






Supplementary Figure Legends 

Supplementary Figure 1. Lfc-RNAi transfection reduces Lfc expression in cultured cells. 

(A, Upper panel) Western blots showing levels of Lfc-GFP obtained from cell extracts of 

CHO cells co-transfected with Lfc-GFP + SC-sh-HcRed (1) or sh1-Lfc-HcRed (2) or sh2-Lfc-

HcRed (3) plasmids. Note the reduction of Lfc-GFP expression in the RNAi-treated cultures. 

Blots were revealed with an antibody against GFP or a mAb against Tyr-tubulin. 10 µg of 

total cellular protein were loaded in each lane. (A, Lower panel) A similar experiment but 

carried out in cultured hippocampal pyramidal neurons. Blots were revealed with an antibody 

against Lfc or a mAb against Tyr-tubulin. For these experiments, cultures were transfected 

with the corresponding plasmids (4 µg DNA) 4 hours after plating and cell extracts obtained 

24 hours later. 20 µg of total cellular protein were loaded in each lane. (B) Quantitative 

measurements of endogenous Lfc fluorescent intensity in cultured hippocampal pyramidal 

neurons transfected with SC-sh-HcRed or sh1-Lfc-HcRed plasmids. The values expressed in 

pixels represent the average fluorescent intensity within the cell body (CB), the initial (IS), 

middle (MS) and distal (DS) axonal segments. Note the significant (* p<0.05; * p < 0.001) 

and dose-dependent reduction in Lfc fluorescent intensity in the RNAi-treated cultures. In all 

these experiments, fluorescent measurements were performed using 8-bit images and 

Metamorph software. (C-H) Representative confocal images of cultured hippocampal neurons 

transfected with control (SC-sh-HcRed) or sh1-Lfc-HcRed plasmids. Transfected neurons are 

easily identified by HcRed labeling; note the reduction of Lfc immunolabeling in the RNAi-

transfected neurons. 

Supplementary Figure 2. Tctex-1 inhibits Lfc-induced RhoA activity (A) Graph showing 

that Flag-Tctex-1 significantly (* p<0.001) reduced Lfc-induced RhoA activation in CHO 



cells. For this experiment CHO cells were transfected with the corresponding constructs and 

cells extracts obtained 20 hr after transfection. RhoA-GTP levels were measured using a pull-

down assay. The graph shows the ratio of total to GTP-bound Rho in cell extracts obtained 

from GFP, Lfc-GFP, or Lfc-GFP + Flag-Tctex-1 transfected cultures. An example of a 

immunoblot showing Rho-GTP levels under the three different experimental conditions is 

shown in the upper part of the graph. (B) A similar experiment but using an ELISA-based 

assay; note that while Flag-Tctex-1 significantly (* p< 0.001) reduced RhoA activity Flag-rp3 

had no effect. 

Supplementary Figure 3. (A-D) Confocal images showing examples of cultured 

hippocampal neurons transfected with Flag-rp3 (green) 6 hours after plating and fixed 24 

hours later. Neurons transfected with rp3 display normal development through stages 2 and 3. 

(E, F) A similar experiment but from a culture transfected with Flag-rp3 + Lfc-GFP. Note that 

the transfected cell is arrested at stage 2 of neuritic development. (G) Graph showing the 

percentage of cells at stage 1, 2, and 3 of neuritic development after transfection with either 

Lfc-GFP, or Flag-Tctex-1 + Lfc-GFP, or Flag-rp3, or Flag-rp3 + Lfc-GFP. Note that Tctex-1, 

but not rp3, rescues the inhibitory effect of Lfc on axon formation. Values significantly 

different from those of the corresponding control group: * p< 0.05; ** p< 0.001.   


