
Supplementary figure 1. Knock-down of endophilin B1 had negligible effect on 

Qdot-NGF trafficking in PC12-nnr5 cells and p75 siRNA-transfected PC12 cells. A, 

Distribution of Qdot-NGF in PC12-nnr5 cells. PC12-nnr5 cells were treated with 

Qdot-NGF and fixed at various time points after treatment. Cells were then stained 

against EEA1 to visualize early endosomes, Rab7 to visualize late endosomes, LAMP2 to 

visualize lysosomes and Rab4 or Rab11 to visualize recycling endosomes. We found that 

Qdot-NGF was increasingly sorted to early endosomes starting from 15 minutes. 

Nonetheless, minimal percentage of Qdot-NGF was localized to late endosomes and 

lysosomes in PC12-nnr5 cells. B, Knock-down of endophilin B1 did not alter distribution 

of p75 in various endocytic compartments. C, Knock-down of p75 expression had no 

effect on the distribution of Qdot-NGF in PC12 cells. PC12 cells were transfected with 

scrambled or p75 siRNA followed by treatment with Qdot-NGF for 30 or 60 minutes. 

Western blotting verified that transfection of p75 siRNA markedly reduced p75 

expression in PC12 cells. We found that knock-down of p75 expression did not affect the 

trafficking of Qdot-NGF in PC12 cells.  

 

Supplementary figure 2. Knock-down of endophilin B1 had negligible effect on 

transferrin receptor level and transferrin trafficking. A, No association between 

endophilin B1 and transferrin receptor (TrfR) was detected in PC12 cell lysates. Total 

lysates from PC12 cells with or without transferrin (Trf) treatment were subjected to 

immunoprecipitation with endophilin B1 antibody (EndoB1 Ab) or IgG as control. 

Endophilin B1 failed to interact with transferrin receptor. B, Knock-down of endophilin 

B1 expression had no effect on transferrin receptor level. PC12 cells transfected with 

scrambled or endophilin B1 siRNA were treated with transferrin for different periods and 



the expression level of transferrin receptor was examined. Knock-down of endophilin B1 

had no effect on transferrin receptor level. C, Knock-down of endophilin B1 did not alter 

distribution of transferrin in various endocytic compartments. PC12 cells were treated 

with Alexa555 conjugated-transferrin and fixed at various time points after treatment. 

Cells were then stained against EEA1 to visualize early endosomes, Rab7 to visualize late 

endosomes, and LAMP2 to visualize lysosomes. We found that knock-down of 

endophilin B1 had negligible effects on the distribution of transferrin in the endocytic 

compartments.  

 

Supplementary figure 3. Knock-down of endophilin B1 reduced co-localization of 

Qdot-NGF/TrkA with Rab4 or Rab11. Distribution of Qdot-NGF in scrambled- or 

endophilin B1-siRNA transfected PC12cells. PC12 cells were treated with Qdot-NGF and 

fixed at various time points after treatment. Cells were then stained against Rab4 or 

Rab11 to visualize recycling endosomes. We found that Qdot-NGF was increasingly 

sorted to recycling endosomes by 30-45 minutes of NGF treatment in scrambled siRNA 

transfected cells. Interestingly, knock-down of endophilin B1 expression reduced the 

percentage of Qdot-NGF/TrkA that co-localized with Rab4- or Rab11-positive vesicles.  

 


