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Supplementary Figure 1. Workflow for miRNA-Seq Data Processing and Analysis. This
flowchart outlines the stepwise pipeline used for miRNA sequencing analysis. BE(2)-M17
cells were cultured, with half the samples infected with Toxoplasma gondii (1:1 MOI).
Nanoparticle Tracking Analysis (NTA) was performed to confirm EV size and concentration.
Small RNA was extracted (n=6), followed by library preparation and sequencing. The raw
sequencing data underwent preprocessing, quality control, and alignment to the Homo
sapiens miRNA reference database (mature.fa). Read counts were obtained using

featureCounts, and differential expression analysis was performed using DEseq2 package in



R. The p-value cutoff applied was 0.1. Target prediction was conducted using miRDB, and
KEGG-based pathway enrichment analysis was carried out using ShinyGo. Visualisation
techniques, including heatmaps and scatterplots, were used to interpret differentially

expressed miRNAs and their associated pathways.
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Supplementary Figure 2. Exosomal vesicle size distribution in control and infected samples.
Violin plot showing the mean diameter (nm) of exosomes isolated from control and
Toxoplasma gondii-infected M 17 cultures, measured using nanoparticle tracking analysis
(NTA). Statistical comparison was performed using an unpaired two-tailed #-test (¢ = 0.6261,
df = 13), yielding a p-value of 0.5421, indicating no significant difference in vesicle size

between conditions. Median and quartiles are indicated within each distribution.

Full size of Figure 2.
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