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Background: The risk of acute myocardial infarction (AMI) is elevated in patients with systemic lupus erythematosus (SLE), and it is
of great clinical value to identify potential molecular mechanisms and diagnostic markers of AMI associated with SLE by analyzing
public database data and transcriptome sequencing data.

Methods: AMI and SLE-related sequencing datasets GSE62646, GSE60993, GSE50772 and GSE81622 were downloaded from the
Gene Expression Omnibus (GEO) database and divided into prediction and validation cohorts. To identify the key genes associated
with AMI related to SLE, WGCNA and DEGs analysis were performed for the prediction and validation cohorts, respectively. The
related signaling pathways were identified by GO/KEGG enrichment analysis. Peripheral blood mononuclear cells (PBMCs) from
patients with AMI were collected for transcriptome sequencing to validate the expression of key genes in patients with AMI. Least
absolute shrinkage and selection operator (LASSO) regression analysis was applied to screen diagnostic biomarkers. The diagnostic
efficacy of biomarkers was validated by ROC analysis, and the CIBERSORTx platform was used to analyze the composition of
immune cells in AMI and SLE.

Results: A total of 108 genes closely related to AMI and SLE were identified in the prediction cohort, and GO/KEGG analysis showed
significantly enriched signaling pathways. The results of differential analysis in validation cohort were consistent with them. By
transcriptional sequencing of PBMCs from peripheral blood of AMI patients, combined with the results of prediction and validation
cohort analysis, seven genes were finally screened out. LASSO analysis finally identifies DYSF, LRG1 and CSF3R as diagnostic
biomarkers of SLE-related-AMI. CIBERSORTX analysis revealed that the biomarkers were highly correlated with neutrophils.
Conclusion: Neutrophil degranulation and NETs formation play important roles in SLE-related AMI, and DYSF, LRG1 and CSF3R
were identified as important diagnostic markers for the development and progression of SLE-related AMI.
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Introduction
Acute myocardial infarction (AMI) is a serious cardiovascular disease, principally caused by acute coronary artery
occlusion, leading to myocardial ischemia." AMI occurs primarily in patients with coronary artery disease (CAD) and
may lead to heart failure, cardiac arrest, and death if not treated promptly.'* Classical risk factors related to AMI include
genetics, hypertension, dyslipidemia, diabetes, smoking and obesity. In addition, the concurrence of immune system
diseases may increase the risk of subsequent incidence and mortality of AMI.?

Systemic lupus erythematosus (SLE) is characterized by the excessive production of autoantibodies and immune-
complex deposition that can affect multiple organs including the heart, blood vessels, brain, lungs, and others.* Studies
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have shown that approximately 50% of patients with SLE can have comorbid cardiovascular disease, including
myocardial infarction (MI), endocarditis, valvular disease, pericarditis, and myocarditis.s’(’ Cardiovascular disease is
the leading cause of premature mortality in patients with SLE, with ischaemic heart disease standing out as the major
contributor.®® SLE patients have a twofold to fivefold higher risk of AMI than gender- and age-matched controls, and
the figure has been demonstrated to be higher in younger age groups.””'' Patients with SLE who develop AMI are
difficult to achieve clinical remission and have a high mortality rate.'? At present, there are few studies on SLE
complicated with myocardial infarction, and it is of great clinical significance to enhance early recognition and effective
treatment. It is of great significance to predict and assess the occurrence of AMI in SLE patients and intervene it.

With the development of bioinformatics tools, gene chip technology and sequencing technology can quickly detect
the expression patterns of tens of thousands of genes in diseases, which is helpful in understanding the pathogenic of
diseases from the gene level.'">"'® Previous studies have found that diagnostic markers in circulating peripheral blood
mononuclear cells (PBMCs) of SLE and AMI through sequencing technology and bioinformatics.'> '

Then, obtaining genome-wide microarray datasets of AMI and SLE samples from public databases to identify hub
genes for SLE associated AMI is an effective way to screen genes closely related to disease and signaling pathways. We
took this analysis approach in this paper and verified the obtained results with our own sequencing data, which makes the
results of our analysis more credible. This is of great significance for revealing diagnostic markers of AMI related
to SLE.

Materials and Method

Microarray Datasets

We screened the sequencing datasets related to AMI and SLE in the Gene Expression Omnibus (GEO) database,
GSE62646, GSE60993, GSE50772 and GSE81622 were selected for analysis and were divided into discovery and
validation cohort (Table 1). GSE62646 contains sequencing data of circulating PBMCs from 14 patients with stable
coronary artery disease (CAD) and 28 patients with ST-segment elevation myocardial infarction (STEMI).'® The dataset
GSE60993 contains expression profiles from peripheral blood of ACS patients presenting to the emergency department
within 4 hours of chest pain onset, including AMI patients (n = 17), unstable angina (UA) patients (n = 9), and normal
controls (n = 9)."” The expression profiles of PBMCs in peripheral blood of SLE patients and healthy control groups were
included in GSE50772 and GSE81622 datasets, GSE50772 contains 61 SLE and 20 control groups,'® while GSE81622
contains 25 control groups and 30 SLE patients.'” GSE60993 and GSE81622 were divided into a discovery cohort for
weighted gene co expression network analysis (WGCNA), GSE62646 and GSE50772 were paired as a validation cohort,
and differentially expressed genes (DEGs) analysis was performed.

Construction of Weighted Gene Co-Expression Network

WGCNA is an effective method to detect gene co-expression networks and gene modules correlated with clinical traits from the
gene expression profiles of all individuals simultaneously by hierarchical clustering.® The “WGCNA” package in Weighted
gene co-expression network was constructed in R.4.0.1 software, and the gene modules closely related to AMI and SLE in
GSE60993 and GSE81622 were identified.”® Clustering analysis was performed using the “hclust” function in R.4.0.1 software
to exclude outlier samples. Appropriate soft thresholds were calculated using the “picksoftthreshold” function from the
“WGCNA” package in R.4.0.1 software to create a scale-free distribution topology matrix and to further compute gene

Table | Datasets Grouping Information

Group Datasets Samples Algorithm
Discovery cohort GSE60993 AMI (n = 17), UA (n = 9), control (n = 7) WGCNA
Discovery cohort GSE81622 SLE (n = 30) and control (n = 25) WGCNA
Validation cohort GSE62646 AMI (n = 28) and control (n = 14) DEGs
Validation cohort GSE50772 SLE (n = 61) and control (n = 20) DEGs
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modules strongly associated with clinical features. Modules highly associated with AMI and SLE were selected for subsequent
analysis.

GO/KEGG Enrichment Analysis

We intersected the AMI associated module in GSE60993 and the SLE associated modules in GSE81622, and the
obtained intersection genes were designated as “discovery gene set” (DGS). The Metascape database, a functional online
analysis database that aggregates relevant features from more than 40 independent databases, was used to perform GO/
KEGG enrichment analysis.?' Genes in DGS were imported into the Metascape database for GO/KEGG enrichment
analysis to explore the potential roles of these genes in AMI and SLE.

Screening of DEGs

Differential gene expression for GSE62646 and GSE50772 was calculated using GEO2R online tool, genes with a [log2
(Fold Change) | >0.5 and p < 0.05 were selected as differential genes.”” The differential genes obtained in the two
datasets were intersected and named “validation gene set” (VGS), and the genes in VGS were imported into the
Metascape database for GO/KEGG enrichment analysis.

PBMCs from AMI Patients Were Collected for Sequencing Analysis

Twenty patients who underwent coronary angiography (CAG) at Tongji Hospital, Tongji University between March and
June 2021 were included in this study, including 10 AMI patients within 6 h of chest pain onset who underwent
percutaneous coronary intervention (PCI) and 10 patients who underwent CAG but without MI. Before PCI, all patients
received were treated with a loading dose of aspirin (300 mg) and ticagrelor (180mg), collection of whole blood samples
was performed before the use of heparin or contrast medium. After completion of diagnostic CAG, the culprit lesions
were identified on the basis of electrocardiogram, echocardiography and CAG findings.

PBMCs were isolated from whole blood samples within two hours of collection using Ficoll Paque PREMIUM
(Cytiva) according to the instructions, the MagNA Pure Compact system (Roche Diagnostics GmbH) was used to
isolated total RNA from PBMCs. According to the user manual, the VAHTS Total RNA-Seq (H/M/R) Library PrepKit
for Illumina was used for gene expression library construction. Sequencing was performed on the Illumina Hiseq 2500
platform. The RNA expression matrix was imported into R.4.0.1 software and the raw expression data were normalized
using CPM function in “edgeR” package. DEGs between AMI patients and controls were analysed by the “limma”
package,” genes with [log2 (Fold Change) | >0.5 and p < 0.05 were selected as DEGs. The identified DEGs were
imported into the “Hiplot™ (https://hiplot.com.cn) online tool to draw a volcano plot.

Identification of Hub Genes

To verify whether the screened genes were significantly differentially expressed in the peripheral blood of AMI patients,
we detected the expression of the intersection genes of VGS and DGS in the sequencing results, genes with differential
expression between AMI patients and controls were identified as hub genes. LASSO regression analysis was used for

further screening of the hub genes. R packages “glmnet” were used to run LASSO regression analysis.**

Receiver Operating Characteristic (ROC) Analysis

To evaluate the ability of genes to discriminate AMI or SLE patients from controls, the “pROC” and “ggplot2” packages
in R.4.0.1 software were used to calculate the area under the curve (AUC) and plot the ROC curve.>>® We selected
datasets GSE62646 and GSE50772 with larger sample sizes for ROC analysis. According to previous studies, 0.7 < AUC
< 0.8 represented acceptable diagnostic ability, 0.8 < AUC < 0.9 implied good diagnostic ability, and AUC > 0.9
indicated excellent evaluation efficacy.?’

Immune Cell Analysis
Based on gene expression data, the online analysis tool CIBERSORTx (https://cibersortx.stanford.edu/) can estimate the

immune-cell proportions in the mixed cell population.”® The LM22 gene file contains 547 genes, provided by
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CIBERSORTx was used to distinguishes the relative proportions of the 22 types of immune cell subtypes in the gene
expression data. The expression matrix data for GSE62646 and GSE81622 were imported into CIBERSORTx for
analysis, visualization of the results were performed using the “ggplot2” package in R.4.0.1 software.”® The “correlation”
function and “ggplot2” packages in R software were used to analyze the correlation coefficient between hub genes and
immune cells.

Construction of miRNAs-Target Genes Network

MicroRNAs (miRNAs) are small non-coding RNAs that can suppress gene expression by promoting mRNA degradation
or inhibiting mRNA translation, and can also contribute to gene transcription unconventionally by targeting
enhancers.?**° Therefore, miRNAs may play an important role in SLE-related AMI by regulating hub genes. The
human microRNA disease database (HMDD) contains 35,547 miRNA disease association data collected manually,
including 1206 miRNA genes and 893 diseases in 19,280 papers. ENCORI and miRTarBase are miRNA target
interaction database containing millions of miRNA-mRNA interaction relationships identified from multi-dimensional
sequencing data.’'*? SLE-related and AMI-related miRNAs were screened from the HMDD database and intersected.
The target genes of the overlapped miRNAs, screened from miRTarBase and ENCORI, and hub genes were imported
into Cytoscape software for construction of miRNA-mRNA regulatory network.

Summary of the Method

In this study, the whole-genome microarray datasets of AMI and SLE samples were obtained from public database to
identify hub genes of SLE-related AMI, and the PBMCs were collected from AMI patients for sequencing to screen hub
genes. Based on the hub genes, the least absolute shrinkage and selection operator (LASSO) regression analysis was used
to identify diagnostic biomarkers of SLE-related AMI. The CIBERSORTxX platform was used to analyze the correlation
between diagnostic markers and compositional changes of immune cell. Additionally, a miRNA mRNA network was
constructed to improve our understanding of the underlying pathogenesis of SLE-related AMI.

Results

Discovery Cohort: Gene Modules Associated with SLE and AMI

To identify key genes that likely play important roles in SLE and AMI, we performed WGCNA analysis in the
discovery cohort. For GSE60993, we selected appropriate soft threshold powers (B = 14) and created TOM matrices
(Supplementary Figures 1A and B). Then, modules of genes associated with clinical traits were detected based on the

TOM matrices. Four modules “turquoise”, “red”, “pink” and “magenta” were closely associated with AMI
(Figure 1A). The turquoise module showed a significant positive correlation with AMI and negatively associated
with controls, the magenta module showed a significant positive correlation with AMI and negative correlation with
UA. For the analyses of GSE81622, the soft-threshold power B = 18 were selected for creating TOM matrices
(Supplementary Figure 1C and D). In GSE81622, three modules (“yellow”, “magenta” and “greenyellow”) showed

high association with SLE and blue module is significantly negatively associated with SLE (Figure 1B). A total of 108
intersection genes were identified in modules positively related with SLE and AMI, which was defined as DGS
(Figure 2A).

Functional Enrichment Analysis of DGS

To explore the signaling pathways and potential biological functions associated with DGS, we performed GO/KEGG
enrichment analysis with Metascape database. As shown in Figure 2B, the most significantly enriched signaling pathway
was “neutrophil degranulation”, suggesting that this pathway plays an important role in both AMI and SLE. In addition,

CEINT3

there was significant enrichment for “inflammatory response”, “neutrophil extracellular traps (NETs) formation”, and

other immune-response-related signaling pathways (“cytokine signaling in immune system”, “myeloid leukocyte activa-
tion” and “regulation of neutrophil activation”).
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Figure | Weighted gene co-expression network analysis (WGCNA). (A) Relationship between co-expression gene modules and AMI in GSE60993. Each small lattice
contains its corresponding correlation value and p-value. (B) Relationship between co-expression gene modules and SLE in GSE81622.
Abbreviations: AMI, acute myocardial infarction; SLE, systemic lupus erythematosus.
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Figure 2 Identification of common expressed genes and pathway analysis. (A) The shared genes between the AMI-related modules in GSE60993 and the modules associated
with SLE in GSE81622. (B) Signaling pathways significantly enriched in the common expressed genes.
Abbreviations: AMI, acute myocardial infarction; SLE, systemic lupus erythematosus.

The Differential Genes Analysis for Validation Cohort

In validation cohort, DEG screens were used to identify genes associated with AMI and SLE, and to validate the results
in the discovery cohort. The DEGs analysis results were visualized using volcano plots (Figure 3). As shown in the
UMAP diagram, STEMI and CAD samples are distributed on the left and right, respectively, which indicates that there is
a great difference between the two groups (Supplementary Figure 2A). A total of 499 DEGs were identified from CAD
samples based on the gene expression of STEMI group in dataset GSE62646 (Figure 3A). For GSES0772, UMP analysis
demonstrated a significant discrimination between SLE and control samples (Supplementary Figure 2B). Based on the
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Figure 3 Identification of DEGs and pathway analysis in validation cohort. (A) Volcanic plot of DEGs in GSE62646. The Y-axis represents the -10g|o (P value) and the X-axis
represents the gene fold change (log,FC). Blue and red colors dots represent low and high expression, respectively. (B) Volcanic map of DEGs in GSE50772 dataset. (C)
Shared genes between the DEGs in GSE62646 and GSE50772. (D) Signaling pathways significantly enriched in shared DEGs in validation cohort.

Abbreviation: DEGs, differentially expressed genes.
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control group, 3071 DEGs were identified from SLE samples (Figure 3B). Among these DEGs, 107 overlapped genes
were identified in both GSE62646 and GSE50772, which were defined as VGS (Figure 3C). The results of the functional
enrichment analysis were highly consistent with DGS, with significant enrichment of “neutrophil degranulation” and
“inflammatory response” pathways (Figure 3D). The intersection genes of VGS and DGS were identified as hub genes.

Baseline Clinical Characteristics

Patients without AMI determined by CAG were included in the control group (n = 10), and patients with AMI were
included in the AMI group (n = 10). The mean age £+ SD of the control and the plaque rupture groups was 70 + 3.98 years
and 60.70 £10.37 years. Baseline demographics and clinical characteristics of the patients are summarized in
Supplementary Table 1. There were significant differences in four parameters between the two groups: plasma levels
of blood glucose, BNP, hsCRP and HB were higher in patients with AMI than in controls (P < 0.05).

Validation of Hub Genes by Sequencing PBMCs Samples from Patients with AMI

To verify whether the screened genes were significantly differentially expressed in the peripheral blood of AMI patients, we
extracted total RNA of plasma PBMCs from AMI patients and health controls for sequencing. DEGs analysis was performed
and the visualization of the analysis results was presented by volcano plot (Figure 4A). The results indicated that a total of 4483
differentially expressed genes were screened, including 1099 up-regulated and 3379 down-regulated genes (Supplementary
Table 2). Among these hub genes, as is shown in the volcano plot, a total of 7 genes (TNFAIP6, LRG1, DYSF, RNASE2, AQP9,
TCN1, CSF3R) showed up-regulated expression in PBMCs from AMI patients (Table 2). The heatmap in Figure 4B illustrates
the expression of hub genes in AMI and control patients, and the specific expression data are shown in Supplementary Table 3.

ROC Analysis Validates the Discriminate Ability of Hub Genes

To validate the discriminating power of hub genes for AMI patients, we selected GSE62646, a dataset with a large
sample size, for ROC analysis. The results showed that LRG1 (AUC = 0.908) and CSF3R (AUC = 0.946) exhibited
excellent discriminatory power for AMI, and additionally DYSF (AUC = 0.855), RNASE2 (AUC = 0.849), AQP9 (AUC
= 0.855) and TNFAIP6 (AUC = 0.712) also showed strong diagnostic power (Figure 5A). In addition, we validated these
genes in GSE50772 for discriminating SLE patients, and the results showed that three genes, TNFAIP6 (AUC = 0.948),
DYSF (AUC = 0.946) and LRG1 (AUC = 0.923) showed excellent discriminating power for SLE patients, and AQP9
(AUC = 0.886), RNASE22 (AUC = 0.885), CSF3R (AUC = 0.725) and TCN1 (AUC = 0.729) also showed strong
diagnostic power (Figure 5B). Next, LASSO regression analysis was performed to screen the diagnostic biomarkers for
AMI and SLE in the GSE62646 dataset (Figures 5C and E) and GSE50772 dataset (Figures 5D and F). DYSF, LRG1 and
CSF3R are ultimately identified as diagnostic markers for SLE and AMI. ROC analysis shows the diagnostic power of
the combination of the three genes for AMI (AUC = 0.954) (Figure 5G) and SLE (AUC = 0.986) (Figure 5H). We
analyzed the expression levels of three diagnostic biomarkers in SLE and AMI patients, the results showed that the
expression levels of these genes were significantly elevated in AMI and SLE samples than in control group (P < 0.05)
(Figures 51 and J).

Immune Cell Infiltrative Patterns in AMI and SLE
For the analysis of AMI and SLE-related signaling pathways, most of the screened terms were associated with immune
cells. The most significantly enriched pathway “neutrophil degranulation” in both the discovery and validation cohort
was also significantly related with immune cells. To better understand the immune cell subtype enrichment differences
between the AMI and CAD groups, we imported the dataset GSE62646 into the online analysis tool CIBERSORTx.
Compared with controls, the proportions of monocytes, neutrophils, Tregs, and mast cells resting were significantly
increased in AMI samples, whereas the proportions of NK cells resting, T cells CD4 memory resting, T cells CD8, T cells
CD4 naive and macrophages M2 were significantly decreased (Figure 6A).

To analyze the distribution of immune cells in the SLE and control groups, the CIBERSORTx algorithm was
performed on the GSE81622 dataset. The results demonstrate that the proportion of monocytes, plasma cells (effector
B cells), macrophages M0, and Tregs were increased in SLE samples, and the proportions of NK cells resting, T cells
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Figure 4 Gene expression profiling of patients with AMI. (A) Volcanic plot of DEGs. (B) Expression Heatmap of hub genes in AMI patients and controls.
Abbreviations: AMI, acute myocardial infarction; DEGs, differentially expressed genes.

CD4 memory resting, T cells CD4 memory activated and mast cells resting were decreased. In SLE samples, the
proportion of T cells CD4 naive increased, but there was no significant difference (Figure 6B). No changes in neutrophils

were observed in SLE/control samples, whereas the proportion of neutrophils was significantly increased in the AMI
samples compared with the CAD group (Figure 6).
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Table 2 Differential Expression of Hub Genes in Sequencing

Results

AMI log2FoldChange P value Level
TNFAIP6 1.46 0.04771 Up-regulated
LRGI 1.2 0.01192 Up-regulated
DYSF 1.3 0.001109 Up-regulated
RNASE2 0.96 0.01316 Up-regulated
AQP9 0.75 0.02971 Up-regulated
TCNI 1.04 0.007848 Up-regulated
CSF3R 0.89 0.01282 Up-regulated
ILIRN 0.47 0.2102 No difference
BCLé6 0.82 0.08144 No difference
CCRI -0.27 0.4521 No difference
FFAR2 0.35 03197 No difference
ASGR2 0.16 0.7454 No difference
CYP27A1 -0.37 0.2701 No difference

Correlation of Immune Cells and Diagnostic Biomarkers

Next, we performed correlation analysis in GSE81622 and GSE62646 to explore the relationship between immune cells
and three diagnostic biomarkers. As indicated in the results of correlation analysis (Supplementary Table 4), neutrophils
have significant positive correlations with DYSF (r = 0.65, p < 0.001), LRG1 (r = 0.53, p < 0.001) and CSF3R (r = 0.67,
p <0.001) in GSE62646 (Figures 7A-C). As shown in Figures 7D-F, neutrophils showed a significantly strong positive
correlation with DYSF (r = 0.53, p = 0.012), LRG1 (r = 0.58, p < 0.001) and CSF3R (r = 0.51, p = 0.0019) in the SLE-
related datasets. Combined with the signaling pathway enrichment results, we speculate that the change of three

diagnostic biomarkers and neutrophils may be one of the important regulatory mechanisms for the development of
AMI in SLE patients.
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Figure 5 Identification and validation of diagnostic biomarkers for SLE-related AMI. (A and B) ROC analysis revealed diagnostic power of the identified hub genes among
the GSE62646 and GSE50772. (C and E) LASSO coefficient profiles and LASSO deviance profiles in GSE62646. (D and F) LASSO coefficient profiles and LASSO deviance
profiles in GSE50772. (G and H) ROC analysis revealed the combined diagnostic efficacy of three biomarkers (DYSF, LRIG and CSF3R) identified by LASSO regression
analysis. (I and J) Expression levels of three biomarkers in SLE and AMI samples; **P < 0.01; ***P < 0.001.

Abbreviations: ROC, receiver operating characteristic; SLE, systemic lupus erythematosus; AMI, acute myocardial infarction.
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Figure 7 Correlation analysis between the enriched immune cells and three biomarkers. (A-C) Correlation analysis between three biomarkers (DYSF, LRIG and CSF3R)
and immune cells in GSE62646. (D-F) Correlation analysis in GSE81622.

The miRNAs-Target Genes Network in SLE-Related AMI

According to the HMDD, as shown in Figure 8A, a total of 64 SLE-related miRNAs and 22 AMI-related miRNAs were
identified, including 7 overlapped miRNAs (hsa-mir-145-5p, hsa-mir-155-5p hsa-mir-181a-5p, hsa-mir-19b-3p, hsa-mir
-21-5p, hsa-mir-221-3p, hsa-mir-380-3p). TNFAIP6 and AQP9 in hub genes were found in the target genes of the 7
overlapped miRNAs, and the miRNAs-RNA regulatory network was constructed in Cytoscape software (Figures 8B). As
shown in Figure 8B, the “neutrophil degranulation” pathway was regulated by hsa-mir-19b-3p, hsa-mir-181a-5p and hsa-
mir-155-5p through TNFAIP6. The regulation of AQP9 by hsa-mir-155-5p and hsa-mir-380-3p may play an important
role in the “NETs formation” pathway.
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Figure 8 miRNAs-RNA regulatory network. (A) Shared miRNAs associated with both AMI and SLE identified from the HMDD database. (B) miRNAs-RNA regulatory
network, circles represent miRNAs, green diamonds represent hub genes, and red rectangles represent signaling pathways.
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Discussion

The morbidity and mortality of AMI are still increasing, and it has become the leading cause of death in the world
population." A study based on 4863 patients suggested patients with SLE had a more than 2-fold increase in odds of
AMI.** The disturbance of the immune system and the massive release of inflammatory mediators induced by SLE are

1% A certain amount of subclinical cardiovascular damage

important factors driving the development of AS and AM
caused by SLE may accrue with an insidious onset before the occurrence of AMI, and little is currently known about its
cellular and molecular mechanisms. Therefore, the identification of biomarkers and molecular mechanisms of SLE
associated AMI by bioinformatics and sequencing technologies has important clinical implications.

In the present study, gene modules associated with SLE and AMI were identified based on the GSE81622 and
GSE60993 datasets in discovery cohort and the GO/KEGG enrichment analysis was performed on the obtained 108
intersection genes. The results showed significant enrichment of signaling pathways involved in “neutrophil degranula-
tion”, “inflammatory response” and “NETs formation”. Analysis in the validation cohort also supported this observation,
which suggested that neutrophil-related signaling pathways played an important role in the development and progression
of SLE-related AMI.

As the most abundant leukocytes in the blood and key effector cells of the innate immune system, neutrophils, when
activated, release phagosomes or secrete antimicrobial and inflammatory proteins that are packaged into cytoplasmic
granules in a process called neutrophil degranulation.®® Proteins in the granules derived from neutrophil degranulation
play important roles in neutrophil chemotaxis, recruitment, antibacterial and neutrophil NETs formation.>> Neutrophils
migrate to the sites of tissue inflammation early in the inflammatory response, and during the development of athero-
sclerosis (AS), neutrophils can promote the progression of AS by amplifying the inflammatory response and mediating
NETs formation.*¢*

Previous data have proposed that neutrophils are involved in AS and plaque rupture during myocardial infarction.*”*°
An analysis of coronary thrombi from patients who developed coronary events found that activated neutrophils were the
predominant cell type in coronary thrombi.>’ Studies have shown that proteases produced by neutrophil degranulation
can promote atherosclerotic plaque instability and may directly participate in the rupture of AS plaques by promoting
NETs formation, leading to the occurrence of AMIL.*'~** NETs, a specialized meshwork released after neutrophil death or
apoptosis, mainly composed of extracellularly released granule proteins bound to a meshwork of decondensed chromatin,
which can trap and kill bacteria.** Increased formation and impaired clearance of NETs in peripheral blood and tissues
play an important role in the development and progression of SLE and are a hallmark of SLE.*> Low-density
granulocytes (LDGs), an inflammatory subset of neutrophils, play an important role in endothelial and vascular injury
in SLE, and increased NETosis of LDG in SLE patients leads to externalization of IL-17, dsDNA and neutrophil elastase,
and mediates endothelial cytotoxicity in a NETs mediated manner.*® The observation of NETs in thrombi from patients
with myocardial infarction undergoing thrombectomy suggests that NETs are associated with the formation of arterial
thrombosis.****” The results of the present study further demonstrate the important role of neutrophil degranulation and
NETs formation in SLE associated myocardial infarction.

Through the analysis of the prediction and validation cohort, we screened a total of 13 genes that may play an
important role in SLE associated myocardial infarction. In the present study, to further validate the expression of these
genes in PBMCs from patients with AMI, we sequenced PBMCs from patients with AMI and finally screened a total of 7
genes that were differentially expressed in AMI patients: TNFAIP6, LRG1, DYSF, RNASE2, AQP9, TCNI1, CSF3R.
After applying lasso regression analysis, DYSF, LRG1 and CSF3R were selected as diagnostic biomarkers and their
discriminatory power was verified using ROC analysis.

Correlation analysis between immune cells and biomarkers showed that the expression of biomarkers was signifi-
cantly and positively correlated with neutrophils. The proportion of neutrophils was increased in patients with SLE
compared with controls, but the difference is not statistically significant. The increase in neutrophils was more drastic in
AMI patients compared with controls, which may contribute to the development of AMI in SLE patients. In addition, the
proportion of monocytes was obviously elevated in both SLE and AMI patients, and exhibited strong correlations with all

three biomarkers.
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LRG1 is abundant in human serum and is mainly produced by hepatocytes and neutrophils. During neutrophil
differentiation, LRG1 is highly expressed*®**’ and promotes neutrophil differentiation by regulating the G-CSFR
signaling pathway.”® Through regulation of the IL-6/STAT3 axis, LRGI can promote neutrophil chemotaxis.”® Further
studies showed that LRG1 is secreted as a granule protein of neutrophils when neutrophils are activated.>” In the present
study, “neutrophil degranulation” and “NETs formation” pathways were significantly enriched in patients with SLE and
AMLI, suggesting that neutrophils may be a major source of circulating LRG1 and the LRG1 may contribute to neutrophil
overactivation during SLE-related pathogenesis. In addition, growing evidence points to LRG1 being a proangiogenic
factor, and local upregulation of LRG1 promotes the formation of defective neovasculature, resulting in vascular
destabilisation, which may play an important role in SLE-related AMIL**>*

As a major regulator of the production, differentiation, and function of granulocytes, granulocyte colony-stimulating
factor (G-CSF) plays a regulatory role in granulocyte by binding to its receptor G-CSFR, which is encoded by CSF3R.>
G-CSF promotes the progression of inflammation by promoting the neutrophil production and enhancing the function of
mature neutrophil.’> Previous studies have indicated that AMI patients have elevated levels of CSF3R expression
compared with CAD patients, which increases with progression of disease.’*>°

DYSF encodes dysferlin, a protein containing C2 domains that plays an important role in calcium-mediated
membrane fusion events, suggesting that it may be involved in membrane regeneration and repair.’’ In addition, studies
also suggest that DYSF was involved in the membrane repair and inflammatory regulation of vascular endothelial cells
(VEC) and leukocytes.”® Moreover, DYSF can promote the activation of monocytes and increase their phagocytic,
adhesive and migratory capacity, promote the formation of atherosclerotic necrotic core, playing an important role in
atherosclerotic cardiovascular diseases.””**

Combining our results with published studies, LRG1, DYSF, and CSF3R play important roles in the progression of
SLE-related AMI and would be of great clinical value as important diagnostic markers for the development of AMI in
patients with SLE. This study provides valuable clues for further exploring the pathophysiological mechanisms of SLE-
related AMI. One reasonable assumption is that the immune imbalance induced by SLE leads to an increase in
inflammatory cells such as neutrophils and monocytes, enhances the inflammatory response, and ultimately increases
cardiovascular events. Unfortunately, these three biomarkers were not included in our constructed miRNA-mRNA
network, which deserves further exploration.

The present study has several limitations. Further studies with larger numbers of patients are needed to definitively
demonstrate the role of the three biomarkers in SLE-related AMI and their value as prospective biomarkers. In
addition, plasma from SLE patients who developed AMI should be obtained for further analysis, compared with those
from patients with SLE and healthy patients, and further analyzed for the diagnostic efficacy of these genes. In
addition, prospective clinical studies will be indispensable to validate the diagnostic and therapeutic value of these
biomarkers.

Conclusion

In summary, DYSF, LRG1 and CSF3R were screened as diagnostic markers for SLE-related AMI through a systematic
comprehensive analysis, and these genes were significantly associated with neutrophils. Neutrophil degranulation and
NETs formation signaling pathways were significantly enriched and may play important regulatory roles in the
occurrence of AMI in SLE patients. These diagnostic biomarkers and signaling axes have important clinical implications
for the prevention, diagnosis, and treatment of SLE-related AMI.
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