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Fig. S2: Nbp35p is located in the cytosol and nucleus. (A) Wild-type (WT) or Gal-NBP35
cells were grown to mid-log phase in minimal media containing glucose (Glc) or galactose
(Gal) as indicated, and were subjected to immunofluorescence analysis of Nbp35p using
specific Nbp35p antibodies that were purified by incubating the serum with nitrocellulose
membranes containing purified Nbp35p (Smith, D.E. & Fisher, P.A. (1984) J. Cell Biol. 99,
20-28). An anti-rabbit IgG-directed antibody conjugated to Alexa Fluor 488 was used as
secondary antibody (green). Cellular DNA was stained with DAPI (blue). Cells were analysed
by fluorescence microscopy. The left panel shows an immunolabelling of Ntg2p-HA and
counter-staining with DAPI. Similar data were obtained using an overproduced Strep-tagged
version of Nbp35p (not shown). (B) Wild-type cells overproducing Strep-tagged Nbp35p
were subjected to subcellular fractionation (Diekert et al., 2001, Meth. Cell. Biol. 65, 37-51).
Mitochondria (Mito), post-mitochondrial supernatant (PMS) and cytosol (Cyt; 50 µg
protein/lane) were separated by SDS-PAGE, blotted and the levels of Nbp35p-Strep,
mitochondrial porin and cytosolic Pgk1p were determined using streptavidin or specific
antibodies.




