SUBBING/EMBEDDING/MOUNTING

SUBBING SLIDES

Gatenby Subbing Solution (Make up Fresh with each slide preparation).

Deionized H2O

144 cc

DIFCO GELATIN

3.0 g

(use Gelatin like DIFCO 300 bloom)


Difco Laboratories


Bacto Gelatin


Detroit, Michigan

Heat this solution and dissolve thoroughly (do not heat any more than necessary – c. 40-50º C).

Add 0.2 g Chromium Potassium Sulfate (CrK (SO4)2 · 12 H2O, premixed into 5 cc. H2O.

Cool to room temperature.

Add 60 cc 100% Ethyl Alcohol

Coat the slides by dipping them in a staining dish, let dry in oven at 37º for approximately 2 – 3 weeks. 

MOUNTING SOLUTION:

Gelatin (DIFCO 300 Bloom)
1 g / 500 cc H2O

EtOH (80%)



500 cc

Dissolve Gelatin in warm dH2O

Let cool. Add EtOH

Brush the mounting solution liberally onto the slide to wet the slide before transferring the section to the slide.

EMBEDDING SOLUTION:


1)
10 g Gelatin (100 Bloom – NOT DIFCO)
- use FISHER Lab Grade 100 Bloom Gel.

2) 30 g Sucrose

3) 100 cc deionized H2O

Dissolve the gelatin in warm water. Add the sucrose.

Cool and keep in refrigerator. Discard if unwanted life start growing in the gel.

EMBEDDING NOTES:

1) Heat Gelatin gently over a steam bath (Boil water in a side-arm erylenmeyer flask, place gelatin in a shallow bowl on top of the flask opening) until it melts.

2) While waiting for the Gel to melt, remove the brain from the fixative, gently dab the brain dry, and completely remove any connective tissue. Failure to completely dry the brain will result in poor adhesion between gelatin and brain on the microtome. Keep the fixative cool in the ice bath.

3) Pour the melted gelatin into a mold and cool in icewater in a shallow dish of ice.

4) Place brain into the gelatin, and with foreceps, orient the brain telencephalon down until the gel hardens.

5) Let the gel harden for about 20-30 min in the ice bath.

6) Remove the gel from the mold, and trim the block to a reasonably small size around the brain. Notch the dorsal right side of the block to orient the sections.





7) Return the block to the fixative solution, and refrigerate for another 24 hours (at least). 
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Cut here first then lay flat





Brain stem from above





Cut here for 2nd and 3rd cuts








