
Supplemental Figure 1.  Inhibition of mTOR has no effect on the early stages of OPC 

differentiation.  Representative images of O4 (FITC)/R24 (TRITC) IHC performed on OPC 

cultures differentiated in the absence (A, D) or presence (B, E) of 15 nM rapamycin for 1d (A,B) 

or 2d (D,E).  C,F:  Quantification of the percentage of R24+ early progenitors and O4+ late 

progenitors in control vs. rapamycin treated cultures following 1d (C) or 2d (F) of differentiation.  

Rapamycin had no effect on the numbers of R24+ or O4+ cells at either time point. 

 

Supplemental Figure 2.  Rapamycin specifically interferes with oligodendrocyte 

differentiation in neural stem cell cultures.  Representative western blots for Tuj1 (A), GFAP 

(B), and CNPase (C) following 7 days of  NSP differentiation.  Rapamycin caused a 43% 

reduction in CNPase expression (P=0.005).  No significant changes were observerd for the 

neuronal marker Tuj1 or the Astrocyte marker GFAP.  D-E:  ICC staining for O1 (red) or GFAP 

(blue) on day 7 of differentiation +/- 10 nM rapamycin. 

 

Supplemental Figure 3.  Rapamycin has no effect on OPC viability.  Quantification of O4+ 

total cell number in cultures treated for 3.5 d -/+ 15 nM rapamycin (A) or for 5 d with rapamycin 

at the indicated doses (B).  No significant changes in cell number were observed.  C:  Western 

immunoblot analysis of active caspase-3 levels -/+ 15 nM rapamycin through 4 days of 

differentiation.  D:  Quantification of active caspase-3 levels, normalized to β-Actin, following 2 

and 3 d of differentiation -/+ 15nM rapamycin.  Rapamycin caused a 43% reduction in active 

caspase-3 levels at 2 d of differentiation, P=0.0375.  No significant differences were seen after 

2d of differentiation.    E:  Quantification of the percentage of GalC+ oligodendrocytes in 

cultures treated -/+ 15nM rapamycin for 6 d, or transiently exposed to rapamycin for 1, 2, or 3 d 



and then cultured in the absence of rapamycin for the remainder of the experiment.  A significant 

increase in the number of  GalC+ immature oligodendrocytes was observed in cultures exposed 

to rapamycin for 1, 2, or 3 days relative to cultures exposed to rapamycin for 6 days (P<0.0001) 

suggesting that the differentiation block is partially reversible. 

 

 


