The human amniotic membrane derived MSC secretome restrains neuroinflammation and peripheral immune cell invasion of 3D neural tissue through conserved CXCL10 blockade and proteostatic rescue

Running title: Human amniotic secretome inhibits neuroinflammation 
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Supplementary Data
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Supplementary Figure S1. Generation and characterization of 2D neural monocultures and 3D tri-hNSPHs. (A) Representative immunofluorescence images of SH-SY5Y differentiated into NLCs expressing β3-tubulin (yellow) and negative for Nestin (green), and U138-MG differentiated into ALCs positive for S100B (red). Nuclei counterstained with DAPI (blue). (B) Representative immunofluorescence of tri-hNSPHs showing the spatial organization of β3-tubulin⁺ NLCs (yellow), S100B⁺ ALCs (red) and Iba-1⁺ HMC-3 microglia (cyan).
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Supplementary Figure S2. Transcripts not modulated by CM-hAMSC treatment in NLCs. Gene expression analysis of transcripts that did not display significant modulation upon pro-inflammatory stimulation or combined treatment with CM-hAMSC. Data shown as mean ± SD, n = 5. Statistical significance was determined by a one-sample t-test and by one-way ANOVA with Tukey’s post-hoc test. Outliers were identified with ROUT method (Q=1%) and excluded from the analysis. *p < 0.03; ***p < 0.0002.
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Supplementary Figure S3. Transcripts not modulated by CM-hAMSC treatment in ALCs. qRT-PCR analysis of selected genes related to pro-inflammatory reactive and pro-resolving states of astrocytes that were not significantly modulated by CM-hAMSC treatment under inflammatory conditions. Data shown as mean ± SD, n = 5. Statistical significance was determined by a one-sample t-test and by one-way ANOVA with Tukey’s post-hoc test. Outliers were identified with ROUT method (Q=1%) and excluded from the analysis. *p < 0.03; **p < 0.02; ***p < 0.0002.
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Supplementary Figure S4. Transcripts not modulated by CM-hAMSC treatment in HMC-3 cells. Gene expression analysis of inflammation- and immune-response–related genes in HMC-3 cells showing no significant changes across the indicated experimental conditions. Data shown as mean ± SD, n = 5. Statistical significance was determined by a one-sample t-test and by one-way ANOVA with Tukey’s post-hoc test. Outliers were identified with ROUT method (Q=1%) and excluded from the analysis. *p < 0.03; **p < 0.02.
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