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Purpose: To investigate the expression profile of systemic RNA interference deficient-1 transmembrane family member 1 (SIDT1) in
patients with non-small cell lung cancer (NSCLC) and assess its prognostic value and immune infiltration.

Materials and Methods: A tissue microarray (TMA) was purchased containing 60 paired NSCLC tissues and matched para-tumor
tissues, and another TMA was constructed comprising 140 NSCLC tissues. Then, immunohistochemical staining and scoring were
performed. Finally, we evaluated the expression profiles and prognostic values of SIDT1 in NSCLC. Correlation between SIDT1 gene
expression and the immune microenvironment of NSCLC was investigated using the ESTIMATE and CIBERSORT algorithms.
Results: SIDT1 was mainly detected in the cytoplasm and the cell membrane. SIDT1 expression was significantly higher in tumor
tissues than in para-tumor tissues. High expression of SIDT1 was correlated with the NSCLC stage. High SIDT1 expression signals
worsening overall survival (OS) in NSCLC patients, especially in stage 1. In LUSC, high SIDT1 expression is an independent
prognostic factor for worsening OS.

Conclusion: High SIDT1 expression predicted a low survival rate in LUSC patients, suggesting it may be a potential target for
prognostic assessment of NSCLC patients.
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Introduction

Lung cancer is one of the most common malignancies worldwide and has been on the rise globally in the last decade, and
is the leading cause of cancer-related deaths. In addition, the incidence and mortality rates of lung cancer are
increasing year by year in China.' Histologically, non-small cell lung cancer (NSCLC) is classified into several subtypes,
including lung squamous cell carcinoma (LUSC), lung adenocarcinoma (LUAD), large cell lung cancer, and other rare
types. Despite some progress in early diagnosis and systemic therapy, the 5-years survival rate of NSCLC patients
remains relatively low.> Therefore, it is necessary to find more sensitive and specific biomarkers and therapeutic targets
for NSCLC patients by studying the pathogenesis of NSCLC.

The SID transmembrane family member 1 (SID-1), a member of the systemic RNA interference-deficient (SID)
channel family, is encoded by the systemic RNA interference defective-1 (sid-1) gene.” It is a double-stranded RNA
(dsRNA) specific gated channel protein, identified initially after screening for mutants in C. elegans. The Systemic RNA
interference-defective-1 transmembrane family member 1 (SIDT1), the mammalian homolog of the SID-1 gene, encodes
an integral membrane protein.* SIDT1 acts as a transmembrane channel for small interfering RNA (siRNA) that localize
to the plasma membrane on the plasma membrane promotes the uptake of extracellular siRNA by human cells and may

lead to highly specific post-transcriptional gene silencing.” SIDT1 is essential for normal tissue organization, but it is also
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involved in tumour progression and chemoresistance. In addition, SIDT1 can act as a mediator of intercellular commu-
nication. Indeed, there are few studies on the role of SIDT1 in tumors, and its role in breast and pancreatic cancer has
been reported,® but according to our literature search, the role of SIDT1 in lung cancer has not been reported. This study
aimed to elaborate on the expression level and prognostic value of SIDT1 in NSCLC.

The prognosis of NSCLC is closely related to the altered immune microenvironment. We assessed the level of
immune cell infiltration and explored the correlation between SIDT1 expression and immune infiltration in NSCLC in an
in-depth study, and the relationship between SIDT1 and immune infiltration may help improve the prognosis of NSCLC.

Materials and Methods

Ethics Approval

This study was reviewed and approved by the Research Ethics Committee of The Affiliated Changzhou No. 2 People’s
Hospital of Nanjing Medical University. Written informed consent was provided by all patients or their families. All
specimens were processed and anonymized according to ethical and legal standards.

Patients and Construction of TMA

A tissue microarray (TMA) (ZL-HLugC120PT01) including 60 paired NSCLC tumor tissues and para-tumor tissues were
purchased from Superbiotek (Shanghai, China). It was used to estimate the difference of SIDT1 expression between the
tumor and para-tumor group. From January 2005 to December 2005, 140 NSCLC tissues and 10 normal adjacent tissue
samples were collected from patients with lung cancer who underwent surgery at the Department of Thoracic Surgery of
Zhongshan Hospital, Fudan University Hospital. Complete clinical data were obtained, and clinical follow-up continued
until July 2013, and patients were classified according to TNM classification, a system established jointly by the
American Joint Committee on Cancer and the Union for International Cancer Control. Patients included in this study
did not receive chemotherapy, radiotherapy, or biologic therapy before surgery. The tissue samples from the 140 primary
NSCLC cases were arranged in rows and columns to construct a TMA, as previously described by Gao et al.®

Immunohistochemical Staining

Immunohistochemistry was performed using standard indirect immunoperoxidase procedure (Envision Plus; Dako;
Agilent Technologies, Inc.) to detect the expression of SIDTI in NSCLC. Paraffin specimens were cut into slices
(4-um thick), mounted on slides, baked, dewaxed, and hydrated according to conventional methods.” Furthermore, the
sections were incubated with 3% H,0, for 20 min at room temperature to quench the endogenous peroxidase activity.®
Then, these sections were placed in a 10mM citrate buffer (pH 6.0) for 10 minutes at 100°C for heat-induced antigen
retrieval. Next, slides were placed in 10 mM TBS containing 4% normal goat serum (Abcam) and incubated for 1 hour at
room temperature, followed by the addition of primary antibody to SIDT1 (1:500; cat. No. YT4737; ImmunoWay
Biotechnology) overnight at 4°C. After incubation with the primary antibody, sections were washed with TBS and then
incubated with HRP-conjugated goat anti-rabbit secondary antibody (1:500; cat. No. RS0002; ImmunoWay
Biotechnology) for 1 hour at 37°C.° The sections were first stained with DAB (3,3'-diaminobenzidine) (Dako; Agilent
Technologies, Inc.) at 37°C for 10 minutes, then weakly counter-stained with hematoxylin at 37°C for 1 minute, and
finally dehydrated and covered with coverslips. Images were gained with a light microscope (Nikon; magnification,
x200). Expression of SIDT1 in breast cancer tissue was used as a positive control.

Immunohistochemistry Evaluation

The expression level of SIDT1 in NSCLC tissue was quantified by staining intensity and staining area of positive tumor
cells in each section.'” Two experienced pathologists independently evaluated the immunohistochemical score.
According to the protocol developed by Xu et al,'' the score was calculated using the product of the staining intensity
and staining ratio of positive tumor cells in the sections. Scoring of cytoplasmic staining intensity: a) 0 (no staining); b) 1
(weak staining, yellowish); c) 2 (moderate staining, yellowish-brown); d) 3 (strong staining, brown). The percentage of
cytoplasmic positive cells was defined as 0-100%, with a classification score: a) 1 (0-25% positive cells); b) 2 (2-50%
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Table | Clinicopathologic Features of 140 Patients with Non-Small Cell Lung Cancer

Patient Characteristic Number of Patients % of Total

Age (years)

<60 66 47
>60 74 53
Genders

Male 112 80
Female 28 20
Location

Left 64 46
Right 76 54
Pathologic type

Squamous cell carcinoma 80 57
Adenocarcinoma 46 33
Adenosquamous cell carcinoma 5 4
Bronchiolo-alveolar carcinoma 3 2
Sarcomatoid carcinoma | |
Neuroendocrine carcinoma 3 2
Mucoepidermoid carcinoma 2 |
Differentiation

Moderate and well 8l 58
Poorly 59 4?2
T stage

| 12 I
2-3 125 89
N stage

0 82 59
1-2 58 41
NSCLC stage

| 67 48
11-111 73 52

Abbreviations: NSCLC, non-small cell lung cancer; T, tumor, N, node.

positive cells); ¢) 3 (51-75% positive cells); d) 4 (76-100% positive cells).'? The higher the immunohistochemical score,
the higher the expression of SIDT1. The median score was taken as the cut-off value, > the median was the high
expression group, and < the median was the low expression group.'?

Immune Cell Infiltration

The proportion of 22 immune cell infiltrates in each patient in the training and validation sets was calculated using the
CIBERSORT (HTTP://cibersort.Stanford.Edu/) based deconvolution algorithm. Differences in the infiltration of immune
cells with high and low SIDT1 expression in the above dataset were assessed using the Wilcoxon test, with P < 0.05

being a significant difference in infiltration.” Follow-up analyses were performed on the above cells to assess the impact

of their infiltration levels on patient prognosis.

Pathway Enrichment Analysis

Visualization was performed by Cytoscape (version 3.7.2). To elucidate the relationship between SIDT1 and signalling
pathways in the development of NSCLC, enrichment of Gene Ontology (GO) and the Kyoto Encyclopedia of Genes and
Genomes (KEGG) was performed using GSEA (version 4.0.1) Analysis.'*
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Figure | Expression of SIDTI in tumor tissues and para-tumor tissues. In 60 pairs of tissues, SIDT| was more highly expressed in tumor tissues than in para-tumor tissues,
and the mean score of lung cancer tissues was |.95-fold higher than normal lung tissues (A) no staining, (B) Para-tumor tissues, (C) Weak staining,(D) Moderate staining, (E)
Strong staining, (F) SIDT| was mainly expressed in the cell membrane and cytoplasm of tumor cells. Magnification, x200. ****P value < 0.001.

Statistical Analysis

All results are expressed as mean + standard deviation (SD). The time from the first surgery to the patient’s death or last
follow-up was defined as the overall survival (OS) time.” Paired t-tests, y2 tests, Log rank tests, Kaplan-Meier survival
analysis, univariate and multivariate Wald tests, and Cox regression analysis were performed.'®> Analyzes were completed
using SPSS software (version 26.0; IBM Corporation) and GraphPad Prism software (version 6.0; GraphPad Software,
Inc.), and p <0.05 were considered to indicate a statistically significant difference.'®

Results

Characteristics of 140 Patients

It shows the clinical data of 140 patients with NSCLC in the TMA in Table 1. The mean age of the 140 patients was 60.1
+ 6.4 years (range, 26—79 years), most of whom were male (80.0%). The pathological composition was 51 LUAD (36%)
(grade 1-3, LUAD including bronchoalveolar and mucoepidermoid carcinomas), 80 LUSC (grade 1-3), 5 adenosqua-
mous cell carcinomas, 3 large cell neuroendocrine carcinomas, and 1 sarcomatoid carcinoma. Clinical follow-up records
are available up to July 2013. Finally, only 51 LUAD and 80 LUSC were included in this study.

Expression of SIDT| in NSCLC Tissues

SIDT1 expression was detected and scored in 60 paired tissues (tumor and para-tumor). As shown in Figure 1A, SIDT1
was highly expressed in tumor cells compared with para-tumor cells (5.850 + 3.677 vs 3.000 + 1.776, p <0.0001). SIDT1
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Figure 2 Immunohistochemical staining images of SIDT| in NSCLC and adjacent lung tissues. In the quantitative score of SIDT| immunohistochemistry (A) adjacent lung
tissues, (B) breast cancer, (C) LUAD, (D) LUSC, (E) SIDT| expression was higher in tumor cells than in normal adjacent lung tissues. Magnification, x200.
Abbreviations: SIDTI, systemic RNA interference-deficient-1 transmembrane family member |; NSCLC, non-small cell lung cancer; LUAD, lung adenocarcinoma; LUSC,
lung squamous cell carcinoma.

was expressed mainly in the cell membrane and cytoplasm of tumor cells and para-tumor cells (Figure 1B-F). The
median immunohistochemical score for SIDT1 in 120 tissues was 4. With a cut-off value of 4, 33 cases (55.0%) in the
tumor group and 5 cases (8.3%) in the para-tumor group were classified as high SIDT1 expression. In the quantitative
scores of the TMA immunohistochemistry, the mean score of lung cancer tissues in the TMA was 2.7-fold higher than
normal lung tissues (Figure 2A). The median immunohistochemical score for SIDT1 in TMA was 4. SIDT1 was highly
expressed in breast cancer as a positive control, while it was lowly expressed in adjacent lung tissue as a negative control
(Figure 2B-E). The LUSC was 3.66 + 2.87 and LUAD was 5.16 = 4.64, while the adjacent lung tissue was 1.60 + 0.55.

SIDT| Expression and Clinicopathological Characteristics

The 131 NSCLC patients were divided into 2 groups according to cut-off value (score=4): high SIDT1 expression group (70
patients, 53.4%) and low SIDT1 expression group (61 patients, 46.6%), and the clinicopathological data of the patients were
compared. Patients with high SIDT1 expression had a significant association with the later pathological stage (p = 0.047), as
shown in Table 2. However, there was no statistically significant association between SIDT1 expression and any other
clinicopathological features, such as gender (P=0.055), tumor size (P=0.577), lymph node status (P=0.067), tumor differ-
entiation (P=0.909), pathological tumor type (P=0.788), tumor location (P=0. 166), and patient age (P=0.058).
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Table 2 The Correlation Between SIDT| Expression and Clinicopathologic Features
in Patients with NSCLC

Patient Characteristic Low High p value
Age (years) 0.058
<60 23 38

>60 38 32

Genders 0.055
Male 44 60

Female 17 10

Location 0.166
Left 24 36

Right 37 34

Pathologic type 0.788
LUSC 38 42

LUAD 23 28

Differentiation 0.909
Moderate and well 36 42

Pooly 25 28

T stage 0.577
| 8 7

2-3 53 63

N stage 0.067
0 41 36

1-2 20 34

NSCLC stage 0.047*
| 35 28

1I-11 26 4?2

Note: *Significant correlation.

Abbreviations: LUAD, lung adenocarcinoma, including bronchiolo-alveolar carcinoma and mucoepidermoid
carcinoma; LUSC, Squamous cell carcinoma; NSCLC, non-small cell lung cancer; SIDTI, Systemic RNA
interference-defective-1 transmembrane family member |; TNM, Tumor-Node-Metastasis.

Prognostic Value of SIDTI in NSCLC

In addition, Kaplan-Meier survival curves were plotted to assess the prognostic value of SIDT1. Survival analysis
showed that high expression of SIDT1 in NSCLC patients was significantly associated with poorer OS (P=0.0029,
Figure 3A). The curves showed that the high expression of SIDT1 suggested a shorter OS in stage I patients (P = 0.0017,
Figure 3B). We further explored the correlation between SIDT1 expression and clinicopathological features in LUAD
and LUSC. Survival analysis showed that high expression of SIDT1 in LUAD patients was not associated with poorer
OS (P = 0.0923, Figure 3C). However, SIDT1 expression was found to be significantly correlated with OS in LUSC
patients (P = 0. 0124, Figure 3D). Finally, high expression of SIDT1 was found to be an independent prognostic factor
for worsening OS in LUSC by univariate and multivariate analysis (P = 0.040, Table 3).

SIDT | -Expressing Tumor Immune Microenvironment

Using the CIBERSORT algorithm to observe the clustering of 22 tumor immune cells in NSCLC tissues (Figure 4A),
there were significant differences in the proportion and subpopulation distribution of the above tumor immune cells in the
high and low SIDT1 expression groups (Figure 4B). In addition, resting memory CD4+ T cells, regulatory T cells,
macrophage M0, macrophage M1, activated mast cell follicular helper T cells, and high and low expression of SIDT1
were significantly different in the TCGA data.
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Figure 3 Survival curves for Kaplan-Meier survival analysis of overall survival by SIDT| expression. High expression of SIDT| is associated with poorer prognosis in NSCLC
patients (A) especially in stage | patients, (B) LUAD, (C) and LUSC, (D).

Abbreviations: SIDTI, systemic RNA interference-deficient-1 transmembrane family member I; NSCLC, non-small cell lung cancer; LUAD, lung adenocarcinoma; LUSC,
lung squamous cell carcinoma.

SIDT| Expression Correlates with the Level of Immune Infiltration and Cumulative

Survival in NSCLC

Based on TIMER database analysis, the results showed that SIDT1 expression correlated significantly with B-cell, CD8T
cell, CDA4T cell, macrophage, neutrophil, and dendritic cell infiltration (all p<0.001) (Figure 5A). In addition, we
identified an essential role for SIDTI in the immune infiltration of B cells and neutrophils and dendritic cells in
LUAD, with B cells and neutrophils and dendritic cells being factors associated with cumulative survival over time in
LUAD (Figure 5B).

SIDTI| Expression-Rich Gene Set

Bioinformatics screening of SIDT1 co-expressed genes and their functions yielded 981 genes co-expressed with SIDT1
(Figure 6A-C), and GO analysis showed that these genes were involved in the following biological processes: cell
mitosis, cell cycle regulation, cell cycle checkpoint, DNA damage checkpoint, tumor necrosis factor production,
regulation of MAP kinase activity, leukocyte migration, lymphocyte migration, lymphocyte aggregation, neutrophil
migration, etc. (Figure 6D-I).

Prognostic Model

We further constructed a nomogram based on the results of univariate and multivariate cox regression analyses,
combining two independent prognostic factors, tumor stage, and SIDT1, for risk scoring. The column line plot shows
that each corresponds to a score and the final score is obtained by adding up each score, with a higher total score
implying a worse prognosis for that patient (Figure 7A). To verify the predictive accuracy of the line graphs, calibration
plots were also drawn. The calibration plots showed that the predictions at 1, 3, and 5 years were close to the actual
picture, indicating that the SIDT1 prognostic model has good accuracy in predicting the prognosis of NSCLC patients
(Figure 7B-D).
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Table 3 Multivariate Cox Regression Analysis for Potential Factors Influencing Overall Survival in LUAD

Univariate Analysis B SE Wald P-value Exp(B) 95% CI for Exp(B)
Lower Upper
Age (<60 vs >60) 0.514 0.287 3.207 0.073 1.672 0.953 2.935
Genders (male vs female) —0.123 0.384 0.103 0.749 0.884 0417 1.877
Location (left vs right) —0.348 0.276 1.587 0.208 0.706 0411 1.213
Differentiation (poorly vs moderate vs well) 0.227 0.281 0.653 0.419 1.255 0.723 2.178
T stage (T2-3 vs T1) 1.889 1.010 3.495 0.062 6.612 0913 47.900
N stage (N1-2 vs NO) 0.919 0.279 10.805 0.001* 2.506 1.449 4.334
NSCLC stage (II-lll vs 1) 0.669 0.288 5.408 0.020%* 1.953 1111 3433
SIDTI expression (high vs low) 0.688 0.283 5918 0.015*% 1.990 1.143 3.465
Multivariate analysis
Age (<60 vs >60) 0.444 0.311 2.041 0.153 1.559 0.848 2.868
Genders (male vs female) —0.060 0.439 0.018 0.892 0.942 0.398 2.229
Location (left vs right) —0.072 0.297 0.058 0.809 0.931 0.520 1.666
Differentiation (poorly vs moderate vs well) 0.309 0.291 1.126 0.289 1.362 0.770 2.409
T stage (T2-3 vs T1) 1.346 1.045 1.659 0.198 3.842 0.496 29.787
N stage (N1-2 vs NO) 0.947 0.494 3.678 0.055 2.579 0.979 6.791
NSCLC stage (lI-ll vs 1) —0.333 0.515 0419 0.517 0.716 0.261 1.966
SIDTI expression (high vs low) 0.621 0.302 4238 0.040%* 1.861 1.030 3.363

Note: *Significant correlation.
Abbreviations: B, regression coefficient; SE, standard error; Wald, Wald test; Exp(B), the exponent of B; p, pathological; T, tumor; N, node; Cl, confidence interval; SIDTI,
Systemic RNA interference-defective-1 transmembrane family member 1.

Discussion

NSCLC is a tumor with a high degree of malignancy and aggressiveness with a meager 5-year OS rate, and there have
been many studies on NSCLC diagnosis, treatment, and prognosis in recent decades, but it is still difficult to detect and
intervene in the early stage of lung cancer.'” This may also be the primary reason for the low 5-year survival rate and
high mortality rate of lung cancer.'® Therefore, it is urgent to find biomarkers that can effectively detect and diagnose
early lung cancer. SIDT1, a transporter protein of siRNA, has rarely been studied in tumor cells. Here, we used two
TMAs made from 60 pairs of tissues (tumor and para-tumor) and 131 NSCLC patients to investigate preliminarily the
expression profile and prognostic value of SIDTI in NSCLC.

To our knowledge, this is the first study to investigate the expression level and prognostic significance of SIDT1 in
NSCLC. By analyzing the immunohistochemical results of 60 pairs of tissues, we found that the expression of SIDT1
was higher in lung tumor tissues than in para-tumor tissues. SIDT1 has been reported to belong to the SID family and to
express a highly well-conserved transmembrane channel protein. SIDT1, a transmembrane channel for intercellular
communication, has been found to fuel the uptake of siRNA or miRNA and it also mediates cholesterol transport in
humans.'® SIDT1 is essential for the organization of normal tissues, and recent studies suggest it mediates the uptake of
dietary miRNAs in the mammalian stomach, but it also has an important role in tumor progression and chemoresistance.
Specifically, SIDT1 could act as a mediator of intercellular communication to enhance chemoresistance to miR21 driven
gemcitabine in pancreatic cancer. In addition, Zhang et al*° found that SIDT1 could be regulated by IL-4 in breast cancer
cells through Stat6-dependent and non-dependent pathways. Wang et al* found that SIDT1 was associated with
recurrence-free survival in triple-negative breast cancer and could even inhibit breast cancer cell proliferation.
Although the specific mechanism of action of biological level systemic RNA interference (sysRNAi) in mammals has
not been explained so far, SIDT1-dependent intercellular communication-mediated RNA transfer may have multiple
functional genomic and therapeutic applications in cancer development.?’ We have gained some insight into this
throughout biology through studies of miRNAs in cancer genesis, metastasis, and drug resistance. miRNA levels can
be increased through contact-mediated SIDT1-dependent mechanisms, enhancing the outcome of post-transcriptional

gene regulation and allowing for broader adaptive changes within the tumor microenvironment.**
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Figure 4 (A) Correlation between 22 immune cells. (B) Violin plot showing the difference in 22 immune cell distributions between the high and low SIDT | -expressing
groups in the cohort. ***P value < 0.001, ns means no significant difference.

In the present study, we found that SIDT1 was highly expressed in NSCLC and that upregulation of SIDTI
expression was associated with more advanced pathological stages. Survival analysis suggested that high expression

of SIDT1 was closely associated with the prognosis of NSCLC patients, especially in stage | NSCLC patients. High

expression of SIDT1 in LUAD patients was statistically significantly correlated with age, lymph node metastasis, and

advanced pathological stage, but not with poorer OS. In LUSC, high expression of SIDT1 did not correlate with any
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Figure 5 (A) Correlation of SIDT| expression levels with B cells, CD8T cells, CD4T cells, macrophages, neutrophils and dendritic cells in NSCLC. (B) Cumulative survival
rates of B cells, CD8T cells, CD4T cells, macrophages, neutrophils and dendritic cells in NSCLC.

clinicopathological features, and high expression of SIDT1 was significantly associated with poorer OS. Based on
previous studies and our results, we cautiously believe that SIDT1 affects biological phenomena such as proliferation and
metastasis of NSCLC, and the specific mechanism may be that SIDTI is involved in the transport of some miRNAs.

In the lung cancer microenvironment, tumor-infiltrating immune cells not only attacked and killed lung cancer cells to
inhibit tumor progression, but also SIDT1 expression levels were found to correlate with the level of immune infiltration in
NSCLC by CIBERSORT and analysis.>> The results showed that SIDT1 expression levels correlated with CD4+ T cells,
activated CD4+ T cells, dendritic cells, activated dendritic cells, neutrophils granulocytes, macrophages, regulatory T cells,
and natural killer T cells showed moderate or strong correlations (all p<0.01).SIDT1 is necessary for immune cell infiltration
in tumor pathology.>* Furthermore, we used the timer database for survival analysis by Kaplan-Meier curves, where B cells
(p<0.001) neutrophils (p<0.05) and dendritic cells (p<0.05) were significantly correlated with NCAPG survival in LUAD.
Thus, it is reasonable to affirm that the regulation of immune cell infiltration by SIDT1 affects the prognosis of NSCLC
patients. T cells predominate in the NSCLC tumor microenvironment, followed by B cells, macrophages, DCs, and natural
killer cells as the primary immune cell types.”® Dendritic cells play an essential role in activating anti-tumor T lymphocytes to
express specific antigens.”® The impaired function of tumor infiltration may severely affect the body’s anti-tumor immune
response, further affecting the development and progression of NSCLC and consequently the survival of patients.?” Therefore,
NCAPG affects the prognosis of NSCLC by influencing the immune status of patients. The results of GSEA further confirm
that NCAPG may be involved in the immunosuppression of NSCLC. Our results suggest that NCAPG can suppress immune
infiltrating cells in NSCLC. Enrichment analysis revealed various biological processes associated with the SIDT1 gene, such
as cell mitosis, cell cycle regulation, and cell cycle detection sites.”® The enrichment analysis also revealed that SIDT1 might
be associated with tumor immune infiltration, consistent with our previous studies. The prognostic model we made has good
predictive power and is expected to help enhance the prognostic prediction of NSCLC.
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Figure 6 (A—C) Enrichment analysis of co-expressed genes. (D-1) GSEA results show differential enrichment between high SIDT| expression and low SIDT| expression.

Conclusion
In conclusion, this study aimed to explore the expression trend of SIDT1 in NSCLC and the correlation between its

expression level and prognosis. Finally, according to the results of our study, the expression of SIDT1 was up-regulated
in NSCLC, suggesting that the high expression of SIDT1 was associated with poor prognosis. In particular, high SIDT1
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Figure 7 (A) Line graph of NSCLC prognostic model. (B—D) NSCLC prognostic model |-year and 3-year 5-year calibration curves.

expression in LUSC is an independent risk factor associated with poor prognosis. Therefore, SIDT1 may be considered
a potential biomarker of poor prognosis for identifying NSCLC patients with poor clinical prognosis and may play
a specific role in immune infiltration, providing a reference for further development of subsequent immunotherapy and
targeted targeting therapy in NSCLC.
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