Barcellos-Hoff lab, 04/15/2020
Immunofluorescence staining of pSMAD
Solutions & antibodies:

1. PBS: Prepare with 10x PBS (Fisher BioReagents) and MilliQ water

2. PBS-T: Add 500 µl of Tween-20 (Sigma) to 500 ml of PBS

3. Blocking buffer: 0.5 % Casein in PBS

a. Add 1g of Casein to 200 ml of PBS
b. Stir for 1h (at room temperature)

c. Filter solution through filter paper (WhatmanTM 185 Cat No 1001-185)

i. Do not worry if not completely dissolved! 

ii. Takes a long time!

iii. Keep final solution at 4ºC, good for at least 2 weeks
Antibody guideline:


pSMAD: 
1:50 primary antibody (Cell Signaling #3108L, Lot: 8)

DAPI:

1:200 ( Thermo Fisher #D1306, Lot: 2031179, 2mg/ml)

Alexa 555: 
1:200 secondary antibody (Thermo Fisher #A32794, Lot: UI284002)

Important: Never let the tissue dry!

Procedure for FFPE embedded and sectioned samples:

1. Heat slides for 30 min at 57 ºC (on heating plate, to fix tissue)
2. Prepare chamber with Xylene (Attention: Xylene melts plastic! Be carfeul with gloves!)
3. After fixation transfer slides immediately into Xylene chamber and start deparaffinization process

a. 10 min Xylene 1 (dirtier Xylene)

b. 10 min Xylene 2 (cleaner Xylene)

c. 10 min EtOH 100 %
d. 10 min EtOH 90 %

e. 10 min EtOH 70 %

f. 5 min H2O
4. Antigen retrieval:
a. Prepare retrieval buffer while deparaffinization

b. Prepare 1 l glass beaker with 850 ml of MilliQ water

c. Remove 8.5 ml 

d. Add 8.5 ml of 100X saturated citric acid (Vector: H-3300)

e. Transfer samples after 3. f. into beaker

f. Put in the microwave and heat at power 8 for 9 min

g. Open door shortly and heat at power 3 for 10 min

h. Let samples cool in the beaker for 20 min

i. Put beaker in sink and add continuous tap water for 10 min

j. Move to step 6

5. Wash slides for 5 min in PBS

6. Dry slides (not tissue), and apply circle around tissue with wax marker
7. Add 100 µl of blocking buffer to tissue and incubate for 1 h in wet chamber

8. Add 50 – 100 µl of primary antibody diluted in blocking buffer and store over night at 4ºC in wet chamber
9. Wash 3 times with PBS-T on the next day\

10. Add 50 – 100 µl of secondary antibody diluted in blocking buffer and store for 1 h in wet chamber (This solution must include DAPI 1:200!)

11. Wash 2 times with PBS
12. Dry slides (not tissue), and apply Vecta shield to fix staining

13. Store at -30 ºC
