SUPPLEMENTARY MATERIAL
Figure S1: Reconstitution of TAK1 signalling in Tab1-/- MEFs.
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 A: Tab1−/− MEFs were (i) non-transfected, (ii) transfected with empty plasmid or (iii) transfected with wild type TAB1 plasmid. 36 h post-transfection, MEFs were serum-starved for 6 h, and then stimulated for 10 min with 10 ng/ml IL-1α. The TAK1 complexes were immunoprecipitated from cell extracts (0.75 mg of total protein extract) using an anti-TAK1 antibody. TAK1 complexes were denatured in LDS (lithium dodecyl sulphate), subjected to SDS-PAGE, and immunoblotted with a phospho-speciﬁc antibody that recognizes TAK1 phosphorylated at Thr187 (pT187) and with a further antibody that recognizes all forms of TAK1 (TAK1). TAB1 expression was detected by GST antibody.

B: In parallel to immunoblotting in Panel A, the TAK1 complexes immunoprecipitated from the cell extracts (0.25 mg of extract protein) using an anti-TAK1 antibody were also taken for TAK1 activity as described in the Materials and Methods section. The results are expressed as m-units (mU) of TAK1 activity per mg of cell lysate. Error bars denote standard deviation from three independent experiments.
 C: Immunoblot showing expression levels of TAB1 in wild type and S395A TAB1 restored Tab1-/- MEFs using different concentration of the plasmids. After transfections cells were treated as described in section A except cell extract (30 μg protein) was denatured in LDS (lithium dodecyl sulphate), subjected to SDS-PAGE and immunoblotted with TAB1 antibody. At higher concentrations of the plasmid a non-specific band is observed. 
D. Histogram showing TAK1 kinase activity from GST tagged wild type and S395A TAB1 restored Tab1-/- MEFs using different amounts of the plasmids for transfection. 36 h post-transfection, MEFs were serum-starved for 6 h, and then stimulated for 10 min with 10 ng/ml IL-1α. For the kinase assays, TAK1-TAB1 complexes were pulled down from the cell extracts (0.25 mg of protein extract) using glutathione-sepharose beads from the samples and TAK1 activity assays were performed (as described in the Materials and Methods section). 
E: TAB1 restored Tab1-/- MEFs show similar levels of TAB1 expression as in Tab1+/+ MEFs, when 5 g of plasmid was used for transfection per 3 x 106 cells. Cell extract (30 μg protein) was denatured in LDS (lithium dodecyl sulphate), subjected to SDS-PAGE and immunoblotted with TAB1 antibody.

F: Histogram showing similar levels of TAK1 activation in Tab1+/+ and wild type restored Tab1-/-. TAK1 activation assay was performed as described in B.
Figure S2: TAB1 but not TAK1 is O-GlcNAcylated upon activation of the TAK1 pathway.
TAK1 and TAB1 were co-expressed in IL-1R cells and serum-starved for 16 h before stimulation with 10 ng/ml of IL-110 min) or 0.5 M NaCl (15 min) or treated with GlcNAcstatin (1 M) for 16 h before lysing the cells. The TAK1-TAB1 complexes were pulled down from the cell extracts (0.75 mg of extract protein) using glutathione- sepharose beads, denatured in LDS (lithium dodecyl sulphate), subjected to SDS-PAGE and immunoblotted with the generic O-GlcNAc antibody CTD110.6 and with GST   antibody.
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Figure S3: O-GlcNAcylation of TAB1 does not alter the phosphorylation of p38 or ERK1/2.

36 h post-transfection (wild type or S395A), Tab1-/- MEFs were serum-starved for 6 h, and then stimulated for 10 min with 10 ng/ml IL-1α. Cell extracts (30 μg protein) were denatured in LDS (lithium dodecyl sulphate), subjected to SDS-PAGE and immunoblotted with antibodies that recognize phosphorylated (p) forms of p38α MAPK or ERK1/2 and all forms of ERK1/2, p38α MAPK, and TAB1.
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