SUPPLEMENTARY MATERIALS, METHODS, and RESULTS
SUPPLEMENTARY MATERIALS:
Three TF-specific antibodies including a rabbit polyclonal and two mouse monoclonal (clones hTF-1, and TF9-10H10) antibodies were used in this study.  The rabbit polyclonal antibody and the mouse monoclonal antibody hTF-1 were kindly provided by Dr Ronald Bach (Veterans Affair Medical Center, Minneapolis, MN).  These antibodies have previously been characterized [S1,S2], and have been extensively used in studies characterizing cellular TF expression by Western analysis and TF procoagulant activity measurements.  The clone TF9-10H10 (Calbiochem, EMD Biosciences, La Jolla, CA) was used in the ELISA and flow cytometric assays described.  Other primary and secondary antibodies including anti-β-tubulin (clone Tub2.1), anti-tumor necrosis factor-( (anti-TNF-(, clone 28401.111), anti-interleukin-1α (anti-IL-1α, clone 364-3B3-14), isotype-matched negative control antibody (IgG isotype, clone 679.1Mc7), horseradish peroxidase (HRP)-conjugated goat anti-rabbit IgG and anti-mouse IgG, fluorescein isothiocyanate (FITC)-conjugated goat anti-mouse IgG, and alkaline phosphatase-conjugated goat anti-mouse IgG were obtained from Immunotec (Beckman-Coulter, Miami, FL), Sigma Chemical (St Louis, MO), or Caltag Laboratories (Burlingame, CA).  p-Nitrophenyl phosphate, hemin, TNF-(, IL-1α, polymyxin-B, IL-1-receptor antagonist (IL-1RA), and the bacterial lypopolysaccharide (LPS) were obtained from EMD Biosciences, Sigma Chemical, or R&D Systems (Minneapolis, MN). IL-1-RA has previously been shown to block IL-1-mediated hypoxia-induced VCAM-1 expression on endothelial cells [S3].  Tissue culture supplies were purchased from Clonetics (Lonza, Walkersville, MD).  
SUPPLEMENTARY METHODS:

Analysis of Endothelial TF Protein:  Cell surface expression of TF was assessed using two complementary methods including an ELISA-based assay (intact cell monolayer) and flow cytometry (cell suspension).  Total cellular expression of TF in endothelial cells was evaluated using Western blotting of total cellular proteins.  

Analysis of Endothelial TF Protein by ELISA:  Expression of TF protein on intact endothelial cell monolayers was evaluated using an ELISA-based assay as previously described for endothelial adhesion receptors [S4].  In brief, endothelial cells were incubated for 4-hours in the absence or presence of heme (1 to 100μM), or TNF-( (10ng/ml).  Previous studies have shown that both IL-1α and TNF-α induce the expression of TF mRNA, TF protein, and TF procoagulant activity in endothelial cells [S5-S8].  We used TNF-( and IL-1( (see Western blotting and TF mRNA analysis below) as positive controls for TF expression in endothelial cells.  Treated monolayers were incubated for 90-min with primary antibodies (TF9-10H10 - a mouse monoclonal antibody against TF, or an isotype-matched negative immunoglobulin control, 10(g/ml in buffer-A [10mM HEPES in calcium-ions and magnesium-ions free Hanks balanced salt solution, pH 7.4 containing 1.25mM CaCl2 and 1% BSA], 200(l/well), an additional 60-min with goat anti-mouse IgG conjugated with alkaline phosphatase (200(l/well, 1 to 50 dilution in buffer-A), and finally for 15-min with the phosphatase substrate p-nitrophenyl phosphate (1mg/ml, 200(l/well provided in 1M diethanolamine buffer, pH 9.8 containing 0.5mM MgCl2).  The reaction was terminated with 3M NaOH (50(l/well), 100(l reaction mixture was transferred to wells containing 100(l of diethanolamine buffer and then read at 405nm in a Microtiter Plate Reader (Dynatech Laboratories, Chantilly, VA).  All conditions were assayed in triplicate with an intra-assay variability of <4%.  Background absorption, measured with endothelial monolayers subjected to identical treatments but in the absence of primary antibody, was subtracted from all values.   

Analysis of Cell Surface Expression of TF Protein by Flow Cytometry:   Following incubation of endothelial cells for 4-hours in the absence or presence of desired agonist (100µM heme, or 10ng/ml TNF-α), cells were harvested using 5mM EDTA in calcium- and magnesium-free Hanks balanced salt solution.  One million cells (suspension in 100μl buffer-A) were incubated with TF9-10H10, a mouse monoclonal anti-TF antibody (2μg) or an isotype-matched negative control antibody for 30-minutes, an additional 30-minutes with 1μg FITC-labeled goat anti-mouse IgG in the dark at room temperature, and analyzed in a FACScan Flow Cytometer (BD Immunocytometry Systems, San Jose, CA) at a flow rate of 200-500 cells/second.  Data from 10,000 events were collected and analyzed.  
Analysis of TF Protein by Western Blotting: Endothelial cells were incubated for various times (2 to 7 hours) in the absence or presence of the desired agonist (100µM heme, 10ng/ml IL-1α, or 10ng/ml TNF-α) and total cellular proteins extracted with Laemmli’s sample buffer.  Total proteins (50µg) were denatured, resolved using 8% SDS-PAGE, and blotted to nitrocellulose membranes.  Membranes were blocked with 5% milk protein in phosphate buffered saline containing 0.1% Tween-20, pH 7.4 (Tween-PBS) and probed sequentially with a rabbit polyclonal antibody against TF (1:1000 dilution) and HRP-conjugated goat anti-rabbit IgG (1:10,000 dilution) diluted in Tween-PBS containing milk protein. After washing in Tween-PBS, immunoreactive proteins were detected using an ECL kit (PerkinElmer Life Sciences, Norton, OH), images scanned and protein bands quantitated.  Membranes were stripped and re-probed for the constitutively expressed cytoskeletal protein β-tubulin, an endogenous control (to correct for loading differences), and relative ratio of TF protein to ß-tubulin protein was determined.   

Analysis of TF mRNA by Reverse Transcriptase (RT) -Polymerase Chain Reaction (PCR):  TF mRNA levels were measured using a two-step reverse-transcriptase - polymerase chain reaction (RT-PCR) analysis.  Endothelial cells were incubated in the absence or presence of the desired agonist (1-100µM heme, 10ng/ml IL-1α, or 10ng/ml TNF-α) for various times (30-minutes to 8-hours).  Total RNA from control and treated cultures was isolated using RNAqueous-4PCR kit (Ambion, Austin, TX), and 2μg of total RNA was reverse transcribed using Superscript-II reverse transcriptase (Invitrogen, Carlsbad, CA).  The RT-product was then amplified by PCR using Taq DNA polymerase (Qiagen, Valencia, CA), and the following TF primers: 5’-TGT-GAC-CGT-AGA-AGA-TGA-ACG-GAC-3’ (forward, nucleotide 591 through 614) and 5’-CCA-CTC-CTG-CCT-TTC-TAC-ACT-TGT-3’ (reverse, nucleotide 970 through 947), which yielded a PCR product of 380-bp.  The region of the TF transcript selected for PCR reaction was similar to that described by Mesri and Altieri [S9].  cDNA for ß-actin was co-amplified as an endogenous control using the following primers: 5’-ACG-TTG-CTA-TCC-AGG-CTG-TGC-TAT-3’ (forward, nucleotide 439 through 462), and 5’-ACT-CCT-GCT-TGC-TGA-TCC-ACA-TCT-3’ (reverse, nucleotide 1125 through 1102), which yielded a PCR product of 687-bp for ß-actin [S4].  Both TF and ß-actin primers were synthesized by Invitrogen. The final PCR reaction (50μl, 1X Qiagen buffer) included 1.5mM MgCl2, 300μM dNTPs, 2 units Taq DNA polymerase (Qiagen, Valencia, CA), 0.05μM β-actin primers and 1.2μM TF primers.  The PCR included 28 cycles of amplification in a Perkin Elmer GeneAmp PCR System 9600 with 30 second denaturation at 94˚C, annealing at 63˚C for 30 seconds and extension at 72˚C for 1 minute followed by a final elongation at 72˚C for 10 min.  PCR products were resolved by electrophoresis on 1% agarose, visualized using ethidium bromide and analyzed on a Bio-Rad Gel-Doc System.   The relative ratio of TF to ß-actin message was determined, and expressed as a ratio.  Identity of PCR fragment from the endothelial TF transcript was confirmed by sequencing the purified PCR fragment on a ABI PRISM Model 3100 Genetic Analyzer (Applied Biosystems, Foster City, CA), and matching the sequence with published TF mRNA.  
SUPPLEMENTARY RESULTS:
Effects of Polymyxin-B on Agonist-induced endothelial TF expression:  Effects of polymyxin-B on LPS (1μg/ml)-, heme (100μM)-, and IL-1α (10ng/ml)-induced endothelial TF expression were evaluated (supplementary Figure-S1).  Polymyxin-B had no inhibitory effect on either heme-induced (message ratios of 1.31 vs 1.64 in the absence and presence of polymyxin-B), or IL-1α-induced endothelial TF expression (message ratios of 5.9 vs 5.7 in the absence and presence of polymyxin-B).  When LPS was used as an agonist, TF mRNA expression was inhibited by 86% (message ratios of 2.53 vs 0.35 in the absence and presence of polymyxin-B).  Controls analyzed in the presence or absence of polymyxin-B did not show any noticeable differences (message ratios of 0.21 verses 0.19).
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Figure-S1:  Effects of Polymyxin-B on Agonist-Induced TF mRNA Expression in Human Umbilical Vein Endothelial Cells: Endothelial cells were incubated for 2-hours with the desired agonist [LPS (1μg/ml), IL-1α (10ng/ml), or heme (100μM)] in the absence (cross-hatched bars), or presence (solid bars) of 50μg/ml polymyxin-B, total RNA isolated, and then analyzed for TF mRNA by RT-PCR.  Values presented are the message ratios from a representative experiment repeated twice with similar results. 
Effects of IL-1-Receptor Antagonist (IL-1-RA), IL-1α, and LPS on Heme-induced TF Protein Expression:  We investigated whether heme-induced TF expression in endothelial cells was mediated potentially through the release of IL-1α, and/or TNF-α.  Effects of both anti-IL-1α and anti-TNF-α antibodies (10 μg/ml), and IL-1-receptor antagonist (IL-1-RA, 200 ng/ml) on heme-induced TF expression were evaluated.    Following pre-incubation of endothelial cells for 30-minutes with the anti-cytokine antibodies, negative isotypic control or IL-1RA, monolayers were activated with 100μM heme for 4-hours, and cells analyzed for TF-positivity by flow cytometry. No effects were noted either with anti-IL-1α and anti-TNF-α antibodies or IL-1-receptor antagonist.  We additionally assessed whether heme potentiated TF expression induced by exogenously provided agonists including IL-1α (10ng/ml), and LPS (1 μg/ml).  Heme did not enhance either IL-1α- or LPS-induced TF expression in endothelial cells.  
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