Greg’s double staining protocol. From Arturo’s lab. 01-13-06

Tissue: rat brain slices. Rats were labeled with BrdU long pulse (50mg x 2 x 4days), perfused 28 days later, postfixed for 12 h, sucrose sunk for 48 h, sliced to 40 micron, stored in 12 well-plate in PBS + azide. All primary ABs were applied yesterday. This is day 2.

Prep work: 

thaw or make serum mix (2 vials) serum changes with 2ndary AB (goat for DCX, donkey for Arturo’s protocol, sheep for Jialing’s protocol), make 2ndary AB mix (1:500 each AB in blocking solution) and keep covered with foil to protect from light

Protocol
1) Recover primary AB and freeze away for reuse

2) Wash twice x 10 min with PBS pH 7.4 @ room temperature on shaker at low speed.

3) 2 mL/well secondary ABs:  

· Donkey anti-rat-IgG, 1:500, Molecular probes cat # A-21209

· Donkey anti-mouse-IgG, 1:500, Molecular probes cat # A-21202

Overnight in foil on shaker @ 4(C

