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and RBP2N-d2EosFP were obtained by in vitro translation in the presence of [35S]-

methionine using a reticulocyte lysate-coupled transcription/translation system according to 

the manufacturer’s instructions (Promega, Madison, WI). The labeled proteins were utilized 

together with bacterially expressed glutathione-S-transferase fused to Notch-1-IC (GST-

Notch-1-IC) for in vitro interaction assays as described previously (1). In this assay, GST 

binds specifically to substrate-coated beads. If there is a functional interaction of the fused 

Notch-1-IC with RBP2N, the latter protein is also retained by the beads. The in vitro 

translated proteins were analyzed before and after the in vitro interaction assay by 

SDS/PAGE. The table above the x-ray image of the SDS gel indicates the components used in 

the assay. As seen from the bands produced by the radioactively labeled proteins, the major 

fractions of in vitro translated RBP2N (lane 1) and RBP2N-d2EosFP (lane 5) show the correct 

molecular weights of ~70 and ~97 kDa, respectively. Only the addition of GST-fused Notch-

1-IC results in a retention of RBP2N (lane 4) and RBP2N-d2EosFP (lane 5). No binding of 

RBP2N was observed in control experiments in which only the beads or unfused GST were 

used (lanes 2, 3, 6, 7). Consequently, this assay shows that the fusion of RBP2N to d2EosFP 

is capable of specific interaction with Notch-1-IC. 
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