<Immunostaining>

1. Preparation

1) chamber slide, cover glass

i1) 4% formaldehyde in PBS

iii) Permeabilization & Blocking solution (0.3% Triton, 1% BSA in PBS)
iv) 1 pug/ml of Hoechst

v) Mounting medium

2. Procedure

Cells (chamber slide, cover glass in 6well plate etc...)
Aspirate Medium

Add 1 ml of formaldehyde (4%)

10 min, RT

PBS wash x 4 (5min x2, 10 min x 2)

Add 0.5 ml of Permeabilization & Blocking solution
RT 25 min

PBS wash x 2 (5min x2)

add 100 pl of 1 st Ab
(Anti- , X )

RT 1 hour or 4C O/N
PBS wash x 3 (5 min x 3)

add 100 yl of 2 nd Ab
(Anti- . X )

RT 1 hour
PBS wash x 3 (10 min x 3)
Add 100 ul of Hoechst

MQ wash x 2
Mounting

CEC € €

Observation with fluorescein microscope



