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Supplemental Experimental Procedures (Related to Experimental 

Procedures) 

Cultures 

Primary cortical cultures were prepared as previously described (Xu et al., 

2004). The neocortex was dissected from P0 to P2 CD1 mice, macerated using 

fine forceps, then trypsinized in the presence of Leibovitz L-15 medium (UCSF 

Cell Culture Facility) and DNase (1 U/ml; Pro-mega, Madison, WI). The tissue 

was triturated using a pipette, and then resuspended in DMEM-F12 media 

(UCSF Cell Culture Facility) containing 10% fetal bovine serum (Hyclone). Fifty 

thousand cells were added to each well of 8-well chamber slides (70 mm2; BD 

Falcon) coated with polylysine (10 g/ml) and laminin (5 g/ml; UCSF Cell Culture 

Facility). Cultures were maintained at 37°C in the presence of 5% carbon 

dioxide and ambient oxygen. 

   Ganglionic eminences (MGE and CGE) were dissected from E13.5 

GAD67GFP embryos and mechanically dissociated in a solution of Leibovitz L-15 

medium and DNase. The resultant cell suspension was then concentrated by 

brief centrifugation and placed in N5 medium (DMEM-F12 with glutamax, 100× 

N2 supplement (Invitrogen)), containing DNAse, bovine pituitary extract (35 

ug/ml; Invitrogen), human epidermal growth factor (20 ng/ml), human fibroblast 

growth factor-2 (20 ng/ml; Preprotech), and fetal 5% bovine serum (Hyclone). 

Cells were added to wells containing feeder layers grown for 24 hours (5 ×   103 

cells per well). The cultures were thereafter maintained in Neurobasal/B27 

medium (Invitrogen). 
 



	  

	  

   To generate glial feeder cultures, the neocortex was dissected and prepared 

as cortical feeders. To remove neurons and some oligodendrocytes precursors, 

cells were allowed to grow to near confluence (typically 24- 48hours) and then 

the plate or flask was shaken vigorously for 30 seconds with top closed. Media 

was aspirated and adherent cells, glial, were washed several times with sterile 

PBS before use. 

Experiments were repeated 3 times with minimum of 2-3 treatment replicates 

per experiment. For BDNF treatments, 20ng/ml BDNF (Preprotech) in media 

was used. Note that treatment did have an effect on morphology and 

arborization of treated cells. For high potassium exposure, cells were exposed 

to 25mM increase from 5mM of KCL in NB media for 2hour intervals, twice daily, 

for a week, from 5DIV to 12DIV. For TTX treatment, 10uM TTX to was added to 

the media for 2 weeks from 7DIV to 21DIV. For validating the loss of Cnb 

protein from the conditional Cnb knockout cells, interneurons were plated on 

Poly-D-Lysine coated plates and immunostained with Cnb antibody after 24 

hours. 

Subdural injections. 
 
For the subdural injection of FK506, the CaN blocker was dissolved in 

DMSO.20mM stock that was further diluted in PBS to get a final concentration of 

20nM. A volume of 30-40nl red fluorescent beads were mixed with the FK506 

solution just before injection. In the control condition a similar volume of DMSO 

was diluted with PBS and mixed with the red fluorescent beads to visualize the 

site of injection. The subdural injections were done on two consecutive days, i.e. 



	  

	  

at P7 and P8. 
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