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ARTICLE INFO ABSTRACT

Keywords: The majority of patients with lung squamous cell carcinoma are diagnosed at an advanced stage,
CD36 which poses a challenge to the efficacy of chemotherapy. Therefore, the search for an early
LUSC biomarker needs to be addressed. CD36 is a scavenger receptor expressed in various cell types. It
LT:;Z;S has been reported that it is closely related to the occurrence and development of many kinds of
Metabolism tumours. However, its role in lung squamous cell carcinoma has not been reported. Our research

aims to reveal the role of CD36 in lung squamous cell carcinoma by integrating single-cell RNA
sequencing (scRNA-seq) and bulk RNA sequencing data. We used bioinformatics methods to
explore the potential carcinogenicity of CD36 by analysing the data from the cancer genome map
(TCGA), gene expression comprehensive map (GEO), human protein map (HPA) comparative
toxicology genomics database (CTD) and other resources. Our study dissected the relationship
between CD36 and prognosis and gene correlation, functional analysis, mutation of different
tumours, infiltration of immune cells and exploring the interaction between CD36 and chemicals.
The results showed that the expression of CD36 was heterogeneous. Compared with normal pa-
tients, the expression was low in lung squamous cell carcinoma. In addition, CD36 showed early
diagnostic value in four kinds of tumours (LUSC, BLCA, BRCA and KIRC) and was positively or
negatively correlated with the prognosis of different tumours. The relationship between CD36 and
the tumour immune microenvironment was revealed by immunoinfiltration analysis, and many
drugs that might target CD36 were identified by the comparative toxicological genomics database
(CTD). In summary, through pancancer analysis, we found and verified for the first time that
CD36 may play a role in the detection of lung squamous cell carcinoma. In addition, it has high
specificity and sensitivity in detecting cancer. Therefore, CD36 can be used as an auxiliary index
for early tumour diagnosis and a prognostic marker for lung squamous cell carcinoma.

1. Introduction

Nearly 1.8 million people are diagnosed with lung cancer every year [1,2]. Lung cancer has become the leading cause of death, and
the number of people who die each year exceeds the sum of deaths caused by colorectal cancer, breast cancer, prostate cancer and
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pancreatic cancer [3]. Lung squamous cell carcinoma (LUSC) is a subtype of non-small cell carcinoma, accounting for approximately
40 % of all lung cancers according to age or tobacco exposure. Compared with lung adenocarcinoma (LUAD), LUSC is associated with
poor clinical prognosis and a lack of available targeted drugs [4,5]. To sustain growth, proliferation, and viability, cancer cells
necessitate the generation of ATP via metabolic pathways. The Warburg effect, occurring even in oxygen-rich environments, compels
cancer cells to heavily depend on glycolysis for ATP production. Extensive aerobic glycolysis becomes imperative to fulfil the energy
demands and supports biosynthesis in rapidly multiplying cancer cells [6-8]. This phenomenon occurs not only in tumour cells but also
in other cells, such as immune cells. When immune cells are activated and differentiated in response to relevant factors from the
tumour microenvironment, their metabolism is reprogrammed. This may be caused by metabolic changes in cancer cells [9]. In recent
years, immune metabolism has attracted increasing attention, which highlights that energy metabolism reprogramming affects the
function of immune cells [10]. However, it has been suggested that changes in the lipid metabolic pathway are related to the
improvement of haematopoietic activity and immune function [11]. The main function of the scavenger receptor CD36 is to take up
long-chain fatty acids that are used by cells for lipid synthesis or oxidative phosphorylation, resulting in a large amount of ATP. In
addition, CD36 is a regulator of some biological activities, such as immune recognition, inflammation, molecular adhesion, inflam-
matory reaction, apoptosis and phagocytosis, angiogenesis, and energy metabolism tumour metastasis [12-14]. Studies have reported
that CD36 leads to the death of tumour microvascular endothelial cells by binding to TSP-1 or inhibiting vascular endothelial growth
factor receptor 2 [15-17]. Several studies have shown that CD36 plays a pivotal role in various cancers [14,18-20]. However, we still
know nothing about the function of CD36 in lung squamous cell carcinoma.

In this study, we evaluated the expression of CD36 in various malignant tumours from two cohorts, the Cancer Genome Atlas
(TCGA) and the Gene Expression Omnibus (GEO). Furthermore, we analysed the relationship between the expression of CD36 and the
prognosis of tumour patients. This comprehensive study aims to clarify the potential function and regulatory mechanism of CD36 in
the pathogenesis or clinical prognosis of lung squamous cell carcinoma. This study will apply evidence to confirm CD36 as a diagnostic
biomarker and therapeutic target for lung squamous cell carcinoma treatment.

2. Materials and methods
2.1. Data collection and analysis

The LUSC scRNA-seq datasets were downloaded from the GEO Database (https://www. ncbi. nlm. nih.gov/geo.), including
GSE127465. The GSE127465 dataset includes data from 6 patients with lung squamous cell carcinoma. Bulk RNA-seq datasets were
downloaded from The University of California Santa Cruz (UCSC) (https://xenabrowser.net/) and GEO Database, including TCGA-
PANCAN, GSE73403 and GSE18842. Sample information of the dataset is shown in Table S1, and the research workflow is shown
in Fig. S1.

2.2. Differential expression and mutation analysis of CD36 in cancer

We sourced RNA-seq and clinical data from the UCSC database, followed by log2(counts+1) normalization of the data. Subse-
quently, we examined the divergence in CD36 gene expression between tumour samples and normal samples. Taking into consider-
ation the notable disparity in expression between tumour and normal samples, we opted to focus on an existing dataset of lung
squamous cell carcinoma. Next, we further verified the expression of CD36 in normal and lung squamous cell carcinoma patients
through a GEO external cohort. Inmunohistochemical images of healthy lung tissues and lung squamous cell carcinoma tissues were
downloaded from the HPA database (http://www.proteinatlas.org/). To further evaluate the difference in CD36 expression between
normal and lung squamous cell carcinoma patients in the TCGA database. Finally, we conducted an investigation into the single
nucleotide variations occurring within the CD36 gene across 19 distinct types of cancers.

2.3. Survival prognosis analysis

Based on the median expression level of CD36, the cancer patients were categorized into a high-expression group and a low-
expression group. We employed the Kaplan-Meier method to analyse the survival outcomes of patients with cancers within the
TCGA cohort. Subsequently, we proceeded to validate the correlation between CD36 expression and the survival outcomes of tumour
patients using an external cohort sourced from the Gene Expression Omnibus (GEO) database. Then, we used Cox regression to analyse
the relationship between the expression of CD36 in the TCGA cohort and the prognosis of tumour patients. In addition, the relationship
between CD36 expression and tumour staging was discussed. Finally, we employed both receiver operating characteristic (ROC) curves
and a nomogram to examine the link between CD36 expression and the survival rate among patients afflicted with lung squamous cell
carcinoma.

2.4. Correlation analysis

Genes associated with CD36 were calculated using Spearman correlation. The top 100 genes that CD36 was coexpressed with were
discovered and confirmed in the TCGA cohort. R software’s “clusterProfiler” package (ver. 3.9.2) was used to conduct an analysis of
Gene Ontology (GO) enrichment and Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway analysis.
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2.5. Differential analysis and functional enrichment analysis

Based on the median CD36 expression levels in pancancer, patients were segregated into a high-expression group and a low-
expression group. Using the “limma” package (ver. 3.54.2) for difference analysis, DEGs were discovered. The following standards
were used to determine which DEGs were significant: I. p value < 0.01; II. log2-fold change (FC) absolute value > 2. Kyoto Ency-
clopedia of Genes and Genomes (KEGG) and Gene Ontology (GO) enrichment analyses of DEGs were carried out using the R packages

“clusterProfiler”, “enrichplot”, and ggplot2 (ver. 3.4.2) to investigate the biological roles and signalling pathways. The “pheatmap”
package (ver. 1.0.12) was used to create heatmaps of DEGs.

2.6. Immune infiltration analysis

To explore the relationship between CD36 expression and immune infiltration in cancer, we used the “ssGSEA” algorithm in R to
calculate the degree of immune infiltration of 28 kinds of immune cells in the TCGA cohort and observed the relationship between
CD36 expression and immune infiltration [21].

2.7. Comprehensive analysis of single-cell data clustering and annotation

The scRNA-seq dataset was analysed with the “Seurat” software package (ver. 4.3.0.1). We used the “IntegrateData” function to
integrate and correct six purified lung squamous cell carcinoma samples in batches. The unqualified cells are subsequently eliminated
from the dataset using the quality control standards that are stated below. 500< nFeature_RNA <5000; 200< nCount_RNA <35,000;
and percentage.mt < 10 %. Finally, 6232 cells were used for further study. This was then used for cell type annotation using the singleR
(ver. 1.8.1) and CellMarker 2.0 databases.

2.8. Annotating cell types in bulk RNA-seq datasets

The CIBERSORT algorithm calculates a nonnegative gene expression matrix from the expression of marker genes for various cell
types to estimate the relative proportions of various cell subsets [22]. Here, we compare the differences between different cell types
and between normal tissues and tumour tissues with all marker genes of ten cell clusters as inputs.

2.9. Expression of CD36 in different cell groups and determination of the differentiation status of macrophage subsets

Utilizing singleR and CellMarker, the cells were categorized into distinct cell types. Subsequently, an investigation was conducted
into the expression of the CD36 gene within these various cellular clusters. Monocle (ver. 2.26.0) was used to construct the pseudotime
trajectory of macrophages. The algorithm uses machine learning technology to arrange cells into trajectories with branching points
according to a set of specific genes as inputs. The results show that different branches are cell populations with different differentiation
states. Here, we studied the expression changes of the CD36 gene in the pseudotime sequence of macrophages.

2.10. Targeted drug screening

We used Autodock (Linux, ver. 4.2) for molecular docking and studied the small molecular compounds interacting with the CD36
gene. First, we downloaded the catalogue of small molecules interacting with the CD36 gene in the CTD database and then downloaded
the structure of small molecules in the PubChem database (https://pubchem.ncbi.nlm.nih.gov/). Next, we downloaded the bio-
macromolecule structure of CD36 gene translation from the UniProt database (https://www.uniprot.org). Finally, according to the
standard docking process, biological macromolecules and small molecular compounds are automatically docked. Small molecular
compounds with stable binding to biological macromolecules have low binding energy. In addition, the results were visualized by
PyMol (ver. 2.6, open source).

2.11. Statistical analysis

R: The R Project for Statistical Computing (r-project.org) software version 4.2.1 was used to conduct all statistical analyses. The
Spearman correlation test was used to perform a correlation analysis. Nonparametric tests were employed for conducting statistical
comparisons between groups, while the log-rank test was utilized to assess the differences in survival probabilities among the samples.
p < 0.05 was considered a significant difference.
3. Results
3.1. Expression and mutation of CD36 in different types of cancer

We downloaded the RNA-seq data of TCGA-PANCAN from the UCSC database. Fig. 1A shows the significant difference in CD36

transcription levels between cancer patients and adjacent normal patients in 17 kinds of cancers. CD36 expression was significantly
lower in BLCA, BRCA, CHOL, COAD, ESCA, HNSC, KIRP, LUAD, LUSC, PRAD, READ, STAD, THCA, THYM and UCEC than in normal


https://pubchem.ncbi.nlm.nih.gov/
https://www.uniprot.org
http://r-project.org

H. Wang et al.

Heliyon 9 (2023) e22201

Expression(log2(Count+1))

©D36 in PAN-CANCER
T B B i [ T B [T 11 I s A o T T T 1 W o = B B
— r 1
o
o
8 . | I o
N : H ]
i I 8 H . ] 1l
" |- wH: " <
¥ i Group
s B8 Normal
L
* ! i it BS Tumor
10 ° )
° ° L & *
o
°
3 o
Er P PR PR R bR p F P E P E R R PR PR EPEEEEEEEEEEEEEEE
£ £ £ £ EEEE £ £ £ £ E g E £ EEE £ £ E E g EEEE £ E ¢ £
gﬁsff%%ff%$g$%ss$f$$£$§$ss$$$%§$$§$%$%$5§;$%$%$§$§
L) g 9o N i 5 e axd 0 + 2 04dd g o 290 @ 20 0 2 90 2 ¢ 4 9 28 3 o
§53388803282835¢8 3 LA - ] 993285838382 35082R3¢ss48 4
FIS 888538888822 88¢88885335583 3700383835888 5R88EF8¢
cD36
T 1
1
k3
s
g -
S
=3
£
H
&
e o
Normal tissue, NOS, Male, age:21, . Lungsquamouscell
-Patientid;2101. : "/~ carCinoma, NOS, Female,
A 3 agesA 7, Patiend id:2100
GBM(N-149.0.7%) & e usaion
_ e Frame_Shift_Del
OEMLOOGea00.3%) 1 Nonsense Mutation

COADREAD(N=372,0.8%) -

LGGN=500.0.4%)
CRSCON-286.03%)
LUAD(N=508,1.0%) -
COADN-282.0.7%)

BRCA(N=980,0.5%)
ESCA(N=180,1.1%) -
STES(N=589.1.2%)

STAD(N=409,1.2%) - 3 ’
PRAD(N-492,0.2%) -
UCEC(N=175.4.0%)
HINSCON-498,0.4%) -
LUSC(N=485,1.4%) - [ ]
LIHC(N=356,0.6%)
READ(N-90,1.1%)
OV(N=303.0.7%)
UCS(N-=57,1.8%)
BLCAMN=407.0.5%) - ‘
)

(caption on next page)



H. Wang et al. Heliyon 9 (2023) 22201

Fig. 1. Expression and mutation of CD36 in different types of cancer. (A) CD36 expression in 25 types of cancer. (B) CD36 expression in tumour and
normal patients in lung squamous cell carcinoma from GSE18842 (C) Expression of CD36 protein in normal and lung squamous cell carcinoma. (D)
CD36 mutation in 19 types of cancer. *p < 0.05, **p < 0.01, ***p < 0.001. ****p < 0.0001.

patients. Conversely, there was a significant increase in the expression of CD36 observed in patients with GBM and KIRC.
Furthermore, the expression of CD36 in lung squamous cell carcinoma was further verified by a GEO external cohort and
immunohistochemical analysis. The results showed that the expression of CD36 in patients with lung squamous cell carcinoma was
lower than that in normal patients (Fig. 1B-C).
The occurrence and development of tumours is closely related to genome mutations [23]. Finally, we analysed the types and sites of
CD36 gene mutations in 19 types of cancers in the TCGA database (Fig. 1D). The results showed that the frequency of CD36 mutations
was different among different cancer types, and missense mutations were the main type of mutation.

3.2. Prognostic value of CD36 expression

We analysed the expression of CD36 in different cancers, and the results showed that the expression of CD36 in different cancers
was heterogeneous. Next, we studied the relationship between CD36 expression and cancer prognosis and used TCGA and GEO
datasets to evaluate OS. According to the median expression level of CD36, cancer patients were divided into a high-expression group
and a low-expression group. Subsequently, we analysed the survival results of tumour patients in the TCGA cohort by the Kaplan-
Meier method. Our results showed that among patients with BLCA, BRCA, and LUSC, patients with low CD36 expression levels lived
longer. Among KIRC patients, patients with high CD36 expression levels had a longer survival time (Fig. 2A). Then, we further verified
the relationship between the expression of CD36 and the survival of patients with lung squamous cell carcinoma using an external
cohort from the Gene Expression Synthesis (GEO) database (Fig. 2B). Next, we used Cox regression to analyse the relationship between
the expression of CD36 in the TCGA cohort and the prognosis of tumour patients (Fig. 2C and Fig. S2). The time-varying ROC curve was
used to evaluate the relationship between CD36 expression and prognosis in patients with lung squamous cell carcinoma. The AUCs of
the GEO dataset at 1 year, 3 years, 5 years and 7 years were all greater than 0.7, suggesting that CD36 expression has a strong predictive
effect on the survival of LUSC patients (Fig. 2D). In addition, we established a nomogram using prognostic factors (Fig. 2E). Finally, we
studied the relationship between CD36 expression and clinical features (Fig. S3).

3.3. Correlation and enrichment analysis

We studied the relationship between the expression of CD36 and the prognosis of cancer. The results showed that the expression of
CD36 was positively or negatively correlated with the prognosis of different cancers. Next, we calculated the top 100 coexpressed
genes of CD36 by Spearman correlation (Fig. 3A). Based on these coexpressed genes, KEGG and GO functional enrichment analyses
were performed (Fig. 3B). These genes were primarily enriched in Epstein-Barr virus infection, the IL-17 signalling pathway, the cell
cycle, and human T-cell leukaemia virus type 1 illness, according to KEGG enrichment analysis. According to GO enrichment analysis,
these genes are mainly enriched in the positive regulation of phagocytosis, haemostasis and defence response and the combination of
GTP and carbohydrate. These results emphasize the central role of CD36 in immunity.

3.4. Biological functions associated with CD36

We separated the patients into high-expression and low-expression groups based on the median CD36 expression since CD36
expression is related to the prognosis of cancer. Genes with differential expression, including those that were up- and downregulated,
were found (Fig. 4A). The heatmap of the top 200 DEGs is shown in Fig. 4B. GO enrichment analysis showed that these genes were
enriched in the development of embryonic organs, monocyte differentiation, gland development and the response to exogenous
substances (Fig. 4C). KEGG enrichment analysis showed that these genes were enriched in PPAR«a and the cholesterol metabolism
pathway (Fig. 4D). The results show that CD36 plays an important role in organ development, immune cell differentiation and the
energy metabolism pathway.

3.5. The association between CD36 expression and immunity

We found that CD36 plays an important role in immune regulation through functional enrichment analysis. Next, we studied the
relationship between CD36 and immunity. According to the median expression of CD36, the patients were divided into a high-
expression group and a low-expression group, and the relationship between CD36 expression and immunity and matrix score was
discussed. The results showed that the immune and matrix scores of the CD36 high-expression group were significantly higher than
those of the CD36 low-expression group (Fig. 5A). Next, we evaluated the difference in immune cell content between the high and low
CD36 expression groups by ssGSEA. The results showed that the contents of seven kinds of immune cells were different between the
high and low CD36 expression groups (Fig. 5B). Then, we also observed the correlation between CD36 and 28 kinds of immune cells,
and the results showed that CD36 was related to many kinds of immune cells (Fig. 5C). Finally, we evaluated the relationship between
the high and low expression of CD36 and immune score in 25 kinds of cancers. Our research shows that there are significant differences
in immune scores between the high and low CD36 expression groups in various cancers (Fig. 5D). These results provided more
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Fig. 2. Prognostic value of CD36 expression. (A) Bladder urothelial carcinoma (BLCA); breast invasive carcinoma (BRCA); kidney renal clear cell
carcinoma (KIRC) and lung squamous cell carcinoma (LUSC) by Kaplan-Meier analysis. (B) Kaplan-Meier analysis of lung squamous cell carcinoma
in GSE73403. (C) Univariate Cox regression analysis of overall survival in pancancer. (D) ROC curves of CD36 expression on 1-, 3-, 5- and 7-year
s‘urvival of LUSC patients. (E) Nomogram of prognostic factors.

evidence for the association between CD36 and immune infiltration.

3.6. Identification of cell types and analysis of immunoinfiltration in LUSC

We confirmed the role and prognostic value of CD36 in lung squamous cell carcinoma by bulk RNA-seq analysis. Next, we further
verified the role of CD36 in lung squamous cell carcinoma by single-cell data. By using the standard single-cell procedure, all cells were
divided into 13 cell clusters, and after cell annotation, they were divided into 7 cell types: macrophages, monocytes, fibroblasts, plasma
cells, epithelial cells, T cells and mast cells (Fig. 6A). Next, a more exact subcluster analysis of monocytes, T cells, and macrophages was
performed. The monocyte cells were divided into 11 cell clusters, and after cell annotation, they were divided into 3 cell types:
monocytes, macrophages, and neutrophils (Fig. 6B). The macrophages were divided into 8 cell clusters, and after cell annotation, they
were divided into 6 cell types: M1 macrophages, M2 macrophages, alveolar macrophages, plasma cells, NKT cells, and epithelial cells
(Fig. 6C). The T cells were divided into 9 cell clusters, and after cell annotation, they were divided into 4 cell types: T cells, B cells, NK
cells and dendritic cells (Fig. 6D). Then, we annotated ten cell clusters in the TCGA cohort and found significant cell differences
between normal and tumour patients. Notably, the number of macrophages in lung squamous cell carcinoma patients was significantly
higher than that in regular patients (Fig. 6E). Fig. S4 shows the information of different cell groups and marker genes of different cell
types.

3.7. Differential expression of CD36 and differentiation of macrophages

After cell grouping and annotation, we studied the expression of CD36 in seven cell groups. The results showed that CD36 was
expressed in macrophages and monocytes (Fig. 7A). CIBERSORT annotated the TCGA cohort of lung squamous cell carcinoma, and
there was a significant difference in the number of macrophages between normal and lung squamous cell carcinoma patients. Then, we
studied the expression of CD36 in M1 and M2 macrophages. The results showed that the expression level of CD36 in M2 macrophages
was significantly higher than that in M1 macrophages (Fig. 7B). Then, using Monocle, a pseudotemporal trajectory analysis was
performed on the macrophage subpopulation. The results showed that macrophages can exist in three different differentiation states,
and the differentiation process is from M2 macrophages to alveolar macrophages, M1 macrophages and M2 macrophages (Fig. 7C and
D). The heatmap displays the expression changes of macrophage marker genes in the whole time series (Fig. 7E). Finally, we studied
the expression changes of CD36 in the whole pseudotime series, and the expression changes of CD36 in the whole pseudotime series are
shown in Fig. 7F. These results indicate that CD36 is expressed in macrophages and participates in regulating the differentiation of
macrophages.

3.8. Potential drug therapy

Our study shows that the high expression of CD36 is related to the poor prognosis of patients with lung squamous cell carcinoma.
Therefore, we screened small molecular compounds that can reduce the expression of CD36 from the CTD database and used AutoDock
for molecular docking. Seven small molecular compounds can dock with CD36 and reduce the expression of CD36. The docking results
of small molecular compounds with CD36 are shown in Fig. 8A-G. They had simulated binding energies of —11.17 (kcal/mol), —7.77
(kcal/mol), —7.76 (kcal/mol), —6.97 (kcal/mol), —6.9 (kcal/mol), —6.79 (kcal/mol), and —5.8 (kcal/mol). In summary, we screened
seven kinds of small molecular compounds that are beneficial for improving the poor prognosis caused by the CD36 gene, providing a
new research idea for targeted therapy of lung squamous cell carcinoma.

4. Discussion

Previous studies have shown that CD36 plays a role in many cancers [14,18-20]. Based on the expected function of CD36 in human
cancer, we carried out pancancer analysis, characterized the expression characteristics of CD36 in 25 cancer types, and further dis-
cussed its prognostic value, genetic variation, functional analysis and correlation with the cancer immune microenvironment to better
understand the potential characteristics of CD36 in human cancer.

Our research shows that compared with normal tissues, the CD36 gene is abnormally expressed in 17 cancer types (25 assessed in
total). In BLCA, BRCA, CHOL, COAD, ESCA, HNSC, KIRP, LUAD, LUSC, PRAD, READ, STAD, THCA, THYM and UCEC, the expression
level of CD36 increased significantly. However, in GBM and KIRC, the expression of CD36 decreased significantly (Fig. 1A). We further
verified the expression of CD36 in lung squamous cell carcinoma using the GEO external cohort and HPA database (Fig. 1B and C).
These results show that the expression of CD36 in different cancers is heterogeneous, which is consistent with previous studies
[24-26]. CD36 may have carcinogenic/anticancer effects and may be used as a diagnostic biomarker for these cancers.

Cancer is the result of one or more genetic changes. Gene changes may determine the prognosis of cancer [27]. These genetic
changes include gene mutation, structural variation, amplification, deep deletion and multiple changes. The mutation mode of CD36 in
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Fig. 5. The association between CD36 expression and immunity. (A) The association of CD36 expression with immune score. (B) The association of
CD36 expression with the abundance of immune cells. (C). Spearman correlation between CD36 and immune cells. (D) The association of CD36
expression with the tumour microenvironment. *p < 0.05, **p < 0.01, ***p < 0.001. ****p < 0.0001.

many cancers is mainly missense mutation (Fig. 1D), so modifying the CD36 gene may be a promising method to treat cancer. In
addition, combined with Kaplan-Meier survival analysis results, these results show the prognostic value of CD36 in four cancer types.
Among them, highly expressed CD36 predicted that the OS of patients with BLCA, BRCA and LUSC was unfavourable, while that of
patients with KIRC was favourable. These results indicate that CD36 has important prognostic value in the survival of patients with
BLCA, BRCA, LUSC and KIRC (Fig. 2, Fig. S2 and Fig. S3). Based on these observations, we can recognize the role of CD36 in the
carcinogenesis and cancer development of LUSC and the correlation between CD36 and patient survival.

KEGG and GO enrichment analyses revealed the molecular mechanism of CD36. The results showed that CD36 and its related genes
were mainly enriched in immune and metabolic signalling pathways (Figs. 3 and 4). This is consistent with previous research results
[28-32]. Our enrichment analysis shows that CD36 may play a carcinogenic or anticancer role in tumours by regulating immune and
energy metabolism signals.

The tumour immune microenvironment (TME) is an important part of tumour biology [33]. The tumour immune microenviron-
ment is a complex structure composed of immune cells, endothelial cells, fibroblasts and other substances that plays an important role
in tumour progression [34]. The interaction between cancer cells and TME components is beneficial to the immune escape of tumours,
which eventually leads to the activation, proliferation and invasion of cancer cells, which is related to the recurrence of tumours and
the survival of patients [35,36]. Our research shows that the expression of CD36 is significantly related to the infiltration levels of
monocytes, CD56bright natural killer cells, effector memory CD4 T cells, memory B cells, type 17 helper cells, eosinophils and neu-
trophils (Fig. 5). The role of CD36 in immune cells was confirmed, which increased the possibility of using CD36 for cancer
immunotherapy.

The role and prognostic value of CD36 in lung squamous cell carcinoma were confirmed by bulk RNA-seq. Next, we further verified
the role of CD36 in lung squamous cell carcinoma by integrating scRNA-seq data. Previous studies have shown that CD36 can control
tumour growth by reprogramming the metabolism of glucose and fatty acids [37]. Most myeloid cells infiltrating solid tumours are
tumour-associated macrophages (TAMs), also known as macrophages in the microenvironment of solid tumours. TAMs are related to
the poor prognosis of cancer patients. TAMs are functionally equivalent to the M2-like macrophage phenotype but not completely
equivalent. They promote microenvironment immunosuppression and tumour growth [38]. The most common forms of macrophages
are M1 and M2. As a rapid energy source, M1 macrophages are more likely to use glycolysis to produce a large amount of lactic acid. On
the other hand, M2 macrophages usually proliferate. An important energy source is the oxidative phosphorylation of fatty acids to
produce a large amount of ATP [39]. Studies have shown that TAMs produced from human melanoma and colorectal cancer absorb a
large amount of lipids through CD36, a key driver of cell energy metabolism, and maintain accelerated fatty acid oxidation. The
phosphorylation of STAT6 promotes the production of MRC1, TGM2, ARG1 and other genes, and increased fatty acid oxidation helps
TAMs maintain their M2-like macrophage phenotype and promote tumour proliferation [40]. Our research shows that CD36 is
expressed in macrophages and participates in regulating the differentiation of macrophages (Fig. 7). This confirmed the role of CD36 in
immune metabolism and increased the possibility of using CD36 for cancer immunotherapy.

Our research indicates a significant correlation between high CD36 expression and poor prognosis in patients with lung squamous
cell carcinoma. Therefore, we screened several small molecular compounds from the CTD database that can downregulate CD36
expression, including alitretinoin, retinol acetate, diosbulbin B, oestradiol, dexamethasone, acetylene oestrogen, and cholesterol.
Through molecular docking, it was shown that these small molecular compounds can be stably combined with CD36 (Fig. 8). Alir-
etinoic acid (9-cis retinoic acid) is a unique all-agonist retinoid that can bind to all six known retinoid receptors (RAR-q, -, -y and RXR-
a, -B, -y). Studies have shown that alitretinoin can be used to treat chronic hand dermatitis and other diseases [41]. Oestradiol is an
important oestrogen, also known as 17p-oestradiol. It is one of the key oestrogens naturally produced in humans and other mammals.
More than 95 % of oestradiol in blood binds to sex hormone binding globulin (SHBG) and alumina, which is often used to treat diseases
related to oestrogen reduction [42]. Dexamethasone is a synthetic steroid that has been used in clinical practice for many years because
of its anti-inflammatory, anti-allergic and immunosuppressive properties. In addition, dexamethasone has been used for a long time to
prevent and treat nausea and vomiting caused by chemotherapy [43]. Cholesterol is an integral part of the eukaryotic cell membrane
and a key molecule in controlling membrane fluidity, tissue and other physical and chemical parameters. By stabilizing the membrane
structure to resist injury, it also plays a regulatory role in antibiotic resistance and the cellular immune response to viruses [44]. A drug
targeting CD36 was found by molecular docking. However, how to make the drug target cancer is a challenge. Recent research shows
that a series of innovative materials can be used to deliver drugs to appropriate tumour cells and reduce the side effects of drugs on
cells. For example, drugs are delivered to corresponding target cells or organs through nanomaterials [45], aptamer systems [46], and
colloidal delivery systems [47] to reduce the toxic side effects of drugs.

In this study, we first revealed in detail the correlation between CD36 expression and the clinical prognosis and immune cell
infiltration of lung squamous cell carcinoma, which may help to better understand the role of CD36 in the occurrence of lung squamous
cell carcinoma and provide a new perspective for immunotherapy of lung squamous cell carcinoma. Finally, we screened drugs tar-
geting the CD36 gene, which provided new insights for the targeted treatment of lung squamous cell carcinoma. However, there are
still some limitations in this study, and we have not explored potential confounding factors that could influence the expression of CD36
and cancer prognosis. These factors include lifestyle variables such as smoking and diet, as well as comorbid conditions such as
diabetes and hypertension. Therefore, the influence of these confounding factors needs to be further discussed.
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