
Preparation of Dissociated Hippocampal Neurons 

Get the rats and sacrifice them by CO2.  

1. Dissect the pup's brains and collect Hippocampi in 15ml conical tube 

in Storage Medium at RT; 

2. Make the dissociation media; 

3. Remove medium from the hippocampi (from step1) and add the 

dissociation media from step 2; 

4. Add Trysin and DNase and incubate the hippocampi at 370C for 15'. 

Flip the tube with fingers during the incubation several times so all 

hippocampi float freely;  

5. Use cotton plugged Pasteur pipette to remove the supernatant and rinse 

w Rinse Media, make the suspension float and settle down; 

6. While rinsing, prepare 1 narrow-bore fire-polished (for smoothing the 

sharp edges) cotton plugged Pasteur pipette and pre-wet with rinsing 

medium;  

7. Remove Rinse Media from cells; 

8. With pipette prepared in step 6, add 1 pipette-full of Rinse Media; 

9. Triturate forcefully until all cells are dissociated and no cell clusters 

left. Try to triturate less than 10 times, if chunks of tissue are still 

present, do more. Remember the excessive trituration will reduce cell 

viability; 
10. Bring volume to 8-12ml to dilute cells, then count cells.
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