Post-Natal Rat Neuron Prep:

1. Set up a 60mm plate with 0.5mL Hibernate; place on ice.

2. Set up 60mm Petri dishes (you will need enough for 2 pups per plate) with 7mL HBSS in each; put on ice.

3. Make the Papain Solution 

a) Weigh out Papain ( you will need 2mg per mL solution (22mg for 10mL).

b) Add 9mL Hibernate A 

c) Incubate Papain/Hibernate at 37C for about 5 minutes

d) Add 1mL DNAse 

e) Filter through a syringe filter and place on ice.

4. Dissect out Hippocampi from rat pups and place in dish with Hibernate A on ice.  
***When you are ready to dissect the last animal, place Papain solution in 37C water bath to warm up.

5. When all hippocampi have been removed, cut them up using the small scissors (about 2 cuts per hippocampi)

6. Transfer the 0.5mL of hippocampi in Hibernate A to the pre-warmed Papain solution; incubate at 37C on the nutator for 18 minutes.

7. Let hippocampi settle to bottom of tube; aspirate off Papain solution leaving about 50-100uL liquid in bottom of tube.

8. Wash hippocampi 2x with 5mL (each) Plating Media.

9. Add 5 mL Plating Media; Triturate tissue with a fire-polished pipet.  Let tissue settle to bottom of tube.

10. Transfer media containing cells to a 50mL conical tube.

11. Repeat step 9 two times more (you should end up with roughly 15mL cells).  *Try to use progressively smaller aperture fire-polished pipets with each new trituration.

12. Count neurons using a hemocytometer.

13. Plate cells onto prepared coverslips at a density of 2e5 cells/well.

14. Let neurons incubate 3-4 hours.

15. Aspirate Plating media and add 1mL Growth Media (NO ARA C) to each well.

16. After 5 days, feed neurons with 1mL each Growth Media + 10uM AraC (final concentration will be 5uM AraC).

17. Feed every 5-7 days by removing about 1 mL condition media and adding 1mL fresh Growth Media + 5uM AraC.

