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Protein expression - Bacterial


BL-21 Escherichia coli were transformed with the appropriate plasmid and streaked on a Luria’s broth (LB; 1% bacto-tryptone, 1% NaCl, 0.5% bacto-yeast) plate containing antibiotics for selection.  Plates were incubated at 37(C overnight.  Colonies were picked the next day and grown in culture tubes containing LB and the appropriate antibiotic overnight at 37(C in a shaking incubator.  The overnight culture (0.5 ml) was added to a 500 ml Erlenmeyer flask containing 100 ml of LB with antibiotics and incubated at 37(C for 3 hours while agitated.  To induce protein expression, isopropyl β-D-1-thiogalactopyranoside (IPTG) was added to the culture flask, which was then incubated at 32(C for 4 hours.  The bacterial culture was centrifuged at 9000 RPM for 10 minutes at 4(C.  The supernatant was removed and the pellet was resuspended in STE (0.1 M NaCl, 10 mM Tris-HCl, 1 mM EDTA) containing 1.5% N-lauroyl sarkosyl.  Resuspended pellets were sonicated (Sonics and Materials Inc., Connecticut) for 2 minutes at 35% amplitude with a 1 second on/off pulse while kept on ice.  Triton X-100 (0.1%) was added to the sonicated lysate which was centrifuged at 13000 RPM for 5 minutes at 4(C.  Soluble (supernatant) and insoluble (pellet) fractions were separated and either used immediately or stored at -80(C for further analysis.

Supplemental Results

Dystonin-b Localizes in a Perinuclear Fashion in H9C2 Cardiomyoblasts
We characterized the localization pattern of the antibody in H9C2 cardiomyoblast cells.  A distinct staining pattern was observed with polarized perinuclear aggregation of the signal to one side of the nucleus (Fig. S2A).  To elucidate the nature of this staining pattern, immunofluorescence studies were performed using antibodies targeting sub-cellular markers.  The dystonin-b antibody produced a robust signal that associates with a trans-Golgi network marker (TGN-38) but not to the endoplasmic reticulum marker protein disulfide isomerase (data not shown).  These results support our previous findings showing dystonin associates to the Golgi in C2C12 myoblasts [1].  Furthermore, MACF1b a plakin sharing high homology with dystonin-b also targets the Golgi [2].  For the moment, the role of plakin family members at the Golgi is unclear but may include ensuring proper Golgi localization [3]. 
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