DAY 1: Greg’s Double Staining protocol.
Updated Aug-06-07 by Mitra

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.

Prep work/Required Materials: 

Thaw or make donkey serum mix ( preheat oven to 65(C ( prepare antibody buffers (both primary and secondary) ( Formamide/PBS mix ( 2N HCl ( 0.5M boric acid pH8.5 ( Falcon tubes ( 6-well plates ( marker pen
Protocol

1) Oven to 65 (C. Wash 2 x 10 min with PBS pH 7.4 @ RT on shaker at low speed.
2) Formamide in PBS pH7.4 (1:1) x 2 h @ 65 (C. 2mL/well. Discard in hood. (Formamide unwinds helical structure of DNA. Order from Fisher. MW 45.03)
3) Oven to 37 (C. Wash 2 x 10 min with PBS @ RT on shaker at low speed.
4) 2N HCl x 30 min @ 37(C 2mL/well (to extract histones, HCl stock is 12.1M, from Fisher)

5) Wash twice x 10 min with PBS @ RT on shaker at low speed

6) 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)

7) Wash twice x 10 min with PBS @ RT on shaker at low speed

8) Block with Donkey Serum Mix 2mL/well for 30 min @ RT . 

9) Make 2 mL/well primary ABs in Primary Antibody Buffer:  Do not throw away the Falcon tube (labeled with your name, the date, and the AB mixture and dilution), as it will be used to store the recovered primary AB.
· anti-BrdU Serotec cat # MCA2060, 0.2 mg, dilute 1:200 in serum mix 

· anti-NeuN 1: 200, Chemicon cat # MAB 337.

· anti-GFAP 1:500, Chemicon cat # MAB 360.
· anti-DCX 1:500 (experimental)

· anti-Ki67 1:200 (experimental)

· anti-PSA-NCAM 1:400 (experimental)

· anti-Sox2 1:500 (experimental)

10) Primary AB mix overnight @ 4(C. 

	Donkey Serum Mix
	Primary Antibody Buffer

	0.1M PBS pH7.4

3mL/L Triton-X 100 

20mL/L Donkey Serum 

1g/L bovine serum albumin


	0.1M PBS pH7.4

20mL/L Donkey Serum 

1g/L bovine serum albumin




DAY 3: PROTOCOL Greg’s Double Staining. From Arturo’s lab. 01-13-06 

Updated Aug-06-07 by Mitra

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 two days ago. This is day 3.

Prep work: 

Make secondary AB mix (1:500 each AB in PBS) and keep covered with foil to prevent photobleaching. The secondary AB must ALWAYS be protected 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 in PBS:  

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

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

· Donkey anti-rabbit 1:500
Cover in foil, and leave overnight @ 4(C.

DAY 4 PROTOCOL: Greg’s Double Staining. From Arturo’s lab. 01-13-06

Updated Aug-06-07 by Mitra

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 secondary ABs were applied yesterday. This is day 4.

Prep work: 

Keep all slices protected from light ( PBS ( DAPI ( distilled water ( Aqua Polymount

Protocol

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

2) DAPI 1:1000 with PBS (total volume 2ml per well) for 5 – 10 min

3) Wash once x 10 min with PBS pH 7.4 @ RT on shaker

4) Put in 4 degree fridge wrapped in foil until ready to mount and cover slip.

5) Wash briefly with distilled water to avoid PBS crystal formation

6) Cover slip with Aqua Polymount while still wet

