Greg’s double staining protocol Jialing style day  2 of 3. 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. Primary AB was applied yesterday. This is day 2 of 3 day protocol

Prep work: thaw or make serum mix (2 vials), aluminum foil

Protocol

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

2) Biotinylated sheep anti-rat 1:200 for 2h, 2mL/well. (Amersham cat # RPN 1005V, 2mL)

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

4) Wrap plates in foil and keep light dim during all following steps. Also wrap the reagents in foil.

5) Cy-2 labelled streptavidin 1:300 for 2h, 2mL/well, (Amersham cat# PA42001, 1mg)

6) Wash with PBS x 1 for 5 min on shaker @ RT

7) Wash with blocking solution (serum mix) for 10 min on shaker @ RT

8) Wash with PBS x 1 for 5 min on shaker @ RT. Make primary NeuN or GFAP AB.

9) 2mL/well NeuN antibody (1:500, Chemicon MAB 337) or mouse anti GFAP (1:500, Chemicon MAB 360) overnight at 4(C on shaker.

