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Supplementary Fig. S1. Specificity of the polyclonal pSer25AnxA2 antibodies and the
monoclonal antibody against total AnxA2. 3 ug (1 pg/ul) of AnxA2 wt (lane 1 and row
1), AnxA2-Ser25Ala (lane 2 and row 2), AnxA2-Ser25Asp (lane 3 and row 3) and AnxA2-
Ser25Glu (lane 4 and row 4) were subjected to 10% SDS-PAGE and Western blot analysis
(A and C), and applied on spot blots in their native form (B and D). The blots were probed
with antibodies against pSer25AnxA2 (A and B) and total AnxA2 (C and D). Detection of
the resulting protein bands was performed using the ChemiDoc™ XRS+ molecular imager
after incubation with HRP-conjugated to secondary antibodies and ECL-reagent. The
arrows to the left indicate selected protein molecular mass standards. The polyclonal
antibodies against pSer25AnxA2 do not recognise denatured AnxA2 wt or any of the
denatured Ser25 mutants (Fig. S1A), which indicates the high specificity of these
antibodies. However, they do recognise the native form of the AnxA2-Ser25Glu mutant
(Fig. S1B, row 4), implying that this mutant represents “a true” Ser25 phospho-mimicking
mutant, which justifies its use in confocal imaging. The monoclonal antibody against total
AnxA2 recognises denatured and native wt AnxAz2 as well as all the tested AnxA2 Ser25
mutants (Fig. S1D and B), especially AnxA2-Ser25Glu (Fig. S1C, lane 4).



