ICC floating section protocol
1) Wash sections 3 x 5 min in PBS.  Use a 12 well plate with 4 mL PBS in each well.
2) Block sections for 1 hr at RT, gently shaking.
· Blocking Solution (BS):  PBS + 1%BSA + 3% Normal Goat Serum + 0.1% Triton x-100

· Note:  BS should only be kept ~1 week, but may be reused during this time period.

3) Incubate in primary antibody (diluted in BS) for 36-48hrs at 4 C, gently shaking.  Use 500 uL of antibody in a 24 well plate.  


4) Wash 6 x 5 min in PBS.
5) Incubate in secondary antibody (diluted in BS) for 2 hours at room temp, gently shaking.  Cover in tinfoil.  Use 500 uL of antibody in a 24 well plate.
6) Rinse sections 1 x 10 min in 1:1000 Hoechst/PBS (4 uL Hoechst + 4 mL PBS per well).

7) Rinse sections 4 x 5 min in PBS.
8) Mount sections and coverslip with VectaShield®.
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