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Figure S1 MKK1/2 peptide phosphorylation by purified TPL-2–ABIN-2–NF-
κB1 p105 complexes

(A) In vitro kinase assay using purified wild-type (WT) TPL-2 or kinase-inactive
TPL-2D270A (D270A) complexes (30 nM kinase) and 50 μM MKK1/2 peptide
(YAGQLIDSMANSFVGTAGKK-biotin) as substrate. Assays were performed in kinase buffer
[50 mM Tris/HCl (pH 7.0), 0.03 % Brij-35, 2 mM DTT, 5 mM 2-glycerophosphate, 5 mM MnCl2
and 5 % DMSO], supplemented with 0.1.mM ATP and 0.02 μCi/μl [γ -32P]ATP, for 60 min at
30◦C. Reactions were stopped by the addition of EDTA, and ultrafiltrates (10 kDa) were spotted
on to streptavidin-coated membranes (SAM2, Promega). Membranes were extensively washed
in TBS (Tris-buffered saline)/1 % SDS, 2 M NaCl and 2 M NaCl/1 % H3PO4 before quantification
of peptide phosphorylation by phosphorimaging. Results are means+−S.D. (B) In vitro kinase
assay of affinity-purified wild-type TPL-2 complex performed as in (A) with or without C34
TPL-2 inhibitor.
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