Similar systemic but differential vaginal soluble mediator levels in injectable contraceptive users and impact of study site and STI prevalence
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[bookmark: _Hlk184653328]Fig. S1.  Effects of injectable contraceptives on systemic soluble mediators at baseline (D0) and 25 weeks (25W). Boxplots represent median concentrations of 21 soluble mediators measured in serum at D0 and 25W following contraceptive initiation in women randomized to DMPA-IM (blue, n = 49) or NET-EN (green, n = 44) from the Durban site (Table S1). Concentration is represented as pg/mL for all soluble mediators apart from CRP which is represented as ng/mL. Boxes indicate interquartile range and error bars indicate range. Each coloured line represents one woman and immune mediator changes over time. *Within-group comparisons (D0 to 25W) were calculated using Wilcoxon paired signed-rank tests. #Between-group comparisons (DMPA-IM D0 vs NET-EN D0 and DMPA-IM 25W vs NET-EN 25W) were calculated using Mann-Whitney tests. Significance is indicated as **** p<0.0001, *** p<0.001, ** p<0.01, * or # p<0.05.  Note that IFN-α2, IL-2, IL-4, GM-CSF had >50% of their levels below the limit of detection (LOD) and required imputation at one or both time points in serum, and thus these results should be interpreted with caution. TNF-α: tumor necrosis factor α, IL: interleukin, CRP: C-reactive protein, MIP: macrophage inflammatory protein, IP-10: interferon gamma-induced protein 10, RANTES: regulated on activation, normal T cell expressed and secreted, IFN: interferon, MCP-1: monocyte chemoattractant protein 1, SLPI: secretory leukocyte protease inhibitor, HβD-2: human beta-defensin 2, G-CSF: granulocyte-colony stimulating factor, GM-CSF: granulocyte-macrophage colony-stimulating factor.


[image: A group of diagrams on a white background

AI-generated content may be incorrect.]
Fig. S2. Effects of injectable contraceptives on vaginal soluble mediators at baseline (D0) and 25 weeks (25W). Boxplots represent median concentrations of 26 vaginal soluble mediators at D0 and 25W following contraceptive initiation in women randomized to DMPA-IM (blue, n = 49) or NET-EN (green, n = 44) from the Durban site (Table S2). Concentration is represented as pg/mL for all soluble mediators apart from CRP and RANTES which are represented as ng/mL. Boxes indicate interquartile range and error bars indicate range. Each coloured line represents one woman and immune mediator changes over time. *Within-group comparisons (D0 to 25W) were calculated using Wilcoxon paired signed-rank tests. #Between-group comparisons (DMPA-IM D0 vs NET-EN D0 and DMPA-IM 25W vs NET-EN 25W) were calculated using Mann-Whitney tests. Significance is indicated as **** p<0.0001, *** p<0.001, ** or ##  p<0.01, * or # p<0.05. Note that >50% of the values for GM-CSF, IL-2, IL-3, IL-4 and IL-6 were below the LOD and required imputation and thus should be interpreted cautiously. TNF-α: tumor necrosis factor α, IL: interleukin, CRP: C-reactive protein, MIP: macrophage inflammatory protein, IP-10: interferon gamma-induced protein 10, RANTES: regulated on activation, normal T cell expressed and secreted, IFN: interferon, MCP-1: monocyte chemoattractant protein 1, SLPI: secretory leukocyte protease inhibitor, HβD-2: human beta-defensin 2, G-CSF: granulocyte-colony stimulating factor, GM-CSF: granulocyte-macrophage colony-stimulating factor, FGF2: fibroblast growth factor 2, VEGF: vascular endothelial growth factor.
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Fig. S3. Study site comparison of serum soluble mediators. Boxplots represent median concentrations of seven serum soluble mediators at D0 and 25W following contraceptive initiation in women randomized to DMPA-IM (blue, n = 42-50) or NET-EN (green, n = 35-50) at the Durban site (MRU, Table S1) and the East London site (ECRU, Table S3). Concentration is represented as pg/mL for all soluble mediators shown. Boxes indicate interquartile range and error bars indicate range. Each coloured line represents one woman and immune mediator changes over time. *Within-group comparisons (D0 to 25W) were calculated using Wilcoxon paired signed-rank tests. #Between-group comparisons (DMPA-IM D0 vs NET-EN D0 and DMPA-IM 25W vs NET-EN 25W) were calculated using Mann-Whitney tests. Significance is indicated as **** p<0.0001, *** p<0.001, ** or ##  p<0.01, * or # p<0.05. TNF-α: tumor necrosis factor α, IL: interleukin, CRP: C-reactive protein, MIP: macrophage inflammatory protein, IP-10: interferon gamma-induced protein 10, RANTES: regulated on activation, normal T cell expressed and secreted, IFN: interferon, MCP-1: monocyte chemoattractant protein 1, SLPI: secretory leukocyte protease inhibitor, HβD-2: human beta-defensin 2, G-CSF: granulocyte-colony stimulating factor, GM-CSF: granulocyte-macrophage colony-stimulating factor, FGF2: fibroblast growth factor 2, VEGF: vascular endothelial growth factor.
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Fig. S4. Study site comparison of vaginal soluble mediators. Boxplots represent median concentrations of 12 vaginal soluble mediators at D0 and 25W following contraceptive initiation in women randomized to DMPA-IM (blue, n = 42-50) or NET-EN (green, n = 35-50) at the Durban site (MRU, Table S2) and the East London site (ECRU, Table S4). Concentration is represented as pg/mL for all soluble mediators apart from CRP and RANTES which are represented as ng/mL. Boxes indicate interquartile range and error bars indicate range. Each coloured line represents one woman and immune mediator changes over time. *Within-group comparisons (D0 to 25W) were calculated using Wilcoxon paired signed-rank tests. #Between-group comparisons (DMPA-IM D0 vs NET-EN D0 and DMPA-IM 25W vs NET-EN 25W) were calculated using Mann-Whitney tests. Significance is indicated as **** p<0.0001, *** p<0.001, ** or ##  p<0.01, * or # p<0.05. TNF-α: tumor necrosis factor α, IL: interleukin, CRP: C-reactive protein, MIP: macrophage inflammatory protein, IP-10: interferon gamma-induced protein 10, RANTES: regulated on activation, normal T cell expressed and secreted, IFN: interferon, MCP-1: monocyte chemoattractant protein 1, SLPI: secretory leukocyte protease inhibitor, HβD-2: human beta-defensin 2, G-CSF: granulocyte-colony stimulating factor, GM-CSF: granulocyte-macrophage colony-stimulating factor, FGF2: fibroblast growth factor 2, VEGF: vascular endothelial growth factor.
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