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Materials and Methods 2 

Intracellular trafficking of FITC-dextran in VTs 3 

To visualize the intracellular localization of FITC-dextran, immunofluorescence experiments were 4 

performed. Early endosome antigen 1 (EEA-1) and lysosome-associated membrane protein 1 (LAMP-5 

1) immunostainings were used to localize endosomes and lysosomes, respectively. VTs were 6 

permeabilized for 5 min with PBS-triton (0.2%). Non-specific binding was prevented by incubation in 7 

PBS with BSA (3%) for 1 h at room temperature. VTs were incubating overnight with anti-EEA-1 8 

(1:50, sc-137130, Santa Cruz Biotechnologies, Inc., CA, USA) or for 1 h with anti-LAMP-1 (1:50, sc-9 

20011, Santa Cruz Biotechnologies, Inc., CA, USA). Cells were then rinsed with PBS and incubated 10 

with an Alexa-647-conjugated, goat-anti-mouse secondary antibody (1:200, Amax/Emax: 650/665, A-11 

21236, Molecular Probes, Thermo Fisher Scientific Inc., Waltham, MA, USA) for 1 h at room 12 

temperature. Negative controls realized with secondary antibodies only, were performed in order to 13 

validate each immunocytochemistery experiments. Immunostained samples were observed using an 14 

inverted laser scanning confocal microscope (Leica white light laser TCS SP8-X; Leica 15 

Microsystems). Co-localization between FITC-dextran and endosomes or lysosomes were assessed by 16 

measuring Pearson’s coefficient, using the ImageJ software. 17 

 18 

Results 19 

Intracellular transport of glycogen in human VTs 20 

Lastly, confocal microscopy was used to study the intracellular localization of FITC-dextran following 21 

absorption by VTs. We determined whether FITC-dextran co-localized with endosomes by monitoring 22 

the endosomal marker EEA-1. When VTs were cultured in the presence of FITC-dextran for a 23 

relatively short time (30 min), we noticed a strong positive association between FITC-dextran and the 24 

EEA-1 protein (Figure Suppl. 1 A-C). However, this association seemed to weaken when VTs were 25 

exposed to FITC-dextran for a longer time as shown in Figure Suppl. 1 D-F for 2 h of exposure and 26 
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Figure Suppl. 1 G-I for 6 h of exposure. Next, we studied FITC-dextran co-localization with 27 

lysosomes by monitoring the LAMP-1 marker. For exposure times below 2 h, we observed a weak co-28 

localization of dextran and lysosomes (Figure Suppl. 2 A-C). Thereafter, the degree of co-localization 29 

strengthened, as shown in Figure Suppl. 2 D-F for 4 h of exposure and Figure Suppl. 2 G-I for 6 h of 30 

exposure. Calculation of Pearson’s coefficient showed that the association between EEA-1 and FITC-31 

dextran became significantly weaker over time (Figure Suppl. 3 A). Conversely, the association 32 

between LAMP-1 and FITC-dextran became stronger over time (Figure Suppl. 3 B). 33 


