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Neuronal culture method for rat HIPPOCAMPAL mixted cultures 

 
Rat hippocampal neuronal cultures were performed as previously described [1]. Briefly, 
hippocampi were dissected out of postnatal rats (P0-P1) and cells were dissociated both 
enzymatically using 12 U/ml papain (Worthington Biochemical Corporation) and mechanically by 
trituration with a Pasteur pipette. After dissociation, cells were centrifuged and plated on 
poly-d-lysine coated coverslips (Neuvitro Corporation), and maintained in Neurobasal medium 
(Gibco) supplemented with B-27 (50:1), 50 U/ml penicillin/ 50 ug/ml streptomycin mixtures, 0.5 
mM L-glutamax and 2% FBS-HI (Hyclone). To reduce the number of glial cells, 5 μM of cytosine 
arabinofuranoside (ARA-C; Sigma) was added on day 5 of the culture and cells were kept in 
culture until day 9 in the presence of ARA-C and serum. As of day 9, half of the growth medium 
was replaced with medium without ARA-C or serum twice a week. Neurons were cultured at 
37°C in a humidified atmosphere of 95% air and 5% CO2. 
 
 

Neuronal culture method for rat CORTEX mixted cultures 

 
Rat cortex neuronal cultures were performed as previously described [1]. Briefly, 
cortex were dissected out of postnatal rats (P0-P1) and cells were dissociated both 
enzymatically using 12 U/ml papain (Worthington Biochemical Corporation) and mechanically by 
trituration with a Pasteur pipette. After dissociation, cells were centrifuged and plated on 
poly-d-lysine coated coverslips (Neuvitro Corporation), and maintained in Neurobasal medium 
(Gibco) supplemented with B-27 (50:1), 50 U/ml penicillin/ 50 ug/ml streptomycin mixtures, 0.5 
mM L-glutamax and 5% FBS-HI (Hyclone). To reduce the number of glial cells, 5 μM of cytosine 
arabinofuranoside (ARA-C; Sigma) was added on day 5 of the culture and cells were kept in 
culture until day 9 in the presence of ARA-C and serum. As of day 9, half of the growth medium 
was replaced with medium without ARA-C or serum twice a week. Neurons were cultured at 
37°C in a humidified atmosphere of 95% air and 5% CO2. 
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