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Summary

Background: Factor Vlla (FVI1la) binding to tissue factor (TF) induces cell signaling via the
protease activity of FVIla and protease-activated receptor 2 (PAR2).

Objective: We examined how the gene-expression profile induced by FVIla corresponds to the
profiles induced by protease-activated receptor 1 (PAR1) or PAR2 agonists using MDA-MB-231
breast carcinoma cells that constitutively express TF, PAR1 and PAR2.

Results and conclusions: Out of 8500 genes, FVlla stimulation induced differential
regulation of 39 genes most of which were not previously recognized as FVIla regulated. All
genes regulated by FVIla were similarly regulated by a PAR2 agonist peptide confirming FVlla
signaling via PAR2. An appreciable fraction of the PAR2-regulated genes was also regulated by a
PAR1 agonist peptide suggesting extensive redundancy between FVIla/PAR2 signaling and
thrombin/PARL1 signaling. The FVIla regulated genes encode cytokines, chemokines and growth
factors, and the gene repertoire induced by FVIla in MDA-MB-231 cells is consistent with a role
for TF-FVIlla signaling in regulation of a wound healing type of response. Interestingly, a number
of genes regulated exclusively by FVIla/PAR2-mediated cell signaling in MDA-MB-231 cells
were regulated by thrombin and a PAR1 agonist, but not by FVIlla, in the TF-expressing
glioblastoma U373 cell line.
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Introduction

Tissue factor (TF) is an integral membrane glycoprotein that acts as the cellular receptor for
clotting factor VII (FVII). TF is present in the subendothelial layers of the vessel wall where
it is constitutively expressed by many cell types, including fibroblasts and pericytes (see [1]
for review). TF is expressed on several cell types in human atherosclerotic plaques and
expression is also induced in monocytes under certain inflammatory conditions [2]. TF is
thought to contribute to the pathogenesis of a variety of diseases by its participation in both
coagulopathic [3,4] and non-coagulopathic processes [5,6]. TF is also expressed on tumor
cells in many solid tumors [7]. Accumulating data indicate that the underlying TF-FVlla-
induced effect on cell physiology involves a variety of intracellular signaling events,
including phosphorylation of mitogen-activated kinases (MAPK) [8] leading to alterations
of gene expression profiles (see [6] for review). TF-FVlla-induced signaling is known to
require the FVI1la catalytic activity, and several lines of evidence suggest that TF-FVIla
transmits cell signaling via activation of protease-activated receptors (PARS), primarily
PAR2 [9,10]. At present, conclusions drawn about the mechanism of FVIla-mediated
intracellular signaling and gene transcription are based mainly on measurements of single
parameters such as Ca2* mobilization, MAPK phosphorylation or expression levels of a
single or a few selected genes leaving an incomplete picture of intracellular events. Gene-
expression profiling permits simultaneous measurement of an abundance of transcripts and
makes it possible to study more systematically the down-stream results of complex
regulatory processes within a cell. To delineate the involvement of specific PARs in FVlla-
induced cell signaling, we compared the FVIla-induced transcriptional repertoire with
transcription induced by selective PAR agonist peptides. As a cell model system we utilized
the breast carcinoma cell line, MDA-MB-231, as it constitutively expresses TF, protease-
activated receptor 1 (PAR1) and PAR2 and is highly responsive to PAR1 and PAR2
agonists.

Materials and methods

Reagents

Cell cultures

FVIla [11] and active site-inactivated FVI1la [12] (FFR-FV11a) were prepared as previously
described. FX, FXa, hirudin, and thrombin were from Enzyme Research Laboratories (South
Bend, IN, USA). Culture media, fetal calf serum (FCS) were from Gibco (Invitrogen,
Carlshad, CA, USA). PARL1 agonist (TFLLRNPNDK-NH,) and PAR2 agonist (SLIGKV-
NH,) were synthesized on an Applied Biosystems 431A peptide synthesizer (Applied
Biosystems, Perkin Elmer, Foster City, CA, USA). Tick anticoagulant protein (TAP) was a
gift from Dr George Vlasuk (Corvas, La Jolla, CA, USA).

Cells were grown at 37 C in a humidified environment with 5% CO,. MDA-MB-231 cells
(ATCC: HTB-26) were grown in Dulbecco's modified Eagle's medium (DMEM)
supplemented with 10% FCS, 100 1U mL™~1 penicillin and 100 pg mL™1 streptomycin. U373
cells (ATCC: HTB-17) were grown in Eagle's medium (MEM) with Earl's salts substituted
with 1% non-essential acids and 1% sodium pyruvate (Gibco, Invitrogen). Cells were grown
to near confluence (~80%), washed twice with serum-free medium and maintained in serum-
free medium for 2 h before treatment.

cDNA microarray analysis

MDA-MB-231 cells were exposed to serum-free medium or serum-free medium
supplemented with FFR-FVIla (100 nw), FVIla (100 nw), TFLLRNPNDK (10 pwm) or
SLIGKYV (50 pw) for 1 or 6 h. Total RNA was isolated using TriZol (Invitrogen), followed
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by purification using RNeasy (Qiagen, Inc., Valencia, CA, USA) according to the
manufacturer's instruction. Equal amounts of RNA from two independent experiments were
pooled and Cy3- and Cy5-labeled cDNAs were prepared from 15 pg total RNA using a
CyScribe cDNA postlabeling kit (Amersham Bioscience, Bucks, UK) according to the
manufacturer's instructions. Gaps Il slides (Corning B.V, Schiphol-Rijk, The Netherlands)
were spotted with polymerase chain reaction (PCR) products of approximately 8500 human
genes (Unigene Human Cloneset Version 2.0) (Incyte Genomics, CA, USA) and
prehybridized for 1.5 h in 2 x SSPE buffer (300 mu NaCl, 20 mu NaH»POy4, 2 mu EDTA,
pH 7.4) with 0.1% sodium dodecylsulfate (SDS). Next, 1 ug polyA;s and 15 pmol Cy3- and
Cy5-labeled cDNAs were mixed in Version 2 microarray hybridization buffer (Amersham
Pharmacia Biotech, Piscataway, NJ, USA) and formamide (1:1, vol/vol) in a total volume of
40 pL, denatured at 95°C for 3 min and hybridized in a ISO20 microarray hybridization
incubator (Grant Instruments, Cambridge, UK) at 42°C for 16 h. Slides were subsequently
washed at 55°C in 1 x sodium chloride/sodium citrate buffer (SSC) (150 mwv NaCl, 15 mwu
sodium citrate, pH 7.0) containing 0.2% SDS for 10 min, then twice in 0.1 x SSC, 0.2%
SDS for 10 min, and in 0.1 x SSC for 1 min. Finally, slides were dried and scanned in an
Axon4000B (Axon Instruments, Union City, CA, USA).

Data analysis of cDNA microarrays

After DNA microarray hybridization, spots were automatically identified and signals as well
as background signals surrounding the spots were measured by the use of ARRAYVISION
Software (Amersham Bioscience). To correct for spots with negative net intensities a
smoothing function was used as described previously [13]. The threshold values (5) were
chosen in a slide/dye-specific fashion so that the proportion of spots with net intensities
between 0 and & was 10% of the proportion with negative net intensities. For each drug/
time-point combination, quantile normalization [14] was performed on the log-intensities
from the Cy3 and Cy5 channels. To determine if differences between compared treatments
were statistically significant, estimates of the log-expression ratio for each probe, together
with the associated SE and t-tests for the hypothesis that the log expression ratio is zero,
were calculated.

Real-time quantitative PCR analysis

Total RNA samples were reverse transcribed to cDNA using Superscript Il reverse
transcriptase (Invitrogen) according to the manufacturer's instructions. Two (U373 cells) and
three (MDA-MB-231 cells) individual reverse transcription reactions were made for each
sample. Expression of selected genes was determined using an ABI PRISM 7000 sequence
detection system (Applied Biosystems) as previously described [15,16]. Briefly, a five-point
serial standard curve (each point performed in triplicate) was made using cONA from MDA-
MB-231 cells treated with FVIla for 1 or 6 h, with the final assay concentration ranging
from 76 pg to 120 ng total RNA (in 25 pL reaction volume). This curve was used to
calculate the amount of target gene mRNA in all samples based on gPCR performed with 48
ng total RNA (in 25 pL) reaction volume. Universal PCR master mix and the primer/probe
assays listed below were used. mRNA levels of all genes were normalized to the expression
level of GAPDH using the primer/probe combinations: 5'-
CTGCCACCCAGAAGACTGTG-3',5-AGGCAGGGATGATGTTCTGG-3', and 5'-FAM-
CCCTCCGGGAAACTGTGGCG-3'. A t-test was applied to determine if differences
between treatments were statistically significant.
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Gene name

Assay # Applied
Biosystems

IL-8

CXCL1 (Gro-a)
CSF1 (GM-CSF)
CSF2 (M-CSF)
VEGFc

CNN1 (Cyr61)
CNN2 (CTGF)
Integrin- p1
UPA

PAI-1

NFKBIE

PTX3

Hs00174103_m1
Hs00605382_gH
Hs00174164_m1
Hs00171266_m1
Hs00153458_m1
Hs00155479_m1
Hs00170014_m1
Hs00559596_m1
Hs00170182_m1
Hs00167155_m1
Hs00234431_m1
Hs00173615_m1
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Glutamine-fructose-6-P-transaminase ~ Hs00192725 _m1

Flow cytometry

Results

U373 cells were flushed once with serum-free medium and once with Versene buffer
(Invitrogen, Gibco). The cells supplemented with Versene buffer were detached from the
culture flask by scraping. FACS buffer (phosphate-buffered saline containing 1% bovine
serum albumin and 0.05% sodium azide) was added, and the cells were split in samples and
control of 1x 108 cells and stored on ice. Cells were resuspended in FACS buffer at 4°C.
Samples were incubated with 10 pg mL~1 monoclonal antibodies against TF (1F44A1,
Novo Nordisk, Maalov, Denmark), PAR1 (ATAP-2) or PAR2 (SAM11) (Santa-Cruz
Biotechnology, Santa Cruz, CA, USA) for 60 min at 4°C. Samples and controls were then
washed and incubated with 50 pg mL~1 PE-conjugated goat antimouse 1gG (Dako,
Copenhagen, Denmark) in the dark for 30 min at 4°C, after which they were washed twice
with FACS buffer and fixed for 2 h in the dark at 4°C in FACS buffer containing 0.5%
paraformaldehyde and analyzed for fluorescence using a BD FACS Canto™ (Becton
Dickinson, Brondby, Denmark).

Genes identified as differentially regulated by FVIlain MDA-MB-231 cells are similarly
regulated by PAR2 agonist peptide

Previous studies have shown that MDA-MB-231 cells express high levels of functionally
active TF, PAR1 and PAR2. To further elucidate the effect of TF-FVIla-induced cell
signaling, we characterized TF-FVIla-induced gene expression profiles in MDA-MB-231
cells using cDNA micro-arrays consisting of approximately 8500 human genes and
expressed sequence tags. Quiescent monolayers of MDA-MB-231 cells were exposed either
to serum-free medium (control) or serum-free medium supplemented with 100 nv FV1la for
1 and 6 h, and total RNA was harvested and used for micro-array analysis. Genes
significantly (P < 0.01) differentially regulated more than 2-fold were considered regulated
by FVIla. Using these criteria, we identified 15 and 27 genes that were regulated by FVlla
after 1 and 6 h, respectively. Of these, three genes were regulated at both time points,
resulting in a total of 39 FVIla-regulated genes.
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To analyze the mechanisms of FVIla-induced intracellular signaling in MDA-MB-231 cells,
we determined whether genes regulated by FVIla were also regulated by selective
stimulation of PAR1 or PAR2. For this, MDA-MB-231 cells were treated in parallel for 1
and 6 h with a selective agonist peptide for PAR1 (TFLLRNPNDK) or a selective agonist
peptide for PAR2 (SLIGKV). The fold regulation of genes stimulated by FVIla vs. control
was compared with the fold regulations of FVIla vs. PAR1 agonist or PAR2 agonist.
Therefore, genes regulated by all three stimuli (FVI1la, PAR1- and PAR2 agonist) result in
FVIla/PARL and FVIIa/PAR? ratios close to 1, whereas genes regulated by FVlla, and not
by either PAR1 or PAR2, result in FV1la/PAR ratios above 2-fold. The results revealed that
all 15 genes, which were regulated by FV1la after 1 h, were also regulated by the PAR2
agonist. However, only 10 of the 15 genes were regulated by PAR1 agonist at this time point
(Fig. 1A, Tables 1 and 2).

A similar pattern was seen in cells treated for 6 h (Fig. 1B, Tables 3 and 4). Many of the
FVlla-regulated genes (16 out of 27) were also regulated by both PAR1 and PAR2 agonists
(Table 3), and eight other genes were regulated by the PAR2 and FVIlla, but not by the
PAR1 selective agonist (Table 4). Among the remaining three genes on the array, one
appeared to be regulated by FVIla through PAR1, whereas two appeared to be regulated by
FVIla independent of PAR1 and PAR2. However, the differential regulation was close to the
cut-off value of 2-fold, and gPCR analysis (see the following section) of RNA samples from
a separate experiment (data not shown) was used to confirm that the genes were weakly
(approximately 2-fold) regulated by FV1la and the PAR2 agonist, but not by the PAR1
agonist.

To examine whether the proteolytic activity was mandatory for FVIla signaling, we treated
MDA-MB-231 cells with active site blocked FVlla (FFR-FVIla). FFR-FVlla induced only a
few statistically significant transcriptional changes, which barely exceeded the 2-fold
threshold set for differential expression. Analysis of signal intensities of these spots revealed
very low levels for both control and FFR-FVlla treated cells. Additionally, real-time qPCR
analysis failed to confirm differential regulation of these genes (data not shown). This is
consistent with the general experience that genes expressed at low levels are at an increased
risk of being falsely scored as positives. We conclude that we were unable to find genes that
are regulated by FFR-FVIla. The data are therefore not at variance with a transcriptional
FVIla response mediated exclusively via proteolytic activation of PAR2.

Confirmation of FVlla-induced differential gene expressions by real time gPCR analysis

To validate the data obtained by cDNA microarray analysis, we subjected the array RNA
samples to real-time gPCR analysis. Thirteen genes were selected for verification: CXCL1
(Groay), IL-8, CSF1 (M-CSF), CSF2 (GM-CSF), VEGFc, CCN1 (Cyr61), CCN2 (CTGF),
integrin 1, uPA, PAI-1, NFKBIE, PTX3, and GFPT2. Except for one gene, integrin 1 (not
shown), we confirmed the differential regulation by FVIla of all genes selected (Fig. 2).

To further confirm the results obtained by cDNA microarray analysis, six genes, IL8, CSF1,
CCN1, CCN2, NFKBIE and GFPT2 were re-examined by qPCR analysis using RNA
samples from an independent experiment. All six were differentially regulated by FVIla
(data not shown). According to the array analysis, two of the FVIla-regulated genes (CSF1
and NFKBIE) appeared not to be regulated by either the PAR1 or the PAR2 selective
agonist. However, when analyzed by real-time gPCR using RNA samples from an
independent experiment, all genes were found to be regulated by the PAR2 agonist.
Similarly, GFPT2 was found by real-time qPCR to be regulated by FVIla and the PAR2
agonist. Moreover, 1L-8 and IL-6 protein expression has been confirmed by enzyme-linked
immunosorbent assay (ELISA) (data not shown). Overall, the cDNA microarray, real-time
gPCR, and ELISA data are consistent with a model in which FVIla signal through PAR2.

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.
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Concentration dependency of FVlla-induced gene regulation

The cellular response to FVIla stimulation measured by inositol 3 phosphate hydrolysis [6]
or by IL-8 mRNA and protein levels [10] is reported to be saturable with an ECsg in the low
nw range (< 10 nw). These observations were confirmed and expanded with dose—response
data on the FVIla-regulated genes, IL8, CXCL1 and CSF2 (unpubl. results). Saturation was
obtained with an ECsq between 5 and 8 nw for all three genes suggesting that the gene
response is more than 50% saturated at 10 nu FVIla. To demonstrate physiological relevance
and to avoid potential artefacts associated with supra-physiological concentrations, we
designed a small series of experiments in which the agonists FVIla and FXa were used at
concentrations close to the plasma level of their respective zymogens, FVII and FX (Fig. 3).
In addition, we verified by micro-array analysis (results not shown) that the general gene
regulation pattern observed at 100 nm was also reproduced at 10 nw FVl1la.

The transcriptional FVilaresponse is not elicited by FXa or thrombin down-stream of FVlla
in the coagulation cascade

To exclude putative FVIla-mediated down-stream activation of thrombin and FXa, we tested
the effect of the specific inhibitors, TAP and hirudin on FVIla-induced gene expression. We
also investigated the ability of FXa and thrombin to induce transcriptional regulation of
selected genes. Three FVIla/PAR2-induced genes (IL8, CSF2, and PTX3) and two PAR1
and PAR2-induced genes (CCN1 and CCN2) were selected. The inhibitors of thrombin and
FXa failed to abolish FVIla-induced regulation of all genes tested (Fig. 3). Neither thrombin
nor FXa induced the prominent PAR2-specific gene response seen with FVIla. Thrombin,
which is known to activate PAR1 and not PAR2, was devoid of effect on PAR2-regulated
genes. Stimulation with 100 nv FXa did, however, induce a slight up-regulation of these
genes at 6 h. This is in line with previous observations indicating PAR2 activation by FXa
[17,18]. Thrombin and FXa stimulated the transcription of CCN1 and (not shown) CCN2 as
expected from earlier studies using other cell model systems [19]. This implies that
thrombin-regulated genes were observed only among FVIla- and PAR2-induced genes
which were also activated by the PAR1 agonists, and not among genes activated exclusively
by FVIla and the PAR2 peptide.

Genes regulated by PAR2 in MDA-MB-231 cells are regulated by PAR1 in U373 cells

For screening of cell lines with high functional TF levels, we measured the IL-8 secretion in
response to FVIla and thrombin as an indicator of signal transduction. Interestingly, the
human brain glioblastoma cell line, U373, was found to respond with enhanced IL-8 protein
expression when treated with thrombin, but not with FVIla. As compared with MDA-
MB-231 cells, this cell line expressed relatively low antigen levels of PAR2 and TF (Fig.
4A). This was also reflected in a tenfold lower level of functional TF for U373 cells (0.14 nwm
FXa/min/105¢cells) as compared with MDA-MB-231 cells (1.9 nu FXa/min/10%cells),
possibly explaining the lack of FVIla-induced effect. To analyze whether genes other than
IL-8 were differentially expressed by thrombin in U373 cells, we performed real-time gPCR
analysis of selected genes that were differentially expressed in MDA-MB-231 cells either by
both PAR1 and PAR2 agonists or by the PAR2 agonist alone. Two genes, out of 13 genes
analyzed, were below the detection level, whereas the remaining 11 genes were induced by
thrombin and PAR1 agonist, including CSF2 and IL-8 that were shown to be specific to
PAR?2 activation in MDA-MB-231 cells (Fig. 4B-D). PAR2 agonist and FVIla failed to up-
regulate expression of any of the selected genes in U373 cells. These data indicate that the
gene regulations elicited by FVI1la through PAR2 in MDA-MB-231 cells may occur in other
cell lines through thrombin activation of PARL.

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.
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Discussion

The present array analysis of MDA-MB-231 cells stimulated with FVIla or with a selective
PAR agonist (Fig. 1) showed that a total of 39 out of 8,500 genes were differentially
regulated by FVI1la. Except for CCN1, CCN2 and IL-8, all genes, identified as FVIla-
regulated in the present study, are novel. All transcripts found to be FVIla-regulated were
similarly regulated by the PAR2 agonist. Furthermore, no FVIla-regulated genes could be
identified as specifically PAR1 regulated, as all PAR1-regulated genes were redundantly
regulated also by PAR2. The data indicate that FV1la regulates transcription exclusively via
PAR2 in MDA-MB-231 cells, thus supporting recent reports suggesting that PAR2
activation is critical for FVIla-induced cellular responses in those cells [10,20]. The present
results define two groups of FVIlla-regulated genes: one group that appeared truly FVlla
specific and was activated solely through PAR2, and another group shared with thrombin
that could be activated through PAR1 as well as PAR2. A caveat revealed by the present
study is that FVIla and thrombin, although acting on different PARs, regulate a set of
overlapping genes, and are equally effective in eliciting the corresponding transcriptional
response. Interestingly, we note that FV1la in contrast to the PAR2 agonist, failed to induce
intracellular Ca%* release in MDA-MB-231 cells [10] and in other cell types that express
both TF and PAR2 (unpublished data of the authors). Apart from this remarkable difference
in Ca2* signaling, there was little if any difference between the two PAR2 agonists in the
transcriptional response pattern. The observation that the stimulation of gene transcription
induced by FVIla was not induced by FFR-FVIla suggests that all genes identified were
regulated as a consequence of FVIla proteolytic activity. Furthermore, in our array of 8500
genes, none were found to be significantly regulated by FFR-FVlla.

The striking difference in PAR-induced gene expression profiling observed between MDA-
MB-231 and U373 cells is indicative of regulation of signaling on more than one level. The
difference may partly be explained by a difference in the relative expression levels of TF
and PARs (Fig. 4). In addition, cell-specific differences in the intracellular organization of
the signaling network may account for the finding that genes regulated via PARL in U373
cells are specifically coupled to PAR2 activation in MDA-MB-231 cells. Cross activation of
one PAR upon cleavage of the other and heterogeneous PAR clustering represent other
possible explanations for the shunting of PAR signaling from one PAR to the other as was
proposed to account for the distinct cellular responses obtained upon PAR1 cleavage with
either thrombin or activated protein C[21]. Further studies are needed to elucidate the
complex signaling networks that link PAR cleavage to gene transcription.

In addition to information about the role of PAR1 and PAR2 in FVlla-induced cell
signaling, the present data provide valuable insights into how FVIla affects various cellular
processes. Although compelling in vivo evidence is lacking, TF—FVIla-induced cell
signaling is thought to be important for normal physiology, particularly in relation to the
host defense against tissue injury, and also to be implicated in the pathogenesis of
inflammatory diseases and malignancy [6]. FV1la has been shown to induce migration
[10,22] and inhibit apoptosis [23,24]. TF-FVIla signaling may also contribute to
angiogenesis through a complex interplay between TF, PAR2 and integrins [25-27].

Several of the secreted proteins including chemokines, cytokines, and growth factors that
were found to be regulated by FVIla/PAR2 have been implicated in various aspects of cell
proliferation, cell migration, cell adhesion, cell survival/apoptosis, and angiogenesis. Thus,
IL-8 and CXCL1 have been described to be implicated in angiogenesis, metastasis, and
tumor development [28,29]. CSF2 modulates growth, differentiation, and survival of
macrophage, granulocyte, erythrocyte and megakaryocyte cells from bone marrow
progenitors, as well as the functional activities of mature effector cells such as neutrophils,

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.
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macrophages and dendritic cells. CSF1 is the primary regulator of the survival, proliferation,
differentiation and function of mononuclear phagocytes. CSF2 like CSF1 regulates
monocyte differentiation. The resulting CSF2-derived and CSF1-derived macrophages have,
however, distinctly different features [30]. Both play important roles in innate immunity,
angiogenesis, cancer, and inflammation. They are detrimental for the ability of macrophages
to move to specific sites, increase matrix remodeling and induce angiogenesis and thus
essential for normal physiological processes such as wound healing and inflammation. CSF1
and CSF2 are supposed to be essential components of the micro-environment produced in
some tumors characterized by a high density of so called tumor-associated macrophages
[31].

A possible ‘inflammatoid’ response, as a result of FVIlIa/PAR2 stimulation of MDA-
MB-231 cells, was evident from the data showing that a number of genes encoding
inflammatory mediators such as CXCL1, CXCL8 (IL8), CSF2 (GM-CSF) and PTX3 are up-
regulated already at 1 h. Later at 6 h, CSF1 (M-CSF), VEGFc, and acute-phase genes for
serum amyloid Al and PTX3 are also found to be up-regulated. In this context, it is
interesting that PTX3 is presumed to function as a regulator of the innate immune response
by its binding to complement C1q [32]. Furthermore, PTX3 is reported to up-regulate TF
expression on endothelial cells and on activated monocytes [33]. The recent demonstration
of PTX3 as a specific bFGF ligand/antagonist [34] suggests that PTX3 may also work as a
modulator of angiogenesis. The inflammatory mediators CXCL1, CXCL8, CSF2, CSF1 and
VEGFc have all been ascribed a role in angiogenesis. CSF1 [35] and VEGFc [36,37] are
direct angiogenic factors promoting endothelial proliferation, migration and differentiation,
whereas the inflammatory chemokines, CXCL1 and IL8 show both direct and indirect
effects by stimulating endothelial proliferation and migration and by working as chemo-
attractants towards monocytes/macrophages [28,38,39].

Finally, FV1la also induces gene products involved in remodeling of the matrix during
angiogenesis and tissue repair. These include matricellular proteins, CCN1 and CCN2 that
are up-regulated at 1 h. The later products (at 6 h) comprise the serine protease, uPA, and its
natural inhibitor, PAI-1. TF-FVlla-induced expression of CCN1 and CCN2 is noteworthy.
CCNL1 has been shown to activate genes that play multiple and coordinated roles in the
wound healing process, including angiogenesis, inflammation, and ECM remodeling [40].
Similarly, CCN2 has also been shown to induce gene expression that is relevant to wound
healing and angiogenesis [41].

In conclusion, gene expression profile analysis of MDA-MB-231 cells exposed to FV1la and
to PAR1 and PAR?2 selective peptide agonists show that FVIla activates a specific genetic
program and also suggest that this is mediated through activation of PAR2. The data show
that FV1la induces a set of genes whose products play a role in various steps of angiogenesis
and inflammation. These data thus support the hypothesis that TF-FVIla cell signaling may
play an important role in inflammatory and angiogenic processes, and thus be implicated in
the normal wound healing response to injury as well as in the pathogenesis of inflammatory
diseases and cancer.
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Fig. 1.

cDNA microarray analysis comparing transcriptional effects induced by factor Vlla (FVIla)
and selective protease-activated receptor 1 (PAR1) and PAR2 agonist peptides in MDA-
MB-231 cells. Quiescent MDA-MB-231 cells were treated for 1 (A) or 6 h (B) with serum-
free control media, or control media supplemented with 100 pv FVI1a, 10 pm
TFLLRNPNDK (PAR1 agonist peptide) or 50 um SLIGKV (PAR2 agonist peptide). Genes
significantly (P < 0.01) differentially regulated more than 2-fold by FV1la are included. The
differential gene regulation ratio of FV1la/PAR1 (squares) or the ratio of FVIla/PAR2
(triangles) is plotted against the FVIla/media control ratio. FV1la/PAR1 and FVIla/PAR?2
ratios below 2-fold are to be found within the grey-scaled areas and represent genes
regulated similarly by FVIla and the PAR agonist peptides. Data points present in white-
scaled areas with FVIl1a/PAR1 or FVIIa/PAR?2 ratios higher than 2-fold represent genes
regulated by FV1la but not the PAR1 agonist peptide (squares), or by FVIla but not the
PAR?2 agonist peptide (triangles). Panel C is a schematic representation of cDNA microarray
results comparing transcriptional effects induced by FV1la and PAR1 and PAR2 agonist

peptides.
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Validation of factor Vlla (FVIla)-induced differential gene expression in MDA-MB-231
cells by real time gqPCR analysis. Total RNA samples used for cDNA micro-array analysis
were subjected to real-time qPCR analysis. Regulation of the mRNA level was measured
relative to media control (mean £ SEM; n = 3). Statistical significance (*P < 0.05; **P <
0.01; ***P < 0.001) was determined by t-test analysis.
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Fig. 3.

Differential gene regulation by factor Vlla (FVIla), FXa and thrombin in MDA-MB-231
cells. Total RNA from MDA-MB-231 cells treated with control media, or control media
supplemented with FVIla (10 nw) + Tick anticoagulant protein (100 nv) + hirudin (25 U
mL™1), FXa (100 nw), or thrombin (Flla) (10 nw) for 1 or 6 h was isolated and subjected to
real-time qPCR analysis. Regulation of the mMRNA level was measured relative to media
control (mean £ SEM; n = 3). Statistical significance (*P < 0.05; **P < 0.01; ***P < 0.001)
was determined by t-test analysis.
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Fig. 4.

Differential gene regulation in U373 cells. (A) Flow cytometry of U373 cells probed with
antiprotease-activated receptor 1 (PAR1), anti-PAR2 or antitissue factor (TF). (B-D) Total
RNA from U373 cells treated with: media; 50 nm FV11a; 50 nm FXa; 50 nm thrombin (Flla);
10 um PARL1 agonist peptide or 50 um PAR2 agonist peptide for 1 or 6 h was isolated and
subjected to real-time gPCR analysis. Regulation of the mRNA level was measured relative
to media control (mean £ SEM; n = 2). Statistical significance (*P < 0.05; **P < 0.01; ***P
< 0.001) was determined by t-test analysis.

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.



Page 16

ALBREKTSEN et al.

umous U LL0 060 860 'ETTZTOZINCZLN BUOJ 'Sl ZG8YELTH WNAD "UmouNuN 2680071V
(21dSaLD) z a1 asereydsoyd |jews v apndadAjod
260 eT'T Lv0 ‘11 asesswAjod WNY “urewop feuluna)-Axoged 96€9T0 AN
G8'0 Lr'T v0z  (d7/v71S) usbiue seasoued santj/usbnue Jaall a|gnjos 9ZETVLIV
ENilo) 627 821 oy 186 uteroud Jabuyy ourz 612.1009
SOA uomewwelul €T 98'T 08 (€XLd) urxenuad Buo €50€9X
T v0'T G20 (Tz401) Tz 10308} UONALIdSURI L 6E6TL6IV
uoizeinGas reuondiosuel S50 STT 88'C (cdwdg) ¢ ueloid pereroosse-Tv Mg 0S65£04V
Bureudis or'T 650 050 (TNHdT) T uniydone 102800700 AN
SOA 950 €T LT (ZNND) (4910) 10308} YImoIB anss) 8AIIBUUOD Ly68.X
saA  Buljapow xuyeu ‘uolsaype |9 9.0 2T 8r'e (TNND) (19440) T9 uta0ad you auleIsho ¥80CTA
ut ut ut
dDdb Ag paijian ¢dvd  Tdvd  elpsw
uone|nbiai elind AioBsred  feliInd - feIIAD - fRIING uonelouUY #00V

NIH-PA Author Manuscript

T alqel

NIH-PA Author Manuscript

y T Joy 1stuoBe ayy 01 pasodxa s[18d TEZGN-V AN Ul
sapndad 1s1uoBe zyvd pue (THVd) T Jo1dadai pajeAnde-asealold y1og se Jjam se (pjoj-g Ueyl aiow pue T0'0 > d) (B11A4) BlIA J1019e) Aq pale|nbial sauso

NIH-PA Author Manuscript

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.



Page 17

ALBREKTSEN et al.

sisoidody 10T 9z'e €0 (eon1g) € Burureyuoa-yeadal (urewop sisoydode Jo Jonqiyul) dv [edirojnoeg 0cv.£009

ON Buijapow xiyew ‘uoisaype |10 280 (44 29¢ Temsq uubel  TT2Z00 AN

SOA 160 5¥ 6E9 (2459) (4SD-IND) J01aey Buire|nwins Auojod abeydo.ioew-s1Aa0|nuels) 02ZTTN

EEIN (44" ¥1'8 9 (8-111) 8 uninaIBIU] £8€9ZIN

SOA si030e} G6T  €LeT  S90¢ (0019)  TTSTO0 AN

Yimouh ‘saurjo1fa saupjowsy) eydye AnAnoe Bunenwns yimolb ewouejaw (T79xQ) T puebi| (Jow O-X-2) sunjowsyd

d0db Aq payrien KioBeren yt yt yt uonelouuy #00V
uonenfai ejiAd Zdvd  Tdvd  elpsw
[elING - felINA  [elINA

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Y T Joy 1s1uobe ayy 01 pasodxa s||eo
T€Z9IN-VAIN ul apndad 1siuobe (zdvd) g 101dadai pareAloe-asesjold se ||am se (pjoj-g eyl alow pue 100 > d) (Bl11IA4L) elIA 10198} Ag parejnbal sauss

¢?olqel

NIH-PA Author Manuscript

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.



Page 18

ALBREKTSEN et al.

umoudun €0'T €90 870 €T awely mc_Umm._ uado G 3WOSOWOUIYI "'umouxun Nﬁwvool_\/_z

Bylo 05T 't L£T (80vOV) Blaq 8se|Ax00ued v sWAZU30D-1A190Y  €60T00 N

uonewiwelul 85T 181 Ge'C (TvVS) TV pIojAwe wneS  982628VV

sisojdody 17T 29T e (9p2pd) 9 Ureap |19 pawwelboid T288SLIV

660 990 Sv'0 (TP1) T Butpuig ¥NQ o Jouqiyul G288.S

95T 96'T 90T (z4enod) z 10304 uonduIosuel) ‘Z SsBJO “UlRWOP NOd 869200 IAIN

18T 19T 9T'C (TN S0Td °T s1199-g Ul Jadueyua suab ureys 61| edde Jo Jojoe) reajonN €V9SSIN

uone|nBas feuonduosues | 660 XA 20T G ase|Ajpoesp BUOISIH - ZLTTT0aY

65T vS'T 8v'e auab yaums T9/09 a¥kooydwiA| satyeind 66T69N

S0'T 850 €e0 (zdiy *25d) 9T Jonqiyur aseur| uspuadap-uljaAd 16,6801V

w2t 88'T S0z (Tzd) VT Jongiyur aseursi yuapuadap-u1jokd 697921

103u02 31242 13D v0'T T 69'€ (ed) T uungns Aiogeinbal G aseunst yuapuadap-uij9kD 2/8v0L

Bueubis 0€T 96'T 85T | 8seuD| Weo 918TH 1

SOA sionquyuy asesjoud ¥6'0 /8T 62°€  (T-1vd) (T8uIdIas) T Joquisw F ape|d “JoNqiyul aseutsloid (3ulelsAd 1o) aulies €80V TIN

SOA $95R3]0.d 96'0 0S'T 92 (edn) JojeAnoe usbourwseld adAi-aseuoin ePTTTA

SSA  SI019B) YyIMoJB pue Sauy01Ad ‘saupjowsyd 19T €T 882 (2459) (4SD-IND) J01aey Buire|nwins Auojod abeydo.ioew-s1Aa0|nuels) 02ZTTN

d0db Aqg payrien KioBeren yo9 yo9 yo9 uonelouuy #00V
uone[nbai eliAd 2dvd  Tdvd  elpsw

feliINd - [ElING - [elING

U 9 Joy 1stuoBe ayy 01 pasodxa s[|8d TEZGN-VAWN Ul
sapndad 1s1uoBe zyvd pue (THVd) T Jo1dadai pajeAnde-asealold y1og se Jjam se (pjoj-g Ueyl aiow pue T0'0 > d) (B11A4) BlIA J1019e) Aq pale|nbial sauso

€9lgel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.



Page 19

S3A 50T s 8T°€ (21049) z sseulwesuely syeydsoyd-g-asojonyy sulweIN|S 6829109V
Sr'T 50T €T (tdw1) T uieroud Bunoessiul €4IVANL  968TTOCY
NETTe) €80 8eC 18°€ / u1s1o4d pajeroosse (sjjauehlo Jesonu) w9  60S6ESIV
SOA uonjewweyjul 98'T 1T or'9 (eXLd) urxenuad BuoT €50€9X
29T €Le 1€ (zo11g) g Buturejuoo-yeadau (T ureioud sisordode Jo Jonqiyul) dvl [eaIA0|Ndeg orsLeEN
sisojdody ST 68'C 207 (e0119) € Buiureluoo-yeadal (urewop sisoidode Jo Jouqiyul) dvl [esnoInoeg  0ZyL€009
8LT vee v6'€ (T92 TGY) T 1100-pa]102 B|QIANPUI-TEY G80GEZ
SIA uonenbal jeuonduosuel | 0T'e e Jzz  (319X4N) uojisda “10uqiyul S|j82-g ul Jaoueyus aush ureyd 1ybij eddey Jo 101084 JesjoNN  609£9009
Burreubis v0'T 102 6TC (EXMVIN) € aseury aseury uis)oid payeAnde USBONIN - TYEEVEIV
SOA 0T'Z e 12 (T450) (sBeydoudew) T Jojoes Burre|nwns Auojod 96ZTTIN
SOA $103084 9T'T [A%4 10T (0483) O 103984 YIMOIB [BI]BYIOPUS JEINISEA ZyIErn
YyimoJB pue sauy01Ad ‘saupjowsy)d
H0db Aqg pairian A106910D s1y9 s1y9 s1y9 uolelouuy #00V
uonenfai ejiAd Zdvd  Tdvd  Elpsw

felind - [BlING - [elINd

ALBREKTSEN et al.

U 9 Joj 1s1uobe ayy 01 pasodxa s||eo
T€Z9IN-VAIN ul apndad 1siuobe (zdvd) g 101dadai pareAloe-asesjold se ||am se (pjoj-g eyl alow pue 100 > d) (Bl11IA4L) elIA 10198} Ag parejnbal sauss

v alqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

J Thromb Haemost. Author manuscript; available in PMC 2010 March 2.



