Cryostat Sectioning Protocol

Set up:
1. Equipment:

a. Cryostat set to -25°C

b. Sectioning chucks, forceps, and 2-3 fine-tipped paint brushes, also cooled to -25°C

c. Frozen Section Medium (Richard-Allan Scientific, Reorder # 6502)
d. PBS

e. Multi-well plates

i. Labeled for desired sections

ii. Filled with PBS

Mounting and Freezing Brains:
1. Remove brain from fixation tube
2. Place in dissection block for trimming

a. For Hippocampal sections, remove Cerebellum and tissue rostral to Mammillary Body 

b. Save this tissue in fixation tube

3. Cover middle of sectioning chuck with Frozen Section Medium
4. Set brain in Medium such that rostral is pointing toward you and dorsal is pointing up – place in cryostat and allow to freeze

Sectioning:
1. Once brain is frozen (~10-15 min), begin sectioning
2. Set “Trim” to 100µm

3. Slice into brain until you find the region of interest (i.e., the Hippocampus)
a. Sections will roll up and need to be brushed away periodically

4. Set “Trim” to 30µm

5. Lower the sectioning window (sections should now lay flat under window)

6. With small paint brush, pick up a section and dip it into appropriate well of multi-well plate
7. When as many sections as needed have been cut, place remaining brain from sectioning chuck back into fixation tube and store at 4°C
