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Suppl.Fig. 1 

 

 
(A) - (C) Glycosylated proteins were enriched by precipitation with ConA-Sepharose and 
immunoblotted (n = 3). (A) Influence of PMA on mature ADAM17 (mADAM17) and its proform 
(pADAM17) were analysed in HEK293 cells 10, 20 or 30 minutes after PMA stimulation (100 nM). 
Amount of mature ADAM17, its proform and transferrin receptor (TfR) was measured by 
densitometry of immunoblots and indicated ratios were normalised to the unstimulated samples. 
The results are mean values of three independent experiments. (B) - (C) Cells were incubated with 
indicated concentrations of Histamine or TRAP-6 for 8 hours. Amount of mature ADAM17 and its 
proform was measured by densitometry of immunoblots and indicated ratios were normalised to 
the unstimulated samples. The results are mean values of three independent experiments. (D) - (E) 
HEK293 cells were transfected with AP_IL-1RII or transfected with AP_IL-1RII and H1R. Shedding 
activity was measured after a 30-minute treatment with solvent/DMSO (unstim), with a stimulator 



(stim) or with a stimulator and an inhibitor. Indicated concentrations of Histamine or of TRAP-6 were 
used as stimulators. For inhibition cells were treated with 10 µM metalloprotease inhibitor 
marimastat (Ma). All values were normalised to the unstimulated values. n = 3; *p < 0.05. 
 
 
Suppl.Fig. 2 
 

 
(A) HEK293 were either left unstimulated (unstim) or were stimulated with 100 nm PMA. At given 
time points cells were harvested, permeabilised and stained with anti-ADAM17 (A300E) for flow-
cytometry analysis. Each depicted flow cytometry graph is one representative experiment of a set of 
n = 3. (B) HEK293 were either left unstimulated (unstim) or were stimulated with the indicated 
concentration of TRAP-6. At given time points cells were harvested and stained with anti-ADAM17 
(A300E) for flow-cytometry analysis. Each depicted flow cytometry graph is one representative 
experiment of a set of n = 3. 
 
 
Suppl.Fig. 3 
 

 
(A) HEK293 cells stably express wild-type ADAM17 (A17_wt) or the variant ADAM17_YALT 
(A17_YALT), both constructs contain a PC-tag. Cells were biotinylated and immediately harvested 
(0 h) or incubated for additional 16 hours (16 h) at 37 °C. To detect ADAM17 constructs on Western 
blot the anti-PC antibody HPC4 was used. The amounts of mature ADAM17 (mADAM17) and 
transferrin receptor (TfR) were measured by densitometry of immunoblots and ratio of both 
normalised to the 0 h sample respectively are shown (n = 3). 


