
S1. A: Cell viability assessed by a MTT assay of NSP-derived astrocytes after 96h of
differentiation with BAY11-7082 (mean±SEM). BAY11-7082 (10mM) was added at
different time during astrocytic differentiation (0, 24, 48, 72h). B: TUNEL assay measuring
TNF-induced cell death. Nuclei were stained with DAPI (blue) and TUNEL positive cells
display green nuclei. Scale bar: 50 µm. C: Quantification of TUNEL positive cells for each
condition (FCS, TNF) at 6, 24, and 48h. The percentage of TUNEL positive cells is
represented relative to the total number of cells.
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S2. A: kinetic of IκBα mRNA expression obtained by microarrays analyses (n=3). B: Activation of the
NF-kB pathway by TNF. Effect of TNF treatment on IκBα gene expression obtained by RT-PCR. Each
time point is normalized to its FBS control (=1). Results are given as mean ± SEM of 3 independent
experiments. ***p<0,001. C: Immunocytochemistry showing NF-kB P65 protein expression (green) in
TNF treated cells at 3, 6, and 24h. Nuclei were counterstained by DAPI (blue). Scale bar: 50 µm.
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S3. Volcano plots for the 4 contrast analyses. Scatter plots of the -log10(q value) in function of the log2 fold
change of the TNF stimulation compared to the FBS. All genes are binned into 60 bins and respective counts
are displayed according to the grey gradient in the legend. Genes belonging to either the Developing/Mature
astrocytes or Reactive astrocytes pathways are highlighted as an extra colored dot payer. The list was
realized after a compilation of the publication by Cahoy et al.2008, Molofsky et al. 2012, Zhang et al. 2016
and the database from Network glia (http://www.networkglia.eu/en/astrocyte). Gene symbols for those
pathways are displayed only if their q-value is < 0.05 (1.30103 as -log10). Genes with more than 1 probeset
have the probeset id appended to their gene symbol. For example, Unc13c has 7 probeset ids and 10594971
is one probeset with a q-value < 0.05.



S4. Genes belonging to either the Developing/Mature astrocytes or Reactive astrocytes
pathways. The list was realized after a compilation of the publication by Cahoy et al.2008,
Molofsky et al. 2012, Zhang et al. 2016 and the database from Network glia
(http://www.networkglia.eu/en/astrocyte).
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S5. Effect of TNF treatment on Hes5 (A), Id1 (C) and Id3 (D) genes expression obtained by RT-
PCR. Each time point is normalized to its FBS control (=1). Results are given as mean ± SEM (n=4).
B: Immunoblots from TNF treated and untreated at 0, 24h and 72h of differentiation. p-STAT3
protein expression is not affected by TNF.


