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ABSTRACT

Patients with inflammatory bowel disease (IBD) are susceptible to
thromboembolism. Interestingly, IBD occurs less frequently in patients
with inherited bleeding disorders. Therefore, we analyzed whether F9-
deficiency is protective against the onset of acute colitis in a genetic
hemophilia B mouse model. In the 3.5% dextran sulfate sodium (DSS)-
induced colitis model, F9-deficient mice were protected from body-weight
loss and had a reduced disease activity score. We detected decreased
colonic myeloperoxidase activity and decreased CXCL1 levels in DSS-
treated F9-deficient mice compared with wild-type (WT) littermate
controls, indicating decreased neutrophil infiltration. Remarkably, we
identified expression of coagulation factor IX (FIX) protein in small
intestinal epithelial cells (MODE-K). In epithelial cell cultures, cellular FIX
protein expression was increased following stimulation with the bacterial
TollHike receptor agonists lipopolysaccharide, macrophage-activating
lipopeptide-2 and Pam3CSK4. Thus, we revealed a protective role of
F9-deficiency in DSS-induced colitis and identified the intestinal
epithelium as a site of ectopic FIX.

This article has an associated First person interview with the first author
of the paper.
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INTRODUCTION

Inflammatory bowel diseases (IBD) including ulcerative colitis (UC)
and Crohn’s disease (CD) is a group of chronic, relapsing,
immunological, inflammatory disorders of the gastrointestinal tract
(Xavier and Podolsky, 2007). Microbiota-triggered Toll-like receptor
(TLR) signaling is protective in mouse models of inflammatory
bowel disease (IBD), but it is incompletely understood how gut
microbiota-derived TLR ligands regulate tissue protective factors of
the intestinal epithelium (Rakoff-Nahoum et al., 2004). CD and UC
are characterized by a dysbiotic gut microbiota (Frank et al., 2007).
Gut microbes control the development of IBD in the susceptible host
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(Xavier and Podolsky, 2007). Interestingly, in genetic mouse models
with fecal transplantation of a colitogenic microbiota, the IBD
phenotype is transferrable into wild-type (WT) mice (Garrett et al.,
2010). Meanwhile, there are results from first clinical trials, testing
fecal microbiota transplantation as a new therapeutic option in IBD
(Mattneretal., 2016). Nevertheless, the pathogenesis of IBD remains
poorly understood.

Interestingly, IBDs occur less frequently than expected in patients
with inherited bleeding disorders (Thompson et al., 1995), but it is
currently unknown whether ectopically synthetized coagulation factors
in the intestine could be involved. Factor IX plasma levels were
found to be increased during IBD (Alkim et al., 2011). Deficiency of
coagulation factor IX (FIX) is the cause of hemophilia B, a severe
X-linked inherited bleeding disorder with a prevalence of 1:25,000
(Schulman and Smith, 1952; Rogers and Herzog, 2015). Factor IX
is efficiently activated via the binary complex of tissue factor with
activated coagulation factor VII (FVIIa) (@sterud and Rapaport, 1977)
and via the thrombin amplification loop by activated FXI (FXIa)
(Gailani and Broze, 1991). Activated FIX (FIXa) is a component of the
Xase complex (Ca®'/FVIIIa/FIXa), a key entity of the coagulation
pathway. The Xase complex promotes the cleavage of FX into activated
FXa and thus the generation of thrombin (Rogers and Herzog, 2015).
The generation of thrombin activity in the plasma of hemophilia B
patients is clearly dependent on FIX concentrations under stimulation
conditions with low tissue factor concentrations and, therefore, this
pathway was suggested to be relevant for pathophysiological thrombin
generation (Xi et al., 1989). To date, it is unresolved whether the
deficiency of FIX protects from the onset of colitis.

One pathway of how the coagulation system contributes to acute
intestinal mucositis is through activation of protease-activated
receptor (PAR) signaling (Borensztajn et al., 2009). This could be
triggered by epithelial sources of tissue factor (Luther et al., 1996)
and increased ectopic synthesis of clotting factors by the intestinal
epithelium (Yamada and Nagai, 1996). Enhanced coagulation
factor signaling via PAR1 was shown to depend on the commensal
gut microbiota (Reinhardt et al., 2012) and this signaling route has
been implicated in the pathogenesis of IBD (Danese et al., 2007). In
Crohn’s disease, hypercoagulability and platelet abnormalities with
a threefold higher risk for development of systemic thrombosis were
described (Sevenchenkova et al., 2015). During active IBD, blood
coagulation is activated due to tissue factor synthesis in monocytes
(Edwards et al., 1987) and tissue factor-dependent coagulation
activation was related to disease activity (Anthoni et al., 2007).

Therefore, we hypothesized that FIXa-dependent FXa generation
could aggravate the symptoms of IBD (Danese et al., 2007). It is
unknown whether FIX as a component of the Xase complex is
present in intestinal epithelial cells and if microbial-associated
molecular patterns (MAMPs) can induce the ectopic expression of
FIX. Here, we reveal in a dextran sulfate sodium (DSS) mouse
model of acute intestinal inflammation, that F9-deficiency is
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protective against colitis. Furthermore, we demonstrate with a
mouse-specific intestinal epithelial cell culture model that MAMP-
stimulation augments the ectopic intestinal synthesis of FIX.

RESULTS

F9-deficiency protects against DSS-induced colitis

As the prevalence of IBD was found to be reduced in hemophilic
patients (Thompson et al., 1995), we were curious to explore whether
coagulation factor IX-deficient (F9~~) C57BL/6 mice (Lin et al.,
1997) are protected against 3.5% DSS-induced acute intestinal
inflammation. There was no difference in body-weight loss in the
untreated control groups (Fig. 1A), but strikingly, the body-weight
loss upon 3.5% DSS administration was significantly less in £9~/~
mice compared with WT littermate controls (Fig. 1B,C). The
reduced inflammation in DSS-treated F9~~ mice was further
corroborated by significantly longer colons and a reduced disease
activity index compared with DSS-treated WT controls (Fig. 1D,E).
These parameters did not differ in untreated mice (control).

To assess the degree of infiltration with neutrophils, we analyzed
the small intestinal and colon tissues of the DSS-treated mice.
Reduced myeloperoxidase (MPO) activity indicated decreased
neutrophil infiltration in the colon of 9™~ mice compared with
DSS-treated WT controls (Fig. 1F). MPO activity was also reduced in
the small intestine, but not in the liver and the spleen (data not shown).
Decreased neutrophil infiltration in 9™/~ mice was also reflected by
reduced plasma CXCLI levels, a chemokine promoting neutrophil
recruitment (Fig. 1G). Collectively, our results demonstrate that
F9-deficiency protects against DSS-induced colitis.

FIX protein levels in small intestinal epithelial cells are
increased by stimulation with TLR agonists

To investigate whether activation of TLRs can trigger FIX protein
expression in intestinal epithelial cells, we stimulated the
immortalized mouse intestinal epithelial cell line MODE-K (Vidal
et al., 1993) with the TLR4 agonist lipopolysaccharide (LPS), the
TLR2/6 agonist macrophage-activating lipopeptide-2 (MALP-2), or
the synthetic TLR2/1 agonist PAam3CSK4 for 2 and 4 h, respectively.
Immunoblot analyses showed that TLR2 stimulation, in particular,
increased epithelial FIX protein levels compared to unstimulated
controls, but also LPS increased epithelial FIX levels to some extent
(Fig. 2A,B). Our results demonstrate that TLR activation triggers
ectopic FIX expression in small intestinal epithelial cells.

Next, we investigated whether FIX protein is differentially
expressed in the distal small intestine of germ-free (GF) compared to
conventionally-raised (CONV-R) Swiss Webster mice. Immunoblot
analyses of small intestinal tissue lysates and densitometric analysis
showed no differences in total small intestinal FIX protein levels
(Fig. 2C,D). Thus, the gut microbiota did not affect ectopic FIX
synthesis in the small intestine, suggesting that other mechanisms
may be involved.

DISCUSSION

Here, we used a F9-defecient hemophilia B mouse model to
induce acute colitis using DSS to gain insights into the mechanism
by which the coagulation pathway drives the inflammatory response to
experimental colitis. In support of epidemiologic data (Thompson
et al., 1995), our results demonstrated that the deficiency of FIX
reduced the extent of inflammation in DSS-induced colitis. To our
knowledge, we are the first to show that the anti-hemophilic clotting
factor IX is present in intestinal epithelial cells and F9-deficiency
rendered protection against colitis. We could show that TLR activation
augments FIX protein levels in murine intestinal epithelial cells.

FIX could be detected in small intestinal lysates, but its small intestinal
expression levels were not influenced by the gut microbiota.

Our study demonstrated ectopic expression of the zymogen FIX
in small intestinal epithelial cells. The finding that stimulation with
TLR2 and TLR4 agonists increased FIX protein levels in the
MODE-K cell culture model adds to the concept that the
coagulation system has evolved as a host defense system to
prevent invasion and spreading of microbes from the environment
(Levin and Bang, 1964; Massberg et al., 2010). Our finding on the
presence of FIX in the intestinal epithelium suggests that microbial
patterns might augment clotting reactions at inflammatory epithelial
interfaces.

In case of DSS-induced colitis, F9-deficiency reduces the extent
of the acute intestinal inflammation. In the 3.5% DSS-colitis mouse
model, F9-deficiency protected from weight loss and reduced colon
length. Moreover, the deficiency of this clotting factor diminished
the disease activity score. Reduced neutrophil infiltration into colon
tissue was associated with a marked reduction in plasma CXCL1
levels. Of note, our results are in line with other mouse colitis
models, showing that shifting the balance of anticoagulant pathways
to a procoagulant state aggravates colitis (Vetrano et al., 2011). The
correlation of an over-activation of the coagulation system in active
IBD is supported by a wealth of clinical data (Lee et al., 1968;
Boehme et al., 1997; Saibeni et al., 2010; Deutschmann et al., 2013;
Schmid et al., 2014). Importantly our study, applying the DSS-
model of acute intestinal inflammation on F9-deficient hemophilia
B mice, causally demonstrated that the FIX-dependent formation of
FXa in situ is most likely one of the factors that exacerbates the
symptoms of colitis. In conclusion, our findings support the extra
circulation source of coagulation factor IX and its expression is
increased in intestinal epithelial cells upon TLR stimulation. So far
little is known about the effects of direct oral anticoagulants on the
symptoms of active IBD. Future studies should focus on the role of
ectopic synthesis of coagulation factors in active IBD and
investigate the role of coagulation factor signaling in the
recruitment of inflammatory cells, its influence on epithelial
renewal and the regulation of intestinal barrier function.

MATERIALS AND METHODS

Mice

All mice were housed in a barrier facility (TARC, Translational Animal
Research Center, University Medical Center Mainz) under specific
pathogen-free (SPF) conditions with a 12 h light-dark cycle. They were
kept in EU Type I1 IVC cages with 2—5 mice per cage and given standard lab
diet (PMI LabDiet 5021, St. Louis, USA) and water ad libitum, in a 22°C
+2°C room. F9~/~ mice (Lin et al., 1997) were originally purchased from
The Jackson Laboratory (Bar Harbor, USA) and the colony was maintained
by hemizygous breeding. Hence, the C57BL/6J WT control mice (F9*")
analyzed in this study were kept in the same cages as F9~/~ mice also after
weaning. All mice used in the experiments were 8—16-week-old male and
female mice. All groups of mice were co-housed, and sex-, age- and weight-
matched. All mice used for experiments were free of clinical symptoms. All
procedures performed on mice were approved by the Animal Care and Use
Committee (ACUC; Landesuntersuchungsamt Rheinland-Pfalz, Koblenz,
Germany; 23 177-07/G 12-1-035).

DSS-induced colitis model and tissue preparation

Acute colitis was induced by providing 3.5% DSS solution (MW 36-50,000;
MP Biomedicals, Solon, USA) dissolved in autoclaved water for 7 days, with
daily consumption monitored for any strain specific reluctance. The mice were
weighed and randomized into four groups. A normal control group comprising
WT (n=5), F9~'~ (n=9) received autoclaved water without DSS orally for
7 days. A colitis group comprising WT (n=6) or F9~'~ (n=8) received 3.5%
DSS in autoclaved tap water orally for 7 days. Mice were checked daily for
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Fig. 1. F9~'~ mice are protected during DSS-induced colitis. WT (F9**) and F9~/~ mice were treated with 3.5% DSS in their drinking water for 7 days.

(A) Mice were weighed and compared to their day 0 weights set as 100% (untreated control); (n=5-9 mice). (B) Weight loss was measured daily during
treatment and is expressed as the average percentage of initial body weightts.d; (n=6-8 mice). (C) Weight loss of the DSS-treated mice at day 7; average
percentage of initial body weightts.d; (n=6—-8 mice). (D) Control mice (untreated) (n=5-9) or DSS-treated mice (n=6—8) were euthanized on day 7, and
colons were removed and measured for their length. Results are expressed as the mean colon length+s.d. (E) Disease activity index was scored daily during
treatment. The median score is reported for each group of mice: control, n=5-9; treated group, n=6-8 mice per group. (F) Colonic myeloperoxidase (MPO)
activity in WT and F9~/~ mice without (control) and with DSS administration was measured using absorbance values measured at 450 nm, n=4 mice per
group. (G) Plasma CXCL1 levels were determined in plasma samples of DSS-treated (n=4—5 mice) and untreated WT and F9~/~ mice (n=5-8 mice).
*P<0.05; **P<0.01; ***P<0.001; ****P<0.0001.

their disease activity index. On day 7 the animals were euthanized by cervical ~ Evaluation of colitis

dislocation and organs including small intestine, liver and blood were To reflect the general condition of mice, a disease activity index was
harvested, processed and stored at —80°C for further analysis. Colons were  determined by an investigator, blinded to the protocol, by scoring the extent
excised upon autopsy and colon lengths were measured. of body-weight loss, stool guaiac positivity or gross bleeding, and stool
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Fig. 2. Intestinal epithelial cell line responds with increased FIX
expression to TLR activation. (A) FIX immunoblot of vehicle treated or LPS
(100 ng/ml), MALP-2 (2 pg/ml) or Pam3CSK4 (500 ng/ml) stimulated
MODE-K cells for 2 and 4 h (n=3, representative blot). (B) Quantitative FIX
band density with respect to the actin loading control. (C) FIX immunoblot
analysis of small intestinal lysates of germ-free (GF) or conventionally-
raised (CONV-R) mice (representative immunoblot, n=6-7 mice).

(D) Corresponding FIX band density relative to the loading control actin band
density. *P<0.05; **P<0.01; ***P<0.001.

consistency (Table 1) according to the method of Murthy et al. (Murthy
et al., 2002). Briefly, the mice were weighed before starting DSS
administration, during DSS treatment and on the day when the mice were
euthanized. Stool consistency and the degree of blood in stool were

Table 1. Disease activity index

Score Weight loss (%) Stool consistency Occult/gross bleeding
0 None Normal Normal

1 1-5

2 5-10 Loose stools Guaiac

3 10-15

4 >15 Diarrhea Gross bleeding

The disease activity index (DAI)=(combined score of weight loss, stool
consistency, and bleeding)/3.

*Normal stools, well-formed pellets; loose stools, pasty stools that do not stick
to the anus; diarrhea, liquid stools that stick to the anus (Murthy et al., 2002).

evaluated every day until the end of the experiment using Haemoccult
(Beckman Coulter, Krefeld, Germany).

CXCL1 ELISA

CXCLI1 concentrations were measured in murine plasma samples using an
ELISA kit according to the manufacturer’s protocol (R&D Systems,
Minneapolis, USA).

Myeloperoxidase activity assay

For myeloperoxidase (MPO) assay, organs were weighed, thoroughly
washed in PBS and stored at —80°C until analysis. Plasma was collected and
stored at —80°C, and was diluted in PBS before the analysis. Tissues were
homogenized in in 0.5% hexadecyltrimethylammonium bromide (Sigma-
Aldrich; H6269) in 50 mM PBS, pH 6.0. Homogenates were freeze-thawed
thrice and centrifuged at 14,000 rpm at 4°C to remove the tissue debris.
Supernatant and plasma was used for the MPO assay. The MPO assay was
performed on clear supernatant and plasma in a 96-well plate by adding
1 mg/ml of dianisidine dihydrochloride (Sigma-Aldrich, D3252) and
0.00005% H,0,, optical density was measured at 450 nm. Human
neutrophil MPO (Sigma-Aldrich, M6908) was used as a standard (range:
0.5-0.015 U/ml). One unit of MPO activity is defined as the amount needed
to degrade 1.0 umol of peroxide/min at 25°C.

Mouse intestinal epithelial cells

The murine small intestinal epithelial MODE-K cell line was kindly
provided by Dominique Kaiserlian (INSERM, Cedex, France) (Vidal et al.,
1993). MODE-K cells were maintained as described. MODE-K cells were
incubated with either vehicle or lipopolysaccharide (LPS, Escherichia coli
0111:B4; Sigma-Aldrich; 200 ng/ml), macrophage-activating lipopeptide-2
(MALP-2; Alexis, San Diego, USA; 2 ug/ml), Pam3CSK4 (InvivoGen, San
Diego, USA; 200 ng/ml) for 2 and 4 h at 37°C. Cells were then harvested for
further analysis.

Immunoblotting

To extract the proteins, MODE-K cells or harvested small intestines were
washed with PBS and homogenized in RIPA buffer containing 150 mM
NaCl, 50 mM Tris-HCI1 (pH 7.4), 1 mM EDTA, 1% Triton X-100, 1%
sodium deoxycholic acid, 0.1% SDS, 5 mM phenylmethylsulfonyl fluoride
(PMSF), 10 pg/ml leupeptin and 20 pg/ml aprotinin with protease and
phosphatase inhibitor cocktail (Roche, Basel, Switzerland). The crude
extract was centrifuged at 10,000 g for 10 min at 4°C to remove cell debris.
The supernatant was used as protein source and frozen at —80°C until further
processing. The total protein was measured by Nanodrop (Thermo Fisher
Scientific). The total protein extracts were loaded on 8-10% SDS-PAGE
and separated by electrophoresis. The protein bands were transferred onto
PVDF membranes, which were blocked and incubated overnight with
primary antibodies; anti-factor IX (5 pg/ml, Acris, San Diego, USA) and
anti-Actin  (1:1000, Sigma-Aldrich). Membranes were washed and
incubated with horseradish peroxidase-linked (HRP) secondary antibodies
(1:3000, Santa Cruz Biotechnology). Proteins were visualized by enhanced
chemiluminescence according to the manufacturer’s instructions (Cell
Signaling Technology). For densitometric analysis of protein bands, the
software ImageJ (NIH) was applied.

Statistical analysis
All values are expressed as the meants.d. Data sets were analyzed with
GraphPad Prism 6 (GraphPad) using one-way analysis of variance
(ANOVA) and paired #-tests. Differences of P<0.05 were considered
statistically significant.

Acknowledgements

We are grateful to Klaus-Peter Derreth and Julia Mohr for expert technical
assistance. We thank Dominique Kaiserlian (Inserm Rhéne-Alpes, France) for
providing the MODE-K cell line.

Competing interests
The authors declare no competing or financial interests.

c
@
o

@)
>
)

i

§e

@




RESEARCH ARTICLE

Biology Open (2018) 7, bio034140. doi:10.1242/bio.034140

Author contributions

Conceptualization: C.R.; Validation: A.K., C.R.; Formal analysis: A.K., B.K,, C.R;;
Investigation: A.K., C.R.; Data curation: A.M., S.A., B.K,, C.R.; Writing - original draft:
C.R.; Writing - review & editing: A K., JM.K., AM., S.A,, B.K,, C.R;; Visualization:
B.K., C.R.; Supervision: C.R.; Project administration: C.R.; Funding acquisition: C.R.

Funding

The project was funded by the CTH Junior Group Translational Research in
Thrombosis and Hemostasis [BMBF 01EO1003 and 01EO1503, TRP X14], DFG
Individual Grants [3450/3-1; 3450/5-2] and a project grant from the Boehringer
Ingelheim Foundation to C.R.

References

Alkim, H., Ayaz, S., Alkim, C., Ulker, A. and Sahin, B. (2011). Continuous active
state of coagulation system in patients with nonthrombotic inflammatory bowel
disease. Clin. Appl. Thromb. Hemost. 17, 600-604.

Anthoni, C., Russell, J., Wood, K. C., Stokes, K. Y., Vowinkel, T., Kirchhofer, D.
and Granger, D. N. (2007). Tissue factor: a mediator of inflammatory cell
recruitment, tissue injury, and thrombus formation in experimental colitis. J. Exp.
Med. 204, 1595-1601.

Boehme, M. W., Autschbach, F., Zuna, I., Scherbaum, W. A., Stange, E., Raeth,
U., Sieg, A. and Stremmel, W. (1997). Elevated serum levels and reduced
immunohistochemical expression of thrombomodulin in active ulcerative colitis.
Gastroenterology 113, 107-117.

Borensztajn, K., Pappelenbosch, M. P. and Spek, C. A. (2009). Coagulation factor
Xa signaling: the link between coagulation and inflammatory bowel disease?
Trends Pharmacol. Sci. 30, 8-16.

Danese, S., Papa, A., Saibeni, S., Repici, A., Malesci, A. and Vecchi, M. (2007).
Inflammation and coagulation in inflammatory bowel disease: The clot thickens.
Am. J. Gastroenterol. 102, 174-186.

Deutschmann, A., Schlagenhauf, A., Leschnik, B., Hoffmann, K. M., Hauer, A.
and Muntean, W. (2013). Increased procoagulant function of microparticles in
pediatric inflammatory bowel disease: role in increased thrombin generation.
J. Pediatr. Gastroenterol. Nutr. 56, 401-407.

Edwards, R. L., Levine, J. B., Green, R., Duffy, M., Mathews, E., Brande, W. and
Rickles, F. R. (1987). Activation of blood coagulation in Crohn’s disease.
Increased plasma fibrinopeptide A levels and enhanced generation of monocyte
tissue factor activity. Gastroenterology 92, 329-337.

Frank, D. N., St Amand, A. L., Feldman, R. A., Boedeker, E. C., Harpaz, N. and
Pace, N. R. (2007). Molecular-phylogenic characterization of microbial community
imbalances in human inflammatory bowel diseases. Proc. Natl. Acad. Sci. USA
104, 13780-13785.

Gailani, D. and Broze, G. J., Jr (1991). Factor Xl activation in a revised model of
blood coagulation. Science 253, 909-912.

Garrett, W. S., Gallini, C. A., Yatsunenko, T., Michaud, M., DuBois, A., Delaney,
M. L., Punit, S., Karlsson, M., Bry, L., Glickman, J. N. et al. (2010).
Enterobacteriaceae act in concert with the gut microbiota to induce
spontaneous and maternally transmitted colitis. Cell Host Microbe. 16, 292-300.

Lee, L. C., Spittell, J. A.Jr, Sauer, W. G., Owen, C. A., Jrand Thompson, J. H.Jr
(1968). Hypercoagulability associated with chronic ulcerative colitis: changes in
blood coagulation factors. Gastroenterology 54, 76-85.

Levin, J. and Bang, F. B. (1964). The role of endotoxin in extracellular coagulation
of limulus blood. Bull Johns Hopkins Hosp. 115, 265-274.

Lin, H. F., Maeda, N., Smithies, O., Straight, D. L. and Stafford, D. W. (1997). A
coagulation factor IX-deficient mouse model for human hemophilia B. Blood 90,
3962-3966.

Luther, T., Flossel, C., Mackman, N., Bierhaus, A., Kasper, M., Albrecht, S., Sage,
E. H,, Iruela-Arispe, L., Grossmann, H., Stréhlein, A. et al. (1996). Tissue factor
expression during human and mouse development. Am. J. Pathol. 149, 101-113.

Massberg, S., Grahl, L., von Bruehl, M.-L., Manukyan, D., Pfeiler, S.,
Goosmann, C., Brinkmann, V., Lorenz, M., Bidzhekov, K., Khandagale,
A. B. et al. (2010). Reciprocal coupling of coagulation and innate immunity via
neutrophil serine proteases. Nat. Med. 16, 887-896.

Mattner, J., Schmidt, F. and Siegmund, B. (2016). Faecal
transplantation-A clinical view. Int. J. Med. Microbiol. 306, 310-315.

Murthy, S., Flanigan, A., Coppola, D. and Buelow, R. (2002). RDP58, a locally
active TNF inhibitor, is effective in the dextran sulphate mouse model of chronic
colitis. Inflamm. Res. 51, 522-531.

@sterud, B. and Rapaport, S. I. (1977). Activation of factor IX by the reaction
product of tissue factor and factor VII: additional pathway for initiating blood
coagulation. Proc. Natl. Acad. Sci. USA 74, 5260-5264.

Rakoff-Nahoum, S., Paglino, J., Eslami-Varzaneh,F., Edberg, S. and Medzhitov,
R. (2004). Recognition of commensal microflora by toll-like receptors is required
for intestinal homeostasis. Cell 118, 229-241.

Reinhardt, C., Bergentall, M., Greiner, T. U., Schaffner, F., f)stergren-Lundén,
G., Petersen, L. C., Ruf, W. and Backhed, F. (2012). Tissue factor and PAR1
promote microbiota-induced intestinal vascular remodelling. Nature 483, 627-631.

Rogers, G. L. and Herzog, R. W. (2015). Gene therapy for hemophilia. Front Biosci.
(Landmark Ed). 20, 556-603.

Saibeni, S., Saladino, V., Chantarangkul, V., Villa, F., Bruno, S., Vecchi, M., de
Franchis, R., Sei, C. and Tripodi, A. (2010). Increased thrombin generation in
inflammatory bowel disease. Thromb. Res. 125, 278-282.

Schmid, W., Vogelsang, H., Papay, P., Primas, C., Eser, A., Gratzer, C., Handler,
M., Novacek, G. and Panzer, S. (2014). Increased responsiveness to thrombin
through protease-activated receptors (PAR)-1 and -4 in active Crohn’s disease.
J. Crohns Colitis. 8, 495-503.

Schulman, I. and Smith, C. H. (1952). Hemorrhagic disease in an infant due to
deficiency of a previously undescribed clotting factor. Blood 7, 794-807.

Sevenchenkova, E., Seifert, H. and Granger, D. N. (2015). Hypercoagulability and
platelet abnormalities in inflammatory bowel disease. Semin. Thromb. Hemost.
41, 582-589.

Thompson, N. P., Wakefield, A. J. and Pounder, R. E. (1995). Inherited disorders
of coagulation appear to protect against inflammatory bowel disease.
Gastroenterology 108, 1011-1015.

Vetrano, S., Ploplis, V. A, Sala, E., Sandoval-Cooper, M., Donahue, D. L.,
Correale, C., Arena, V., Spinelli, A., Repici, A., Malesci, A. et al. (2011).
Unexpected role of anticoagulant protein C in controlling epithelial barrier integrity
and intestinal inflammation. Proc. Natl. Acad. Sci. USA. 108, 19830-19835.

Vidal, K., Grosjean, l., Evillard, J. P., Gespach, C. and Kaiserlian, D. (1993).
Immortalization of mouse intestinal epithelial cells by the SV40-large T gene.
Phenotypic and immune characterization of the MODE-K cell line. J. Immunol.
Methods. 166, 63-73.

Xavier, R. J. and Podolsky, D. K. (2007). Unravelling the pathogenesis of
inflammatory bowel disease. Nature 448, 427-434.

Xi, M., Béguin, S. and Hemker, H. C. (1989). Importance of factor-IX-dependent
prthrombinase formation—the Josso pathway—in clotting plasma. Hemostasis
19, 301-308.

Yamada, T. and Nagai, Y. (1996). Inmunohistochemical studies of human tissues
wih antibody to factor Xa. Histochem. J. 28, 73-77.

microbiota

c
@
o

o)
>
(o)

i

§e

@



http://dx.doi.org/10.1177/1076029611405034
http://dx.doi.org/10.1177/1076029611405034
http://dx.doi.org/10.1177/1076029611405034
http://dx.doi.org/10.1084/jem.20062354
http://dx.doi.org/10.1084/jem.20062354
http://dx.doi.org/10.1084/jem.20062354
http://dx.doi.org/10.1084/jem.20062354
http://dx.doi.org/10.1016/S0016-5085(97)70086-6
http://dx.doi.org/10.1016/S0016-5085(97)70086-6
http://dx.doi.org/10.1016/S0016-5085(97)70086-6
http://dx.doi.org/10.1016/S0016-5085(97)70086-6
http://dx.doi.org/10.1016/j.tips.2008.10.007
http://dx.doi.org/10.1016/j.tips.2008.10.007
http://dx.doi.org/10.1016/j.tips.2008.10.007
http://dx.doi.org/10.1111/j.1572-0241.2006.00943.x
http://dx.doi.org/10.1111/j.1572-0241.2006.00943.x
http://dx.doi.org/10.1111/j.1572-0241.2006.00943.x
http://dx.doi.org/10.1097/MPG.0b013e31827daf72
http://dx.doi.org/10.1097/MPG.0b013e31827daf72
http://dx.doi.org/10.1097/MPG.0b013e31827daf72
http://dx.doi.org/10.1097/MPG.0b013e31827daf72
http://dx.doi.org/10.1016/0016-5085(87)90125-9
http://dx.doi.org/10.1016/0016-5085(87)90125-9
http://dx.doi.org/10.1016/0016-5085(87)90125-9
http://dx.doi.org/10.1016/0016-5085(87)90125-9
http://dx.doi.org/10.1073/pnas.0706625104
http://dx.doi.org/10.1073/pnas.0706625104
http://dx.doi.org/10.1073/pnas.0706625104
http://dx.doi.org/10.1073/pnas.0706625104
http://dx.doi.org/10.1126/science.1652157
http://dx.doi.org/10.1126/science.1652157
http://dx.doi.org/10.1016/j.chom.2010.08.004
http://dx.doi.org/10.1016/j.chom.2010.08.004
http://dx.doi.org/10.1016/j.chom.2010.08.004
http://dx.doi.org/10.1016/j.chom.2010.08.004
http://dx.doi.org/10.1038/nm.2184
http://dx.doi.org/10.1038/nm.2184
http://dx.doi.org/10.1038/nm.2184
http://dx.doi.org/10.1038/nm.2184
http://dx.doi.org/10.1016/j.ijmm.2016.02.003
http://dx.doi.org/10.1016/j.ijmm.2016.02.003
http://dx.doi.org/10.1007/PL00012423
http://dx.doi.org/10.1007/PL00012423
http://dx.doi.org/10.1007/PL00012423
http://dx.doi.org/10.1073/pnas.74.12.5260
http://dx.doi.org/10.1073/pnas.74.12.5260
http://dx.doi.org/10.1073/pnas.74.12.5260
http://dx.doi.org/10.1016/j.cell.2004.07.002
http://dx.doi.org/10.1016/j.cell.2004.07.002
http://dx.doi.org/10.1016/j.cell.2004.07.002
http://dx.doi.org/10.1038/nature10893
http://dx.doi.org/10.1038/nature10893
http://dx.doi.org/10.1038/nature10893
http://dx.doi.org/10.2741/4324
http://dx.doi.org/10.2741/4324
http://dx.doi.org/10.1016/j.thromres.2009.10.012
http://dx.doi.org/10.1016/j.thromres.2009.10.012
http://dx.doi.org/10.1016/j.thromres.2009.10.012
http://dx.doi.org/10.1016/j.crohns.2013.11.001
http://dx.doi.org/10.1016/j.crohns.2013.11.001
http://dx.doi.org/10.1016/j.crohns.2013.11.001
http://dx.doi.org/10.1016/j.crohns.2013.11.001
http://dx.doi.org/10.1055/s-0035-1556590
http://dx.doi.org/10.1055/s-0035-1556590
http://dx.doi.org/10.1055/s-0035-1556590
http://dx.doi.org/10.1016/0016-5085(95)90197-3
http://dx.doi.org/10.1016/0016-5085(95)90197-3
http://dx.doi.org/10.1016/0016-5085(95)90197-3
http://dx.doi.org/10.1073/pnas.1107140108
http://dx.doi.org/10.1073/pnas.1107140108
http://dx.doi.org/10.1073/pnas.1107140108
http://dx.doi.org/10.1073/pnas.1107140108
http://dx.doi.org/10.1016/0022-1759(93)90329-6
http://dx.doi.org/10.1016/0022-1759(93)90329-6
http://dx.doi.org/10.1016/0022-1759(93)90329-6
http://dx.doi.org/10.1016/0022-1759(93)90329-6
http://dx.doi.org/10.1038/nature06005
http://dx.doi.org/10.1038/nature06005
http://dx.doi.org/10.1007/BF02331429
http://dx.doi.org/10.1007/BF02331429

