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Figure S1. SbIII pressure reduces m6A levels in L. infantum. A. Total RNA from L. infantum promastigotes exposed or not to increasing concentrations of SbIII was analysed by immuno-northern blot (INB) using an anti-m6A antibody to assess changes in m6A levels. Higher SbIII concentrations were associated with a progressive decrease in m6A levels. Experiments were performed in triplicate, and the image shown is representative of all replicates. MB: methylene blue staining indicating RNA integrity and equal loading. B. Quantification of m6A levels from the three independent experiments shown in panel A. 
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Figure S2. Re-exposure to SbIII pressure reduces m6A levels in previously drug-free cultured L. infantum. A. Total RNA samples were collected from L. infantum SbIII-resistant parasites (SbR) clone LinF R1, and from parasites cultured for 9 (P9) and 18 (P18) passages in drug-free medium, subsequently re-exposed (+) or not re-exposed (−) to SbIII pressure. m6A methylation levels were assessed by INB using an anti-m6A antibody. B. Quantification of m6A signal intensity in arbitrary units (AU). Experiments were performed in three independent experiments (mean ± SD); differences between (−) and (+) conditions were not statistically significant. MB: methylene blue.
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Figure S3. Positional distribution and sequence context of m6A sites are invariant across strains. A. Metagene density profiles of m6A-site positions relative to the coding-sequence boundaries, plotted as the distance (kb) of each site to the transcription/translation START (top) and to the STOP (bottom), for SbS (blue), SbR (green) and P18 (orange/red). m6A sites are concentrated immediately downstream of the START and upstream of the STOP, and the three strains show essentially superimposable distributions, except an increase deposition close to STOP codon for SbR. B. Sequence context of all high confidence m6A sites (n = 12,530 unique sites, pooled across strains). Left: information-content sequence logo of the five nucleotides spanning positions −2 to +2 around the modified adenosine (m6A), showing a strong G-G-A-C-U consensus (the modified A is flanked by two 5′ guanines and a 3′ C; T shown in DNA notation corresponds to U in RNA). Right: frequency of the six most common 5-mer contexts among all sites; the canonical GGAC(U) motif accounts for 82.7% of sites, with all sites conforming to the DRACH consensus. The near-invariant, strongly constrained motif indicates that antimony resistance alters the amount and location of methylation rather than its sequence specificity.
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Supplementary Figure S4. Differential gene expression and m6A methylation among the SbS, SbR, and P18 cell lines. A. Volcano plots of differential expression (DE; DESeq2) for the three pairwise comparisons (SbS vs SbR, P18 vs SbR, SbS vs P18). Genes passing both thresholds (padj < 0.05 and log₂FC > 1) are shown in red; dashed lines mark the fold-change and significance cut-offs. B. Three-way Venn diagrams of DE genes, split by direction (downregulated, left; upregulated, right). A total of 831, 695, and 1,317 genes were differentially expressed in SbS-vs-SbR, SbS-vs-P18, and P18-vs-SbR, respectively, with downregulation predominating (~2:1) in every comparison. Thirty genes were downregulated across all three comparisons, whereas no gene was upregulated in common. C. Volcano plots of differential m6A methylation (DM), plotted and thresholded as in (A) but applied to per-gene m6A read counts. D. Three-way Venn diagrams of DM genes, split by direction (down-methylated, left; up-methylated, right). A total of 74, 36, and 126 genes were differentially methylated in SbS-vs-SbR, SbS-vs-P18, and P18-vs-SbR, respectively. The two comparisons sharing SbR (SbS-vs-SbR and P18-vs-SbR) shared 50 DM genes, all changing in the same direction (45 co-down-methylated, 5 co-up-methylated), whereas the SbS-vs-P18 and P18-vs-SbR sets overlapped in only 19 genes, all in opposite directions. In all panels, comparisons are labelled with the reference cell line first (e.g., "SbS vs SbR" denotes changes in SbR relative to SbS).
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[bookmark: OLE_LINK23]Supplementary Figure S5. Differential m6A methylation and expression of curated antimony-resistance genes across the three lines. Heatmap of the 26 curated drug-resistance genes for which m6A modification was detected, showing, for each of the three pairwise comparisons (SbS vs SbR, SbS vs P18, P18 vs SbR), the differential m6A methylation (DM) and differential gene expression (DE) as DESeq2 log₂ fold-changes. Each gene occupies one row, labeled with its protein name, symbol, and gene identifier; the two columns per comparison give the DM (left) and DE (right) log₂FC, with the reference line listed first. Positive DM indicates a gain and negative DM a loss of m6A methylation; positive and negative DE indicate up- and downregulation, respectively. The DE cell for PRP1 (LINF_310021100) is blank because no expression estimate passed filtering for that gene, so it was excluded from the DM–DE correlation in Figure 8B (n = 25 of 26 genes).



[image: ]

Supplementary Figure S6. Enrichment of L. infantum m6A gene sets among transcripts selectively translated under antimonial pressure. Bar chart showing the fold enrichment of three progressively specific L. infantum m6A gene sets among transcripts identified by Gutierrez Guarnizo et al. (2023) as selectively recruited to heavy polysomes in antimonial-resistant L. tropica under drug challenge. For each gene set, L. infantum genes were mapped to L. major orthologues and the overlap with the Gutierrez Guarnizo translationally selected list was assessed by hypergeometric test, using all L. infantum-expressed genes with a recoverable L. major orthologue as the background universe. Fold enrichment is defined as the ratio of observed to expected overlap under the hypergeometric null. The dashed line at 1 indicates no enrichment relative to chance. The three gene sets tested are: all m6A-modified genes detected across the three L. infantum strains (genome-wide; n = 5,408); genes differentially methylated (DM) in at least one pairwise comparison (padj < 0.05; n = 155); and the curated panel of antimonial-resistance genes carrying m6A modifications, mapped to their L. major orthologues (n = 38; corresponding to 25 L. infantum resistance genes). Enrichment values and significance are shown above each bar. *** hypergeometric p < 0.001; n.s., not significant.
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