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Hax-1 is a protein involved in regulation of different cel-
lular processes, but its properties and exact mechanisms 
of action remain unknown. In this work, using purified, 
recombinant Hax-1 and by applying an in vitro autora-
diography assay we have shown that this protein binds 
Ca2+. Additionally, we performed structure prediction 
analysis which shows that Hax-1 displays definitive struc-
tural features, such as two α-helices, short β-strands and 
four disordered segments.
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Supplementary Figure 1. Generation of the pET201_6xHis_TRX_Hax-1 expression vector. Restriction sites used in cloning and the 
relevant features of the two vectors are marked.
(A) A map of the initial pET201_TRX_Hax-1_6xHis vector used in cloning. (B) A map of the modified pET201_6xHis_TRX_Hax-1 expression 
vector. The vector was re-designed to encode the His-tag at the N-terminus, in frame with thioredoxin, and to destroy the C-terminal 
His-tag by the addition of two stop codons. 
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Supplementary Figure 2. Rat Hax-1 secondary structure prediction (PredictProtein 2013).

Supplementary Figure 3. Rat Hax-1 analyzed by PONDR.Video 1. An animation of the rat Hax-1 protein model, depicted in Fig. 4.




