IFM protocol


Materials:

PBS
PBST (PBS + 0.5% Triton X-100)
4% PFA/PBS
0.5% Triton X-100
3% BSA/PBS
1oAb
2oAb (GaM-Alexa488)

Vectashield mounting medium with DAPI (H-1500 HardSet).

Coverslips

Slides

Rocker

Aluminium foil

Procedure:
The following procedure is for 12-well plates. The volumes given are per well.

- Aspirate the medium and rinse with 1mL of PBS (RT warm) [2 times]. (no waiting or shaking – just rinse).
- Fix: 

1mL of cold 4% PFA/PBS solution for 15min @ RT. (w/ mild rocking).
- Aspirate the PFA/PBS solution and rinse with 1mL of PBS (RT warm) [2 times]. (no waiting or shaking – just rinse).
- Permeabilize: 
1mL 0.5% Triton X-100 for 15min @ RT (w/ mild rocking).
- Incubate: 
1mL 3% BSA/PBS for 1hr @ RT (w/ mild rocking).

- Incubate: 
0.1mL 1oAb (anti-BC from BD Biosciences mAb 1:100) for 1hr @ RT (in wet-box).

- Wash (x3): 
1mL PBST (PBS + 0.5% Triton X-100) for 10 minutes @ RT (w/ mild rocking).

- Incubate: 
0.1mL 2oAb (GaM-Alexa488) for 1hr @ RT. (dilute in 3% BSA/PBS). [Cover with aluminum foil].
- Wash (x3): 
1mL PBST (PBS + 0.5% Triton X-100) for 10 minutes @ RT (w/ mild rocking).
- Mount in one drop of Vectashield mounting medium with DAPI (H-1500 HardSet). Let dry at RT. Take photos w/ 40X.
Cells were grown on glass coverslips, washed twice with PBS, fixed in 4% paraformaldehyde in PBS for 15 min and permeabilized with 0.5% Triton X-100 for 15 min. The cells were then incubated in 3% bovine serum albumin in PBS for 30min. After two washes in PBS, the cells were incubated with a monoclonal anti-β-catenin antibody (clone 9E10) and washed with in with PBST (PBS + 0.5% Triton X-100) twice for 10min. After incubating the cells with FITC-conjugated anti-mouse-IgG antibody (Sigma) for 1hr, cells were washed three times for 10 minutes with PBST. All incubations and washes were done at room temperature. The coverslips were then mounted with Vectashield antifading solution onto glass slides and observed under Olympus Axioplan microscope.

Materials:

- ice-cold 4% PFA/PBS [20% Paraformaldehyde stock (10 g paraformaldehyde, 50ul 10N NaOH, Up to 50mL with water. Heat to 65°C to dissolve. Aliquote and store at -20°C) Before use: Mix 10 ml 20% paraformaldehyde with 5 ml 10X PBS and bring up to 50 ml with water. Filter and store at 4°C for up to 2 weeks.]
- 0.5% Triton X-100
- 3% BSA/PBS
- 1oAb
- 2oAb
- PBST (PBS + 0.5% Triton X-100)
Procedure:

* The following procedure is for 12-well plates. The volumes given are per well.
* “Rinse” = rinse with 1mL of ice-cold PBS [2 times]. (no waiting or shaking – just rinse)

- Aspirate the medium.
- Rinse
- Fix: 1mL of ice-cold 4% PFA/PBS solution for 15min @ 37oC. (no shaking).
- Aspirate the PFA/PBS solution.
- Rinse
- Permeabilize: 1mL 0.5% Triton X-100 for 15min @ RT (shake @ 200rpm).
- Incubate: 1mL 3% BSA/PBS for 30min at @ 37oC (no shaking).
- Rinse
- Incubate: 0.5mL 1oAb for 1hr @ RT (shake @ 200rpm). (dilute in 0.5mL 1% BSA/PBS)
- Wash [2 times]: with 1mL PBST (PBS + 0.5% Triton X-100) for 10 minutes @ RT (shake @ 200rpm).

- Cover the with aluminum foil.

- Incubate: 0.5mL 2oAb for 1hr @ RT (shake @ 200rpm). (dilute 0.5 µL in 0.5mL 1% BSA/PBS)
- Wash [3 times]: with 1mL PBST (PBS + 0.5% Triton X-100) for 10 minutes @ RT (shake @ 200rpm).

4% paraformaldehyde in PBS (fresh)

1% NP-40 in PBS

PBS-TG (PBS containing 0.2% Tween + 3% of fish skin gelatine)

PBST (PBS containing 0.2% Tween)
1) Fix for 10 min in freshly prepared 4% paraformaldehyde in PBS. 

2) Wash twice in PBS (5 min each wash).
3) Wash once in PBS containing 1% NP-40 (5min). 

4) Incubate for 10 min in PBS-TG.
5) Incubate for 1 h with anti-FLAG M2 Ab (diluted 1:1,000 in PBS-TG).
6) Wash 3 times in PBS-T (5 min each wash). 
7) Incubate for 30 min with the secondary antibody diluted 1:500 in PBS-TG.
8) Wash three times in PBS-T and once in water (5 min each wash).
9) Mount onto slides using hydromount (National Diagnostics).
