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Purpose: Hepatocellular carcinoma (HCC) ranks as the third leading cause of cancer-related deaths, posing a significant threat to
people in diverse regions. T-cell exhaustion (Tex) can hinder the efficacy of immunotherapy in patients with HCC, and the
transcription factors that regulate Tex in HCC have not yet been fully elucidated.

Patients and Methods: We used the single sample gene set enrichment analysis (ssGSEA) method to define the transcription factor
pathway that regulates Tex and employed LASSO regression analysis to establish Tex related genes (TEXRS). To predict differences
in immunotherapy efficacy between the two groups, we used the immunophenotype score and submap algorithm. RT-qPCR was used
to detect the expression levels of the model genes in 21 pairs of HCC tissues. Finally, we assessed the cell communication strength and
identified ligand receptors using the “CellChat” R package.

Results: Nine Tex transcription factors were identified as regulators of the HCC immune microenvironment, with Tex scores affecting
patient survival. Patients with a high Tex Risk Score (TEXRS) had significantly worse overall survival compared to patients with low
TEXRS. After adjusting for confounding factors, TEXRS remained an independent prognostic factor. Importantly, TEXRS performed
well in multiple independent external validation cohorts. Various algorithms have shown that patients in the low-TEXRS group might
benefit more from immunotherapy. Finally, RT-qPCR analysis of 21 HCC samples showed that C7, CD5L, and SDS were significantly
downregulated in HCC tissues, consistent with the bioinformatics analysis results.

Conclusion: TEXRS proved to be a valuable predictor of immunotherapy and transcatheter arterial chemoembolization efficacy in
patients with HCC. This holds promise for enhancing the prognosis and treatment outcomes of patients with HCC.
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Introduction

Hepatocellular carcinoma (HCC), the most common form of liver cancer, ranks as the third leading cause of cancer-related
death worldwide and is a major challenge to human health."* Chronic liver diseases, such as chronic viral hepatitis,
alcoholic steatohepatitis, and non-alcoholic steatohepatitis, are well-established predisposing factors for HCC.?> ® Given the
substantial individual heterogeneity and poor prognosis of HCC, the search for novel and dependable biomarkers remains
an urgent imperative.
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Early-stage HCC can be treated surgically. Unfortunately, most patients with diagnosed with HCC have advanced-
stage disease, necessitating treatments like chemotherapy, radiotherapy, immunotherapy, transcatheter arterial chemoem-
bolization (TACE), and radiofrequency ablation.” Thanks to the rapid development of immunotherapy, the treatment of
advanced HCC has taken a significant leap forward, significant antitumor effects can be observed by receiving immune
checkpoint-blocking drugs.®*'* Studies have demonstrated that the use of immune checkpoint inhibitors can markedly
increase the chances of complete remission in patients.'*'> However, owing to the intricacies of the immune micro-
environment, not all patients experience a favorable response to on immune checkpoint-blockade (ICB) therapy.'®'® The
tumor immune microenvironment (TIME) plays a pivotal role in the occurrence and progression of HCC."
Simultaneously, the immunosuppressive status of TIME is intricately linked to the efficacy of immunotherapy in patients
with HCC.**?!

T-cells are the primary defenders of the immune system, playing a crucial role in combating diseases such as
pathogenic infections and tumors. In chronic diseases, continuous exposure to antigens can lead to their loss of effector
function, resulting in the inability to clear pathogens or tumors, a state known as T-cell exhaustion (Tex).?>* Tex is
usually characterized by a progressive loss of effector function, persistent upregulation of inhibitory receptors, and
changes in the expression and function of key transcription factors.”>** Studies have shown that HCC tissues exhibit
the highest proportion of exhausted CD8+T-cells, and may be transformed from other types of CD8+T-cells within the
tumor.”> Although some scholars have conducted related studies on Tex and HCC, there is still a lack of research on the
regulation of Tex transcription factors and HCC.?®?” Transcription factors regulating Tex have been gradually discov-
ered, such as IRF4, BATF, NFATcl, NR4A, TBX21, EOMES and TOX.”*

IRF4 is a T-cell receptor (TCR) signal-sensitive transcription factor that interacts with BATF and NFAT to promote
PDCDI transcription. It is involved in multiple aspects of Tex, including inhibitory receptor expression, impaired
cytokine secretion, and anabolic inhibition.>' When IRF4 expression decreased, the overall anabolic level increased
and IFN-y secretion partially recovered.”’ NFAT is an important transcription factor for TCR-activated T-cells and
interacts with AP-1 transcription factors to form a synergistic NFAT: AP-1 complex, which is essential for inducing
cytokine genes and other activation- related genes.*? In addition to being involved in T-cell activation, NFAT is also
a transcription factor necessary for immune checkpoint molecular expression, where NFAT does not bind AP-1.>*> BATF
is involved in the regulation of effector T-cell differentiation, and studies have found that PD-1 can inhibit T-cell function
by up-regulating BATF, and that BATF and IRF4 together protect CAR-T from exhaustion.®> The NR4A family, which
includes transcription factors NR4A1, NR4A2, and NR4A3, are involved in the development of Tex. Even in the absence
of its partner AP-1, a member of the NR4A family acts as a target for calcium/calcineurin to regulate the transcription
factor NFAT, inducing inhibitory receptor expression after activation and inhibiting effector molecule expression.** T-bet
and EOMES function differently in exhausted T-cells than in memory T-cells.® Tex is a heterogeneous population, and
the severity of exhaustion is associated with EOMES expression, suggesting that high EOMES expression may positively
modulate exhaustion. In addition, although T-bet and EOMES play opposite roles in Tex, most exhausted T-cells co-
express these two transcription factors.>> Deletion of the transcription factor TOX specifically leads to the down-
regulation of PD1 expression and increased expression of cytotoxic effector molecules, suggesting that exhaustion
programs are severely inhibited. TOX drives genetic programs during the initiation and maintenance of Tex. In tumor
samples, TOX is required for the expression of inhibitory receptors. For example, in tumor-infiltrating lymphocytes of
patients with melanoma, the expression of immune checkpoints was positively correlated with TOX expression.>® TOX
knockout mice showed a decrease in the expression of immune checkpoint molecules and an increase in the expression of
effector molecules.*® Owing to the lack of effective prognostic models for HCC, it may be of great significance to stratify
patients with HCC and establish prognostic models from the perspective of regulating Tex transcription factors and HCC
to further predict therapeutic effects in these patients.

With great progress in high-throughput sequencing, single-cell RNA sequencing (scRNA-seq) and Bulk RNA-seq
have played important roles in revealing changes at the cellular molecular level of diseases and discovering new
biomarkers related to diseases. In addition, bioinformatics analyses can be performed using scRNA-seq or Bulk RNA-
seq. For example, Yuan et al identified Tex-related genes through bioinformatics technology, combined with machine
learning algorithms, and constructed a feature that could accurately predict the prognosis of patients with ovarian
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cancer.>” Chen et al discovered that LSM4 can serve as a promising diagnostic and prognostic biomarker for HCC by
mining multiple databases and found that ABCCS is associated with poor prognosis and immune infiltration in HCC.3%¥
Through data mining, Zhang et al found that M7G-related genes can not only be used as diagnostic markers for chronic
hepatitis B, but also participate in the regulation of immune microenvironment and play an important role in the
progression of chronic hepatitis B.** Therefore, multi-omics combined analysis has great development potential and
application value.

In this study, we combined scRNA-seq with Bulk RNA-seq analysis to identify differentially expressed genes (DEGs) in
patients with different transcription factors regulating Tex. A prognostic model was established and validated using internal
and independent external tests. In addition, multiple omics and algorithms were used to predict therapeutic effects in patients
with HCC. Finally, based on the basic experiment, bioinformatics analysis was verified. Various analytical techniques were
used to construct prognostic features based on the regulatory Tex transcription factor DEGs with the aim of elucidating the
relationship between the regulatory process of Tex and the prognostic progression and therapeutic effects of HCC.

Materials and Methods

Figure 1 shows the study process.

Participants

In this study, 21 pairs of HCC and paracancerous tissue specimens were collected from the Second Affiliated Hospital of
Harbin Medical University between June 2021 and June 2023. All HCC specimens were confirmed by pathologists and
the study was approved by the Medical Ethics Committee of the Second Affiliated Hospital of Harbin Medical
University. Written informed consent was obtained from each patient before the start of the study. The patients’ clinical
information is shown in Table 1.

Public Data Source

scRNA-seq dataset (GSE146115), RNA-seq datasets (GSE77314, GSE124535, GSE135631, GSE202069, and
GSE214846), and microarray datasets (GSE14520, GSE76427, GSE36376, GSE45436, GSE17856, GSE25097,
GSE39791, GSE54236, GSE57957, GSE64041, GSE76427, GSE84005, GSE84402, GSE121248, GSE46444,
GSE47197, GSE62232, and GSE104580) of HCC were downloaded from Gene Expression Omnibus (GEO, https://
www.ncbi.nlm.nih.gov/geo/) database. Microarray data (E-TABM-36) were obtained from the European Bioinformatics

Institute (EBI) ArrayExpress (https://www.ebi.ac.uk/biostudies/arrayexpress) database, while HCC RNA-seq and clinical

information were downloaded from The Cancer Genome Atlas (TCGA, https://portal.gdc.cancer.gov) and International

Cancer Genome Consortium (ICGC, https://daco.icgc.org/) databases. Patients with zero follow-up were excluded to
28-30

ensure the accuracy of the study. Nine Tex transcription factors were obtained from the literature.

scRNA-Seq Data Analysis

First, through the “Seurat” R package, for gene filtering, genes expressed in less than three cells were removed; for cell
filtering, cells with less than 300 features were detected and culled to create a SeuratObject. Next, the percentage of
mitochondrial and red blood cell (RBC) genes were calculated, and the rules for screening cells were as follows: (1) the
number of feature genes was between 200 and 7500, (2) the mitochondrial RNA content was less than 10%, (3) the RBC RNA
content was less than 3%, and (4) the total number of cells was less than 300,000. After quality control, 2583 cells were
retained for subsequent analyses. Figures S1A and B show the information before and after quality control, respectively.
The gene expression of each cell was normalized to 10,000 and logarithmically processed, and 3000 highly variable genes
were selected for further analysis (Figure S1C). Seurat objects were scaled, principal component analysis (PCA) was
performed, and the first 15 principal components (PCs) were applied to UMAP (Figure S1D and E). Using the clustering
algorithm based on shared nearest neighbor (SNN), 0.5 was selected as the threshold to evaluate the number of cell clusters,
and all cells were divided into 13 highly different subpopulations. Cell annotation is determined by the “singleR” R package.
To solve the problem of sequencing depth, we used the Tumor Immune Single-Cell Hub 2 (TISCH2, http://tisch.comp-
genomics.org/home/) database to analyze GSE140228 Smartseq2 and further analyze the transcriptome of immune cells.
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Figure | Flow chart. Created with Biorender.com.

Define Tex Transcription Factor Pathway Activity

Single sample gene set enrichment analysis (ssGSEA) can be achieved by defining an enrichment score that represents
the absolute degree of enrichment of the gene set in each sample within a given dataset.*' Using this approach, the
activity of the Tex transcription factor pathway was defined by enrichment scores and named TexScore.
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Table | Clinical Information of HCC Patients

Clinical Characteristics HCC (n = 21)
Age (year) 61.62+9.91
Gender (male/female) 16/5
Grade (low/middle/high/unknown) 3/13/3/2
HBYV infection (y/n) 10/11
HCYV infection (y/n) 2/19

Gene Set Variation Analysis

Gene set variation analysis (GSVA) was converted from the gene expression data matrix to the corresponding gene set
expression data matrix to analyze the pathway activity. Using |logFC| > 0.1 and an adjusted P value < 0.05 as filtering
conditions, the gene set file was downloaded from the Molecular Signatures Database (MSigDB, https://www.gsea-

msigdb.org/gsea/msigdb) to run GSVA.

Difference Analysis
In order to further analyze the reasons for the difference in TexScore between the two groups, we identified DEGs
between the two groups with |logFC| > 1 and FDR < 0.05 as screening conditions.

Model Development

The DEGs shared among the four cohorts are shown using an upset plot. Next, the TCGA cohort was randomly divided
into training and test groups in a ratio of 7:3. Basic information regarding the patients in the two groups is shown in
Table 2. Cox regression analysis was performed in the training group to obtain prognostic DEGs, and the Tex Risk Score
(TEXRS) was established using LASSO regression analysis. The formula used is as follows:

TEXRS = Z?J:ICOeﬁ * expressioni (1)

Patients in the training and test groups were divided into high and low-TEXRS groups according to the median
TEXRS score. Kaplan-Meier curves were used to evaluate the relationship between high and low-TEXRS scores and
patient survival. The predictive power of the TEXRS was evaluated using receiver operating characteristic (ROC) curves.
Next, correlations and independent prognostic analyses were performed between the TEXRS and clinical information.
Finally, a nomogram was established based on the TEXRS data and clinical information, and the nomogram was

evaluated using ROC and calibration curves.

External Verification

To demonstrate the applicability of TEXRS, we used the ICGC as an external validation group, performed the same
procedures, and used the same R packages as the training and test groups, such as the Kaplan-Meier curve, ROC curve,
correlation analysis with clinical information, independent prognostic analysis, and the establishment of a nomogram. In
addition, Kaplan-Meier analysis was performed on the GSE14520, GSE76427, and E-TABM-36 datasets.

External Verification
First, the immune, stromal, ESTIMATE, and tumor purity scores were calculated using the ESTIMATE method.
CIBERSORT software was used to calculate the infiltration levels of immune cells.
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Table 2 Clinical Information for Training and Test Groups

Clinical Characteristics | Training Group | Test Group P
Survival status

Alive 168 67 0.544
Dead 89 41

Age

<=60 116 57 0.182
> 60 141 51

Gender

Male 177 69 0.354
Female 80 39

Stage

| 123 47 0.504
Il 55 29

11l 57 26

v 4

Unknown 18

Grade

Gl 32 23 0.145
G2 122 53

G3 9l 27

G4 8 4

Unknown 4 |

T Stage

Tl 129 51 0.753
T2 6l 30

T3 55 23

T4 9 4

Unknown 3 0

M Stage

MO0 191 72 0.57
MI 3 0

Unknown 63 36

N Stage

NO 178 70 0.492
NI 4 0

Unknown 75 38

Immunotherapy and TACE Prediction

To analyze the predictive effect of TEXRS on immunotherapy, an estimated ICIs immunotherapy response score was obtained
from The Cancer Immunome Atlas database (TCIA, https:/tcia.at/home). To further predict the response to TACE, the
GSE104580 dataset, which contains microarray data for both TACE responders and non-responders, was used.

Differential Expression and Validation of Model Genes

To ensure model stability, the differential expression of C7, CD5L, and SDS was verified at the gene and protein levels.
Validation was performed at the gene level from TCGA cohort, Gene Expression Profiling, and Integrative Analysis
(GEPIA, http://gepia.cancer-pku.cn/), and multiple GEO datasets, while immunohistochemical images were downloaded

from the Human Protein Atlas (HPA; https://www.proteinatlas.org/) database to verify protein levels.
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RT-qgPCR
Total RNA was collected from tissues by RNAkey™ Reagent (SM129-02, Sevenbio, Beijing, China). cDNA was
generated using a synthetic kit (1119ES60, Yeasen, China) and RT-qPCR was performed using a real-time SYBR
Green Master Mix kit (11184ES03, Yeasen, China). The primers used for qRT-PCR are listed in Table 3.

Model Gene Analysis

The distribution and expression of model genes were analyzed using GSE146115 and GSE140228 Smartseq2. Thereafter,
the correlations between the model genes and TEXRS and Tex transcription factors were mapped. Finally, a correlation
plot of the RT-qPCR results was constructed.

Cell Communication Analysis
To explore the intensity of communication between various cells in HCC tissues and to identify the expression of ligand
receptors, the “CellChat” R package was used for cell communication analysis.

Statistical Analysis

R software (version 4.3.0) was used for all statistical analyses. A nonparametric test was used for unpaired data, a paired
nonparametric test was used for paired samples, and the Spearman test was used for correlation analysis. Statistical
significance was set at P < 0.05 significant.

Results
scRNA-Seq Analysis

Thirteen distinct clusters were obtained through the SNN algorithm in the “Seurat” R package (Figure 2A). SingleR was
employed for cell type annotation, the cells were divided into five cell types: hepatocytes, B cells, macrophages, NK
cells, and T-cells (Figure 2B). The expression of nine transcription factors regulating Tex in each cell type is shown in
Figures 2C and D, with the majority of these factors predominantly expressed in T-cells.

Table 3 Primer Sequence

Primer Name Sequence (5’to3’)
Cc7 AAATGTGTCTGCCGAGAAGC
CAAGGCCTTATGCTGGTGAC
CDS5L GTGGAACAGAAAGGCCAGTG
TCTGCTGGTGGCTCATACAA
SDS GATCACCAGTGTTGCCAAGG
GCTCCACCAGGATCTTCTCA
EOMES CCACTGCCCACTACAATGTG
TTCCCGAATGAAATCTCCTG
TBX2I CTTGGTGTGGACTGAGATTGC
ACTGGAAGGATAGGGGGACA
B-actin CTGGAACGGTGAAGGTGACA
CACCTCCCCTGTGTGGACTT
International Journal of General Medicine 2023:16 htps: 5603
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Owing to the low expression of transcription factors, we analyzed the GSE140228 Smartseq2 data using the TISCH2
tool. Nine transcription factors regulating Tex were expressed in the CD8Tex cells of HCC tissues (Figure S2). These results
suggest that the nine Tex transcription factors may be involved in the regulation of the immune microenvironment in HCC.
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Define Tex Transcription Factor Pathway Activity
First, to evaluate the overall role of Tex transcription factors, we calculated the Tex transcription factor enrichment scores
using the ssGSEA method. Next, when the optimal cutoff value was 0.511, there was a significant difference in OS
among patients in the high and low TexScore groups (Figure 3A). Figure 3B shows the relationship between TexScore
and survival status in these patients; patients with a high TexScore had lower mortality. These results suggest that the Tex
transcription factor pathway activity affects patient prognosis. A heatmap showed that immune checkpoint gene
expression was upregulated in the high TexScore group (Figure 3C).

Difference Between High and Low TexScore Pathways
The GSVA algorithm was used to further analyze the biological differences between the two groups. There were
significant differences in the inflammatory response, IL2 STATS signaling, and interferon-gamma response between
the two groups, and the enrichment score of the low TexScore group was higher (Figure 3D).

Identification DEGs

Next, to find the reasons for the different biological differences between the two groups of patients, DEGs were identified
using the “limma” R package with |logFC| > 1 and FDR < 0.05 as filter conditions.

Model Development
To ensure that the model could be validated using other validation cohorts, 29 genes were selected for subsequent
analyses (Figure S3A). Subsequently, 70% of the patients in the TCGA cohort were randomized into the training group,
and the remaining 30% were included in the internal validation group (Figure 4A). Univariate Cox regression analysis
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was performed on the training group to identify prognostic DEGs (Figure S3B). The TEXRS was established using
LASSO regression analysis (Figure 4B). The formula of the model is: TEXRS = (—0.142xCDS5L expression) +
(—0.098%xC7 expression) + (—0.055xSDS expression). The TCGA patients were divided into high and low-TEXRS
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groups according to the median TEXRS score of the training group. Figure 4C shows TEXRS distribution, survival
status, and model gene expression in these patients. The OS of patients with high-TEXRS scores was significantly worse
than that of patients with low-TEXRS scores (Figure 4D). ROC analysis showed that the forecasted OS AUC for years 1,
2, and 3 were 0.656, 0.659, and 0.670, respectively (Figure 4E). These results were consistent in both the test and control
groups (Figure 4F-K).

TEXRS and Clinical Characteristics Analysis
In the TCGA cohort, TEXRS was significantly higher in patients with death, G3-4, Stage III-1V, and T3-4 (Figure 5A).
Furthermore, in the high-TEXRS group, a higher proportion of patients with death, G3-4, Stage III-1V, and T3-4
(Figure 5B). These results suggest that TEXRS could serve as a valuable prognostic indicator. Univariate Cox regression
analysis showed that TEXRS was a significant risk factor (hazard ratio [HR] = 2.55, P <0.001) (Figure 5C). Furthermore,
multivariate Cox regression analysis demonstrated that TEXRS remained an independent prognostic factor, even after
accounting for confounding factors (hazard ratio [HR] = 1.919, P < 0.021) (Figure 5D).

Therefore, we developed a nomogram by combining TEXRS scores with age, sex, G-grade, and Stage (Figure 5E).
The ROC analysis results demonstrated that the model’s predictive ability was good (Figure 5F). Furthermore, the
calibration curve illustrated that the model’s predictions closely matched the actual results (Figure 5G).

External Validation of TEXRS

We performed the same procedure in the ICGC cohort as in the training group, and The OS of patients with high-TEXRS
scores was significantly worse than that of patients with low-TEXRS scores (Figure 6A). ROC analysis showed that the
AUC for predicted OS in years 1, 2, and 3 were 0.692, 0.680, and 0.680, respectively (Figure 6B). TEXRS was
significantly higher in patients who died and in Stage III-IV; a higher proportion of patients died and in Stage III-IV in
the high-TEXRS group (Figure 6C). TEXRS was also a risk factor (HR = 5.156, P <0.001) (Figure 6D). After excluding
confounding factors, the TEXRS remained an independent prognostic factor (HR = 4.053, P = 0.002) (Figure 6E).
Similarly, a nomogram was constructed for the ICGC cohort with good predictive ability, and the predicted results were
close to the actual results (Figure 6F—H). In addition, in the other two GEO cohorts, there was still a significant difference
in OS among patients in the high- and low-TEXRS groups, whereas there was no statistical difference in the E-TABM-36
cohort, which may be because of the small number of patients (Figure S3C-E).

TIME Analysis

The ESTIMATE algorithm was used to understand the overall level of immune infiltration. Compared to patients with
high-TEXRS scores, patients with low-TEXRS scores had higher immune, stromal, and ESTIMATE scores, while tumor
purity scores were reversed (Figure 7A). The CIBERSORT method was used to evaluate the infiltration of various
immune cells. The infiltration of resting memory CD4+T-cells and M1 macrophages was significantly reduced in the
high-TEXRS group (Figure 7B).

Clinical Application of TEXRS
We observed significant differences in the expression of PDCD1 and CD274 between patients with high and low-TEXRS
expression (Figure 8A). Further comparison of the proteomic data revealed higher expression of PDIL (encoding
CD274) in the low-TEXRS group (Figure 8B), possibly indicating differences in immunotherapy outcomes between
the two groups. Subsequently, the immunotherapeutic effect in the two patient groups was predicted using the
immunophenoscore (IPS). The low-TEXRS group displayed a higher IPS, suggesting that the immunotherapeutic effect
in the low-TEXRS group was better than that in the high-TEXRS group (Figure 8C). To ensure the prediction accuracy,
we also confirmed, using the submap algorithm, that the PD1 treatment effect in the low-TEXRS group may be more
favorable (Figure 8D).

Under TACE treatment, the TEXRS of non-responders was significantly higher than that of responders (P < 0.001)
(Figure 8E). Thus, we demonstrated the ability of TEXRS to predict TACE treatment response by ROC analysis
(AUC=0.709), When the cutoff value is —1.819, the sensitivity is 0.593 and the specificity is 0.758 (Figure 8F).
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characteristic.

Model Gene Expression Validation
In TCGA cohort, three model genes (C7, CDSL, and SDS) were significantly downregulated in HCC tissues and
maintained the original trend in paired tissues (Figure 9A—C). Three model genes in the GEPIA database were also
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Figure 6 TEXRS testing in external validation (ICGC cohort). (A) Survival curve of high and low TEXRS; (B) ROC curve; (C) Analysis of TEXRS and clinical
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downregulated in the HCC tissues (Figure 9D—F). The RT-qPCR results for the 21 pairs of HCC samples collected in this
study were consistent with the results of the bioinformatics analysis (Figure 9G—I). The accuracy of the bioinformatics

analysis and the stability of the model were further confirmed. In addition, they remained stable across 21 GEO datasets
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(Figures 9J-N, S4, and S5). At the protein level, immunohistochemistry confirmed that C7 and SDS were downregulated
in HCC tissues (Figure 10).

Model Genes and Transcription Factors That Regulate Tex

First, we explored the distribution of model genes in the GSE146115 scRNA-seq dataset, with C7 and SDS mainly
expressed in hepatocytes, and CD5SL mainly expressed in macrophages (Figure 11A and B). Next, the GSE140228
Smartseq2 data showed that C7 was weakly expressed in immune cells, while CD5L and SDS were mainly expressed in
macrophages (Figure 11C and D). In TCGA cohort, we found that model genes were mainly positively correlated with
Tex transcription factors, while TEXRS was negatively correlated (Figure 11E). Since CD5SL had the highest positive
correlation with TBX21 and EOMES, we verified this using RT-qPCR and proved that CD5L was positively correlated
with EOMES (R =0.38, P =0.015) in all tissues, whereas TBX21 showed no statistical significance (R = 0.19, P = 0.22).
CDS5L also positively correlated with C7 expression (R = 0.33, P = 0.035) (Figure 11F). Therefore, we hypothesized that
macrophages are involved in the regulation of T-cell exhaustion.

Figure 12A shows the amount of communication between the cells and the intensity of the interactions. HCC cells can
send stronger signals to macrophages, which then send stronger signals to T-cells, and T-cells can then send stronger
signals to macrophages (Figure 12B), suggesting that T-cell exhaustion may be related to macrophage interactions.
Figure 12C shows that HCC cells may influence macrophages through C3- (ITGAX+ITGB2), and macrophages may
interact with T-cells through receptor ligands, such as MIF-(CD74+CXCR4) and MIF- (CD74+CD44).

Discussion

Tex is defined as the low reactivity of CD8+T-cells due to persistent antigenic stimulation during chronic infections or
various cancers.** In this process, T-cells proliferate, secrete cytokines, and lyse target cells with reduced ability to clear
pathogens or destroy cancer cells.*> Exhausted CD8+T-cells were found to significantly increase in HCC samples.*® Nine
transcription factors such as IRF4, BATF, and NFATcl regulate exhausted CD8+T-cells.”* 3" Are nine transcription
factors also involved in regulating Tex in HCC? Therefore, through analysis of the GSE146115 scRNA-seq dataset and
GSE140228 Smartseq2 dataset, we found that transcription factors that regulate Tex are expressed in exhausted CD8
+T-cells. This suggests that transcription factors regulating Tex are indeed involved in the suppressed TIME of patients
with HCC.
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Subsequently, Bulk RNA-Seq data (TCGA) were used to define regulatory Tex transcription factor pathway activity
using the ssGSEA method. We found that patients with low TexScore had a worse prognosis, lower immune checkpoint

expression, and lower pathway activity. Next, we identified the DEGs in the two groups, which may contain reasons for
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the different prognoses and TIME. A high standard clinical prediction model must have undergone strict internal and
external validation processes. So we randomly divided the TCGA cohort into a training group and a test group in a 7:3
ratio. TEXRS was constructed in the training group by lasso regression analysis based on DEGs. Patients were divided
into high- and low- TEXRS groups based on median TEXRS. Our analysis showed that the TEXRS was a robust
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Figure 10 Stability of model gene expression at protein level.

predictor of prognosis in HCC, with significant differences in outcomes between the two groups. In long-term follow-up
studies, in order to observe individual disease status and onset time information, time-dependent ROC curves are
generally used. It can construct ROC curves at multiple time points and compare the predictive ability of markers,
making it an effective tool for measuring the performance of candidate markers.** And we have demonstrated through
time-dependent ROC curves that TEXRS has good predictive ability in training groups, internal validation, and external
validation. TEXRS were significantly higher in patients with death, G3-4, Stage III-1V, and T3-4, which is consistent
with poor prognosis in patients with advanced compared with early. In the same way, in the high-TEXRS group, a higher
proportion of patients with death, G3-4, Stage III-1V, and T3-4. This suggests that TEXRS is consistent with the direction
of clinical information in predicting prognosis. The Cox regression method simulates the relationship between specific
exposure and the occurrence of a given outcome, taking into account multiple confounding and/or predictive factors
simultaneously.*> Univariate cox regression analysis of a single feature can test whether it is significantly correlated with
sample survival, while multivariate Cox regression analysis can test whether a feature can be independent of other factors
as an independent prognostic factor. Our results indicate that TEXRS is not only significantly associated with patient
survival, but also an independent prognostic factor.

Dong et al established a prognosis score for patients with HBV-HCC based on necroptosis related genes, effectively
stratified the patients’ prognosis, and found that LGALS3 could be used as a biomarker for the adverse progression of
chronic HBV infection.*® Therefore, it is reasonable and promising to build predictive models or discover biomarkers
based on database big data and verify them. Recently, Zhong et al established a risk score model from the perspective of
anoikis, which was externally verified by ICGC cohort but not internally verified in TCGA cohort.*’ The prognosis
model we established was not only validated internally, but also externally by multiple datasets.

In terms of TIME, the low-TEXRS group had a higher infiltration of immune cells, especially resting memory CD4
+T-cells and M1 macrophages. M1 macrophages are generally considered to be tumor-killing cells, and studies have
shown that M1 macrophages can induce the expression of PD-L1 in HCC cells.***° This also suggests that there may be
differences in immunotherapy outcomes between the two groups, so we compared the expression of immune checkpoints
between the two groups in transcriptome and proteomics. Compared with the high-TEXRS group, the low TEXRS group
showed higher expression of PDCD1 and CD276 (PDI1L). Suggesting that the low TEXRS group may have a better
immunotherapy effect, which was confirmed by IPS and submap algorithm. Our study may help predict the response
status of patients with HCC to immunotherapy and provide a more individualized treatment regimen. Furthermore,
TEXRS was significantly higher in non-responding patients compared to responding patients during TACE treatment,
indicating its predictive capability for TACE treatment response.
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Figure 11 Distribution of model genes in a scRNA-seq dataset and correlation analysis with regulatory Tex transcription factors. (A) GSEI461 15 data annotation for five
cell types; (B) Distribution of C7, CD5L and SDS in each cell type; (C) Annotated as ten cell types in the GSE140228 Smartseq2 dataset; (D) Expression of C7, CD5L and
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*P < 0.05, **P < 0.01, ***P < 0.001. scRNA-seq, single-cell RNA sequencing; Tex, T cell exhaustion.

TEXRS comprises C7, CD5L, and SDS, which showed consistent trends in TCGA, GEIPA, GEO, and RT-qPCR data,
indicating stable gene expression within the model. Differential expression of C7 and SDS in HCC and normal tissues
was verified using the HPA database. CD5L, a member of the SRCR superfamily, is primarily expressed in lymphocytes
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cells; (C) Bubble maps of receptor-mediated cell communication. scRNA-seq, single-cell RNA sequencing.

and macrophages and plays an important role in infection, atherosclerosis, and cancer.’® Initially named “apoptosis
inhibitor expressed by macrophages” (AIM) due to its anti-apoptotic effects in vivo and in vitro. Studies have shown that

CDSL plays a key role in fibrosis in chronic liver disease, reducing hepatic stellate cell activation, liver damage, and
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inflammation during CCl4 injury.”” In a study of lung adenocarcinoma, the immunosuppressive phenotype of
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macrophages was blocked in vitro by an anti-CD5L monoclonal antibody.”® In our study, CD5L expression was
significantly reduced in HCC tissues and correlated with the expression of TBX21 and EOMES, suggesting that
CD5L may be involved in regulating Tex. Alongside complement proteins such as C5b, C6, C8, and C9, C7 forms
part of the membrane attack complex (MAC).” The loss of C7 may affect MAC function and further increase
susceptibility to infection.>* Moreover, C7 also plays an important role in various cancer types, including gastric cancer,
and ovarian cancer, and the expression in non-small cell lung cancer, affecting the prognosis of patients with prostate
cancer.””° In addition, studies have shown that C7 affects the progression of liver cancer by maintaining the stem cell
character of liver cancer cells.”” SDS encodes one of the three enzymes involved in the metabolism of serine and glycine.
L-serine dehydratase converts L-serine to pyruvate and ammonia, which requires pyridoxal phosphate as a cofactor. The
encoded protein also metabolizes threonine to NH4+ and 2-ketobutyrate.>®

To the best of our knowledge, this is the first study to establish TEXRS through DEGs of regulating Tex transcription
factors for predicting the prognosis and treatment outcomes of patients with HCC. While the model has been validated in
multiple independent cohorts, it still has some limitations, including the lack of a real cohort to evaluate the accuracy of
the model’s prognostic and treatment effectiveness predictions. Further in vivo or in vitro experiments are needed to
explore the specific mechanisms by which model genes and macrophages participate in regulating Tex, which can be
pursued in future research. In summary, transcription factors regulating Tex were involved in the TIME of HCC. TEXRS
has demonstrated predictive power in multiple cohorts and can be used to predict treatment outcomes. We believe that the
results of this study may provide new insights into the prognosis and treatment outcomes of patients with HCC.

Conclusion

In this study, we combined scRNA-seq with Bulk RNA-seq analysis to establish TEXRS, a set of DEGs regulating Tex
transcription factors. TEXRS can be used to predict the prognosis of patients with HCC, its predictive power was
validated in internal and multiple independent external cohorts. Additionally, TEXRS effectively predicts the outcomes
of immunotherapy and TACE therapy. Finally, based on the basic experiment, bioinformatics analysis was performed.
The results of this study provide new insights into the prognosis and therapeutic effects in patients with HCC.
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