Greg’s protocol for staining for BrdU. 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.

Prep work

Make PFA 4%, thaw or make serum mix (2 vials), check that 6M, 3M and 1M NaOH present, make PBS pH7.4, preheat oven (Helena laboratories incubator) to 65(C (both oven and fan must be on. Temp setting: 6.5), Formamide/PBS mix, 2N HCl, 0.5M boric acid pH8.5, got Falcon tubes?, got 6-well plates?, got marker pen? 

Protocol

1) Designate 1 well per 12 experimental animals (not per group, not per animal) as the control well. Take a few slices (3 or so) x 2 and put them in 2 wells of a separate 6-well-plate. You are staining 14 wells (1 per animal plus 2 negative controls: no primary AB, no 2ndary AB). 
2) PFA x 15 min @ RT only if perfusion bad.

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

4) Formamide in PBS pH7.4 (1:1) x 2 h @ 65 (C. 2mL/well. (Formamide unwinds helical structure of DNA. Order from Fisher. MW 45.03. alternative: 10min boiling water bath - see protocol on Roche anti-BrdU package insert.

5) Oven to 37(C

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

7) 2N HCl x 30 min @ 37(C 2mL/well (to extract histones, HCl stock is 12.1M, from Fisher)

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

9) 0.5 M boric acid pH8.5 for 10min @ RT 2mL/well (boric acid dissolves bones, teeth, etc. be friggin careful. Take this to the hood. Order from Fisher. MW61.83, example: 1.85g in 60mL)

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

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

12) Make 2mL/well primary AB: 1:400 in sheep serum mix (Anti BrdU formalin grade, Mouse IgG1, Roche cat # 1170376, 50(g in 500(L PBS + azide 0.1% + BSA 0.2%)

13) Primary AB mix overnight @ 4(C on shaker @ low speed.1 well should serve as control 1 (no primary antibody). Control 2 will get no secondary antibody. 

Serum mix (“blocking solution”):

1L 0.1M PBS pH7.4

3mL Triton-X 100 

20mL serum (sheep/horse/goat – whatever animal 2ndary AB is from)

1g bovine serum albumin

aliquot 40mL into 50mL Falcon tubes and freeze until used (-20(C)

PBS recipe: 

To make 4 L you need

· 32 g NaCl

· 0.8g KCl

· 5.76g Na3PO4
· 0.192g KH2PO4
adjust pH to 7.40 This will take a lot of NaOH.
