
Figure 8.  Differential effects on uptake of transferrin receptor and GPI-anchored proteins 
via coated pits
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Figure 8. Differential effects on uptake of transferrin receptor and GPI-anchored proteins via coated pits.  A.  
Reduction of AP-2 (alpha adaptin) levels affects the amount of uptake of both transferrin and SNAP-CD59, 50 hours 
after siRNA transfection.  Cells stably expressing SNAP-CD59 were incubated at 37°C for 15 minutes with BGSS-546 
and transferrin-647.  Surface label was removed with MESNa and acid wash and then the cells were analysed by flow 
cytometry.  B.  Frequency distribution of the ratio between internalised transferrin and internalised SNAP-CD59 in 
individual cells, determined by flow cytometry as in A.  C.  AP-2 knockdown can affect endocytosis of clathrin coated 
vesicle cargo proteins differentially. HeLa cells stably expressing SNAP-CD59 were transfected with AP2 siRNA and 
assayed at various timepoints up to 72 hours after transfection.  Uptake of BGSS-488 and transferrin-546 for 15 min. 
Cells were MESNa treated, acid washed, fixed and stained with anti-alpha-adaptin. Magenta cell; AP2 levels appear 
normal. White cell; AP2 levels are very low and uptake of both SNAP-CD59 and is blocked.  Blue cell; AP2 levels are 
intermediate, transferrin uptake is blocked while SNAP-CD59 uptake is less severely inhibited. Bar is 10μm.  D.  Cor-
relation of the amount of internalised transferrin and SNAP-CD59 with the amount of AP-2 present in each cell from 
the above experiment. Data were fit to a simple one phase association.  Shaded area around the curve fitted corre-
sponds to 95% CI. E.  HeLa cells stably expressing SNAP-CD59 were transfected with µ2-IRES-GFP or µ2F174S,-
D176A-IRES-GFP.  Cells were incubated at 37°C for 150 seconds with transferrin-647 and BG-SS-546.  The white 
lines outline transfected cells.  The blue box highlights a region shown in F.  Bars 20 μm. F. Co-localisation between 
internalised SNAP-CD59 and transferrin in a cell expressing µ2F174S,D176A-IRES-GFP.  G.  Frequency distribution 
of CD59 cargo load within individual vesicles. Cells were labelled as in E.  Vesicles were identified as objects in 3D 
reconstructions from confocal images with Imaris software using the transferrin signal. H.  As G, but displaying trans-
ferrin cargo load in the same population of vesicles.

Figure 8

Figure 8-figure supplement 1.  Reduction of AP2 (alpha adaptin) levels affects the amount of uptake of both 
transferrin and SNAP-CD59, 50 hours after siRNA transfection.  Cells stably expressing SNAP-CD59 were incu-
bated at 37°C for 15 minutes with BG-SS-546 and transferrin-647.  Surface label was removed with MESNa and acid 
wash and then the cells were analysed by flow cytometry. 

Figure 8-figure supplement 1


