Greg’s BrdU staining protocol. Jialing style. 01-12-2006

Rats labeled with BrdU short pulse (50mg x2), perfused on the following day, postfixed for 12 h, sucrose sunk for 48 h, sliced to 40 micron, stored in 12 well-plate in PBS + azide.

Primary AB day 1. This is day 2: secondary AB.

Prep work:

Thaw serum mix, get PBS, ABC kit, DAB tablet set, carcinogenous waste bin, gloves, AB, 8% NiCl stock solution, staining jars with H2Odist, alcohol & xylene to hood, Gurr

Protocol:

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

2) Secondary antibody (Amersham sheep anti-mouse-IgG, biotinylated, order # RPN 1001, qty 2 mL) dilute 1:200 in blocking solution. 1mL/well.
3) Incubate with secondary AB for 2h @ RT

4) Preincubate A & B from ABC kit (step 6) (Vectastain, ABC kit, Vector laboratories, Cat # PK 6100) after 1h45 min (i.e. 30 min prior to using): 3 drops of A + 3 drops of B in 15mL blocking solution. 

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

6) ABC solution @ RT for 2h. 2 mL/well
7) Wash three times x 10 min with PBS pH 7.4 @ room temperature on shaker at low speed to get rid of peroxidase from ABC kit, which DAB would otherwise use to catalyze reaction.

8) Make DAB solution fresh during last wash: Be careful. DAB is the mother and father of carcinogens work in hood, gloved, gowned, with goggles and face mask. ANYTHING in contact with DAB goes into the carcinogenous waste bin at the end of the day. To order: Sigma Fast DAB tablet sets. 1 Tablet urea (source of H2O2) + 1 tablet DAB into 25 mL PBS. shake hard. Add 7.5 (L NiCl 8% (stock solution in fridge). If staining for NeuN or S100-( recipe is different (see lab book p28)

9) 2 mL/well DAB solution until slices start to get stained (takes ( 5min). Then remove DAB solution. 

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

11) Mount onto slides (can be next day if it is late)

12) Coverslip:

· 3 min H20 dist

· 1 min 70% ETOH

· 1 min 95% ETOH

· 3 min 100% ETOH

· 3 min Hemo D (or xylene) 

· Gurr (Depex mounting solution), cover slip.

