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Online supplemental Fig. S1. No change in PMN surface expression of TLR4 upon ligation
of TREM-1.

(A) PMN (2x 10°/well) were activated with anti-TREM-1 (10 pug/ml) and analyzed for surface
expression of CD66b, CD11b and TLR4 by flow cytometry at the indicated time points. (B)
Detection of TLR4 surface expression after ligation TREM-1 with anti-TREM-1 (10 pg/ml).
Filled histograms show the fluorescence signal obtained with an APC conjugated TLR4 spcific
mADb, open histogram represent the fluorescence signal after labelling with an isotype matched

control mAD at the indicated time points.
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Online supplemental Fig. S2. The PMA induced respiratory burst is unaffected in the
presence of inhibitors for PI3K, PLC, p38MAPK, ERK or PKB.

The respiratory burst activity of PMN (2x10° per well) after 60 min. is assessed upon stimulation
with PMA (10 ng/ml) in the absence (filled bars) or presence of following inhibitors of signal
transduction at the indicated concentrations: LY294002 (5 uM), U73122 (0.3 uM), SB203580

(20 nM), PD98059 (20 puM) or triciribine (20 pM).
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Online supplemental Fig. S3. TREM-1 and TLR4 induced oxidative burst after densitiy or
magnetic bead purification.

The oxidative burst activity of human PMN (2x10° per well) was assessed upon stimulation with
anti-TREM-1 (10 pg/ml, filled circles), control mAb (control, 10 pg/ml, open circles), control
with LPS (100 ng/ml, open triangles) or anti-TREM-1 with LPS (filled triangles). The x axis
indicates time (min.) after ligation; y axis indicates the oxidative burst activity as specific
fluorescence index [SFI] calculated as described in Materials and Methods. (A) Oxidative burst

activity by PMN purified by density gradient centrifugation. (B) Oxidative burst activity by

PMN purified by magnetic beads.



