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KEY PO INT S

l Antiphospholipid
antibodies trigger
coagulation and
inflammatory signaling
by dissociating an
inhibited TF cell
surface complex.

l Myeloid cell-
expressed TFPI
specifically supports
aPL-induced
thrombosis.

Antiphospholipid antibodies (aPLs) with complex lipid and/or protein reactivities cause
complement-dependent thrombosis and pregnancy complications. Although cross-
reactivities with coagulation regulatory proteins contribute to the risk for developing
thrombosis in patients with antiphospholipid syndrome, the majority of pathogenic aPLs
retain reactivity with membrane lipid components and rapidly induce reactive oxygen
species-dependent proinflammatory signaling and tissue factor (TF) procoagulant acti-
vation. Here, we show that lipid-reactive aPLs activate a common species-conserved TF
signaling pathway. aPLs dissociate an inhibited TF coagulation initiation complex on the cell
surface of monocytes, thereby liberating factor Xa for thrombin generation and protease
activated receptor 1/2 heterodimer signaling. In addition to proteolytic signaling, aPLs
promote complement- and protein disulfide isomerase-dependent TF-integrin b1 traf-
ficking that translocates aPLs and NADPH oxidase to the endosome. Cell surface TF
pathway inhibitor (TFPI) synthesized by monocytes is required for TF inhibition, and

disabling TFPI prevents aPL signaling, indicating a paradoxical prothrombotic role for TFPI. Myeloid cell-specific TFPI
inactivation has no effect on models of arterial or venous thrombus development, but remarkably prevents experi-
mental aPL-induced thrombosis in mice. Thus, the physiological control of TF primes monocytes for rapid aPL path-
ogenic signaling and thrombosis amplification in an unexpected crosstalk between complement activation and
coagulation signaling. (Blood. 2019;134(14):1119-1131)

Introduction
The antiphospholipid syndrome (APS) is characterized by per-
sistent autoantibodies, termed antiphospholipid antibodies
(aPLs), which cause venous or arterial thrombosis and severe
pregnancy morbidity.1 Cardiolipin is the prototypic antigen of
lipid-reactive aPLs in diagnostic immunoassays, but aPLs display
substantial reactivity with other procoagulant phospholipids.
The severity of APS is therefore often associated with a pro-
longation of coagulation times in the lupus anticoagulant
assay. In addition, aPLs react with blood proteins, including b2-
glycoprotein I (b2GPI), and by clustering of b2GPI can indirectly
activate platelets and endothelial cells through the low-density
lipoprotein receptor-related protein 8 (LRP8).2,3 However, b2GPI
has diverse biological functions as a regulator of complement
activity4 and autoimmunity.5 Anticoagulant proteins6,7 are
furthermore recognized by certain aPLs, which may cause
amplification of coagulation in physiological settings.8 The
pathomechanisms of aPL-induced thrombosis are therefore
complex.

Clonal analysis of aPLs indicates that lipid reactivity can coexist
with protein cross-reactivity,9,10 but sole lipid reactivity is suffi-
cient to cause pregnancy loss11,12 and complement-dependent
thrombosis in mice.13,14 In monocytes, endothelial and tropho-
blast cells lipid-reactive aPLs activate endosomal NADPH-
oxidase (NOX), reactive oxygen species (ROS) production,
and proinflammatory sensitization to toll like receptor (TLR) 7/8
agonists.15-18 These pathways also induce the coagulation ini-
tiator tissue factor (TF), and thereby promote thrombosis.

Monocyte TF plays a pivotal role in APS,19 and stimulation of
monocytes with cardiolipin-reactive aPLs in vitro elicits pro-
teome changes also observed in circulating monocytes of
patients with APS.20 Lipid-reactive antibodies rapidly convert
monocyte TF to a procoagulant form through Fc-mediated com-
plement activation.10,14 These responses are also elicited by
lipid-binding monoclonal aPLs cross-reactive with b2GPI, but
not by antibodies recognizing b2GPI selectively. Complement
activation by aPLs is required for the induction of thrombosis14,21,22
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and pregnancy loss.23 Fetal loss also requires TF-dependent
signaling through protease-activated receptor 2 (PAR2).24 In ad-
dition, PAR1 and PAR2 are upregulated on circulating monocytes
in patients with APS.25 Thus, there is a complex interplay among
complement, coagulation, and proteolytic signaling in the patho-
genesis of APS.

In this study, we focused on the early cellular events by which
aPLs influence the TF pathway and provide new insights into
monocyte activation by aPLs through a synergy of complement
and TF-dependent signaling. We uncovered an unexpected
role for monocyte-expressed TF pathway inhibitor (TFPI) in aPL-
induced thrombosis, delineating a novel priming pathway of
monocyte prothrombotic responses in APS.

Methods
Human aPLs
Human monoclonal aPLs representative of patient reactivities,
HL5B (cardiolipin-reactive), rJGG9 (b2GPI-reactive), and HL7G
(dual reactivity with lipid and b2GPI), were characterized
extensively.10,14,26,27 The use of blood samples has been ap-
proved by the ethics committee of the state medical association
of Rheinland-Pfalz.

Mice
Sex- and age-matched (6-12 weeks) mice were analyzed. TF
cytoplasmic domain-deleted (TFDCT),28,29 PAR12/2,30 PAR22/2,31

and TFPIK1flfl (Tfpitm1.1Rdsi)-LysMcre,32 and Lrp82/2 mice33 (Jack-
son) were backcrossed onto C57BL/6J. Cleavage-insensitive
PAR2 R38E,34 thrombin-insensitive PAR1 R41Q,35 and integrin
b1flfl LysMcre mice36 were on a C57BL/6N background. All an-
imal procedures were performedwith approval of the TSRI IACUC
(#08-0009) and the Landesuntersuchungsamt Rheinland-Pfalz,
Koblenz, Germany (23177-07/G14-1043).

Cell culture and isolation
Spleen monocytes were isolated with anti-CD115 beads
(Miltenyi Biotec). Human CD141 cells were isolated from Buffy
coats of healthy donors. Monocytes were cultured at a density of
0.53 106 cells/mL overnight, exposed to inhibitors for 15minutes,
and stimulated with agonist as follows: ARF6 inhibitor Secin H3
(20 mM), aPAR1-ATAP2/WEDE15 (10/25 mg/mL),37 C3 inhibitor
compstatin (50 mM), hirudin (100 nM), FXa inhibitor nematode
anticoagulant peptide 5 (NAP5; 1 mM),38 endosomal NOX in-
hibitor niflumic acid (0.1 mM), PAR antagonists (PAR1: RWJ
56110; PAR2: FSLLRY-NH2; 50 mM), PDI inhibitor 16F16 (2 mM),
rivaroxaban (1 mM), aTF-10H10 or 5G9 (50 mg/mL), amouse
TF-21E10 (5 mg/mL),39 aPLs HL5B, HL7G, HL5B Fab’2, or con-
trol immunoglobulin G (IgG; 500 ng/mL), TLR7 agonist R848
(2 mg/mL).

mRNA expression analysis
Relative quantification of gene expression was performed by
real-time PCR on the iCycler iQ thermal cycler (Bio-Rad) nor-
malized to GAPDH levels. Primer sequences are presented in
Table 1.

Clotting assays
Procoagulant activity of stimulatedmonocytes andPSexposurewere
characterized as described.14 Factor Xa (FXa) procoagulant activity
was measured in serum-free supernatant from 53 108/mL MM1

cells stimulated for 10 minutes with Fab’2 fragments of HL5B by
mixing FX-deficient plasma (Instrumentation Laboratory) 1:1 with
purified FXa or supernatant with or without rivaroxaban. Co-
agulationwas initiatedwith TF (Innovin; Siemens) and recalcification,
and clotting times were measured in a KC10 (Amelung, Lemgo,
Germany).

Detection of endosomal ROS
Endosomal ROS was detected in cells loaded with the fluores-
cent probe H2DCFDA (10 mM) in Krebs-Ringer phosphate buffer
(pH 7.4) after defined stimulation by flow cytometry. ROS-
producing cells were more than 80% CD11b1CD1151PI2.

Confocal microscopy
Imaging used a Zeiss LSM 710 NLO confocal laser scanning
microscope and a 1.4 Oil Dic M27 63 3 plan apochromat ob-
jective (Zeiss). Internalization of aPLs was visualized after in-
cubation of cells for 30 minutes with fluorescein isothiocyanate
(FITC)–labeled HL5B with 50 nM Lysotracker red and nuclear
counterstaining (Hoechst 33342). Membranes were stained with
1 mg/mL cholera toxin B (CTB) after stimulation on ice to avoid
internalization. TF, FVIIa, FXa, or TFPI trafficking was visualized
after incubation of cells with antibodies (aTF-5G9 or 10H10,
50 mg/mL; aFVII-12C7, 3 mg/mL; aFX-f21-4.2C, 5mg/mL; aTFPI-
HG5, 5 mg/mL) and stimulation for 15 minutes with HL5B or IgG
and immediate live cell imaging.

Internalization of gp91phox was visualized in cells fixed with
phosphate-buffered saline, 2% paraformaldehyde for 20 minutes,
followed by phosphate-buffered saline, 0.25% saponin, 1% bo-
vine serum albumin, and 2.5% horse serum for 15 to 30minutes at
20°C. Cells were stained (agp91phox, 1mg/mL; aEEA1, 1 mg/mL)
in blocking buffer at 25°C for 45 minutes, and counterstained with
secondary antibodies.

Flow cytometry
Epitope accessibility of a-FVIIa antibodies was determined by
preassembling TF-FVIIa or TF-FVIIa-FXa-TFPI complexes on CHO
cells expressing human TF. To measure internalization, surface
staining with FITC-labeled antibodies was quenched using 0.4%
trypan blue. FXa dissociation was measured by flow cytometry on
living cells cultured in10%human serumbyaddingaFXa10minutes
after stimulation. Data were analyzed with FlowJo 7.2 (TreeStar Inc).

Inferior vena cava thrombosis model and arterial
ligation models
aPL-amplified thrombus development was evaluated as
described.13,14 Briefly, HL5B (1 mg) was injected via jugular
catheter into 8- to 12-week-old male mice 1 hour before inferior
vena cava flow reduction by ligation over a transiently positioned
spacer (0.26 mm). Rhodamine B-labeled platelets and acridine
orange labeling leukocytes were infused for thrombus imaging
by high-speed fluorescence video microscopy on an Olympus
BX51WI. Leukocyte and platelet deposition was similarly mon-
itored in a transient carotid artery ligation model.40 Venous
thrombosis induced by flow restriction of the inferior vena cava
without aPLs was quantified after 48 hours, as described.41

Statistics
GraphPad Prism 7 was used for group comparisons with para-
metric Student t test or 1-way analysis of variance (ANOVA) and
multicomparison correction (Dunnett).
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Results
Prothrombotic aPLs dissociate an inhibited cell
surface TF complex
Because lipid-reactive aPLs with or without b2GPI cross-reactivity
rapidly activate monocyte TF in thrombosis,14 we hypothesized
that TF was cell surface retained in complex with TFPI. We vi-
sualized the TF-FVIIa-FXa-TFPI complex on unstimulated mon-
ocytes and found that this complex was disrupted by aPL HL5B
(Figure 1A). Stimulation for 15 minutes caused FVIIa internali-
zation into an endo-lysosomal compartment, but TFPI remained
cell surface-exposed, and FXa staining disappeared.

Lipid-reactive aPLs cause rapid conformational changes in TF and
increase clotting activity dependent on complement and protein
disulfide isomerase (PDI).14 Unexpectedly, FXa loss of cell surface
staining was not prevented by previously validated complement
and PDI inhibitors14,42,43 or eliminating complement fixing activity
in aPL HL5B Fab’2 fragments (Figure 1B). FXa also disappeared
from ADP-ribosylation factor 6 (ARF6)-inhibited cells (Figure 1B),
which mediates TF-FVIIa-integrin trafficking,44,45 indicating that
FXa was not degraded after internalization with TF-FVIIa. Instead,
we found that serum-free cell supernatants after stimulation with
Fab’2 fragments of aPL HL5B contained FXa specifically triggering
thrombin generation (Figure 1C). Calibration curves with purified
FXa indicated 13000 molecules of FXa released per monocyte,
providing an estimate for TF-TFPI surface complexes participating
in aPL signaling.

FVIIa in the inhibited complex was recognized by aFVIIa-12C7
(Figure 1A) with an epitope in the protease domain.46 Other
FVIIa monoclonal antibodies (3G12, 9D4) only recognized free
TF-FVIIa complex on CHO cells, but not the TFPI-inhibited
TF-FVIIa-FXa complex (Figure 1D). Staining withmonoclonal aFVIIa-
3G1247 showed that aPL Fab’2 fragments rapidly exposed the
epitope only accessible on free TF-FVIIa (Figure 1E). We have
previously shown that aPL HL7G, which reacts with both car-
diolipin and b2GPI, rapidly induces TF activity similar to HL5B.14

HL7G, but not aPL rJGG9 reactive with b2GPI alone, also dis-
sociated FXa independent of complement, PDI, and ARF6
(Figure 1F). We conclude that lipid-reactive aPLs can trigger
initial thrombin generation by a novel mechanism of simply
dissociating FXa from cell surface localized TF-FVIIa-FXa-TFPI.

We imaged TF with antibodies (aTF 5G948 and aTF 10H1048,49)
to structurally defined, adjacent epitopes exposed in TF-
FVIIa.48,49 Both antibodies neither disrupted FXa binding on
monocytes nor prevented aPL-induced cell surface FXa disso-
ciation (Figure 1B), suggesting that aPLs did not directly interact
with TF. Akin to the results with epitope-specific aVIIa, the
epitope ofaTF 10H10was only exposed after dissociation of FXa
with Fab’2 or IgG of aPL HL5B (Figure 2A). Because aTF 10H10
prevents aPL-induced conversion of TF to a procoagulant form,14

these data indicated that TF was present in a low activity con-
formation in the TF-FVIIa-FXa-TFPI complex before aPL activa-
tion. In addition, no internalization of TF or aPL was observed
after binding of aTF 10H10 (Figure 2A), which is in line with
protection from pregnancy loss by this antibody in humanized TF
mice.24

Tracking cell surface TF with aTF 5G9 furthermore showed that
stimulation with Fab’2 fragments of aPL HL5B without comple-
ment fixing activity failed to induce TF internalization. In con-
trast, TF colocalized intracellularly with IgG of the same aPLs
(Figure 2A). In addition, FVIIa and aPLs internalization required
complement, PDI, and ARF6 and was blocked by aTF 10H10
(Figure 2B), which also inhibits TF-FVIIa integrin interaction re-
quired for endosomal trafficking.44,50 Thus, aPLs first dissociate
the TF-FVIIa-FXa-TFPI complex and then promote TF-FVIIa and
aPL endosomal trafficking dependent on complement-triggered
thiol-disulfide exchange (Figure 2C).

We reasoned that glycosylphosphatidylinositol-anchored TFPI
capable of recycling the TF complex51 inhibited monocyte cell
surface TF. Monocytes with myeloid cell-specific deletion of the
TFPI Kunitz 1 domain (TfpiDK1) expressed normal levels of TF
(Figure 2D), but in accord with endogenously synthesized TFPI
mediating complex formation, no FXa was detected on the cell
surface of TfpiDK1 monocytes (Figure 2E). Although aPL HL5B
bound to the cell surface, it did not internalize in TfpiDK1 mono-
cytes (Figure 2F). In the mouse, 3 distinct TFPI isoforms are
generated by alternative splicing,52-54 and blood monocytes
expressed TPFIa, TPFIb, and TPFIg (Figure 2G). Because all
isoforms express Kunitz domain 1 required for TF-FVIIa-FXa
complex formation and thrombosis inhibition,32 TFPI isoform-
specific knock-out mice will be required to define the relevant
isoform mediating monocyte TF inhibition. Thus, aPL binding to

Table 1. Primer sequences

Gene Sense Antisense

Mouse
Gapdh GGCAAATTCAACGGCACAGT GTCTCGCTCCTGGAAGATGG
TF (F3) TCAAGCACGGGAAAGAAAAC CTGCTTCCTGGGCTATTTTG
TFPI a CTGTAAATAACATTCGTGGTTCCCCAGTCTCCC CAGTGTAGTTAAATCGGTGGCATTTCCCAG
TFPI b CTGTAAATAACATCGTGGTTCCCCAGTCTCCC GTAGACGGAACTCAGAAAGCCTTGGTAAG
TFPI g GGATGAGTGCAAGAAGATCTGTGAGAATC ATACAGTACCAAGGCAGCCCGAC
Tnfa CCAGACCCTCACACTCAGATC CACTTGGTGGTTTGCTACGAC

Human
GAPDH GGCAAATTCAACGGCACAGT GTCTCGCTCCTGGAAGATGG
TF (F3) GGGCTGACTTCAATCCATGT GCTGCCCAGAATAACAATGT
TNFa AGGGACCTCTCTCTAATCAGCC GGGCTACAGGCTTGTCACTC
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cells is insufficient for aPL internalization, which also requires
coagulation activation by FXa dissociated from a cell surface-
localized TF-FVIIa complex with monocyte-synthesized TFPI.

Although a previous study suggested that aPL stimulates FXa
generation by interaction with TFPI,55 we found no evidence that
lipid-reactive aPL HL5B bound to purified components of the TF-
FVIIa-FXa-TFPI complex directly (Figure 2H). Monitoring TFPIa
inhibition of phosphatidylcholine/sphingomyelin-relipidated56

TF-FVIIa-dependent FX activation (Figure 2I) or of FVIIa and FXa
in a soluble TF systemmonitored with a chromogenic substrate56

(Figure 2J) also provided no evidence that aPL HL5B disrupted
TF-FVIIa-FXa-TFPI directly. Thus, lipid-reactive aPLs specifically
dissociate the TF-FVIIa-FXa-TFPI complex on viable cells.52,53

aPLs induce thrombin-dependent endosomal
internalization of NADPH oxidase by the TF-FVIIa
complex
Lipid-reactive aPLs induce proinflammatory cytokines dependent
on endosomal ROS generation.17 We therefore evaluated how
TF-FVIIa endosomal trafficking regulated ROS production. All
blockers of TF-FVIIa internalization prevented NADPH oxidase
subunitGp91phox translocation into EEA11 endosomesof human
monocytes (Figure 3A). Internalization of aPLs and Gp91phox was

also inhibited by aTF 10H10, which blocks TF-FVIIa integrin
interaction44 and internalization, but not the noninhibitory aTF
5G9. As expected, blockade of endosomal ROS generation with
niflumic acid prevented tumor necrosis factor a (TNFa) and TF
mRNA induction by aPLs (Figure 3B) without inhibiting internali-
zation of Gp91phox or aPL (Figure 3A). The proinflammatory
responses were similarly absent when TF and aPL internalization
was blocked with complement, PDI, ARF6 inhibitors, and aTF
10H10, but not aTF 5G9 (Figure 3B). Thus, aPLs, TF-FVIIa, and
NADPH oxidase traffic by the same mechanism to the endosome.

Because PAR2 is required for the pathogenic effects of aPLs in
mice,24 we assumed that FXa released by aPLs from the TF
complex cleaved PAR2. Although extracellular FXa inhibition
with the cell impermeable inhibitor NAP5 indeed prevented
internalization, specific blockade of thrombin with hirudin was
unexpectedly also effective (Figure 3A). The amino-terminus of
thrombin-cleaved PAR1 can serve as a ligand for PAR2 in hetero-
dimer signaling37,57,58 (Figure 3C). Although this pathway has
not been implicated in aPL signaling before, inhibition of PAR1
cleavage by well-characterized monoclonal antibodies37 and an
antagonist blocking the binding pocket of PAR2 prevented aPL
internalization (Figure 3A). Further supporting that FXa released
by aPLs triggered thrombin PAR1/PAR2 cross-activation relevant
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Figure 1. Prothrombotic aPLs dissociate an inhibited cell surface TF-FVIIa-FXa-TFPI complex. (A) Human monocytic MM1 cells were cultured in human serum, stained with
aFVII-12C7 with a known epitope in the FVII protease domain,46 aFX-f21-4.2C, and aTFPI-HG5 (both identified by screening for reactivity with a preassembled TF-FVIIa-FXa-TFPI
complex on CHO-cells), and imaged on live cells after 15 minutes of exposure to control IgG or aPL HL5B. Nuclei were stained in blue with Hoechst 33342 or DAPI, surface
membrane with cholera toxin B (CTB), and endo-lysosomes with Lysotracker or aEEA1 (red). Scale bar 5 5 mm. (B) Loss of FXa surface staining on mouse CD1151 splenocytes
grown in human serum by flow cytometry after 10minutes of stimulation; mean6 standard deviation (SD). n5 6. *P, .0062; 1-way ANOVA, Dunnett multiple-comparison test vs
unstimulated. (C) FXa clotting activity in the supernatant of aPL-stimulated monocytes; mean 6 SD. n 5 3. *P , .005; 1-way ANOVA, Dunnett multiple-comparison test. (D)
Detection of TF-FVIIa vs TF-FVIIa-Xa-TFPI on TF-expressing CHO-cells by aVIIa-3G1247 and 9D4 vs 12C7. (E) Coagulation inhibitory aVIIa-3G12 vs aFVII-12C7 reactivity on
monocytic cells before and after stimulation with aPL HL5B Fab’2, which does not cause TF-FVIIa internalization. (F) b2GPI- and lipid-reactive HL7G, but not rJGG9, with sole
b2GPI reactivity can induce FXa release from mouse CD1151 splenocytes; mean 6 SD. n 5 6.
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Figure 2. Endogenous TFPI is required for aPL internalization. Internalization of MM1 cell surface TF (A) and FVIIa (B) after 15 minutes of live cell stimulation with fluorophore-
labeled aPL HL5B (IgG or Fab’2 fragment). Scale bar 5 5 mm. (C) Schematic representation of complement-dependent and independent pathways initiated by aPL. (D) Flow
cytometry detection of TF expression on CD1151 spleen monocytes for myeloid cell-deleted TFPI Kunitz 1 domain (TFPIDK1) mice and littermate wild-type (WT) controls under
basal conditions and after 3 hours of stimulation with 100 ng/mL LPS. Note that basal and LPS-induced TF expression was not affected by TFPI mutation. (E) FXa surface
localization detected by flow cytometry on CD1151 splenocytes of TFPIDK1 and littermate WT mice. (F) Live cell imaging of aPL HL5B internalization in TFPIDK1 monocytes after
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inhibition of FX (100 nM) activation by 0.5 nM TF in 60% phosphatidylcholine/40 sphingomyelin56 with 1 nM FVIIa. (J) Effect of 100 mg/mL HL5B on TFPIa (50 nM) complex
formation with 1 mM soluble TFGCN4,89 3 nM FVIIa, and 2 nM FXa measured by amidolytic assay with Spectrozyme FXa.
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for aPL signaling, FXa inhibitors, the thrombin inhibitor hirudin,
PAR1 cleavage-blocking antibodies, and a PAR2, but not PAR1,
antagonist prevented aPL HL5B induction of TNFa, TF, and ROS
production (Figure 3B).

A recent randomized trial indicated that the direct FXa inhibitor
rivaroxaban was less efficient than vitamin K antagonists in
preventing arterial thrombotic events in severe APS.59 We find
that rivaroxaban in excess of 100 nM was required to inhibit aPLs
signaling completely (Figure 3D), suggesting that pharmacoki-
netic fluctuations in drug levels may limit the effectiveness of FXa
inhibitors in blocking aPL-induced signaling.

Lipid-reactive aPLs induce PAR1/PAR2
heterodimer signaling and TF-integrin trafficking in
mouse cells
ARF6 inhibitors and aTF-10H10, which both interfere with
integrin function, blocked NADPH oxidase activation, sug-
gesting that aPL signaling requires a TF-integrin complex. As
seen with aPL-stimulated human cells, ROS production was
completely blocked by FXa inhibitors rivaroxaban (.100 nM)
and NAP5 and thrombin inhibitor hirudin in mouse spleen-
derived monocytes (Figure 4A). In contrast, ROS production
induced by TLR7/8 agonist R848 was not blocked by NAP5 and

hirudin, but continuing ROS production was suppressed by the
cell-permeable FXa inhibitor rivaroxaban. These data demon-
strate that cell surface proteases specifically initiate aPL signaling
responses.

TF-FVIIa interacts with heterodimers of integrin b1,44 and the TF
cytoplasmic domain regulates ROS production.24,60 In the ab-
sence of integrin b1 or the TF cytoplasmic domain, aPL HL5B
neither internalized (Figure 4B) nor caused Gp91phox trans-
location into EEA11 endosomes (Figure 4C). Accordingly, stimu-
lation with aPLs failed to induce ROS in monocytes from TF
cytoplasmic domain-deleted (TFDCT) or integrin b1-deficient
mice, but ROS production was not affected when the same
cells were stimulated directly with TLR7/8 agonist (Figure 4D).
Thus, the TF-integrin complex specifically directs ROS pro-
duction by aPLs to the endosome. In addition, endosomal ROS
production was abolished in TfpiDK1 monocytes (Figure 4E) and
by TFPI antibody blockade of human monocytes (Figure 4F),
which do not express TFPIg present in mouse,52 confirming that
aPLs induce a species-conserved endosomal signaling pathway.

As seen in human monocytes, aPL internalization in mouse
monocytes was also blocked by aTF and inhibitors of PDI, com-
plement, FXa, and thrombin (Figure 5A). The cell-impermeable
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inhibitors NAP5 and hirudin prevented induction of TNFa by aPLs,
but not by TLR7/8 agonism in mouse cells (Figure 5B). However,
the cell-permeable FXa inhibitor rivaroxaban and deficiency of
PAR2 or the TF cytoplasmic domain markedly inhibited induction
of TNFa by both aPLs and TLR7/8 agonism (Figure 5B). Thus, PAR2
and TF are not only required for cell surface aPL signaling but also,
more broadly, participate inmyeloid cell endosomal TLR signaling.

Antibodies to human PAR1 showed that extracellular PAR1
cleavage was required for aPL signaling (Figure 3A-B), but only
PAR22/2 and not PAR12/2 mice were protected from aPL-induced
pregnancy loss.24 Consistent with cross-activation of PAR2 by
thrombin-cleaved PAR1, only direct PAR2, but not PAR1, antag-
onists prevented aPL internalization in mouse monocytes (Figure
5A). Thrombin PAR1/PAR2 cross-activation does not require PAR2
cleavage, but the signaling scaffold of PAR2, which is deleted in
PAR22/2mice. In contrast to PAR22/2 cells, TNFa induction by aPL
HL5B was largely preserved in knock-in mutant cells carrying
a cleavage-resistant PAR2 receptor (PAR2R38Emice)34 (Figure 5C).
PAR2 antagonist and the thrombin inhibitor hirudin blocked
proinflammatory effects of aPLs in PAR2 R38E cells, confirming
PAR2 cross-activation by thrombin-cleaved PAR1. Furthermore,
thrombin-insensitive PAR1 R41Q mutant cells35 failed to respond
to HL5B stimulation, whereas in accord with prior studies, PAR12/2

mice were activated normally (Figure 5C).

To resolve the unexplained response of PAR12/2 cells, we
analyzed the proteases involved in aPL signaling. These
experiments revealed that aPL signaling in PAR12/2 cells be-
came insensitive to thrombin inhibition with hirudin, while
remaining sensitive to FXa inhibitor and PAR2 antagonist
(Figure 5D). Thus, deletion of PAR1 enabled FXa-PAR2
signaling, and thereby obscured the identification of thrombin-
induced PAR1/PAR2 heterodimer signaling as a central path-
way of aPL pathology. Importantly, this protease-dependent
aPL signaling pathway is conserved between mice and
humans.

Analysis of human monoclonal aPLs identified 3 distinct antigen
specificities; that is, reactivity with diagnostic cardiolipin alone,
reactivity with b2GPI, and dual reactivity with both lipid and
b2GPI.10,14,26,27 Whereas b2GPI-reactive aPLs (rJGG9) failed to
rapidly induce TF clotting activity in monocytes and ROS-
dependent signaling, the dual-reactive aPLs HL7G was compara-
ble with aPL HL5B in this respect.14,17 Remarkably, the dual-reactive
HL7G triggered the same pro-inflammatory pathway requiring
endosomal signaling dependent on the TF cytoplasmic domain,
integrin b1 (Figure 5E), and thrombin-PAR1/PAR2 cross-activation
(Figure 5F-G). Thus, acquisition of b2GPI reactivity in cross-reactive
aPLs preserved signaling specificity delineated for lipid-reactive
aPL HL5B.
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H2DCFDA stimulated with aPL HL5B or the TLR7/8 ligand R848 in the presence of the indicated coagulation protease inhibitors; mean6 SD. n5 6. (B) Live cell imaging of
aPL HL5B internalization in CD1151 cells of the indicated mouse strains. Scale bar5 5 mm. (C) Catalytic subunit of NOX2 (gp91phox) colocalization with EEA11 endosomes
in CD1151 spleen cells from integrin b12/2 and TFDCT mice. Scale bar 5 5 mm. (D) Quantification of ROS production in CD1151 splenocytes of the indicated mouse strains
after stimulation with aPL HL5B or TLR7/8 agonist R848; mean6 SD. n5 6. *P5 .0001; 2-way ANOVA, Dunnett multiple-comparison test. (E) TFPI is required for endosomal
ROS production. ROS generation in TFPIDK1 or WT monocytes was measured after stimulation with aPL HL5B in the presence or absence of niflumic acid (0.1 mM).
Endosomal ROS production after subtraction of nonendosomal ROS measured in the presence of niflumic acid is shown; mean 6 SD. n 5 4. (F) ROS production was
measured in cells preloaded with H2DCFDA in human monocytes stimulated with HL5B either alone or in the presence of aTFPI (20 mg/mL) added 15 minutes before aPL
stimulation; mean 6 SD. n 5 6.

TF REGULATION IN aPL-INDUCED THROMBOSIS blood® 3 OCTOBER 2019 | VOLUME 134, NUMBER 14 1125

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/134/14/1119/1223072/bloodbld2019001530.pdf by guest on 17 M

ay 2024



Myeloid cell TFPI is required for aPL-induced
thrombosis
TFDCT mice with defective endosomal ROS production and aPL
translocation have previously been shown to be protected from
pregnancy loss,24 and endosomal ROS production is required for
aPL-induced thrombosis.13 As shown here, endosomal aPL sig-
naling was also dependent on formation of the TF-FVIIa-FXa-
TFPI complex that, on dissociation induced complement- and
PDI-dependent trafficking of TF-FVIIa. Although TfpiDK1monocytes
expressed normal levels of TF antigen (Figure 2D), aPL stimulation
of these cells failed to rapidly induce cell surface phosphatidylserine
exposure (Figure 6A) and, importantly, TF clotting activity (Figure 6B),
as well as upregulation of TNFamRNA (Figure 6C). In addition, we
analyzed 20 randomly selectedpatient IgG fractions representative

of diagnostic reactivities found in general patient populations with
APS.10,14 Rare aPL IgG reactive with b2GPI alone (a-b2GPI; 2/20
patients) did not induce TNFa mRNA, but signaling of lipid-reactive
aPL IgG (definedby cardiolipin reactivity,a-CL) with (similar toHL7G;
7/20 patients) or without (similar to HL5B; 11/20 patients) b2GPI
cross-reactivity was markedly reduced in TfpiDK1 monocytes (Figure
6D) These data not only established a supportive effect of TFPI in
myeloid cell endosomal signaling in vitro but also predicted a par-
adoxical prothrombotic role for TFPI in aPL-induced thrombosis.

Although platelet-expressed TFPI suppresses thrombosis,32,61 we
found that myeloid cell-specific inactivation of TFPI in TfpiDK1 mice
had no appreciable effect on ligation-induced arterial (Figure 6E)
or myeloid cell TF-dependent41 flow-restricted venous (Figure 6F)
thrombus formation. Because myeloid cell-deleted TfpiDK1 mice
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showed normal venous thrombus development, we could rigor-
ously evaluate TFPI roles in aPL-induced responses in vivo. In line
with in vitro experiments, induction of thrombosis by aPL HL5B,
but not control antibody, was prevented by myeloid cell-specific
inactivation of TFPI in TfpiDK1 mice (Figure 6G). Thus, the physi-
ological role of TFPI as a regulator of TF is exploited by aPLs to
induce pathological signaling and thrombosis.

Discussion
Here we delineate proximal cellular events induced by aPLs in
monocytes. Lipid-reactive aPLs with or without b2GPI cross-reactivity

activate a common signaling pathway by dissociating TF-FVIIa-
FXa-TFPI. FXa liberated on the cell surface then generates
thrombin for PAR1/PAR2 heterodimer signaling in mouse and
human cells. In addition to thrombin signaling, internalization of
surface-bound aPLs requires Fc-mediated activation of com-
plement. Complement activation-associated thiol disulfide ex-
change presumably alters PDI function,42,62 and thereby permits
TF-FVIIa trafficking that delivers the NADPH oxidase to the
endosome dependent on the TF cytoplasmic domain.

The epitope of aTF-10H10 on TF-FVIIa is exposed only after aPL-
induced dissociation of TF-FVIIa-FXa-TFPI. Because aTF-10H10
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recognizes a TF cell surface pool with low procoagulant activity63

and inhibits aPL-induced allosteric activation of TF for full pro-
coagulant activity without preventing procoagulant PS expo-
sure,14 TF is likely in a conformation unfavorable for FXa release
and favorable for formation of TF-FVIIa-FXa-TFPI on the cell
surface. This antibody also blocks association of TF-FVIIa with
integrin b164 and, similar to integrin b1-deficiency or pharma-
cological blockade of the ARF6 integrin trafficking pathway,
prevents endosomal trafficking of aPL signaling components and
aPL proinflammatory signaling.

These elucidated cellular events explain previously unconnected
observations on aPL pathology. aTF-10H10 inhibits not only
monocyte signaling but also TF cytoplasmic domain-dependent
pregnancy complications in humanized TF mice.24 Complement
activation has previously been shown to be crucial for the major
pathological manifestation of APS; that is, pregnancy loss12,21,65,66

and thrombosis.14,67 It will be of interest for further studies to clarify
whether aPL binding to b2GPI and clustering of LRP82,68,69 may
amplify complement-dependent thrombosis41 in the interplay of
platelets and immune cells.69,70

The direct FXa inhibitor rivaroxaban effectively blocked aPL
signaling in vitro, but only at fairly high concentrations, which
may explain the lower efficacy relative to vitamin K antagonists in
preventing arterial thrombosis in severe APS.59 Important open
questions remain on how standard dosing of direct oral FXa
inhibitor interrupt cell signaling pathways in vivo, and interfere
with the emerging roles of FXa as a cofactor activator in co-
agulation reactions.47,71,72

APS was originally defined on the basis of aPL reactivity with
negatively charged lipids, including cardiolipin. Although lipid-
reactive antibodies also transiently expand in infectious diseases,73

clonal evolution and cross-reactivity with coagulation regulatory
proteins,9 including b2GPI, are correlated with the incidence of
thrombotic complications.74 However, systematic meta-analysis of
clinical data indicates that lipid-reactive aPLs are associated with
a comparable relative risk.75 The current data with monoclonal
antibodies show that lipid-reactive aPLs with b2GPI reactivity
activate the same monocyte signaling pathway delineated for
aPLs with sole lipid reactivity. In addition, the representative na-
ture of these monoclonal antibodies for patient IgG10,14 is con-
firmed here for TFPI-dependent monocyte activation. Thus,
selection for b2GPI reactivity cannot be used as an experimental
approach to exclude relevant lipid-dependent signaling.68

In the diagnosis of APS, inhibition of coagulation reactions in the
lupus anticoagulant assay is paradoxically predictive for clinical
hypercoagulability and thrombosis risk. We here describe a direct
and rapid procoagulant effect of aPLs resulting simply from dis-
sociation of FXa in an inhibited cell surface TF complex. The
ensuing thrombin-dependent signaling sets in motion aPL endo-
somal trafficking amplifying TF gene transcription as well as rapid
conversion of cell surface TF to a procoagulant form through
complement activation and PDI. Thus, unlike coagulation assays
formulated with isolated lipids, cell-based assay systems that de-
pend on early events of aPLs on TF in a multiprotein complex
properly measure prothrombotic effects of aPLs.

Our data uncovered a paradoxical stimulatory role for TFPI in
promoting aPL-induced signaling and TF activation on monocytes.

We expected an exacerbation of aPL pathologies by inactivation of
TFPI in monocytes, based on the established roles for TFPI as
a regulator of TF-dependent cell signaling,76 aswell as of TF77-79 and
FXa61,80,81 in hemostasis and thrombosis. Pharmacological appli-
cation of TFPI also dampens tissue injury in autoimmune disease
models.82 Unexpectedly, we found that genetic deletion of the first
Kunitz domain of TFPI mediating interaction with FVIIa prevented
not only cell surface localization of the inhibited TF complex on
monocytes but also the spectrum of proinflammatory aPL signaling
responses, rapid TF procoagulant activation, and aPL-induced
thrombosis. Thus, the physiological inhibition of TF by TFPI primes
monocytes for the pathological effects of aPLs.

The clinical significance of the proposed deregulation of TF
function by aPL is supported by documented correlations of
monocyte TF expression with the severity of APS.19,83-85 TF ex-
pression by monocytes is also a risk factor for cardiometabolic
disease,86,87 resulting in circulating primed monocytes for patho-
logical aPL signaling in patients with autoimmune diseases. Thus,
cardiometabolic disease risk factors may represent overlooked
variables that sensitize to the pathogenic complications of APS
associated with autoimmune diseases, and conversely, lipid-
reactive aPLs developing transiently in acute or chronic infections
may trigger acute thrombotic events in cardiovascular diseases.
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Canisius A, Orning C, Lackner KJ.
Antiphospholipid antibody-induced cellular
responses depend on epitope specificity :
implications for treatment of antiphospholipid
syndrome. J Thromb Haemost. 2017;15(12):
2367-2376.

11. Ikematsu W, Luan FL, La Rosa L, et al. Human
anticardiolipin monoclonal autoantibodies
cause placental necrosis and fetal loss in
BALB/c mice. Arthritis Rheum. 1998;41(6):
1026-1039.

12. Redecha P, Tilley R, Tencati M, et al. Tissue
factor: a link between C5a and neutrophil
activation in antiphospholipid antibody in-
duced fetal injury. Blood. 2007;110(7):
2423-2431.

13. Manukyan D, Müller-Calleja N, Jäckel S, et al.
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40. Jäckel S, Kiouptsi K, Lillich M, et al. Gut
microbiota regulate hepatic von Willebrand
factor synthesis and arterial thrombus forma-
tion via Toll-like receptor-2. Blood. 2017;
130(4):542-553.

41. Subramaniam S, Jurk K, Hobohm L, et al.
Distinct contributions of complement factors
to platelet activation and fibrin formation in
venous thrombus development. Blood. 2017;
129(16):2291-2302.

42. Langer F, Spath B, Fischer C, et al. Rapid
activation of monocyte tissue factor by
antithymocyte globulin is dependent on
complement and protein disulfide isomerase.
Blood. 2013;121(12):2324-2335.

43. Rothmeier AS, Marchese P, Petrich BG, et al.
Caspase-1-mediated pathway promotes
generation of thromboinflammatory micro-
particles. J Clin Invest. 2015;125(4):
1471-1484.

44. Rothmeier AS, Liu E, Chakrabarty S, et al.
Identification of the integrin-binding site on
coagulation factor VIIa required for proan-
giogenic PAR2 signaling. Blood. 2018;131(6):
674-685.

45. Rothmeier AS, Marchese P, Langer F, et al.
Tissue factor prothrombotic activity is regu-
lated by integrin-arf6 trafficking. Arterioscler
Thromb Vasc Biol. 2017;37(7):1323-1331.

46. Dickinson CD, Shobe J, Ruf W. Influence of
cofactor binding and active site occupancy on
the conformation of the macromolecular
substrate exosite of factor VIIa. J Mol Biol.
1998;277(4):959-971.

47. Kamikubo Y, Mendolicchio GL, Zampolli A,
et al. Selective factor VIII activation by the
tissue factor-factor VIIa-factor Xa complex.
Blood. 2017;130(14):1661-1670.

48. Huang M, Syed R, Stura EA, et al. The
mechanism of an inhibitory antibody on TF-
initiated blood coagulation revealed by the
crystal structures of human tissue factor, Fab
5G9 and TF.G9 complex. J Mol Biol. 1998;
275(5):873-894.

49. Teplyakov A, Obmolova G, Malia TJ, et al.
Crystal structure of tissue factor in complex
with antibody 10H10 reveals the signaling
epitope. Cell Signal. 2017;36:139-144.

50. Versteeg HH, Schaffner F, Kerver M, et al.
Inhibition of tissue factor signaling suppresses
tumor growth. Blood. 2008;111(1):190-199.

51. Ott I, Miyagi Y, Miyazaki K, et al. Reversible
regulation of tissue factor-induced co-
agulation by glycosyl phosphatidylinositol-
anchored tissue factor pathway inhibitor.
Arterioscler Thromb Vasc Biol. 2000;20(3):
874-882.

52. Girard TJ, Grunz K, Lasky NM, Malone JP,
Broze GJ Jr. Re-evaluation of mouse tissue
factor pathway inhibitor and comparison of
mouse and human tissue factor pathway in-
hibitor physiology. J Thromb Haemost. 2018;
16(11):2246-2257.

53. Maroney SA, Ferrel JP, Collins ML, Mast AE.
Tissue factor pathway inhibitor-gamma is an
active alternatively spliced form of tissue
factor pathway inhibitor present in mice but
not in humans. J Thromb Haemost. 2008;6(8):
1344-1351.

54. Zhang J, Piro O, Lu L, Broze GJ Jr. Glycosyl
phosphatidylinositol anchorage of tissue fac-
tor pathway inhibitor. Circulation. 2003;
108(5):623-627.

55. Salemink I, Blezer R, Willems GM, Galli M,
Bevers E, Lindhout T. Antibodies to b2-gly-
coprotein I associated with antiphospholipid
syndrome suppress the inhibitory activity
of tissue factor pathway inhibitor. Thromb
Haemost. 2000;84(4):653-656.

56. Wang J, Pendurthi UR, Rao LVM.
Sphingomyelin encrypts tissue factor: ATP-
induced activation of A-SMase leads to tissue
factor decryption and microvesicle shedding.
Blood Adv. 2017;1(13):849-862.

57. Shi X, Gangadharan B, Brass LF, Ruf W,
Mueller BM. Protease-activated receptors
(PAR1 and PAR2) contribute to tumor cell
motility andmetastasis.Mol Cancer Res. 2004;
2(7):395-402.

58. Lin H, Trejo J. Transactivation of the PAR1-
PAR2 heterodimer by thrombin elicits beta-
arrestin-mediated endosomal signaling. J Biol
Chem. 2013;288(16):11203-11215.

59. Pengo V, Denas G, Zoppellaro G, et al.
Rivaroxaban vs warfarin in high-risk patients
with antiphospholipid syndrome. Blood.
2018;132(13):1365-1371.

60. Cunningham MA, Romas P, Hutchinson P,
Holdsworth SR, Tipping PG. Tissue factor and
factor VIIa receptor/ligand interactions induce
proinflammatory effects in macrophages.
Blood. 1999;94(10):3413-3420.

61. Maroney SA, Cooley BC, Ferrel JP, et al.
Absence of hematopoietic tissue factor
pathway inhibitor mitigates bleeding in mice
with hemophilia. Proc Natl Acad Sci USA.
2012;109(10):3927-3931.

62. King BC, Nowakowska J, Karsten CM, Köhl J,
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D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/134/14/1119/1223072/bloodbld2019001530.pdf by guest on 17 M

ay 2024
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