
Saponin Immuno protocol

1.  Prepare solutions:


a.  Fix: 2 - 3% PFA.


b.  Permeabilization solution: 0.1% saponin in PBS or HEPES buffered  

HBSS, filtered with 0.22µm filters


c.  Blocking solution: 3% Normal Goat Serum + 1% BSA in PBS or  

HBHBSS with 0.05% saponin

2.  Euthanize animal

3.  Fix tissue for 30 - 60 min depending on the tissue type.

4.  Rinse tissue in PBS or HBHBSS before transferring it to a petri  

dish for dissection

5.  Dissect out endorgans and transfer them to the ICC dishes making  

sure that there is enough solution in each of the wells to keep the  

samples well submerged.

6.  Add phalloidin to the permeabilization solution (1:200);  

Permeabilize the samples using the permeabilization solution.

7.  Rinse 5 X 5 minutes with blocking solution; make sure that the  

samples move as little as possible when exchanging solutions.  If you  

do this very carefully, the samples should not move around in the  

solution at all.

8.  Incubate samples in blocking solution for 1 hour

9.  Incubate samples in primary antibody for 4 hours at room  

temperature; dilution was 1:400 - 1:600 for antibodies with a  

concentration of 2µg/ml though optimum concentration is determined  

empirically.

10.  Rinse 5 X 5 minutes with blocking solution.

11.  Incubate samples in secondary antibody for 1 - 2 hours at room  

temperature; dilution was 1:600 - 1:1000.

12.  Rinse 5 X 5 minutes with PBS or HBHBSS

13.  Mount samples on slides using ProLong Antifade Gold


