Greg’s TUNEL protocol, 01-17-2006

Tissue: free-floating brain slices < 20 (m thickness 

1) Fix slices in 4 % PFA for 15 min @ RT

2) Wash with PBS for 5 min x 2 @ RT

3) Mount slices onto slides (Superfrost Plus()

4) Let dry

5) Hydrophobic pen

6) Prepare proteinase K (increases cell membrane permeability): make  20 (g/ml from 10mg/ml stock solution made from 10mg proteinase K powder supplied with Promege kit in 1 mL proteinase K buffer (use “TE buffer” from Invitrogen ($56/ml !!) instead of the one that comes with the kit) Promega protocol recommends aliquoting the stock solution to freeze it. In view of the price of the buffer, I would tend to agree. What you have just made will be called proteinase K buffer stock solution hereafter

7) Dilute proteinase K buffer stock solution 1:500 in PBS. You need 100 (L/slide if you coverslip (or use parafilm) and 150 (L if you don’t. Example: 8 slides coverslipped = 800 (L (1.6 (L proteinase K buffer stock solution + 798 (L PBS)

8) Apply to slices for 15-20 min. The thicker the slice, the longer the incubation period necessary. 20 min @ RT has worked for slices as thick as 40(L.

9) Prewarm oven to 37 C

10) Wash with PBS for 5 min x 2 @RT

11) Fix with 4% PFA for 5 min @ RT

12) Wash with PBS for 5 min x2 @ RT

13) Separate positive controls from other slices. Incubate positive controls with 105 (L/slide of DNAse (100(L DNAse buffer + 5(L DNAse I) for 10 min @RT

14) Wash with deiodenized H2O for 5 min x 4 @ RT

15) Wash with PBS for 5 min x 2 @ RT

16) Make TdT reagent mixture: 

· 693 (L equilibration buffer

· 7 (L biotinylated nucleotide mix

now take  100 (L out and save for –ve control

· 7 (L TdT-enzyme

17) Apply 100 (L/slide and cover with plastic foil (either the one that comes with the kit or Parafilm)

18) Place slides in humidified chamber and transfer chamber to oven (37 C) for 60 min

19) Wash with PBS for 5 min x 3 @ RT

20) All of the following steps must be performed in the dark. Apply  200 (L/slice of Streptavidin-Alexafluour 350 diluted in PBS 1:500 

21) To 37 C for 90 min in humidified chamber. Keep dark

22) Wash with PBS for 5 min x 3 @ RT. 

23) Coverslip with Aqua Polymount.

24) Image slices ASAP. The Alexafluour 350 was gone within 3 weeks (!!)

