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Results

1.1 Measurements of general protease and tryptase activity in cell supernatants from BEAS-2b after stimulation.

General protease activity and specific tryptase activity was measured at 1, 6, 24, 36 and 72 h after
stimulation in cell supernatants to investigate how long the biological activity of the proteases existed
throughout the experiment. Using a standard curve setup, both tryptase and chymase showed
increasing proteolytic activity with increasing concentrations of chymase and tryptase (Figure S1A-B).
General protease activity measurements showed an 48% increase in activity in chymase stimulated
compared to non-stimulated cells at 1 h. This activity was decreased by 37% at 6 h post stimulation
(Figure S1C). The tryptase activity decreased by 56 and 52% at 6 and 24 h post stimulation, respectively.
At 36-72 h post stimulation, no tryptase activity was detected in the samples. No tryptase activity was
found in non-stimulated cells (Figure S1D).
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Figure S1. General protease activity and specific tryptase activity measured at 1, 6, 24, 36 and 72 hours after
stimulation in cell supernatants. Standard curve for chymase (A) and tryptase (B). General protease activity in
samples stimulated with chymase and non-stimulated cells (C). Tryptase activity in samples stimulated with
tryptase and non-stimulated cells (C). n.d.: not detetctable.



1.2. Mast cell tryptase and chymase alters gene expression of motility associated genes in bronchial epithelial cells
An RT? profiler PCR array (PAHS-128Z) for motility associated genes was analyzed in BEAS2B
after stimulation with tryptase, chymase or in combination. Tryptase significantly upregulated
urokinase plasminogen activator surface receptor (PLAUR) (p=0.05) and Ezrin (EZR) (p=0.03) while
downregulated matrix metallopeptidase 9 (MMP9) (p=0.006), phospholipase D1 (PLD1) (p=0.03) and
WASP-family verprolin homologous protein 1 (WASF1) (p=0.008). The combination of tryptase and
chymase significantly upregulated RAS p21 protein activator 1 (RASA1) (p=0.02) and signal transducer
and activator of transcription 3 (STAT3) (p=0.04). Although not reaching statistical significance,
chymase stimulation showed a trend towards upregulating transforming protein RhoA (RHO).
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Figure S2. Tryptase and chymase induce alteration in motility associated genes in bronchial epithelial cells.
Volcano plot of Log2 fold change (x-axis) and -Logl0 significance (y-axis) for 84 motility associated genes in
BEAS2B after stimulation with (A) tryptase, (B) chymase and (C) chymase and tryptase in combination (T/C).
Fold change is represented in relation to non-stimulated cells. Horizontal line represents significant at p< 0.05.
The two vertical lines represent a fold change of 2. Results are based on three independent experiments.



