MAR’S PROTOCOLS.

BrDU LABELLING

RICHARD (GLOVER LAB)

· Dissect in 0.7% Na Cl

· Incubate 30’ in 100 micrograms/ml BrDU in 0.7% Na Cl (25oC)

· Rinse in 0.7% Na Cl 3x 5’ to remove free BrDU

· Fix 30’ in 3:1 EtOH: glacial acetic acid.

· Rehydrate through ethanol series 5’ each (70,50,30)

· Rinse in PBS 0.3% TX-100.

· 2N HCl 30’

· Wash several times in PBT to raise pH (if pH too low, antibody will not work)

· Block 1 hour in PBT 1mg/ml RNAse, 10% FCS.

· Incubate 1 hour with mouse anti-BrDU (Becton Dickinson 1:20)

· Wash PBT 4x

· Incubate secondary antibody.

· Wash, PDI stain, mount.


