
Supplementary Materials and Methods 

 

Primary astrocytes cultures. Murine forebrain astrocyte cell cultures were generated from 

postnatal day 2 (PN2) Nf1flox/flox mice as previously described (1, 2). Adenovirus type 5 

containing β-galactosidase (Ad5-LacZ) and Cre recombinase (Ad5-Cre) (University of Iowa 

Gene Transfer Core; Iowa City, IA) were used to produce wild-type (WT) and Nf1-deficient (Nf1-

/-) astrocytes, respectively, and neurofibromin loss was confirmed by immunoblot analysis five 

days after infection (data not shown). All experiments were performed on passage 1 or 2 

astrocyte cultures. 

 

Cell lines. The K4622 mouse grade II glioma cell was derived from a C57Bl6 Nf1+/-; p53+/- 

male mouse and was shown to be both Nf1- and p53-deficient (3). These cells were cultured in 

Dulbecco’s Modified Eagles’ Medium (DMEM) supplemented with 10% fetal bovine serum and 

1% Pen-Strep.  

 

Cell proliferation. Astrocytes were plated (50,000 cells per well) in 24-well dishes and allowed 

to adhere for 24 h and maintained in serum-free DMEM for 24 h before exposure to [3H]-

thymidine (1 μCi/mL) and rapamycin (10nM and 100nM). K4622 mouse glioma cells were plated 

(20,000 cells per well) in 24-well dishes and allowed to adhere for 24 h followed by treatment 

with rapamycin (100nM and 500nM). Cells were exposed to [3H]-thymidine (1 μCi/mL) for 4 hrs 

and [3H]-thymidine incorporation determined by scintillation counting.  All assays were 

performed at least twice with identical results.   

 

Western Blotting.  Cells were lysed in standard NP-40 lysis buffer with protease and 

phosphatase inhibitors for Western blotting as previously described (2). All antibodies were 

purchased from Cell Signaling Technology (Beverly, MD) and used at a 1:1,000 dilution unless 



otherwise stated. Jagged1 antibodies were purchased from Santa Cruz Biotechnology (Santa 

Cruz CA).  

 

Immunohistochemistry. Brain tissues from rapamycin-treated or vehicle-treated mice were 

post-fixed in 4% paraformaldehyde in phosphate buffered saline (PBS). Following sectioning on 

a vibratome, immunostaining with PCNA antibodies (Abcam) were performed as previously 

described (4). The number of PCNA-immunoreactive cells in the dentate gyrus was quantified 

by direct counting on three consecutive sections in at least 4 mice per experimental group.  
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