Cytospin Protocol for staining for Tdt

1. Wash 105 cells in cold 2% FCS-PBS twice and dilute in 100 (l of cold 1% BSA-PBS.  Be sure to keep all samples on ice.

2. Place slides and filters into appropriate slots in the cytospin with the cardboard filters facing the center of the cytospin.  In the event that there are few cells available, aliquot about 100 (l of cold 1% BSA-PBS into each of the wells and spin for 1-2 minutes.  This will serve to wet the filter and allow more cells to reach the slide.  Also, be sure that each filter and slide pair are flush with each other and that the hole in the filter is in proper position so that cells will be able to reach the slide.
3. Quickly aliquot 100 (l of each sample into the appropriate wells of the cytospin.  Be careful not to confuse the slides so that the samples are not aliquoted into the wrong wells.

4. Carefully place the lid of the cytospin over the samples and spin at maximum speed for 1-3 minutes.

5. Remove the filters from their slides without contacting the smears on the slides.

6. Examine each slide under the microscope to be sure that the cells are reasonably dispersed.  The cells should appear to have normal morphology and should be lying flat on the slide.  For staining purposes, the cells should also be in a flat layer on the slide.

7. Dry the slides in a desiccation chamber overnight.

Fixing and staining for Tdt

1. Fix slides in dry freshly  poured high quality methanol at 4C  for 30mins. Remove and dry in air or warm 37C oven for a few mins .

2. Block slide by adding 12% FCS (adding 5% human serum in addition sometimes helps) in PBS for 10mins. Fish “gelatin”? Is good but also lowers specific staining.  Mop around cell deposit with  gauze to remove excess FCS-PBS. Add 30ul Supertechs unlabelled Rabbit anti-Tdt  diluted in same @1/40. Incubate in moist chamber for 45mins.  It is probably good to get their Rabbit anti-b galactosidase control ab at the beginning

3. Remove slides , place in rack,  wash in PBS with agitation for 30 mins  

4. Remove slide, mop around cell spot with gauze . Add 30ul of Molecular Probes goat anti-Rabbit IgG coupled with ALEXA-488 at 2ug/ml for 30 mins diluted in same as above. Wash  for 30 mins with agitation in PBS.

5. Flick off excess PBS , add 50ul Fluormount  slide mounting  medium from Southern Biologicals Associates Birmingham. Add #1 coverslip and blot out excess by firm patting with gauze overlaying the coverslip and slide . Some antifades kill Alexa 488 totally.  It is very fade resistant so no need to use To stain nuclei use some DAPI or Hoechst in the next to final wash

