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Nucant pseudopeptides do not translocate into the nucleus.

Figure 5S. Entry of HB-19 and related Nucant pseudopeptides into the cytoplasm but not into the nucleus of human breast cancer cells. 
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Subconfluent MDA-MB 231 cells plated in eight-well glass slides were incubated (37°C, 5 hours) with biotinylated HB-19, N3 or N7 (each at 10 (M concentration). PFA/Triton fixed cells were then processed for immunofluorescence microscopy using rabbit anti-biotin and FITC conjugated goat anti-rabbit IgG. Nuclei were colored with DAPI. 

Like other surface nucleolin ligands, HB-19 and related Nucant pseudopeptides enter cells by an active process and become accumulated in the cytoplasm without translocating to the nuclei ([1-5]; and unpublished data). In these studies cells were fixed with PFA/Triton before confocal laser immunofuorescence microscopy. The lack of Nucant entry into the nuclei was also observed in PFA/Triton fixed leukemia cells in which Nucant results in cell killing as soon as 16-24 hours after treatment (see Main text). In such leukemia cells, biotinylated N3 or N7 enter the cytoplasm but they do not translocate into the nuclei of cells (Main text, Figure 8). In contrast to these observations, N6L has been claimed to enter the nuclei of MDA-MB 231 cells [6]. We believe that this latter is an artifact due to the experimental conditions that were used to fix cells with methanol/acetone, which appear to permeabilize the nuclear membrane and modify localization of Nucant during fixation of cells. Moreover, a strong fluorescent N6L signal in the cytoplasm could falsely be interpreted as a nuclear signal, since detection of immunofluorescence was carried out simply by using a fluorescence microscope [6]. Fixation of cells with PFA/Triton and confocal laser immunofluorescence microscopy could have clearly demonstrated that the results obtained after methanol/acetone fixation are artifactual. 
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