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2. semirars
1. Izlasiet tekstu un apskatiet fotogifijas.
2. Kads ir eksperimenta nerkis?
2. Uzskaitiet sagatavotos prepaitus.
3. Kadas kontroles tika izmantotas eksperimerdt, kuri prepar ati atbilst Sim kontrolem?

Immunofluorescence studies of C2C12 cells (tramsfeand untransfected) were carried out as desktribe
previously [L1,38]. Briefly, myotubes were subjected to starvation4 h and treated with 100 nM insulin for 30
min at 37°C. Cells were fixed with 2% paraformalgedin 0.1 M sodium phosphate buffer, pH 7.3 fonga.
Cells were washed in PBS containing 1% BSA andlgldaising blocking buffer (BSA 1%, goat serum 2% in
PBS) for 30 min. Cells were permeabilized by indudgawith 0.2% Triton X-100 for 10 min, followed hyashing
with PBS/BSA solution. Cells were incubated withi-&AK antibody for 2 h at room temperature. Bound
antibody was visualized under microscope (Nikorkybe Japan) by incubating with secondary antib@dbeled
with FITC. For labeling of actin filaments, fixethé permeabilized cells were incubated for 1 h afrro
temperature with Phalloidin Texas Red (0.01 U/cshy. To assess autofluorescence, additional szswére
treated for 1 h with PBS without labeled phalloidiior nuclear staining, cells were labeled with GB0DAPI in
PBS for 5 min at room temperature. Cells were waighether with PBS and mounted in mowiol on to glaBdes.

Actin oK Merge Effect of insulin on subcellular distribution
' of FAK and Actin. C2C12 cells were
differentiated under insulin sensitive (MF) and
insulin resistant (MFI) condition and stimulated
with or without insulin for 30 min at 37°C after
4 h starvation followed by fixation and
permiabilization and probed with anti-FAK
antibody. Bar corresponds tqufn.

Images were captured from different fields and
a representative image of 3 experiments is
presented. a: C2C12 cells differentiated under
MF condition, b: C2C12 cells differentiated
under MF condition, stimulated with insulin, c:
C2C12 cells differentiated under MFI
condition, d: C2C12 cells differentiated under
MFI condition, stimulated with insulin. White
arrow head represent actin filaments, Yellow
arrow head represent FAK localization and

actin.
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Blue arrow head indicates colocalized FAK and



