e Fix with 2% Paraformaldehyde (~ 30 minutes)
e Permeabilize in PBS/ 0.01M Glycine? 0.1% Triton-X
o 1lhour @RT
e Washin PBS
o 3X, ~ 5 minutes each
e Block in 5% BSA/PBS
o 1lhour @RT
e Washin PBS
o 3X, ~ 5 minutes each
e Apply Primary Ab (1:250 in PBS)
o Overnight @4 C
Wash in PBS

o 3X, ~ 5 minutes each
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e Apply Secondary Ab (1:200 in PBS)
o lhour @ 37C
Wash in PBS

o 3X, ~ 5 minutes each

Apply DAPI (1:1000) and Phalloidin 488 (1:250)
o 1hour @ RT

Wash in PBS

o 3X, ~5 minutes each

Either image in well-plate on EVOS or Mount on slide with DABCO



