. The Chi-square test was applied to calculate differences in
categorical variables among different groups. The log-rank test was used to compare survival times among patients in different groups
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Fig. 2. Molecular subtyping of liver cancer based on the pyroptosis-related genes

A-B: PCA analysis on the subtypes of liver cancer according to the data of TCGA and HCCDB18. C-D: The survival of patients with different mo-
lecular subtypes of liver cancer (C1, C2 and C3) based on the data of TCGA and HCCDB18, and the results were shown in the Kaplan-Meier curves.
E—F: Pyroptosis score on the different molecular subtypes of liver cancer (C1, C2 and C3) using the data from TCGA and HCCDB18.

based on the Kaplan-Meier curve. A significance level at p < 0.05 was indicative of the statistical significance.
3. Results
3.1. SNV and CNV analysis of PRGs in LC

In the beginning, a univariate COX analysis was performed on the 27 genes of REACTOME_PYROPTOSIS in GSEA, revealing that
there were 12 genes significantly associated with prognosis, which were also revealed as the risk factors (p < 0.05, Fig. 1A). The
expression analysis on these 12 genes expressed in LC and adjacent tissues revealed the significantly higher expression of 11 genes in
LC tissue, excepting for CASP5 (Fig. 1B). Then, it was discovered that these genes had no apparent amplification or deletion of gene
copies of copy number variations (Fig. 1C). Notably, the CHMP6 gene exhibited a substantial copy number amplification compared
with other genes and these genes had a low mutation frequency. The mutation frequencies of BAX, CHMP6, and HMGBI are 1 %, while
those for the remaining genes are below 1 % (Fig. 1D). Based on these analyses, it can be concluded that these PRGs may have a certain
relationship with the progression of LC.

3.2. Molecular subtyping of LC based on the PRGs

Then, we explored the relationship between the above PRGs and LC. Based on the above 12 PRGs and prognosis-related genes, a
consensus clustering was performed in TCGA cohort with the optimal clustering number from the cumulative distribution function
(CDF). According to the results on the CDF Delta area curve (Supplementary Fig. 1), the samples were perfectly classified into three
molecular subtypes, a discovery seen in both TCGA sample and HCCDB18 dataset.

To verify the rationality of the classification, PCA analysis was performed using 12 genes, and the obvious boundary was seen in the
three molecular subtypes, according to the data of TCGA and HCCDB18 datasets (Fig. 2A and B). Next, we analyzed the survival
difference of these three subtypes, revealing the worst prognosis in the C3 subtype and the best prognosis in the C2 subtype (Fig. 2C and
D).

Meanwhile, we analyzed the expression of cellular pyroptosis pathway scores in different molecular subtypes. It was clear that the
trends of prognosis and cellular pyroptosis scores were consistent in TCGA and HCCDB18, with the worst prognosis and the highest
cellular pyroptosis score observed in the C3 subtype (Fig. 2E and F). These discoveries hinted the possible effect of the pyroptosis
pathway on the prognosis of LC patients.

3.3. Changes in immune pathways across different molecular subtypes of LC

Furthermore, we analyzed the enriched Hallmark pathways, those related to immunity and metabolism in particular, across
different molecular subtypes of LC by ssGSEA. Heatmaps were accordingly generated to illustrate the enrichment status, and subse-
quent comparisons of immune differences within subtypes revealed compelling results. In both the TCGA and HCCDB18 datasets, the
C3 subtype of LC with the poorest prognosis exhibited the enrichment across the majority of pathways, encompassing some known to
promote cancer progression and metabolic pathways conducive to cancer development, such as Glycolysis (Fig. 3A and B).

Unexpectedly, we also observed the enrichment of the C3 subtype in the activation of immune-related pathways, which was
contrary to our initial expectations. This leads us to speculate whether the immunoactivation might be concurrent with the immune
escape, which allows tumor cells to survive and progress. To test this hypothesis, we tested the expression of immunoactivation-related
genes and found that these genes were highly expressed in the C3 subtype compared to the other two subtypes, consistent with the
results on the enriched pathway. Subsequently, the expressions of immune checkpoint genes were determined and higher expressions
of these genes were also seen in the C3 subtype (Fig. 3C-F). Although the C3 subtype shows signs of both immune activation and
immune escape, this phenomenon is not contradictory. We hypothesize that tumor cells of the C3 subtype may manipulate the tumor
microenvironment through transient immune activation, which attracts immune cell infiltration, but at the same time protect
themselves from killing by the immune system through immune escape mechanisms (e.g., increased expression of immune checkpoint
molecules).

3.4. Construction of prognostic models

The DEGs analysis was performed among these 3 molecular subtypes of LC, and the corresponding results were illustrated in
volcano plot (Fig. 4A). Hereafter, the univariate and LASSO Cox and stepwise regression analysis of DEGs was performed to identify the
candidate model genes (Fig. 4B and C). Following this, a stepwise multivariable regression analysis was employed to further narrow
down the genes and calculated the regression coefficient. Ultimately, 8 genes were identified as key prognostic factors, and the
RiskScore was calculated as follows (Fig. 4D): RiskScore= (—0.254 x expression level of KPNA2) + (0.298 x expression level of UCK2)
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Fig. 3. Changes in immune pathways across different molecular subtypes of liver cancer

A-B: The enrichment of Hallmark pathway in different liver cancer subtypes based on the data cohort from TCGA and HCCDB18. C-F: Expression of
immunoactivation-related or immune escape-related genes in different liver cancer subtypes based on the data from TCGA and HCCDB18
data cohort.

+ (—0.084 x expression level of FTCD) + (0.17 x expression level of CBX2) + (0.18 x expression level of RAB32) + (0.309 x
expression level of HMMR) + (0.12 x expression level of SI00A9) + (—0.101 x expression level of ANXA10).

We computed the individual risk scores based on the expression levels of gene and divided the samples into high and low risk
subgroups based on the optimal cutoff point of Riskscore determined via surv_cutpoint function in the survminer package. Subse-
quently, the ROC analysis was conducted on the RiskScore for prognostic classification employing the R package timeROC, and the
predictive efficiency for 1-, 3-, and 5-year survival in all TCGA samples was also accessed. A notably high AUC for each time point was
demonstrated in the model, with higher AUC indicative of the better prediction accuracy and the robust prognostic performance.
Besides, the poorer outcomes were seen in the high-risk subgroup (Fig. 4E-H). Finally, we analyzed the proportions of survival and
mortality in the high and low Risk subgroups, from which we confirmed the higher proportion in the low-risk subgroup (Fig. 41).

3.5. Validation on the accuracy of the prognostic model

To validate the accuracy of the model, we assessed the prognostic classification performance on external validation sets (HCCDB18
and GSE14520). It is evident that the model exhibits high robustness and accuracy, with poorer prognosis showing in the high-risk
group (Fig. 5A-B, D-E). Further, we analyzed the distribution of mortality and survival within the high and low Risk groups in
HCCDB18 and GSE14520 cohorts, and a higher proportion of mortality was seen in the high-risk group of both cohorts (Fig. 5C-F).

3.6. Manifestation of RiskScore on clinicopathological features in different molecular subtypes of LC

In this phase, based on the TCGA dataset, we compared the differences in RiskScore and PYROPTOSIS scores among our identified
molecular subtypes of LC. The corresponding results revealed that all samples in the C3 subtype, with the worst prognosis, belonged to
the high-risk group (Fig. 6A). Notably, the trends on PYROPTOSIS scores were consistent with those of RiskScore, and the PYROPTOSIS
score was highest in C3 subtype and lowest in C2 subtype (Fig. 6B). Also, we compared the differences in PYROPTOSIS scores between
these two groups in the TCGA dataset, and the significantly lower scores were seen in the low-risk group (Fig. 6C). By examining the
distribution of RiskScore among clinical-pathological features in the TCGA dataset, significant differences in RiskScore were clear in
different AJCC Stages and Grades (Fig. 6D and E).

3.7. Improving effects of RiskScore on prognostic modeling and survival prediction by incorporating clinicopathological features

Here, we conducted univariate and multivariate Cox regression analyses based on RiskScore and clinicopathological features in the
TCGA-LIHC cohort. The results revealed that AJCC stage and RiskScore were significant prognostic factors (Fig. 7A-B). Then, to
quantify the risk assessment and survival probability of LC patients, a nomogram was constructed combining RiskScore and AJCC stage
(Fig. 7C). Notably, it was indicated in the model that RiskScore had the most substantial impact on the prediction of survival rate.
Furthermore, we evaluated the predictive accuracy of the model using a calibration curve (Fig. 7D), where the calibration points for 1,
3, and 5 years closely aligned with the standard curve, suggesting excellent predictive performance of the nomogram. Additionally, we
assessed the reliability of the model using DCA, and a significant benefit of the nomogram over the extreme curves was observed
(Fig. 7E).

3.8. Single-cell analysis

In the end, the single-cell analysis was implemented on 9 LC samples from the GSE125449 dataset. After standardization,
dimensionality reduction, and clustering, 6 major cell subtypes were identified (Fig. 8A), comprising a total of 3913 cells. The
signature genes for each cell subtype were also delineated (Fig. 8B), like Endothelial, Epithelial cell, Fibroblasts, NK/T cells,
Monocytic-Macrophages, Plasma cells.

The results on the expressions of 8 genes identified during the construction of risk model in these cells were illustrated in Fig. 8C,
with the majority of genes expressed in epithelial cells and S100A9 and RAB32 expressed in Monocytic-Macrophages. Next, we
calculated the mean gene expression for each cell group using the AverageExpression function and computed pyroptosis scores for each
cell subtype using the gsva package. The differences in scores among different cells were compared, revealing the highest pyroptosis
score in Monocytic-Macrophages (Fig. 8D). In a word, it could be deduced that the particular occurrence of cell pyroptosis in
Monocytic-Macrophages may contribute to the progression of LC.

3.9. In-vitro cellular validation

To make a preliminary investigation on the involvement of the key genes of RiskScore analysis in LC, the levels of these key genes in
LC cells Huh7 and normal hepatocyte THLE-2 were quantified and compared. Accordingly, the higher expressions of KPNA2, UCK2,
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Fig. 5. Validation on the accuracy of the prognostic model

A-B Kaplan-Merve survival curves and ROC curves for RiskScore in the HCCDB18 cohort. C: Percentage of mortality and survival in the high and low
risk subgroups of the HCCDB18G cohort. D-E: Kaplan-Merve survival curves and ROC curves for RiskScore in the GSE14250 cohort. F: Percentage of
mortality and survival in the high and low risk groups of the GSE14250 cohort.

CBX2, RAB32, HMMR and S100A9 and the lower expressions of FTCD and ANXA10 were seen in LC cells Huh7 as compared to those in
normal hepatocyte THLE-2 (p < 0.05, Fig. 9A). In the subsequent transwell cell invasion and scratch cell migration assays, it was
additionally noted that the silencing of UCK2 via specific small interfering RNA could visibly diminish the number of invaded and
migrated cells at 48 h (p < 0.01, Fig. 9B-C).

4. Discussion

Our current study, in the beginning, examined the genes obtained from GSEA and confirmed 12 of these genes as the risk factors in
LC, which, along with those PRGs significantly related to the prognosis of LC, were then applied for the consensus clustering. Three
molecular subtypes of LC, accordingly, have been identified, with a worst prognosis and a highest pyroptosis score seen in C3 subtype
of LC. The relevant heatmaps showing the enriched pathways of these subtypes have demonstrated the weird concurrence of both
immunoactivation and immune escape in C3 subtype of LC, which could be possibly interpreted by the abnormally high expressions of
genes relevant to these two procedures. Such a discovery, so far as we are concerned, was seen in glioma, where cuproptosis, another
form of cell death, can facilitate immunoactivation but promotes immune escape T. Hereafter, with the aim to construct a prognostic
model, 8 PRGs have been sorted identified, including KPNA2, UCK2, CBX2, RAB32, HMMR, S100A9, FTCD and ANXA10. Then these
PRGs were applied to compute the risk score which divided LC patients in TCGA data cohort and external validation sets (HCCDB18
and GSE14520) into high-risk and low-risk groups. Further exploration has suggested the overall survival (OS) of low-risk group was
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scores in the high and low risk subgroups. D: The distribution of RiskScore among different AJCCStage in TCGA cohort. E: The distribution of
RiskScore among different grades in TCGA cohort.

better than that of the high-risk group, a trend consistent with the previous study [26]. Additionally, we have confirmed the mani-
festation of risk score in both different subtypes of LC divided in our study (as indicated by the fact that the C3 subtype of LC was
categorized into the high-risk group) and different clinicopathological features, AJCC stage and tumor grade, for instance. Besides, we
further validated the performance of our RiskScore in improving the prognosis and carried out a scRNA-seq to reveal the potential
involvement of SI00A9 and RAB32 as well as monocytic-macrophages in pyroptosis of LC.

Numerous studies have indicated the association of cell pyroptosis with anti-cancer immunity, which has altered the strategies for
anti-tumor therapy in cancer immunology and tumorigenesis [27]. Besides, both pyroptosis and PRGs 3 serve as potential therapeutic
targets for various cancers [28]. For instance, a system analysis based on PRGs carried out by Yan et al. has identified Gasdermin C as a
novel therapeutic target for pancreatic adenocarcinoma [29]. Another study in gastric cancer has established a 5 gene signature based
on 63 PRGs which plays a profound role in the prognosis of gastric cancer [30]. Besides, 35 PRGs have been identified to participate in
tumor immunity and have the potential to predict the prognosis of hepatocellular carcinoma, [26]. In our current study, 8 PRGs have
been identified, including KPNA2, UCK2, CBX2, RAB32, HMMR, S100A9, FTCD and ANXA10, and their differential expression in LC
was observed. In other words, the higher expressions of KPNA2, UCK2, CBX2, RAB32, HMMR and S100A9 and the lower expressions of
FTCD, ANXA10 were seen in LC cells Huh7 as compared to those in normal hepatocyte THLE-2. Further transwell cell invasion and
scratch cell migration assays results have demonstrated the anti-LC effects of UCK2 silencing on LC cells, as exemplified by the reduced
number of invaded and migrated LC cells. KPNA2 is a member of the nuclear transport protein family overexpressed in a variety of
cancers like hepatocellular carcinoma, as revealed in a single-cell transcriptome analysis [31,32]. UCK2 is a rate-limiting enzyme
overexpressed in several solid and hematological cancers, which is associated with the aggressiveness of hepatocellular carcinoma
[33]. CBX2 is a polycomb protein which is closely related to tumorigenesis and tumor development, which can drive a stem cell-like
phenotype in hepatocellular carcinoma [34,35]. Rab32 belongs to the Ras-like small GTPase superfamily and acts as an oncogene in
hepatocellular carcinoma, with the potential to promote tumor cell growth and invasion [36,37]. HMMR, also known as CD168, has
been reported play diverse functional roles in various cancers, including lung, liver, bladder, and gastric cancers [38]. S100A9 is
primarily expressed in neutrophils and monocytes, playing a crucial role in regulating various inflammatory responses and
inflammation-related diseases [39]. Increasing evidences have further proven the involvement of S100A9 in tumors like liver cancer
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Fig. 7. Improving effects of RiskScore on prognostic modeling and survival prediction by incorporating clinicopathological features. A: Univariate
Cox analysis on RiskScore and the clinicopathological features. B: Multivariate Cox analysis on RiskScore and the clinicopathological features. C:
Constructed nomogram combining RiskScore and AJCC stage to quantify the risk assessment and survival probability of liver cancer patients. D-E:
The calibration curve and the decision curve of the monogram.

[40,41]. FTCD exhibits selective high expression in normal liver and hepatic loss of FTCD contributes to lipid accumulation and
hepatocarcinogenesis [42,43]. ANXA10 is a member of the annexin protein family located on chromosome 4q33 and a bioinformatics
analysis and experimental validation have confirmed its role as a prognostic biomarker and suppressor of hepatocellular carcinoma
[43]. In addition to their involvement in HCC, some other studies have proven the involvement of some of these 8 PRGs in pyroptosis
with the peculiar mechanisms implicated [44,45]. To our surprise, another existing study linking pyroptosis and hepatocellular
carcinoma has further demonstrated the potential of CBX2 as one of the genes used to construct the pyroptosis-related prognostic
model [46]. Likewise, in our current study, CBX2 was listed as one of the PRGs applied to construct the RiskScore (constructed using
these 8 PRGs). Also, the scRNA-seq result has revealed the potential involvement of S100A9 and RAB32 as well as
monocytic-macrophages in pyroptosis of LC. An in-vitro study by Yang et al. has already proven the promoting effects of SI00A9 on the
polarization of M2 macrophages so as to drive LC progression [41]. Nonetheless, whether S100A9 and RAB32 are involved in
modulating macrophage pyroptosis in LC has not been explored, which, we believe, will be the direction of our future studies. Con-
ducting additional research to explore the foundational connection between S100A9, RAB32, and the prognosis of patients with LC is
essential.

In addition to the one mentioned above, there are some other inescapable limitations of this study that should be addressed. For
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Fig. 8. Single-cell analysis. A: UMAP plot for cell annotation based on the samples from the dataset GSE125449. B: Specific marker genes ex-
pressions in different cell subtypes (endothelial, epithelial cells, fibroblasts, monocytic-macrophages, NK/T cells and plasma cells). C: Expression
levels of genes identified during risk model construction in different cell subtypes (endothelial, epithelial cells, fibroblasts, monocytic-macrophages,
NK/T cells and plasma cells). D: Pyroptosis scores of different cell subtypes (endothelial, epithelial cells, fibroblasts, monocytic-macrophages, NK/T
cells and plasma cells).

instance, the sample size for scRNA-seq is relatively small, which only includes one dataset GSE125449. Whether the results can be
reproduced to other LC-related datasets remains a mystery. Secondly, all these results are generated solely from bioinformatics and
accordingly, relevant verification will be implemented to consolidate the results.

5. Conclusion

Extensive research has elucidated the role of PRGs in LC and other tumors. This study employs comprehensive and systematic
bioinformatics analysis to reveal the significant involvement of PRGs in LC, where 8 key PRGs have been identified. These findings
offer new insights into the potential molecular mechanisms of HCC, shedding light on the role of cell pyroptosis and paving the way for
further exploration of more effective immunotherapies. Meanwhile, subtype analysis based on PRGs may offer additional personalized
treatment options for LC patients.
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Fig. 9. In-vitro cellular validation. A: Quantified mRNA level of 8 key PRGs (KPNA2, UCK2, FTCD, CBX2, RAB32, HMMR, S100A9 and ANXA10)
in normal hepatocyte THLE-2 and LC cell line Huh7 via reverse-transcription quantitative PCR. B: Transwell cell invasion assay showing the effects
of UCK2 knockdown on the invasion of LC cells Huh7 at 48 h. C: Scratch cell migration assay depicting the effects of UCK2 silencing on the migration
of LC cells Huh-7 cells at 0 and 48 h.
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Abbreviation

liver cancer (LC)

pyroptosis-related genes (PRGs)
single-cell RNA sequencing (scRNA-seq)
The Cancer Genome Atlas (TCGA)

Gene Expression Omnibus (GEO)

Gene Set Enrichment Analysis (GSEA)
Differential expressed genes (DEGs)
Receiver Operating Characteristic (ROC)
the area under the curve (AUC)
Decision Curve Analysis (DCA)

unique molecular identifier (UMI)
complementary DNA (cDNA)
cumulative distribution function (CDF)
overall survival (OS)

Regulated cell death (RCD)
programmed cell death (PCD)
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