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Embedding Rat Brains in Gelatin :: 3.2.2007
Materials: Sucrose; Gelatin from porcine skin, type A (Sigma, G1890-100G, ~300 Bloom); PBS; 2% para-formaldehyde solution.
Equipment: hot-plate w/ stir bar; 100 ml. beaker.  
Steps: 

1. Pre-heat hot plate to 65°C.  Pour 88ml PBS into beaker, and place onto hot-plate w/ stir bar set to high-speed spin (setting of 8-10).  

2. Measure 26g sucrose, and 12g gelatin.  
3. Pour sucrose + gelatin slowly into PBS on hot-plate, making sure to add slowly while mixing vigorously on high-speed.  

4. Incubate mixture at 65°C for approx. 30 mins, or until mixture is transparent.  
a. To incubate, cover with aluminum foil to create a ‘tent’ over the beaker.  (Mixture may not mix well, initially.  The bottom of the beaker may become transparent, near the heat and stir bar, while the top will be ‘muddy’ with unmixed gelatin + sucrose.  If this occurs, slow the stir bar a bit and try homogenizing the mixture with a small metal spatula.)  
5. When solution is fully mixed, remove from heat and pour a small amount of liquid gelatin into small beaker (or whatever apparatus will be used to form the gelatin).  
a. Place this small amount + beaker into refrigerator for a couple minutes.  
b. Keep remaining gelatin solution on hot-plate while spinning until Step 7a.

6. While gelatin is hardening, ready brains for embedding.  (Brains should already have been sunk in sucrose.)  
a. If applicable, gently remove the pia mater from the brain’s exterior with a soft instrument, such as a pencil eraser or Kim-wipe (usually, the pia mater is removed when brains are extracted from the Rat’s head, so this step may not be needed).  

7. With brains removed from sucrose solution, and free of the pia mater, remove small amount of hardened gelatin from fridge, and mount brain(s) in the upright position.  

a. With brain(s) mounted correctly, slowly pour remaining gelatin solution over brains until all are fully covered.  

8. Place into refrigerator for 15-30 mins, or until hardened.  
9. Once hardened, re-fix gelatin-brain block with Para-Formaldehyde.  

a. Immerse gelatin-brain block into solution of 2% PF/15% sucrose solution for 1-2 days.

10. After 1-2 days, transfer gelatin-brain block into 30% sucrose solution for 2-3 days.  

a. After block has been immersed in 30% sucrose solution, block can be sliced.
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