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reticulocyte lysate containing in vitro translated RBP2N and RBP2N-d2EosFP were used for 

an electrophoretic mobility shift assay (EMSA). Affinity purified RBP from Jurkat-T cells 

was used as a positive control. For the binding reaction, 2 µg poly (dI-dC) (Amersham 

Pharmacia Biotech, Uppsala, Sweden) and approximately 0.5 ng of the RBP binding [32P]-

labeled oligonucleotide FO233 (1) was added. For antibody perturbation experiments, 0.5 µg 

of the anti-RBP-antibody (K0043 (1)) was added to the reaction mixture. The reaction 

products were separated on 5% Tris-glycine-EDTA (TGE) polyacrylamide gels at room 

temperature. Finally, gels were dried and exposed to x-ray films. The table above the x-ray 

image of the gel shows the components applied in the assay. Addition of RBP2N (lane 1), 

RBP2N-d2EosFP (lane 3), and RBP (lane 5) to the oligonucleotide FO233 results in the 

formation of more slowly migrating DNA-protein complexes (A). The supershifts (B) induced 

by an anti-RBP antibody in lanes 2, 4 and 6 prove that these complexes are formed by RBP 

proteins. The EMSA results thus show that the fusion protein RBP2N-d2EosFP is capable of 

specific binding to DNA. 
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