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Supplemental Figure 1. rIX-FP traffics through Rab11+ recycling endosomes, following internalization at pH 5.5. 293-F FcRn+
cells were pulsed with AF488-labelled rIX-FP at pH 5.5 (green) and chased for 20 minutes at pH 7. Cells were then fixed and stained
with Rab11 (red) for recycling endosomes, and with Hoechst 33342 (blue) for cell nuclei. (A) By 20 minutes, the majority of rIX-FP has
left the cell and remaining signal is quite weak. Nevertheless, a high degree of co-localisation with Rab11 is evident, as indicated with
arrowheads and further depicted in (B), where the the signal for rIX-FP has been enhanced. Representative confocal middle sections
are shown. Scale bar, 10 um. Arrowheads indicate co-localization.
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Supplemental Figure 2. rIX-FP is recycled via the FcRn-mediated pathway, following internalization via fluid phase endocyto-
sis. 293-F FcRn+ cells were incubated with AF488-labelled rIX-FP at neutral pH for 5-6 hours, prior to fixation and staining with Rab11
antibodies (red) for recycling endosomes, and with Hoechst 33342 (blue) for cell nuclei. (A) The signal for rIX-FP is less strong in
293-F FcRn+ cells compared to the parental cells (refer to Figure 7), as the protein is continually recycled out of the cells via FcRn.
Nevertheless, a high degree of co-localisation is clearly evident as indicated with arrowheads and further depicted in (B), where the
the signal for rIX-FP has been enhanced. Representative confocal middle sections are shown. Scale bar, 10 pm. Arrowheads
indicate co-localization.
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