Greg’s simplified double staining protocol. Adapted from Ashok Shetty’s lab. 01-22-07

This can only be used for non-BrdU containing stains (Sox-2 / Ki-67,…).

Day1:

1) Wash twice x 10 min with PBS @ room temperature on shaker at low speed

2) Block with serum mix 2mL/well for 30 min @ RT . 

3) Make 2 mL/well primary ABs:  

4) Primary AB mix overnight @ 4(C on shaker @ low speed.

(-Sox-2 (1:1000), (-Ki-67 (1:200)

1 well should serve as control 1 (no primary antibody). Control 2 will get no secondary antibody. 

Day2:

1) Save primary antibody mix

2) Wash three times for 10 min with PBS @ room temperature on shaker at low speed

3) Secondary Abs (1:500) for 60 min @RT,

4)  avoid shaker

5) Wash twice for 10 min

6) DAPI 1:1000 5-10 min

7) Wash once

8) If tissue looks bad fix with PFA for 10 min prior to mounting

9) Mount

