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Supplemental Figure 1

A-B) A549 cells were treated with 10 uM GI, 10 uM TARIvehicle control for 24 h and subsequently azedyfor
surface expression of ADAM10 (A) and ADAM17 (B) figw cytometry.C) HEK293 cells were treated with 10 uM
Gl, 10 uM TAPI or vehicle control for 24 h and safsently analyzed for surface expression of ADAM2PHuman
neutrophils from peripheral blood were treated wihuM GI, 10 uM TAPI or vehicle control for 24 md
subsequently surface expression of ADAM10 was itigated.E) THP-1 cells were treated with 10 uM GlI, 10 uM
MNS8 or vehicle control for 24 h and subsequentlglgred for surface expression of ADAM10. In A-E geadric
mean fluorescence intensity of inhibitor treateltsogas calculated in relation to that of the cohtF, G) THP-1 cells

(F) or A549 cells (G) were treated with 10 uM Ghvehicle control for the indicated time periods autbsequently
analyzed for mRNA expression of ADAM10 by RT-qPCRI data represent means and SD of at least three
independent experiments.
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Supplemental Figure 2

A) THP-1 cells were transduced with lentivirus encgd8hRNA against ADAM10 or irrelevant shRNA (ctrl).
Transduced cells were lysed and probed by westetting with antibodies against the N-terminustjlefr C-terminus
(right) of ADAM10 or against GAPDH as loading casitB) Graphical model of ADAM10 showing the bindingesit
of the N- and C-terminal antibodies and the inbitstGl and TIMP-1C) Densitometric analysis of the band intensity
of mature ADAM10 from Fig. 2A (n=3D) A549 cells were treated with 10 uM GI, 10 uM TAdRIvehicle for 4 h.
Surface proteins were biotinylated on intact cefid subsequently precipitated from cell lysatestaSe precipitates
and lysates were then probed by western blottirty & antibody against the N-terminus of ADAM10.KER2 was
detected as control. Relative changes of band sittedetermined by densitometric analysis are gi@emumbers
below each bande-F) Densitometric analysis of the band intensity of-pand mature ADAM10 detected with
antibodies against the ADAM10 N-terminus (E) ordBatinus (F) (compare Fig. 2B, n=33) Surfaceproteins of
THP-1 cells were biotinylated on intact cells anbbsequently precipitated from cell lysates. Préaips and lysates
were then probed by western blotting with antibedigainst the C-terminus of ADAM10 or ADAM17. Ddien of
total cytosolic ERK1/2 served as a contid). THP-1 cells were treated with 10 uM Gl or vehicttrol for 2 h at

4 °C, washed, stained and subsequently analyzeduidace expression of ADAM10 by flow cytometry. €Th
geometric mean fluorescence intensity of inhibiteated cells was calculated in relation to thathefcontrol. Data
represent means and SD of three independent exgasrh) THP-1 cells were treated with 10 uM GI or vehicle
control for 2 h at 37 °. Cells were either leftaat or permeabilized before detection of ADAM10floyv cytometry
using the antibody against the ADAM10 C-terminuatdare shown as representative histogram.
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Supplemental Figure 3

A-B) THP-1 cells were treated with 10 uM Gl or vehicttrol for 16 h in the absence or presence gh¥ONH4CI
(A) or 0.5 uM bafilomycin Al (B) and subsequenthadyzed for surface expression of ADAM10 by floviayetry.
Geometric mean fluorescence intensity was caladlateelation to that of the untreated conti®@). Densitometric
analysis of the band intensity of mature ADAM10nfréig. 3E D) THP-1 cells were treated with 10 uM GI, 10 uM
TAPI or vehicle control for 24 h. Extracellular vess (EV) were prepared from conditioned cell nadaly differential
centrifugation. Lysates and EV preparation wera ggjected to western blot analysis with antibedigainst the C-
terminus of ADAM10, against the exosomal marker$?A® and Flotilin-1 and against GAPDH as controlteDare
shown as mean and SD or as representative wedtdgroflihree independent experiments. Numbers bédands
indicate relative changes of signal intensity deieed by densitometric analysis.
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Supplemental Figure 4

A) THP-1 cells were treated with 10 uM GI, 10 uM TA#® vehicle control for 24 h. After washing, celiere
incubated for the indicated periods of time indbsence of inhibitor and analyzed for surface esgiom of ADAM10

by flow cytometry. The geometric mean fluoresceocimhibitor treated cells was calculated in reatto that of the
control.B, C) THP-1 cells were treated with 10 uM GI or vehictmtrol for 24 h. Washed cells were incubated for
the indicated periods of time in the absence abitdr. Subsequently cells were either lysed fosteen blot analysis
with an antibody against the N-terminus of ADAMliGagainst GAPDH as loading control (B) or analyfmdnRNA
expression of ADAM10 by RT-gPCR (C). Data were ol#d in three independent experiments and are shgveme
representative result or as means and SD.
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Supplemental Figure5

A) HEK293 cells transfected with a BTC-AP fusiontein were pretreated with 10 uM GI, 200 nM TIMP+Xehicle
control for 30 min and then stimulated with 1 pMdonycin to increase ADAM10 activity or left unstitated. After
45 min, the ratio of released to cell expressed B/ES determined by means of an AP activity assag)(B) THP-
1 cells were treated with 200 nM recombinant TIMB+lvehicle control for the indicated periods ahéi and
subsequently studied for expression of mature ADABNdY western blot analysis of cell lysates withaatibody
against the N-terminus of ADAM10 or GAPDH as loagoontrol. Numbers below bands indicate changessgofal
intensity determined by densitometric analy§isD) RAW264.7 cells were treated with 10 uM GI, 10 1WPI or
vehicle for 24 h and subsequently analyzed foramgrfexpression of ADAM10 by flow cytometry (C) alls were
lysed and then probed by western blotting withlzdies against the C-terminus of ADAM10 and GAPBHantrol
(D) (n=3). Indicated percentages show relative gkearof band intensity determined by densitometnalyais. E)
Isolated BMDMs were stained with the macrophagekerar F4/80 and CD11b and analyzed by flow cytomé&tyy
BMDMs were treated with 10 uM Gl or vehicle contfot 24 h, cells were lysed and probed by westéstiibg with
antibodies against the C-terminus of ADAM10 and G#Pas loading control. Indicated percentages stalative
changes of band intensity determined by densitacmatralysis G) Western blot analysis of lysed lung tissue ofrfou
Gl treated and four control mice with an antibodgiast the C-terminus of ADAM10 and the relativaiees of band
intensity of mature ADAM10 determined by densitorizeainalysis.
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Supplemental Figure 6

A) ADAM10 deficient HEK293 cells (hADAM10-KO) wereotransfected with a BTC-AP fusion protein and eithe
murine WT-ADAM10 (mA10) or the ADAM10 mutants (ME/ADAM10 or mHE-ADAM10). As controls normal
BTC-AP transfected HEK293 cells and ADAM10 defidiétEK293 cells were used. The transfected HEK29I3 ce
were pretreated with 10 uM Gl or vehicle contral 30 min and then stimulated with 1 ©M ionomyciritek 45 min,
the ratio of released to cell expressed BTC wasrdehed using an AP activity ass&3+C) ADAM10-deficient
HEK?293 cells were transfected to express eitheimeuNVT-ADAM10 or the catalytically inactive muridelDAM10
mutants (mE/A-ADAM10 or mHE-ADAM10). Transfectedlisewere studied either for specific binding of Cy5
labeled MN8 (B) or for murine ADAM10 surface expsem (C) by flow cytometry. Results are shown as th
geometric mean fluorescence of the transfected iwetkelation to that of murine WT-ADAM10 expresgicells. Data
are shown as mean and SD of three independentierqres.



