











































































































The C2C12 cells were sub-cultured by rinsing gently with Sml of 0.25% (w/v)
Trypsin-0.53mM EDTA solution to ensure removal of serum that may inhibit trypsin
effectiveness. Cells were then eluted with 7ml of 0.25% (w/v) Trypsin-0.53mM EDTA
solution upon 70-80% confluency, incubated for approximately 20 minutes, transferred to
new culture flasks, and resuspended in 15ml of pre-incubated 10% FBS/DMEM/P-S. To
harvest C2C12 cells, cells were rinsed gently with Sml of 0.25% (w/v) Trypsin-0.53mM
EDTA solution and eluted with 7ml of 0.25% (w/v) Trypsin-0.53mM EDTA solution.
After an incubation time of 20 minutes in which the cells had visibly detached from
plastic surface, cells were vortexed and washed 3X with 10ml of 1X Trans Buffered
Saline (TBS) by centrifugation at 2000 rpm for five minutes per wash. Upon removal of
TBS, pelleted cells were stored in a -80° Celsius freezer for later use. Cells required for
additional cultures were harvested at 70-80% confluency (according to described
harvesting procedures) with the addition of a 5% (v/v) dimethylsulfoxide (DMSO)
solution to pelleted cells, frozen in the -80° Celsius freezer for 60 minutes, then
transferred to a liquid nitrogen storage tank.

Growth medium was reduced to a 1% FBS/DMEM/P-S solution to induce
differentiation of C2C12 myoblasts. Alternatively, differentiation medium supplemented
with a 1uM testosterone/ethanol solution was administered for comparison of both
treated and untreated cells. Treated (experimental) and untreated (control) cells were
harvested at Oh, 4h, and 24h following induction of differentiation and subjected to
further analysis by two-dimensional gel electrophoresis and PDQuest Analysis.

C2C12 culture aids in the detection of various proteins of interest expressed at

different stages of cell cycle. Triplicate samples were collected for the mapping of pre
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