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A B S T R A C T

The relationship between COVID-19 and ischemic stroke (IS) has attracted significant attention, 
yet the precise mechanism at the gene level remains unclear. This study aims to reveal potential 
biomarkers and drugs for COVID-19-related IS through bioinformatics methods. We collected two 
gene expression profiling datasets, GSE16561 and GSE213313, and selected GSE179879 and 
GSE196822 as validation sets for analysis. Through analysis, we identified 77 differentially 
expressed genes (DEGs) shared between COVID-19 and IS. Further gene enrichment analysis 
revealed that these genes are primarily involved in immune regulation. By constructing a protein- 
protein interaction network, we screened out nine hub genes, including FCGR3A, KLRB1, IL2RB, 
CD2, IL7R, CCR7, CD3D, GZMK, and ITK. In LASSO regression analysis, we evaluated the ROC 
curve’s area under the curve (AUC) scores of key genes to assess their diagnostic accuracy. 
Subsequently, we performed random forest (RF), Support Vector Machine Recursive Feature 
Elimination (SVM-RFE), and neural network construction on hub genes to ensure accurate 
diagnosis of IS. Finally, by intersecting the results of three algorithms (LASSO regression, random 
forest, and SVM), CD3D and ITK were identified as the ultimate key genes. Based on this, we 
predicted potential targeted drug Blinatumomab. These research findings provide clues for a 
deeper understanding of the biological mechanisms of COVID-19-related IS and offer new insights 
for exploring novel treatment approaches.

1. Background

COVID-19 is an emerging infectious disease due to SARS-CoV-2 infection. Since 2019, it has become a global pandemic, affecting 
more than 700 million people globally. The probability of sequelae after infection with SARS-CoV-2 ranges between 9 % and 63 %, six 
times higher than similar viral infections. The sequelae involve fatigue, difficulty breathing, cognitive impairment/brain fog, 
discomfort post-exercise, memory problems, cough, sleep disturbances, tachycardia/palpitations, smell/taste changes, headache, 
chest pain, and muscle pain/cramps [1,2]. Relevant studies have indicated that human blood is hypercoagulable after SARS-CoV-2 
infection [3].Therefore, the thrombosis probability in COVID-19 patients increases, elevating the risk of ischemic stroke (IS) in 
such patients. IS can cause various neurological sequelae, such as involuntary motor and cognitive dysfunction, with associated 
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disabilities enhancing the social, economic, and occupational burden [4]. Epidemiological statistics indicate that stroke, characterized 
by high disability and high fatality rates, is the second leading mortality cause worldwide and one of the most important reasons for 
death in China [5–9].Among stroke patients, the prevalence of IS was as high as 62 % in 2019 [10]. Acute ischemic stroke (AIS) 
mortality ranges from less than 5 % at one month to 10 % at three months and 15 % at one year [10–18]. IS occurs due to blood flow 
interruption in the cerebral arteries from various factors. Reversible tissue function loss occurs during insufficient blood supply to the 
brain tissue. Then, the loss of neurons and supporting structures occurs after a long enough period of infarction. The leading causes of 
IS include atherosclerosis, thrombus, and embolus [19]. Atherosclerosis results from complex cellular interactions between smooth 
muscle, endothelial and immune cells, and plaque buildup caused by atherosclerosis can restrict blood flow, which may lead to stroke 
[20]. Thrombosis results from activating the clotting cascade, causing platelets to aggregate and the prothrombin to become a fibrin 
clot. The embolus differs from thrombus in that it is thrombus caused in another site, eventually affecting the blood vessel through 
movement. Studies have indicated that SARS-CoV-2 is related to hypercoagulability [3]. Therefore, COVID-19 patients had increased 
blood vessel embolism and stroke risk. Early definitive diagnosis and treatment are the primary means to decrease the disability rate 
and mortality of IS. In the context of the COVID-19 epidemic, many patients have been diagnosed with thrombotic complications and 
IS. Stroke incidence in hospitalized patients ranges from 0.1 % to 6.9 %, and 79 % of COVID-19 patients have IS [21]. These data are 
limited by imaging means and insufficient diagnosis in sedation and mechanical ventilation patients [22]. However, during the his
torical period without COVID-19, the incidence of IS was about 62.4 %, and the number increased significantly. Around 51 % of these 
hospitalized patients with COVID-19 with a stroke had severe disabilities after hospital discharge. Moreover, the mortality rate was 
significantly higher than the control group without COVID-19. Currently, stroke is diagnosed primarily through neuroimaging di
agnoses, such as CT and MRI. Neuroimaging is incapable of quickly determining the diagnosis of IS during COVID-19. It is increasingly 
utilized in routine physical examinations across large urban hospitals. However, the increase in testing of asymptomatic patients could 
lead to stroke overdiagnosis and make doctors uncertain about prescribing secondary prevention drugs7. Therefore, a diagnostic 
biomarker for quickly and accurately diagnosing stroke can improve the diagnostic accuracy of IS in COVID-19 patients and reduce the 
associated disability and mortality.

Fig. 1. The analysis processes.
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With microarray technology advancement, bioinformatics is an interdisciplinary approach enabling researchers to uncover disease 
pathogenesis at the genetic and transcriptional levels. Based on the molecular biology analysis, the main IS mechanisms include 
excitotoxicity and calcium overload, oxidative stress (OS), and inflammation [19]. Among them, excitotoxicity, calcium overload, and 
OS are associated with glutamate receptors NMDA and AMPA. Inflammation can destroy the blood-brain barrier in the early stage and 
may affect nerve recovery later, exacerbating nerve damage. Additionally, Na/Ca2+ exchangers and acid-sensitive ion channels can 
behave as potential targets for IS injury [23,24]. The autopsy of COVID-19 patients has validated the presence of SARS-CoV-2 in the 
brain [25]. Thus, COVID-19 leads to systemic infectivity and can attack the nervous system, leading to brain damage and neurological 
dysfunction. Since the concept of Artificial Intelligence (AI) was introduced in 1965, machine learning has been widely used in the 
medical field through continuous research and development [26]. Our study applied integrated bioinformatics and machine learning 
methods to determine the thrombosis mechanism, reveal molecular regulatory networks, and identify shared critical genes associated 
with the pathogenesis of IS and COVID-19. This could provide a new perspective on the biological mechanism of IS associated with 
COVID-19. Then, the shared key genes selected by the machine learning method formed the basis to identify corresponding targeted 
drugs to prevent and treat patients with increased stroke risk symptoms related to COVID-19.

2. Data and methods

2.1. Dataset preparation

The flow design analysis of this study is represented in Fig. 1. Related datasets GSE16561 [27] and GSE213313 [28] were obtained 
from Gene Expression Omnibus (GEO) (https://www.ncbi.nlm.nih.gov/geo/). GSE16561 is a whole-blood mRNA from 34 patients 
with IS and 24 healthy individuals. GSE213313 is a whole-blood mRNA-related dataset of COVID-19 patients, with 19 critically and 15 
non-critically sick patients and 11 healthy people. Then the log2 transform was performed, with the “normalize Between Arrays” 
function from the R package “limma”to normalize the raw count expression data. Then, the batch effect of GSE16561 and GSE213313 
was eliminated by the R package “sva” [29] feature “ComBat.”

Simultaneously, the datasets GSE179879 [30] and GSE196822 [31] from GEO were chosen as validation sets to confirm the dif
ferential expression of genes identified in GSE16561 and GSE213313. This verification aims to ensure that the observed differences in 
gene expression persist across other datasets. We utilized publicly available data from the Gene Expression Omnibus (GEO) database, 
and all data sources are appropriately cited in accordance with the GEO data usage policy.

2.1.1. Identifying shared differentially expressed genes (DEGs) between COVID-19 and stroke
R-packet “limma” helped screen DEGs between COVID-19 and IS samples and control groups. The cut-off standard for DEGs was | 

log2Fold-Change (log2FC) |>0.5, and p < 0.05 after adjustment. This threshold was chosen to allow for a comprehensive exploration 
of potential DEGs in this study. By using a relatively lower threshold, a greater number of genes with notable changes can be included, 
thereby enriching the dataset for subsequent analyses.

2.1.2. Gene enrichment analysis
GO enrichment analysis annotates the genetic information based on three aspects: MF, BP, and CC. It is widely used in mining 

biological function information and the corresponding biological mechanism in microarray results [32]. KEGG (https://www.genome. 
jp/kegg/) is a comprehensive database involving pathways, genes, compounds, drugs, and diseases for annotating the biological 
functions of genes and genomes at the molecular level [33]. KEGG enrichment analyses were performed on the screened hub genes 
using Omicshare tools, an online platform for data analysis and gene annotation of gene DENOVO A (https://www.omicshare.com/ 
tools/). We investigated the potential biological functions and upregulated pathways of DEGs by GO analyses using the R packages 
“cluster Profiler” [34] and “DOSE.” Enrichment of GO and KEGG pathway with p < 0.05 was considered significant.

2.1.3. Protein-protein interaction (PPI) network analysis
The STRING tools (version 11.5; https://cn.string-db.org/) are a database to customize protein networks and seek functional 

signatures of gene sets. The database helps explore PPI networks sharing DEGs and their visualization. In addition, the module analysis 
of the PPI network was performed using MCODE.

2.1.4. Identification of key genes
To further screen for diagnostic biomarkers associated with IS, we employed machine learning algorithms for LASSO regression. We 

utilized the “glmnet” R package to integrate clinical features and gene expression data for LASSO regression analysis.Subsequently, we 
assessed the diagnostic accuracy of key genes for COVID-19 with stroke using the AUC score of the ROC curve (https://www. 
omicshare.com/tools/). To further validate the accuracy of DEGs in stroke diagnosis and to refine the selection of key genes, we 
conducted screening based on hub genes using RF and SVM-RFE. With the genes selected through screening, we constructed a neural 
network and intersected it with the key genes identified by LASSO regression, ultimately confirming them as key genes.The analysis 
employed the “randomForest” R package for random forest, “e1071” and “caret” R packages for SVM-RFE, and the “neuralnet” R 
package for neural network.

2.1.5. Exploration of potential drugs
DGIdb tool helped retrieve the screened key genes (https://dgidb.genome.wustl.edu) to determine the drugs matching the key 
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genes. Simultaneously, the inhibition and activation effects of drugs on genes were confirmed, followed by comparing the results of 
activation and inhibition of key genes in differential expression. The corresponding activators or inhibitors are selected based on the 
upregulated or downregulated expression status of the selected genes in the disease development process.

3. Result

3.1. Subsection

3.1.1. Identification of shared DEG between the groups of COVID-19, stroke, and control group
After normalizing the gene set（figure S1A B）, the DEGs of GSE16561 and GSE213313 were screened following the above 

method. GSE16561 had 169 differentially expressed genes, and GSE213313 possessed 8765 differentially expressed genes. Among 
them, 4766 were DEGs in the critical group, and 3999 were DEGs in the non-critical group, as indicated in the volcano map（Fig. 2A–C 
and Table S1）. After that, 77 DEGs were shared among COVID-19 and IS samples, and the control group was screened by a Venn 

Fig. 2. Recognition of shared DEGs between COVID-19 and stroke.(A)The volcano plot of GSE16561.(B)The volcano plot of non critically ill pa
tients in GSE213313.(C)The volcano plot of critically ill patients in GSE213313.(D)The shared DEGs between COVID-19 and stroke by overlapping 
DEmRNAs.(E)Venn diagram of the validation set.
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diagram（Fig. 2D）.
Simultaneously, we performed differential expression gene analysis on the validation datasets (GSE179879 and GSE196822) using 

online tools to confirm whether the DEGs observed in the training dataset exhibit similar differential expression in different datasets. In 
the validation datasets, we identified a set of DEGs, including but not limited to CD3D, IL2RB, and others. The expression patterns of 
these genes were consistent with those observed in the training dataset, further supporting the conclusions drawn from our study 
(Figure S1C D,Fig. 2E).

3.1.2. Gene enrichment analysis of shared DEG
GO and KEGG enrichment analyses (Fig. 3A B) helped annotate the potential functions and pathways of 77 shared DEGs. Bioprocess 

(BP) enrichment GO terms involved T cell activation, differentiation, and selection. The GO terms for enriching cell components (CC) 
were specific granules, secretory granular membranes, tertiary particles, tertiary granular membranes, and specific granular mem
branes. The GO enrichment terms for molecular function (MF) were immune receptor activity, profilin binding, and non-membarne 
spanning protein tyrosine kinase. Moreover, the enriched KEGG pathway mainly involved interacting viral proteins interaction 
with cytokines and cytokines receptors, Th1 and Th2 cell differentiation, cell adhesion molecules, influenza virus, and Staphylococcus 
aureus.

3.1.3. PPI network and hub genes analysis
Genes do not exist in isolation, which makes connections through encoding proteins. The PPI network of DEGs was established 

using the STRING tool, with 54 nodes and 112 edges (Fig. 4A). Furthermore, the genes with the most connections were selected, with 
34 edges and 9 nodes (Fig. 4B). Nine genes in this network, viz., FCGR3A, KLRB1, IL2RB, CD2, IL7R, CCR7, CD3D, GZMK, and ITK, 
were hub genes since this network has the highest score in the MCODE tool (Fig. S2).

3.1.4. Identification of key genes
Through LASSO regression, we identified four key genes: KLRB1, IL2RB, CD3D, and ITK, as biomarkers for diagnosing stroke 

(Fig. 5A B). Subsequently, we used ROC curve AUC scores (Fig. 5C) to determine whether the selected key genes could accurately 
diagnose stroke. The AUC scores were CD3D: 0.923, ITK: 0.938, KLRB1: 0.853, IL2RB: 0.842. Both CD3D and ITK had AUC scores 
exceeding 0.9. To select more accurate biomarkers, we employed RF (Fig. 5D E) and SVM-RFE (Fig. 5F) based on hub genes. RF 
identified five hub genes: ITK, CD2, IL7R, CD3D, and KLRB1, while SVM-RFE identified four hub genes: ITK, CD2, IL7R, and CD3D. 
Using these five selected genes, we constructed a neural network (Fig. 5G). The results indicated that the chosen genes could accurately 
diagnose stroke. In the final step, we chose the intersection of all the identified results to determine the key biomarkers, ultimately 
identifying CD3D and ITK as the final key biomarkers for diagnosing COVID-19-associated ischemic stroke (IS).

3.1.5. Exploration of potential drugs
Based on screening using the DGIdb tool, 23 drugs associated with key genes were selected. Among them, Blinatumomab were in 

the opposite direction to the activity of key genes in DEGs (Table 1). While taking Blinatumomab, it is important to be aware of 
immune response and neurologically related side effects. To prevent severe consequences from an overdose of Blinatumomab, research 
into wearable devices, similar to those developed for avoiding opioid overuse, could be beneficial. These devices can enable timely 
reporting of patient conditions to medical professionals, thus minimizing potential [35].

Fig. 3. enrichment analyses of the shared DEGs.(A)Gene Ontology (GO) analysis of COVID-19 related stoke of DEGS.(B)Kyoto Encyclopedia of 
Genes and Genomes (KEGG) pathway analysis of COVID-19 related stroke of DEGs.
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3.2. Figures, tables and schemes

Fig. 2.
Fig. 3.
Fig. 4.
Fig. 5.
Table 1.

4. Discussion

Since December 2019, the massive spread of COVID-19 due to the SARS-CoV-2 virus has burdened healthcare systems worldwide, 
affecting almost every country. In response to this emergency, numerous research outcomes have emerged regarding the prevention, 
diagnosis, and treatment of COVID-19. Among them, early diagnosis of COVID-19 proves effective in preventing further exacerbation 
of the disease and curbing the further spread of the epidemic [36,37]. Apart from the respiratory system response to COVID-19, the 
increased risk of stroke should also attract much attention, particularly IS. Stroke is the second highest cause of mortality globally, and 
the incidence of IS is significantly higher. Epidemiological studies indicated that IS incidence is higher than before the COVID-19 
pandemic. However, the biological mechanisms behind these remain unknown. Therefore, the present study aims to investigate the 
possible genetic relationship between COVID-19 and IS to reveal the pathogenicity correlation and identify relevant biological 
diagnostic markers and therapeutic targets. We also attempt to prevent and treat IS early, reduce its risk, alleviate related neurological 
symptoms, and enhance the prognosis and quality of life.

This study identified 169 stroke-related differentially expressed mRNA and 8765 differentially expressed mRNAs associated with 
COVID-19. This also included 4766 differentially expressed genes in the critical group and 3999 in the non-critical group. Then, 
depending on cross-analysis, 77 shared DEGs were identified. GO enrichment analysis was performed on shared DEGs, with results 
related to cell functions, such as T cell activation, differentiation, selection, and lymphocyte activation. According to the analysis, the 
primary reason behind the increased IS risk due to COVID-19 is associated with immune function [38–41]. After acute infection with 
SARS-CoV-2, the peripheral blood circulating lymphocytes were decreased by about 80 %. In this case, the body was in a special mode 
– coexisting suppression and activation. The CD8+T cells proliferated, although peripheral lymphocytes decreased significantly [42]. 
Other than CD8+T cells, CD4+T cells demonstrated a corresponding proliferative response during infection. Moreover, related 
research has indicated that CD4+, CD8+, and CD25+T cells are related to an increased stroke risk. The secretion of interleukin (IL)-10, 
IL-4, etc., can elevate the stroke risk and aggravate nerve damage post-stroke [39,42]. Among them, the content of CD3+T cells was 
found to be increased in intracranial thrombus of those suffering COVID-19 and were not limited to the edge of the thrombus. 
Therefore, the CD3+T cells accumulated at the embolic site during the thrombus formation stages. Moreover, CD3+T cells are 
reconstructed in COVID-19 patients after eliminating viral infection. Therefore, CD3+T cells can be utilized as diagnostic criteria and 
an important biomarker for the early stage of COVID-19 and invisible stroke diagnosis [43,44]. The cell particles in the cell structure 
are primarily stress particles whose formation is enhanced by miR-335, significantly inhibiting brain cell apoptosis. Studies have 
indicated that miR-335 treatment upregulated SG formation, alleviated ischemia-induced infarction, and decreased the expression of 
ROcK2 protein and cell apoptosis level [45,46]. The KEGG enrichment analysis involved the viral protein interactions with cytokines 
and cytokine receptors, Th1 and Th2 cell differentiation, cell adhesion molecules, and the co-infection of influenza virus and Staph
ylococcus aureus during COVID-19. These cases can lead to atherosclerosis and vascular embolism. The interaction of viral protein with 

Fig. 4. PPI network analysis.(A)The PPI network of DEGs.(B)The first module of the PPI network.
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cytokines and cytokine receptors refer to the case that SARS-CoV-2 has a protein shell called spinous protein (SP). The shell binds to the 
angiotensin-converting enzyme 2 (ACE2) surface receptor on the host cell to promote coronavirus entry inside the host cell [47]. 
Afterward, SP binds to ACE2 on platelets and/or endothelial cells to activate the clotting cascade. Additionally, isolated circulating SP 
can induce a hypercoagulable state by interacting with fibrin/fibrinogen [48,49]. SP is an important biological recognition target for 
the CoV virus and can activate Th1 and Th2 cell differentiation. Microglia/macrophages and type 1 helper cells (Th1) appear harmful, 
while type 2 helper cells (Th2) and regulatory T cells (T-reg) are protective. Based on the cytokine environment, CD4 Th0 differentiates 
into Th1, Th2, or T-reg lymphocytes. The Th1 immune response is characterized by pro-inflammatory cytokine secretion, including 

Fig. 5. Identification of the key genes. (A B) Further screening of hub genes by machine learning LASSO regression, KLRB1,CD3D,IL2RB and ITK 
were identified as key genes. (C) ROC curves for evaluating diagnostic accuracy of KLRB1, CD3D, IL2RB and ITK. (D) The effect of decision tree 
number on CV error of RF classifier. Green, red, and black curves represent the error of control, COVID-19 with stroke,and total groups respectively. 
(E)The mean decrease Gini coefficients of genes in the RF classifier. ITK, CD2, L7R, CD3D and KLRB1 were the key genes with mean decrease Gini 
larger than 2. (F) After SVM-RFE analysis, ITK, CD2, L7R,and CD3D were identified as key genes under the condition of minimum CV error. (G) NN 
constructed with five neurons in the input layer, five neurons in the hidden layer, and two neurons in the output layer. I, input layer; H, hidden 
layer; O, output layer; B, bias.

Table 1 
Targeted drug.

Gene Drug Interaction types

CD3D Blinatumomab Activator
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interferon-gamma (IFN-γ). This promotes cellular immune responses and can adversely affect stroke pathogenesis. The Th1 response 
enhances microglial/macrophage activation, improving TNF-α and IL-1β secretion. In contrast, the Th2 and T-reg immune responses 
are characterized by anti-inflammatory cytokine secretion, including IL-4, IL-10, and transforming growth factor β (TGF-β), regulating 
the innate immune response while playing a protective role [50]. Cell adhesion molecules mainly refer to E-selectin. COVID-19 directly 
mediates the damage of endothelial cells (EC) due to the COVID-19 virus itself and indirectly regulates EC activation by cytokines. 
E-selectin (CD 62 E) is produced by EC during activation, which releases E-selectin of a truncated form called SE-selectin. Experiments 
indicated that the E-selectin content in COVID-19 serum patients with thrombosis was much higher than in ordinary COVID-19 pa
tients and healthy people [51]. A PRIME study of healthy middle-aged men evaluated nine hemostasis, inflammation, and endothelial 
activation biomarkers. The results indicated that 98 had a stroke during 10 years of follow-up. Moreover, plasma samples from 95 
stroke patients were compared with 190 healthy individuals, showing significantly elevated E-selectin levels in the case group. Thus, 
e-selectin can be utilized as a biomarker to diagnose related cerebrovascular diseases [52]. During COVID-19, the number of peripheral 
circulating lymphocytes in patients was significantly reduced. Therefore, co-infection risks, such as influenza and Staphylococcus aureus 
infection, significantly increased. During influenza virus infection, activating protein C and plasminogen activator inhibitor type-1 
production, which are key inhibitors of coagulation and fibrinolysis, is reduced, stimulating the external clotting pathway [53]. 
Staphylococcus aureus is the most common pathogen leading to coinfection and reinfection among COVID-19 patients. These patients 
were more likely to develop late-onset (seven days) ICU-acquired bloodstream infections than non-COVID-19 patients [54]. Bacter
emia is characterized by an inflammatory and pro-coagulant state, which may be accompanied by endothelial and blood vessel 
damage, leakage, and hypotension, leading to arterial occlusion. Moreover, infection can cause atherosclerotic plaques to become 
unstable and rupture, inducing blood clots in the arteries.

Afterward, the selected shared DEGs helped build the PPI network, and nine hub genes were selected. The hub genes selected by the 
PPI network were processed to identify stroke-related genes and select the most appropriate biomarkers. LASSO regression helped 
process hub genes, providing four essential genes: KLRB1, IL2RB, CD3D, and ITK. After validating these genes with ROC curve AUC 
scores, both CD3D and ITK scored above 0.9. Subsequently, five diagnostic-related genes, KLRB1, CD2, CD3D, IL7R, and ITK, were 
jointly selected by random forest and SVM-RFE. They were accurately classified in the neural network between the stroke and control 
groups. Finally, through multiple validation methods, CD3D and ITK were chosen as key genes. CD3D encodes the δ subunit of the 
transmembrane CD3 antigen complex, which is a crucial component of the T-cell receptor/CD3 complex (TCR/CD3 complex). This 
complex, comprising CD3D and four other CD3 subunits, is essential for T-cell development and signal transduction. CD3D plays a 
significant role in T-cell immune-related pathways, and its involvement in abnormal activation has been confirmed through epigenetic 
and genomic analyses [55]. In parallel, the ITK gene, located on chromosome 5q, encodes the ITK protein, which is critical for adaptive 
immune responses. ITK participates in T-cell receptor activation and subsequent signaling pathways, including the phosphorylation of 
PLCγ1. This event leads to substrate cleavage, the release of calcium from the endoplasmic reticulum, and the activation of the nuclear 
factor of activated T-cells (NFAT), thereby promoting T-cell proliferation and differentiation [56].

Both genes have a direct connection to T-lymphocyte immunity. During COVID-19 infection, the immune response may involve the 
activation of CD3D and ITK, resulting in T-lymphocyte activation. However, this immune activation may contribute to a hyperco
agulable state, potentially increasing the risk of ischemic stroke (IS) in COVID-19 patients. To date, there is insufficient research 
evidence detailing the mechanism by which CD3D and ITK may lead to IS in COVID-19 patients. This study is in the preliminary 
hypothesis phase, and subsequent in vivo and in vitro experiments are planned to validate this hypothesis.

Finally, Blinatumomab was selected from 23 drugs by comparing the activity of key genes in patients. Blinatumomab is the CD3D 
stimulant and commonly used to treat acute lymphoblastic leukemia (ALL) [57]. The mechanism of action of this drug is closely 
associated with the immune system of the human body, making it a potential therapeutic drug for treating stroke caused by COVID-19 
infection. Nevertheless, this discovery is primarily derived from bioinformatics and machine learning predictions and currently lacks 
direct experimental or clinical corroboration. While these findings present promising avenues for future therapeutic strategies, the 
clinical applicability and efficacy of this approach warrant further investigation through comprehensive in vivo and in vitro studies, 
along with rigorous clinical trials. Future research will focus on assessing the therapeutic potential of Blinatumomab in the context of 
COVID-19-associated stroke, to establish its efficacy and safety.

This study predominantly involved samples from the European population, resulting in limited representation of Asian cohorts. 
Therefore, the generalizability of these findings to other populations remains uncertain. To address this limitation, future research will 
aim to expand the sample size through multicenter collaborations. These efforts will include patients from diverse regions, ethnicities, 
and clinical profiles to ensure that the results are applicable and robust across a broader range of populations.

5. Conclusions

CD3D, and ITK were identified as critical genes through bioinformatics in IS related to COVID-19. They mainly involve immu
nomodulatory functions and could be potential biomarkers for such disease conditions. In addition, the DGIdb tool helped predict 
targeted drugs: Blinatumomab, which can effectively treat IS associated with COVID-19. Our study could provide novel ideas for 
further research on mechanisms and treatment regimens.
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