Sudan Black Method to Suppress Autofluorescense in Fixed, Paraffin-Embedded Sections.
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A)  Best used with paraformaldehyde-fixed tissue
B)  This is the final step to be used after incubations with all antibodies etc. have been completed. Any Counterstaining should be done after this quenching step(Avoid PBT/PBS when using DAPI…USE DDH20!)!
I)  Prepare Sudan Black B (SBB) solution


1) Stir 0.2% SBB (Gurr #342013F-Gallard-Schlesinger Industries, Garden City, N.Y.) in 70% EtOH in the dark (i.e., wrap vessel with foil and parafilm to make light-tight) at room temperature for 2 hours and let stand overnight. Solution may be stored for 1 week at 4 degrees in the dark . 

II) Blocking of autofluorescense


1) Bring SBB solution to room temperature.  


2) Apply to section through a syringe filter (in an immuno pen-localized puddle) for 10-15    minutes--or immerse slide in solution.


3) wash sections 2X5' with PBS

III) Mounting

1) The combination of the anti-fading chemicals present in VectaShield and other media and SBB may itself generate autofluorescense.  The following is recommended:


1)  Glycerol diluted to 80% with Tris buffer pH 7.3

