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Supplementary figure 1. Plated neurosphere cells transfected with RTP801 shRNA 

show diminished immunostaining for RTP801. 

Floating neurospheres were transfected with pSiren-ShLuciferase, (as a random sequence 

target) or with pSiren-shRTP801-1 (data not shown) or -4. Two days after transfection, 

neurospheres were disaggregated, and plated. 24 hours later cells were fixed and stained 

with anti-RTP801 antisera (green) and anti-DsRed antibody (red). Note that transfected 

cells (DsRed +, see arrows) receiving shRTP801 (lower panel) show very low or no 

RTP801 staining in comparison with cells transfected with shLuciferase (upper panel). 

Similar results were achieved with shRTP801-1. Scale bar, 20µm. Results confirm 

efficacy of RTP801 shRNAs and specificity of RTP801 antiserum. 

 

Supplementary figure 2. Over expression of RTP801 induces death of neurons derived 

from plated neural stem cells. (A) No neurons are detected among RTP801 over expressing 

cells in 7 day cultures of plated neurospheres. Floating neurospheres cultures 

were transfected with pCMSeGFP or pCMS eGFP-RTP801 and disaggregated and plated 

two days later. 7 days after plating proportions of transfected cells (eGFP+) that were 

positive for beta-III tubulin were determined by immunostaining. Values in this and 

subsequent panels are expressed as mean ± SEM for at least 3 independent experiments 

done in triplicate. ** p<0.01 vs GFP/beta-III tubulin transfected cells. (B). RTP801 

over expression does not affect generation or survival of GFAP+ cells. Conditions are as 

in panel A, except that transfected cells were scored for GFAP expression. (C). 

Over expression of RTP801 diminishes numbers of beta-III tubulin+ cells in plated 

neurosphere cultures. Disaggregated neurospheres were plated for 7 days and transfected with 

pCMS-eGFP or pCMS-RTP801. Two days later, the cultures were 



scored for proportion of transfected cells that were positive for beta-III tubulin. (D). 

RTP801 induces apoptotic death in plated neurosphere cultures. As in panel c, except 

that transfected cells were scored for apoptotic nuclei. * p<0.05 vs GFP transfected cells 

with apoptotic nuclei. 

 

Supplementary figure 3.!Expression of RTP801 in embryonic mouse brain.  Sections (12 !m, 

sagittal) of fixed E14.5 and E16.5 mouse brains were immunostained for RTP801 (green) and 

nestin (red). Sections were counterstained with Hoechst 33342 (blue) to visualize cell nuclei. 

E14.5 upper panel, RTP801 is highly expressed in the VZ along with nestin and shows 

progressively reduced expression outside of the VZ. The white square marks the zone zoomed on 

the right, of RTP801 and nestin expression in the VZ. Scale bar = 20µm. E16.5 lower panel. The 

cortical region was photographed in two images that were overlapped to show all the layers. 

RTP801 is co-expressed with nestin in the E16.5 VZ. Note the low expression of RTP801 and 

absence of nestin expression at the cortical plate. The white square marks the zone zoomed on the 

right of RTP801 and nestin expression in the VZ. Scale bar = 50µm. VZ = ventricular zone, 

SVZ= subventricular zone, IZ= Intermediate zone, CP = cortical plate.  

 

Supplementary figure 4. Knockdown of RTP801 changes the distribution of TBR1 

expression in the developing rat cerebral cortex. E17 rat brains were electroporated with 

the indicated constructs, harvested at E20 and processed as in Materials and Methods for 

immunostaining with eGFP and TBR1. Data represent percentage of electroporated cells 

in each zone that are positive for TBR1 expression. Values are expressed as mean ±!SEM for data 

derived from at least two different embryos per condition. Student’s T-test: 

* p<0.05 vs ShG at the SVZ, ***p<0.001 vs ShG at the CP. 










