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Protein disulfide isomerase secretion following
vascular injury initiates a regulatory pathway
for thrombus formation
Sheryl R. Bowley1,*, Chao Fang1,*, Glenn Merrill-Skoloff1, Barbara C. Furie1 & Bruce Furie1

Protein disulfide isomerase (PDI), secreted by platelets and endothelial cells on vascular

injury, is required for thrombus formation. Using PDI variants that form mixed disulfide

complexes with their substrates, we identify by kinetic trapping multiple substrate proteins,

including vitronectin. Plasma vitronectin does not bind to avb3 or aIIbb3 integrins on

endothelial cells and platelets. The released PDI reduces disulfide bonds on plasma

vitronectin, enabling vitronectin to bind to aVb3 and aIIbb3. In vivo studies of thrombus

generation in mice demonstrate that vitronectin rapidly accumulates on the endothelium and

the platelet thrombus following injury. This process requires PDI activity and promotes

platelet accumulation and fibrin generation. We hypothesize that under physiologic condi-

tions in the absence of secreted PDI, thrombus formation is suppressed and maintains a

quiescent, patent vasculature. The release of PDI during vascular injury may serve as a

regulatory switch that allows activation of proteins, among them vitronectin, critical for

thrombus formation.
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T
hrombus formation is a host defence mechanism
that protects the high-pressure mammalian circulatory
system from significant loss of pressure following vascular

injury. Limited proteolysis, cell activation and receptor
conformational transitions are important mechanisms for rapidly
transforming a quiescent system into an active system,
as characterized by the activation of the blood coagulation
cascade and fibrin generation, endothelial cell activation and
degranulation and platelet thrombus formation1, but we have
recently determined that protein disulfide isomerase (PDI) and
several additional thiol isomerases may play an important role in
maintaining the patency of the circulatory system. PDI and other
thiol isomerases are required for thrombus formation and their
absence from blood in the intact circulatory system is a
mechanism to maintain patency in the absence of a breach.
PDI is secreted from endothelial cells and bound platelets
following vessel wall injury during thrombus formation2–5. From
in vivo animal studies, PDI is required for both fibrin generation
and platelet thrombus formation2,3. Similarly, ERp57 and ERp5,
both members of the thiol isomerase family, also play a critical
role in thrombus formation6–9. However, the molecular and
cellular basis by which these thiol isomerases participate in the
haemostatic process is unknown.

PDI, a prototype of a family of thiol isomerases with common
thioredoxin-like domains and active sites characterized by
the sequence CXXC (ref. 10), is an oxidoreductase involved in
the formation of protein disulfide bonds during protein synthesis.
PDI has two active thioredoxin domains, a and a0, each
containing a CGHC motif, and two non-enzymatic domains,
b and b0 potentially important for substrate recognition.
We hypothesize that extracellular thiol isomerases are involved
in critical modifications of vascular substrates during thrombus
formation and propose that on vascular injury and the secretion
of these enzymes, proteins critical to thrombus formation
are converted from an inactive to an active form by changes in
their disulfide bond structure. The modification of protein
function by alteration of functional or allosteric disulfide bonds
represents a novel and general regulatory mechanism11.

When the CGHC motif is reduced, a protein substrate disulfide
can be reduced at the expense of the PDI active site. This reaction
occurs through transient formation of a mixed disulfide between
the N-terminal Cys in the PDI CGHC motif and a Cys in the
substrate. Resolution of the mixed disulfide requires the second
C-terminal Cys of the enzyme active site12,13. Mutation of the
C-terminal Cys to Ala in the PDI active site leads to accumulation
of the PDI-substrate mixed disulfide intermediate complex,
allowing isolation and analysis of the target protein. This
kinetic mechanism-based trapping of thiol isomerase substrates
has been employed to examine the electron transport pathway
in the endoplasmic reticulum14 and on cell surfaces15. We have
adapted this procedure to study mixed disulfides involving
PDI and its covalently bound substrates that originate in plasma
and platelet releasate.

Vitronectin is among the protein substrates that formed mixed
disulfide complexes with PDI. Vitronectin is present in plasma
and platelets and binds to aVb3 and aIIbb3, plasminogen
activator-1, the urokinase receptor, collagen and complement
C5b-7 (ref. 16). This protein circulates as a single chain form that
includes an N-terminal somatomedin B domain and a series
of hemopexin-type domains. Vitronectin also circulates in a
two chain disulfide-linked form following cleavage after Arg 379.
Plasma vitronectin does not bind to aVb3 (ref. 17). Studies
of thrombus formation in live mice that lack vitronectin have
revealed an role for vitronectin in thrombosis18,19, and we have
confirmed the importance of this protein using vitronectin null
mice in our model systems.

In the current study, we hypothesize that the absence of
PDI from blood plays a critical role in maintaining patency
of the circulatory system. On vascular injury, the release of
PDI from the stimulated endothelium and bound platelets
activates proteins, including vitronectin, critical for thrombus
formation through modification of functional disulfide bonds11.
PDI reduces either one or two disulfide bonds on plasma
vitronectin that, we propose, enables this form of vitronectin to
bind to b3 integrins and support thrombus formation.

Results
Kinetic trapping of protein substrates of extracellular PDI.
Kinetic trapping identified protein substrates of human PDI in
plasma or secreted from platelets following cell stimulation.
We generated three classes of recombinant PDI constructs:
(1) wild type PDI, containing 53CGHC56 and 397CGHC400

located in the a domain and a0 domain respectively (PDI–CCCC);
(2) three trapping variants in which an active site cysteine is
mutated to alanine, precluding cleavage of the PDI-substrate
complex: PDI–CACC: 53CGHA56 and 397CGHC400; PDI–CCCA:
53CGHC56 and 397CGHA400; PDI–CACA: 53CGHA56 and
397CGHA400; (3) inactive PDI in which cysteines were replaced
by alanines: PDI–AAAA: 53AGHA56 and 397AGHA400 (Fig. 1a).
These constructs were expressed with an N-terminal FLAG
epitope and a C-terminal streptavidin binding peptide. Strepta-
vidin affinity chromatography yielded PDI variants that migrated
as a single band on SDS–polyacrylamide gel electrophoresis
(SDS–PAGE). PDI variants PDI–CACC and PDI–CCCA have
impaired reductase activity, whereas the PDI–CACA and
PDI–AAAA variants have minimal or no reductase activity,
respectively (Fig. 1b).

PDI trapping mutants bind substrates in platelet-rich plasma.
PDI and its variants were added to platelet-rich plasma
containing Gly-Pro-Arg-Pro-NH2, an inhibitor of fibrin
polymerization, before addition of collagen and thrombin.
PDI and PDI-associated proteins from the resulting plasma and
platelet releasate were affinity purified by streptavidin then
subjected to SDS–PAGE. Wild type PDI–CCCC and the inactive
PDI variant (PDI–AAAA) showed comparable banding patterns
by silver stain but no fluorescence staining upon Western blotting
for PDI except at the position of uncomplexed PDI (Fig. 1c, upper
panel). The reaction of the three trapping mutants with the
plasma samples produced mixed disulfide complexes as visualised
on non-reduced SDS–PAGE and the corresponding Western
blot probed for complexes containing PDI (Fig. 1c, upper panel).
On addition of DTT, these PDI complexes disappeared,
confirming the role of disulfide bonds in complex formation
(Fig. 1c, lower panel).

2D electrophoresis of PDI-substrate complexes. To identify
protein substrates of PDI via its reductase activity, trapping
experiment was performed in platelet rich plasma as before and
resulting PDI complexes were analysed by 2D SDS–PAGE
(Fig. 2a). Samples were run under nonreducing conditions
in the first dimension. After in-gel reduction with DTT and
alkylation with NEM, the proteins were separated by SDS–PAGE
in the second dimension. This analysis distinguishes between
proteins disulfide-linked to PDI and those bound noncovalently
to PDI. Disulfide-linked PDI complexes on reduction separated
into individual components that appear on the gel (Fig. 2a).
These proteins include the ‘trapped’ substrates and monomeric
PDI. In contrast to PDI–CCCC and PDI–AAAA, all three
trapping PDI variants highlight similar proteins off of the diag-
onal. The protein complexes trapped with PDI–CACA (Fig. 2a)
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were excised and identified by mass spectrometry.
Proteins included vitronectin, complement factor 3, complement
factor 5, C4b-binding protein, a2-macroglobulin, protein S,
histidine-rich glycoprotein, thrombospondin 1, prothrombin

and CD5 antigen-like protein. From this list, we independently
verified by Western blotting that vitronectin, histidine-rich
glycoprotein, protein S and prothrombin are redox substrates
of PDI.

To confirm vitronectin as a PDI substrate, the 2D gels
analysing the mixed disulfide complexes were probed with
anti-vitronectin antibody (Fig. 2a, right). Reduced forms of
vitronectin, with molecular weights of about 60,000 and 65,000,
were bound to the trapping variants. Some vitronectin forms
of approximately the same molecular weight are visible on
the diagonal.

Vitronectin is a substrate of PDI but not of ERp57.
PDI–CACC, PDI–CCCA and PDI–CACA formed mixed
disulfide complexes with vitronectin when added to platelet-rich
plasma (Fig. 2b). Neither the PDI–CCCC nor the inactive
PDI-AAAA formed mixed disulfide complexes with vitronectin.
PDI nor its variants were detected using anti-FLAG antibodies
whereas vitronectin was detected using an anti-vitronectin
antibody. Secondary antibodies labelled with Alexa 647 and Alexa
488 allowed simultaneous detection of PDI and vitronectin in
non-reduced (Fig. 2b, upper) and reduced (Fig. 2b, lower)
SDS gels. The PDI trapping variants reacted with vitronectin
in platelet-rich plasma to form a mixed disulfide complex
of PDI and vitronectin with a molecular weight of approximately
120,000 (Fig. 2b, upper). On reduction, two forms of vitronectin
are visualised. Since all PDI trapping mutants reacted with
vitronectin, the catalytic active site in the a or a’ domains is
capable of reducing disulfide bonds of vitronectin.

Although there are two potential trapping sites in PDI–CACA,
there is no band in the unreduced 2D SDS–PAGE for this variant,
consistent with a complex of two vitronectin molecules linked
to PDI. Instead, the PDI–CACA mutant showed a doublet,
with each band corresponding to the individual band seen
in the PDI–CACC and PDI–CCCA complex. This indicates
a 1:1 stoichiometry between PDI and vitronectin. Vitronectin
contains thrombin cleavage sites at Arg370-Asn371 and
Arg305-Thr306 (ref. 20). Since thrombin was exogenously added
during the trapping experiments to mimic conditions during
thrombus formation, proteolysis yielded vitronectin species of
63,000 and 58,000.

ERp57 has a similar size and domain structure as PDI with
33% identity in their amino acid sequences. Both enzymes have
catalytic a and a0 domains sharing 50% amino acid identity and
the CGHC motif21. To determine whether PDI and ERp57 share
substrate specificity, we performed kinetic trapping experiments
in platelet-rich plasma with ERp57 using ERp57-CCCC,
ERp57-CACC, ERp57-CCCA, ERp57-CACA, and ERp57-
AAAA. Analysis of the experiment by SDS–PAGE and Western
blot showed trapping variants of ERp57 produce a fingerprint of
mixed disulfide complexes distinct from PDI, suggesting unique
sets of substrates (Fig. 2c). Immunoblot for the presence of
vitronectin among the ERp57 mixed disulfide complexes indicate
that none of the ERp57 trapping variants produce a disulfide-
linked complex containing vitronectin. This demonstration of
substrate specificity distinguishes PDI and ERp57.

To further characterize the reductase reaction between PDI and
plasma vitronectin, we determined the number of disulfide bonds
in vitronectin that are reduced by PDI. Since purified plasma
vitronectin assumes different conformations depending on
the method of purification (that is, multimer formation
with urea treatment and conformational changes after heparin-
affinity purification22,23), we performed the PDI-vitronectin
reaction using vitronectin in fresh platelet-poor plasma. Since
vitronectin has two free thiols, the plasma was initially treated
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Figure 1 | PDI and its variants for mechanism-based kinetic trapping of

substrates. (a) Domains a and a0 (light grey) contain the catalytic motif

(CGHC) whereas the b and b0 domains (dark grey) have no catalytic activity.

‘x’ connects the b0 and a0 domains and there is a C-terminal extension c.

CCCC, CACC, CCCA, CACA and AAAA indicate the amino acid residue in

PDI at residues 53, 56, 397 and 400. FLAG is linked to the N-terminus and

SBP (streptavidin binding peptide) to the C-terminus. (b) The reductase

activities of PDI and the PDI variants were monitored by insulin reduction.

PDI–CACC (inverted open triangle) and PDI–CCCA (open triangle) have

impaired reductase activity compared with PDI–CCCC (black square) while

PDI–CACA (open diamond) and PDI–AAAA (black circle) do not express

reductase activity. The error bars represent standard deviation from the

mean of 3 replicate experiments done in duplicate. (c) Kinetic trapping of PDI

substrates was performed in platelet-rich plasma. PDI and PDI-associated

proteins were isolated by streptavidin affinity chromatography. Samples were

run under non-reducing conditions on 3–8 or 7% SDS–PAGE and proteins

visualised by silver staining (Left) and by Western blot (Right) for PDI and

PDI-substrate complexes (green), as blotted with fluorescently labelled

anti-FLAG antibody. MW, molecular weight� 10� 3. Upper panel,

nonreduced; lower panel, reduced.
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with NEM and excess NEM removed by dialysis, then reacted
with either PDI–CCCC or PDI–AAAA. The reduction
of disulfide bonds and subsequent alkylation of the new
thiols in vitronectin were visualised by immunoblotting and
monitoring gel mobility shifts associated with the incorporation
of PEG5000-maleimide (Fig. 3). The time-dependent (Fig. 3a) and
dose-dependent (Fig. 3b) reduction of plasma vitronectin by
PDI–CCCC but not PDI–AAAA led to the appearance of
vitronectin species of increased molecular weight at 89,900.
This molecular weight increase corresponds to the incorporation
of 3.6±0.06 moles of the PEG5000-maleimide per mole of
vitronectin. No incorporation of PEG5000-maleimide was
observed when ERp57 was added to plasma. Similar results,
with the appropriate increases in the molecular weights, were
obtained when PEG2000-maleimide was employed (Fig. 3c,d).
These findings are consistent with the reduction of two disulfide
bonds in vitronectin.

PDI reduces disulfide bonds in vitronectin. To identify
the disulfide bonds in vitronectin that are cleaved by PDI a
trapping reaction was performed with PDI-CACA in platelet-free
plasma and the mixed disulfide complex between PDI and
vitronectin isolated followed by alkylation with NEM then
reduction and alkylation with iodoacetamide. The initial alkyla-
tion step with NEM derivatized the free sulfyhydryls present in
plasma vitronectin as well as the newly formed thiol(s) resulting
from cleavage of disulfide bonds by PDI (Fig. 4a). Hence, a
disulfide bond in vitronectin that was cleaved by PDI can be
identified by the presence of a Cys-NEM. Figure 4b shows the

fragmentation ions from the peptide GQYCYELDEK
(residues 158–167) in which the difference between b3 and b4 ions
as well as y6 and y7 ions indicates NEM alkylation at Cys 161.
A second NEM modification was observed in the peptide
SIAQYWLGCPAPGHL (residues 445–459) (Fig. 4b) in which
the mass increase between b8 and b9 ions and the complementary
y6 and y7 ions corresponds to NEM alkylation at Cys 453.
The cysteines paired to Cys 161 and Cys 453 (Cys 137 and
Cys 274, respectively) showed carbamidomethylation with
iodoacetomide (Fig. 4c). These results indicate that PDI cleaves
the disulfide bonds Cys 137–Cys 161 and Cys 274– Cys 453 in
the hemopexin-like domains of plasma vitronectin. While
Cys 137–Cys 161 is an intradomain linkage24, Cys 274–Cys 453 is
an interdomain bridge that links the C-terminal fragment to
the central part of the molecule25.

Reduction of disulfides correlates with b3 binding. Native
plasma vitronectin does not bind to integrin adhesion receptors
and is not an adhesive glycoprotein17. We hypothesized
that PDI-catalysed disulfide bond reduction in plasma
vitronectin allows for binding to its receptors, aVb3 and
aIIbb3. We evaluated the functional effect of vitronectin
reduction by assessing vitronectin binding to immobilized
aVb3 integrin. Binding of wild type PDI-treated plasma
vitronectin to aVb3 integrin was increased as a function
of PDI concentration (Fig. 5a, left). Up to 4-fold increase
in bound vitronectin was observed at the highest
PDI concentration tested (15 mM). In contrast, plasma treated
with increasing concentrations of inactive PDI-AAAA showed
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Figure 2 | Western blot of trapped PDI substrates. (a) 2D electrophoresis of PDI and variants complexed to substrates from platelet-rich plasma.

PDI complexes were isolated and analysed by 2D SDS–PAGE and Western blotting. Samples were run under nonreducing conditions, the gel treated with

DTT, newly formed thiols alkylated with NEM, and the proteins in the gel strip run in the second dimension. Left: silver stain. Right: Western blot:

PDI (green) using anti-FLAG antibody and vitronectin (red) using anti-vitronectin antibody. (b) Kinetic trapping with PDI and PDI variants in platelet-rich

plasma. Samples were analysed by SDS–PAGE, blotted for vitronectin (red) and PDI (green) and detected by immunofluorescence as in A. (c) Kinetic

trapping experiments with ERp57 and ERp57 variants were performed in parallel in platelet-rich plasma. ERp57 (green) and vitronectin (red) were detected
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vitronectin-aVb3 integrin binding similar to background binding.
Wild type ERp57-CCCC did not increase vitronectin binding,
consistent with our finding that ERp57-CCCC does not interact
with vitronectin.

Using the same experimental approach we determined
whether PDI-reduced plasma vitronectin also binds to aIIbb3

in this solid-phase binding assay. Increasing concentrations
of PDI showed in excess of three-fold increase in
bound vitronectin at the highest PDI concentration studied
(Fig. 5a, right). These results demonstrate that PDI-catalysed
reduction of a disulfide bond in vitronectin also enables
its binding to aIIbb3. This suggests that the b3 subunit is
the dominant ligand for the reduced form of vitronectin.

Binding of vitronectin to b3 receptors on HUVECs.
The binding of PDI-reduced vitronectin to b3 was confirmed
by cellular assay using cultured HUVECs. Cells were
activated with thrombin and Mn2þ . Because HUVECs secrete
endogenous PDI upon activation, the endothelial cell releasate
was discarded and the cells were washed before the addition
of plasma treated with either wild type PDI-CCCC or inactive
PDI-AAAA. The amount of vitronectin bound to the cells was
visualised by immunofluorescence microscopy using anti-
vitronectin antibody. In the presence of the peptide Arg-Gly-Glu
(RGE), minimal vitronectin binding to HUVECs was detected
when plasma was treated with the inactive PDI-AAAA whereas
vitronectin staining was markedly increased in PDI–CCCC-
treated plasma (Fig. 5b). Pretreatment of cells with a peptide
containing the sequence Arg-Gly-Asp (RGD) inhibited binding
of vitronectin from the wild type PDI-treated plasma. Further-
more, the vitronectin binding observed in PDI-CCCC-treated
plasma was abolished by pretreatment of cells with LM609,
a function-blocking monoclonal antibody to the aVb3 complex.
This indicates that the interaction occurs specifically
through aVb3 integrin. PDI–AAAA failed to induce binding
of vitronectin to HUVECs. These results suggest that active
PDI cleaves a disulfide bond in vitronectin that exposes the
RGD site, enabling its binding to aVb3.

Vitronectin accumulates after vascular injury in vivo.
Plasma vitronectin does not interact with aVb3 (ref. 17). Using
intravital microscopy and anti-vitronectin antibody conjugated to
Dylight488 to detect bound vitronectin in a living mouse,
we confirmed that vitronectin could not be detected on
the unperturbed arteriolar wall in the cremaster microvas-
culature before vessel injury. To image the accumulation
of vitronectin in the developing thrombus after laser-induced
injury in an arteriole, vitronectin was visualised with the
same antibody and platelet thrombus formation was visualised
using anti-CD42b conjugated to Dylight 649. Vitronectin
immediately accumulated following injury and was localised
to the injury site (Fig. 6a,d). The kinetics of the median integrated
fluorescence associated with vitronectin showed the very
early appearance of vitronectin during thrombus formation—
before platelet accumulation, suggesting vitronectin binding
to the endothelium at the injury site (Fig. 6d). Vitronectin peaked
at about 80–100 s and remained associated with the
injury site after 200 s. Platelet accumulation was similar in
the presence of either the anti-vitronectin antibody or
an isotype-matched control antibody conjugated to Dylight
488 (Fig. 6b,e).

To determine whether vitronectin was bound to platelets,
the endothelium or both, we blocked platelet accumulation
with eptifibatide26. In the absence of platelet thrombus formation
after vascular injury, vitronectin accumulation was not
significantly reduced (Fig. 6c,d) and the time course of the
median integrated fluorescence associated with vitronectin in
eptifibatide-treated mice parallels that of the untreated mice
(Fig. 6d). These results suggest that vitronectin accumulates at
the site of injury on the endothelial surface. Furthermore,
vitronectin accumulation in the absence of platelet thrombus
formation suggests that plasma-derived vitronectin and
not platelet-derived vitronectin is the primary substrate of
PDI and that PDI released from the endothelium is sufficient
to reduce vitronectin at the site of injury.

To appreciate the architecture of the thrombus and
its relationship with vitronectin, we performed three dimen-
sional confocal intravital imaging. Confocal stacks were
acquired before vessel wall injury and after vessel wall injury at
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10 s and at 60 s. PECAM-1, a marker for the endothelium,
was imaged with anti-CD31 conjugated to Dylight 550,
vitronectin with a mouse monoclonal antibody to mouse
vitronectin conjugated to Dylight 488, and platelets with
anti-CD42b conjugated to Dylight 649 (Fig. 6f). At 0 time,
the vessel wall was visualised but there was no evidence of
either bound platelets or vitronectin. At 10 s, vitronectin
is observed on the vessel wall in the absence of platelets.
At peak thrombus size at 60 s, a platelet thrombus formed
but there was no evidence of significant direct vitronectin-
platelet interaction, even on rotational analysis of the three
dimensional image.

PDI inhibition blocks vitronectin accumulation in vivo.
The function of vitronectin in thrombus formation has
been elusive, and analysis of vitronectin null mice19, which
are viable, has been controversial18,19. Our hypothesis is that
PDI activates vitronectin by cleavage of disulfide bonds, the
activated vitronectin can then bind to vessel wall and support
thrombus formation. To determine in our model whether
vitronectin is required for thrombus formation, we studied
thrombus formation in the laser model in vitronectin null mice.
No platelet thrombus formation was observed in vitronectin
null compared with the wildtype littermates (Fig. 7a,c). Similarly,
fibrin generation was significantly diminished (Fig. 7b,d).
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To confirm these observations in a separate model of
thrombosis, we evaluated thrombus formation in the carotid
artery using ferric chloride to initiate vessel wall damage.
Wildtype mice showed vessel occlusion by 10 min (Fig. 7e) but
vitronectin null mice showed no complete occlusion after 40 min
(Fig. 7e). The analysis of the mice studied is presented in Fig. 7f.

Since the absence of vitronectin might have pleiotropic effects,
we studied a small molecular inhibitor that inhibits only
PDI among the thiol isomerase tested. Quercetin-3-rutinoside is
an inhibitor of extracellular PDI in mouse models of thrombosis.
Among thiol isomerases, quercetin-3-rutinoside is a selective
inhibitor of PDI and does not inhibit ERp5, ERp57, ERp72,
thioredoxin or thioredoxin reductase27. Given that PDI reduces
disulfide bonds in plasma vitronectin that allows vitronectin
binding to b3 integrins, we explored whether vitronectin becomes
associated with the endothelium after vascular injury if PDI is
inhibited with quercetin-3-rutinoside. Platelet accumulation is
completely blocked by inhibitors of PDI2,27 so we focused this
experiment on the evaluation of vitronectin binding to the
endothelium. We have previously demonstrated that sufficient
PDI is released from the endothelium at the site of injury to
induce vitronectin binding (Fig. 6c,d). Consistent with previous
observations27, quercetin-3-rutinoside blocked platelet thrombus

formation (Fig. 8a,c). However, PDI inhibition by quercetin-3-
rutinoside resulted in complete blockade of vitronectin adhesion
at the site of injury (Fig. 8a,b). These results implicate PDI in
enabling vitronectin binding to the endothelium.

Quercetin3-rutinoside has many other targets. To prove that
inhibition of PDI specifically decreases the function of vitronectin
in thrombus formation, we used two inhibitory antibodies to
PDI that do not cross-react with other vascular thiol isomerases.
These antibodies show no binding to ER57, ERp5 or ERp72
(Supplementary Fig. 1). In a functional assay these antibodies
show no ability to inhibit function except in the case of
PDI (Supplementary Fig. 2). Both anti-PDI antibodies, one
against the N-terminal and the other against the b’ domain,
showed the inhibition of platelet accumulation and significant
decrease in vitronectin accumulation (Fig. 9). These results
indicate that in vivo inhibition of PDI impacts the role of
vitronectin in thrombus formation.

Discussion
Thrombus formation is required to maintain the integrity of a
closed, high pressure circulatory system following vascular
damage. Vessel wall injury and the extravasation of blood from
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the circulation rapidly initiate events that seal the breach. Under
normal circumstances in the absence of injury, processes
associated with thrombus formation remain quiescent in order
to maintain patent blood vessels. The molecular and cellular

mechanisms necessary to suppress thrombus formation
have been thought to depend primarily on spatial sequestration
of tissue factor and collagen. However, based on the observation
that vascular thiol isomerases, secreted from the activated
endothelium and bound platelets following vessel wall injury,
are required for platelet thrombus formation and fibrin genera-
tion2,3,7,9, we now introduce the concept that enzymatic redox
modulation of the structures of proteins involved in thrombus
formation is important in regulating the initiation of the
haemostatic process. This enzymatic process is also controlled
by spatial sequestration, in this case of thiol isomerases.

PDI is essential for thrombus formation in vivo2,4. Neither
platelet accumulation nor fibrin generation occurs in the injured
vascular bed in the absence of the secretion of PDI. A defect
in granule secretion in Hermansky–Pudlak syndrome that
impairs PDI release contributes to the bleeding disorder
characteristic of this syndrome28. The mechanism by which
the inhibition of PDI eliminates platelet accumulation and
fibrin generation is unknown. The function of PDI has been
primarily studied within the context of its intracellular role in
protein synthesis and disulfide bond formation in the endo-
plasmic reticulum29–31. We have modified a method employed
to identify intracellular substrates of thiol isomerases32

and identified candidate PDI substrates by mass spectrometry.
The candidate substrates include vitronectin, proth-
rombin, complement factor 3, a2-macroglobulin, histidine-
rich glycoprotein, protein S, complement factor 5 and
thrombospondin-1.

In the current work, we focused on vitronectin since it is
involved in thrombosis18 but the molecular basis of its
involvement has not been elucidated. The primary pool of
vitronectin resides in plasma, where the concentration is about
300 mg ml� 1 (ref. 33). A platelet pool, stored in the a-granule and
released upon platelet activation, contains B0.8% of the
circulating pool of vitronectin34–36. Vitronectin is present
in vivo in monomeric and multimeric forms, depending on its
association with other molecular species and the activity of
proteolytic enzymes37. PDI catalyses the formation of vitronectin-
thrombin-antithrombin III complex in vitro38, promoting
deposition of the ternary complex into the extracellular matrix
as well as its clearance from the circulation39. However, we
did not observe any evidence of vitronectin complexes in
plasma before vascular injury. In vitro studies examining
vitronectin-PDI interaction have used purified protein
preparations. Isolation of plasma vitronectin may result
in alteration of its native tertiary and quaternary structure as
well as its redox potential, leading to changes in binding
properties.

Given our observation that plasma vitronectin is a substrate
for PDI and that PDI reduces disulfide bonds in vitronectin,
the question remains: How does this change in the covalent
structure modify vitronectin function? Plasma vitronectin
does not bind to the vitronectin receptor, aVb3 (ref. 17).
We hypothesize that upon vascular injury and the secretion of
PDI from the endothelium, the intradomain disulfide bonds
Cys 137–Cys 161 and the interdomain Cys 274–Cys 543 within
the hemopexin domains of vitronectin are reduced, enabling
vitronectin binding to aVb3 and aIIbb3 to support platelet
aggregation. We do not know currently if one or both of
these disulfide bonds need to be reduced in order to enable
vitronectin receptor binding. As shown using the ferric chloride
model and the laser injury model using vitronectin-null
mice, vitronectin supports both platelet thrombus formation
and fibrin generation18, and our work confirms this In
the absence of vitronectin18,19,40 or, as in our studies, in the
presence of an inactive plasma vitronectin, thrombus formation is
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Figure 6 | Vitronectin accumulates at the injury site during thrombus

formation in vivo. Images of vitronectin (green) and platelets (red) were

monitored by intravital microscopy following laser-induced vessel wall

injury using platelet-specific anti-CD42b antibody conjugated to Dylight

649 (0.1mg g� 1 body weight) and rat anti-mouse vitronectin monoclonal

antibody conjugated to Dylight 488 (0.5 mg g� 1 body weight) infused into a

mouse 5–10 min before injury. (a) Images depicting platelets (red) and

vitronectin (green) were monitored following injury. (b) Images depicting

platelets (red) and an irrelevant isotype-matched antibody (green) were

monitored following injury. (c) Eptifibatide (10 mg g� 1 mouse) was infused,

and reinfused every 20 min. Images depicting platelets (red) and vitronectin

(green) were monitored following injury. (d) Kinetics of vitronectin binding

to the endothelium and the developing thrombus. Median integrated

fluorescence from at least 28 thrombi in each group is shown in the

presence of (a) anti-vitronectin and anti-platelet antibodies; (b) control

irrelevant antibody of the same isotype as anti-vitronectin and anti-platelet

antibodies; (c) anti-vitronectin antibody and anti-platelet antibodies

following the infusion of eptifibatide. (e) As in D the kinetics of platelet

accumulation is shown. Scale bar (cyan): 20mm. (f) Confocal intravital

reconstructions of a thrombus following vessel wall injury: The kinetics of

the appearance of vitronectin and platelets within the context of the vessel

wall are shown before vessel wall injury (Time 0), at 10 s following vessel

wall injury (Time 10 s) and at 60 s following vessel wall injury (Time 60 s).

In the upper panel, rat anti-mouse vitronectin monoclonal antibody, anti-

CD42b antibody conjugated to Dylight 649 (0.1mg g� 1 body weight),

and anti-CD31 antibody conjugated to Alexa 561 (1 mg g� 1 body weight)

were infused into a mouse 5 min before injury. These antibodies

detected vitronectin (green), platelets (red) and PECAM (bue) respec-

tively. In the lower panel, an isotype control IgG conjugated to Dylight

488 (1mg g� 1 body weight) (green) was substituted for the anti-vitronectin

antibody.
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compromised. Using the laser-induced cremaster thrombosis
model41, Reheman et al. demonstrate a 70% reduction in the
platelet thrombus and a 50% reduction in fibrin generation18

in vitronectin null mice. We showed similar results. Nonetheless,
while it is well appreciated that vitronectin plays a role in
thrombus formation, how vitronectin functions in this process
is not understood. In the absence of platelets, vitronectin collects
on the endothelial surface via an unknown mechanism. It
remains unclear how vitronectin becomes deposited to the
endothelium and how vitronectin may support adhesion under
arteriole shear rates. Vitronectin binds not only to aVb3 and
aIIbb3, but also the urokinase receptor and PAI-1, via its
N-terminal SMB domain42,43. The intradomain disulfide bond
Cys137–Cys161 and the interdomain disulfide bond Cys 274–Cys
543 are located in the hemopexin domains. In the absence of
an x-ray structure of full length vitronectin, the specific function
of the hemopexin modules in vitronectin are not known.
These modules function in other proteins as protein binding
modules, and thus may play a role in multidomain interactions.

Although we observed PDI-mediated reduction of
these two disulfide bonds in the hemopexin domains, this
leads to changes in the somatomedin B domain since there
is de novo exposure of the RGD site important for integrin
recognition.

Under normal physiologic conditions thrombus formation
is limited to the area of injury and thrombi must not propagate
systemically. Three regulatory mechanisms are known to
play a critical role in limiting thrombus formation after vascular
injury: Tissue factor pathway inhibitor inactivates the extrinsic
pathway and thrombin generation is amplified and propagated
by the intrinsic pathway44–46; the protein C system inacti-
vates the active forms of factor VIII and factor V, turning
off thrombin generation47,48; antithrombin scavenges and
inactivates blood clotting enzymes downstream of the area of
vascular injury49. These regulatory systems limit thrombin
activity at the site of injury and act to modulate thrombus
formation after initiation of the process has occurred.
What regulates the initiation of thrombus formation—that
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Figure 7 | Vitronectin null mice have defective thrombus formation. (a,b) Vitronectin null mice have reduced platelet accumulation (a) and fibrin

deposition (b) after laser injury in the cremaster arterioles, as visualised by Dylight 649 labelled anti-CD42b and Alexa-488 labelled 59D8 antibody,

respectively. The medium fluorescent intensity over time from at least 30 thrombi in each group is shown. (c,d) Statistical analysis of area under the curve

(AUC) for platelets (c) and fibrin (d) from all thrombi collected in each group is shown. Asterisk indicates statistical significance on Mann Whitney test.

(e,f) Vitronectin null mice have defective thrombus formation induced by FeCl3 in the carotid artery. (e) Representative images of platelet accumulation

(red) in the carotid artery, as visualised by Dylight 649 labelled anti-CD42b, are shown. (f) The time to complete vessel occlusion from at least 6 mice in

each group was monitored after applying 6% FeCl3 on the carotid artery for 1 min40.
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is, What keeps the process of thrombus formation within
the intact circulatory system quiescent under normal
conditions, thus preventing pathologic thrombosis is unknown.
We suggest that the absence of extravascular thiol isomerases in
the circulation suppresses thrombus formation. On vascular
injury the suppression of thrombus formation is relieved by the
local release of thiol isomerases from the injured endothelium
and bound platelets. As presented in this first example of the
mechanism by which PDI activates downstream components,
plasma vitronectin is a substrate for PDI and its functional
disulfide bonds are reduced to enable it to bind to its receptors on
the endothelium and bound platelets, the b3 integrins, aVb3 and
aIIbb3. The reduction of these disulfide bonds expose the
RGD sequence that is important for receptor recognition. Once
bound, vitronectin can participate in the process of thrombus
formation. We hypothesize that PDI specifically and the vascular
thiol isomerases more generally covalently modify additional
protein substrates involved in thrombus formation, converting
them from inactive to active participants, via modification of
disulfide bonds11. The requirement for thiol isomerase-catalysed
modification of proteins important to initiation of thrombus
formation is a regulatory switch by which the normal vasculature
is protected under physiologic conditions from generating
thrombi. Only upon vascular injury do these thiol isomerases,
interacting with their array of substrates, allow for initiation
of thrombus formation by known agonists? In contrast to
previously recognized regulatory mechanisms that modulate
thrombus propagation after thrombus formation is initiated,
the thiol isomerase system serves as a regulator of the initiation
of thrombus formation.

Methods
Purification and activity assay of PDI constructs. PDI-CACC (C56A substitu-
tion), PDI–CCCA (C400A substitution), PDI–CACA (C56A and C400A sub-
stitutions), and PDI–AAAA (C53A, C56A, C397A, C400A substitutions) were
constructed using the Phusion Site-Directed Mutagenesis kit (Thermo Scientific)
from full-length human PDI cDNA in the pcDNA3 vector provided by Drs
Thomas Rapoport and Sol Schulman, Harvard Medical School. The coding
sequence for PDI-CCCC (wild type) and the PDI variants was amplified using
primers 50-GCATTGAAGCTTGACGCCCCCGAGGAG-30 and 50-CGATACA-
GATCTCAGTTCATCTTTCACAGCTTTCTG-30 then transferred to the pT7-
FLAG-SBP-1 vector (Sigma) using HindIII and BglII restriction sites. These
expression vectors were used to produce PDI fusion proteins containing an
N-terminal FLAG epitope (DYKDDDDK) and a C-terminal Streptavidin Binding
Peptide. Similar strategies were used to prepare variants of ERp57. PDI and ERp57
proteins were expressed in E. coli BL21(DE3)T1 cells (Sigma), purified by strep-
tavidin affinity chromatography (Pierce Biotechnology) followed by dialysis into
PBS, pH 7.4. The enzymatic activities of the PDI constructs were evaluated using
the insulin reductase assay50.

Ex vivo kinetic trapping and 2D gel electrophoresis. Platelet-rich plasma (5 ml)
was recalcified to 1 mM CaCl2; Gly-Pro-Arg-Pro-NH2 (GPRP; 5 mM) was added
to inhibit fibrin polymerization during platelet activation. Recombinant PDI or its
variants (500 mg) were incubated with 20 mM DTT at 0� for 20 min, desalted then
added to recalcified platelet-rich plasma followed by addition of collagen
(10 mg ml� 1) and human a-thrombin (0.2 U ml� 1). The samples were incubated
for 3 min at 23� before adding hirudin (20 U ml� 1) then 20 mM N-ethylmaleimide
(NEM). The supernatant containing plasma and platelet releasate was isolated by
centrifugation. PDI, variants and their disulfide-linked complexes were precipitated
using streptavidin-agarose beads. The streptavidin beads were thrice washed
with 25 mM Tris (pH 6.8), 500 mM NaCl, 1.5% Triton X-100 and 20 mM NEM.
Bound PDI and complexes were eluted with 3 mM biotin. Proteins were analysed
by SDS–PAGE on 3–8% gradient gels (Life Technologies) under non-reducing and
reducing conditions and transferred onto nitrocellulose membranes (Bio-Rad).

Preparative gel electrophoresis was performed with non-reduced samples run
in the first dimension on SDS–PAGE using 7% gels. The gel lane was excised,
incubated in SDS sample buffer with 2% DTT, followed with 2.5% NEM for
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Figure 8 | Inhibition of PDI by quercetin-3-rutinoside blocks vitronectin accumulation on the endothelium following vascular injury. (a) Infusion of
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ARTICLE NATURE COMMUNICATIONS | DOI: 10.1038/ncomms14151

10 NATURE COMMUNICATIONS | 8:14151 | DOI: 10.1038/ncomms14151 | www.nature.com/naturecommunications

http://www.nature.com/naturecommunications


20 min in the dark at 23�. The gel strip was positioned on another 7% SDS–PAGE
gel. Following separation, proteins were visualised by silver staining. Protein spots
of interest were identified containing the trapping variant PDI-CCCA by
comparison with those of PDI-CCCC. Selected protein spots were subjected to
in-gel trypsin digestion and the peptides analysed by LC/MS/MS.

Western blot analysis. Samples from trapping experiments were analysed by
immunofluorescence Western blot analysis under non-reducing and reducing
conditions. PDI and vitronectin were probed simultaneously using 1:1000 dilution
of mouse anti-DYKDDDDK (clone 9A3, Cell Signalling) against the FLAG
tag on PDI and 1:1000 dilution of rabbit anti-human vitronectin anti-serum
(Complement Technologies), then visualised by 0.2 mg/ml of goat anti- mouse
Alexa 488 and goat anti-rabbit Alexa 647 (Life Technologies), respectively. Dual-
labelled immunofluorescent images were obtained using the ImageQuant LAS4000
(GE Healthcare). Full scans of Western blots are presented in Supplementary Fig. 3.

Immunocytochemistry. Cells were stained for DAPI and vitronectin using rabbit
anti human vitronectin (1:1000 dilution, Complement Technologies of anti-serum)
and goat-anti rabbit labeled with Alexa 488 (10 mg/ml), and imaged by fluorescence
microscopy.

Dieosin disulfide reductase assay. Dieosin glutathione disulfide, Di-Eo-GSSG,
was synthesized by the reaction of eosin isothiocyanate with GSSG. Di-E-GSSG had
low fluorescence which increased upon reduction of its disulfide bond51. Reductase
activity of purified enzymes was monitored in 96-well fluorescence microtiter plates.
Recombinant ERp5, ERp72, PDI and ERp57 were assayed at the concentrations
indicated in the absence or presence of anti-PDI antibody directed at an epitope in
the b0 domain (H-160; Santa Cruz) or at an N-terminal epitope in PDI (PH4B;
Aviva) (3mM). Di-Eo-GSSG (150 nM) was added to enzyme in the presence of 5mM
DTT and the increase in fluorescence due to release of eosin-glutathione for ERp5,
ERp72, ER57 and PDI was determined by excitation at 520 nm and emission at
545 nm in a Synergy 4 plate reader,Winooski VT). The reduction of 150 nM
di-E-GSSG by 5mM DTT alone served as a negative control.

PDI-mediated disulfide bond reduction in vitronectin. The free thiols of
platelet-poor plasma proteins were alkylated by the addition of 50 mM NEM
for 20 min at 23� in the dark. After dialysis, the NEM-pretreated plasma was
recalcified to 1 mM CaCl2. PDI–CCCC, PDI–AAAA or ERp57–CCCC as indicated
was added to 100ml of NEM-pretreated plasma in 0.3 mM DTT. The reaction
was monitored and the reaction terminated by alkylation of new thiols using 20 mM
of PEG5000-maleimide (Sigma-Aldrich) or PEG2000-maleimide (Nanocs). Aliquots
were examined by SDS–PAGE and probed for vitronectin by Western blotting. The
PDI-mediated reduction of vitronectin was monitored by changes in the electro-
phorectic mobility due to alkylation with PEG2000-maleimide or PEG5000-maleimide.

Identification of the PDI-cleaved disulfide bond(s). Trapping experiments
were performed with PDI–CACA as above except that platelet-free plasma was used.
The reaction was stopped with 50 mM NEM. PDI and PDI complexes were isolated
with streptavidin beads and eluted with biotin. Agarose-TCEP reduced the PDI–S–S–X
complexes and 50 mM iodoacetamide (IAM) alkylated newly formed thiols. After
reduction and alkylation vitronectin was immunoprecipitated using anti-human
vitronectin antibodies conjugated to coupled to protein G Dynabeads (Invitrogen), the
protein purified by affinity chromatography, resolved by SDS–PAGE, then stained with
Coomassie blue. The vitronectin band was excised from the gel, digested with trypsin,
and the modified cysteines identified using an Orbitrap Velos Pro (Thermo Scientific).
Peptide sequences were determined from the fragmentation pattern using Sequest.

Solid-phase binding of vitronectin to b3 integrins. aVb3 integrin
(EMD Millipore) or aIIbb3 (Molecular Innovations) was applied to microtiter
wells (250 ng per well) overnight, then blocked with BSA. PDI–CCCC,
PDI–AAAA, ERp57-CCCC or BSA were added with 0.3 mM DTT to 100 ml of
recalcified plasma. The reaction proceeded for 10 min at 37 �C and terminated with
20 mM NEM. Plasma was diluted 1:100, added to the coated plates for 1 h, and
bound vitronectin quantitated with rabbit anti-vitronectin antibody detected with
anti-rabbit IgG conjugated to HRP.

Adhesion of PDI-reduced plasma vitronectin to HUVECs. HUVECs
(Lonza, Catalogue # C2519A) were grown on collagen type I–coated coverslips
(BD Biosciences) in EGM-2 media (Lonza). Serum-starved washed cells were
activated with human a-thrombin (1 U ml� 1) and 1 mM MnCl2 for 10 min at
37 �C. After washing, thrombin was inhibited with hirudin (5 U ml� 1). Cells were
treated with GRGESP (5 mM), GRGDSP (5mM) or an anti-aVb3 monoclonal
antibody (clone LM609 (10 mg ml� 1; EMD Millipore) for 30 min. PDI-CCCC
(15 mM) or PDI-AAAA (15 mM) was added to recalcified plasma (100 ml)
containing 5 mM GPRP and 0.3 mM DTT. The reaction was incubated at 37 �C for
5 min, diluted 1:10 with EGM-2 medium containing 1 mM MnCl2 then added
to the activated HUVECs. After 30 min, the cells were washed, fixed with
4% paraformaldehyde then blocked with 10% goat serum. Cells were stained for
DAPI and vitronectin using rabbit anti human vitronectin and goat-anti rabbit
labelled with Alexa 488, and imaged by fluorescence microscopy.

Mice. The Beth Israel Deaconess Medical Center Institutional Animal Care and
Use Committee approved all animal care and experimental procedures. All mice
were male and were 8 to 12 weeks old. Wild type mice were obtained from Jackson
Laboratories (Bar Harbor ME). Vitronectin-null mice were rederived by Jackson
Laboratories from mice prepared and deposited by Ginsburg and colleagues40.

Intravital microscopy of laser-induced arteriolar thrombosis. Intravital
microscopy of the cremaster microcirculation was performed using the laser-injury
model41. Platelets were labelled with CD42b conjugated to Dylight 649 and
vitronectin labelled with monoclonal anti-mouse vitronectin or isotype
IgG conjugated to Dylight 488. In some experiments, eptifibatide3,26 or anti-PDI
antibodies or quercetin-3-rutinoside27 was infused before injury. Image analyses
were comprised of data sets of 428 thrombi in 3–4 mice per experiment27 using
Slidebook v5.5 (Intelligent Imaging Innovations).

Carotid artery thrombosis assay. Ferric chloride induced carotid artery throm-
bosis assay was performed as an independent monitor of the role of vitronectin in
thrombus formation52,53. Mice were anaesthetised by intraperitoneal injection of a
mixture of ketamine and xylazine and a cannula tube was prepared in the left
jugular vein for the administration of Nembutal (to maintain anaesthesia)
and antibodies41. The right common carotid artery was then exposed and platelets
were labelled by infusion of Dylight 649 conjugated anti-CD42b antibody
(0.1 mg g� 1 body weight)(Emfret Analytics). Thrombus formation was initiated
by applying Whatman filter paper (1 mm by 3 mm) pre-soaked in ferric chloride
(6%) solution to the carotid artery for 1 min. The carotid artery was then washed
and superfused with pre-warmed (37 �C) and aerated (5% CO2, 95% N2)
bicarbonate buffered saline41. Platelet accumulation and thrombus formation was
monitored under an intravital fluorescent microscope and the time to complete
blood flow occlusion was recorded. In all cases, the time to complete vessel
occlusion was determined only after the vessel had remained closed for 20 min.
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Figure 9 | Inhibitory antibodies to PDI block vitronectin accumulation in

the developing thrombus. Specific antibodies to PDI, ARP48150

(anti-PDI #1, N-terminal epitope) and H-160 (anti-PDI #2,

b0-domain epitope), demonstated inhibition of vitronectin accumulation on

the vessel wall after infusion of the antibodies (3 mg g� 1 body weight). The

kinetics of the median integrated fluorescence of platelets (upper panel)

and vitronectin (lower panel) at the injury site are plotted versus time from

at least 30 thrombi in 3–4 mice.
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Data availability. All relevant data and the supporting materials are available from
the corresponding author on request.

References
1. Furie, B. & Furie, B. C. The molecular basis of blood coagulation. Cell 53,

505–518 (1988).
2. Cho, J., Furie, B. C., Coughlin, S. R. & Furie, B. A critical role for extracellular

protein disulfide isomerase during thrombus formation in mice. J. Clin. Invest.
118, 1123–1131 (2008).

3. Jasuja, R., Furie, B. & Furie, B. C. Endothelium-derived but not platelet-derived
protein disulfide isomerase is required for thrombus formation in vivo. Blood
116, 4665–4674 (2010).

4. Reinhardt, C. et al. Protein disulfide isomerase acts as an injury response signal
that enhances fibrin generation via tissue factor activation. J. Clin. Invest. 118,
1110–1122 (2008).

5. Kim, K. et al. Platelet protein disulfide isomerase is required for
thrombus formation but not for hemostasis in mice. Blood 122, 1052–1061
(2013).

6. Wang, L. et al. Platelet-derived ERp57 mediates platelet incorporation into a
growing thrombus by regulation of the alphaIIbbeta3 integrin. Blood 122,
3642–3650 (2013).

7. Wu, Y. et al. The disulfide isomerase ERp57 mediates platelet aggregation,
hemostasis, and thrombosis. Blood 119, 1737–1746 (2012).

8. Zhou, J. et al. The disulfide isomerase ERp57 is required for fibrin deposition
in vivo. J. Thromb. Haemost. 12, 1890–1897 (2014).

9. Passam, F. H. et al. Both platelet- and endothelial cell-derived ERp5 support
thrombus formation in a laser-induced mouse model of thrombosis. Blood 125,
2276–2285 (2015).

10. Furie, B. & Flaumenhaft, R. Thiol isomerases in thrombus formation. Circ. Res.
114, 1162–1173 (2014).

11. Butera, D., Cook, K. M., Chiu, J., Wong, J. W. & Hogg, P. J. Control of blood
proteins by functional disulfide bonds. Blood 123, 2000–2007 (2014).

12. Wynn, R., Cocco, M. J. & Richards, F. M. Mixed disulfide intermediates during
the reduction of disulfides by Escherichia coli thioredoxin. Biochemistry 34,
11807–11813 (1995).

13. Qin, J., Clore, G. M., Kennedy, W. M., Huth, J. R. & Gronenborn, A. M.
Solution structure of human thioredoxin in a mixed disulfide intermediate
complex with its target peptide from the transcription factor NF kappa B.
Structure 3, 289–297 (1995).

14. Walker, K. W., Lyles, M. M. & Gilbert, H. F. Catalysis of oxidative protein
folding by mutants of protein disulfide isomerase with a single active-site
cysteine. Biochemistry 35, 1972–1980 (1996).

15. Schwertassek, U., Weingarten, L. & Dick, T. P. Identification of redox-active
cell-surface proteins by mechanism-based kinetic trapping. Sci. STKE
2007, pl8 (2007).

16. Preissner, K. T. & Reuning, U. Vitronectin in vascular context: facets of a
multitalented matricellular protein. Semin. Thromb. Hemost. 37, 408–424
(2011).

17. Seiffert, D. & Smith, J. W. The cell adhesion domain in plasma vitronectin is
cryptic. J. Biol. Chem. 272, 13705–13710 (1997).

18. Reheman, A. et al. Vitronectin stabilizes thrombi and vessel occlusion but
plays a dual role in platelet aggregation. J. Thromb. Haemost. 3, 875–883
(2005).

19. Fay, W. P., Parker, A. C., Ansari, M. N., Zheng, X. & Ginsburg, D. Vitronectin
inhibits the thrombotic response to arterial injury in mice. Blood 93, 1825–1830
(1999).

20. Gechtman, Z., Belleli, A., Lechpammer, S. & Shaltiel, S. The cluster of basic
amino acids in vitronectin contributes to its binding of plasminogen activator
inhibitor-1: evidence from thrombin-, elastase- and plasmin-cleaved
vitronectins and anti-peptide antibodies. Biochem. J. 325(Pt 2): 339–349
ð1997Þ:

21. Coe, H. & Michalak, M. ERp57, a multifunctional endoplasmic reticulum
resident oxidoreductase. Int. J. Biochem. Cell. Biol. 42, 796–799 (2010).

22. Stockmann, A., Hess, S., Declerck, P., Timpl, R. & Preissner, K. T. Multimeric
vitronectin. Identification and characterization of conformation-dependent
self-association of the adhesive protein. J. Biol. Chem. 268, 22874–22882
ð1993Þ:

23. Underwood, P. A., Kirkpatrick, A. & Mitchell, S. M. New insights into heparin
binding to vitronectin: studies with monoclonal antibodies. Biochem. J. 365,
57–67 (2002).

24. Skorstengaard, K., Halkier, T., Hojrup, P. & Mosher, D. Sequence location of a
putative transglutaminase cross-linking site in human vitronectin. FEBS Lett.
262, 269–274 (1990).

25. Podack, E. R. & Muller-Eberhard, H. J. Isolation of human S-protein, an
inhibitor of the membrane attack complex of complement. J. Biol. Chem. 254,
9808–9814 (1979).

26. Proulle, V., Furie, R. A., Merrill-Skoloff, G., Furie, B. C. & Furie, B. Platelets are
required for enhanced activation of the endothelium and fibrinogen in a mouse
thrombosis model of APS. Blood 124, 611–622 (2014).

27. Jasuja, R. et al. Protein disulfide isomerase inhibitors constitute a new class of
antithrombotic agents. J. Clin. Invest. 122, 2104–2113 (2012).

28. Sharda, A. et al. Defective PDI release from platelets and endothelial cells
impairs thrombus formation in Hermansky-Pudlak syndrome. Blood 125,
1633–1642 (2015).

29. Goldberger, R. F., Epstein, C. J. & Anfinsen, C. B. Acceleration of reactivation of
reduced bovine pancreatic ribonuclease by a microsomal system from rat liver.
J. Biol. Chem. 238, 628–635 (1963).

30. Braakman, I. & Hebert, D. N. Protein folding in the endoplasmic reticulum.
Cold Spring Harb. Perspect. Biol. 5, a013201 (2013).

31. Bulleid, N. J. Disulfide bond formation in the mammalian endoplasmic
reticulum. Cold Spring Harb Perspect Biol. 4, pii: a013219 (2012).

32. Walker, K. W. & Gilbert, H. F. Oxidation of kinetically trapped thiols by
protein disulfide isomerase. Biochemistry 34, 13642–13650 (1995).

33. Shaffer, M. C., Foley, T. P. & Barnes, D. W. Quantitation of spreading factor in
human biologic fluids. J. Lab. Clin. Med. 103, 783–791 (1984).

34. Barnes, D. W., Silnutzer, J., See, C. & Shaffer, M. Characterization of human
serum spreading factor with monoclonal antibody. Proc. Natl Acad. Sci. USA
80, 1362–1366 (1983).

35. Parker, C. J., Stone, O. L., White, V. F. & Bernshaw, N. J. Vitronectin
(S protein) is associated with platelets. Br. J. Haematol. 71, 245–252 (1989).

36. Preissner, K. T., Holzhuter, S., Justus, C. & Muller-Berghaus, G. Identification
of and partial characterization of platelet vitronectin: evidence for complex
formation with platelet-derived plasminogen activator inhibitor-1. Blood 74,
1989–1996 (1989).

37. Leavesley, D. I. et al. Vitronectin–master controller or micromanager? IUBMB
Life 65, 807–818 (2013).

38. Essex, D. W., Miller, A., Swiatkowska, M. & Feinman, R. D. Protein disulfide
isomerase catalyzes the formation of disulfide-linked complexes of vitronectin
with thrombin-antithrombin. Biochemistry 38, 10398–10405 (1999).

39. de Boer, H. C., Preissner, K. T., Bouma, B. N. & de Groot, P. G. Internalization
of vitronectin-thrombin-antithrombin complex by endothelial cells leads to
deposition of the complex into the subendothelial matrix. J. Biol. Chem. 270,
30733–30740 (1995).

40. Zheng, X., Saunders, T. L., Camper, S. A., Samuelson, L. C. & Ginsburg, D.
Vitronectin is not essential for normal mammalian development and fertility.
Proc. Natl Acad. Sci. USA 92, 12426–12430 (1995).

41. Falati, S., Gross, P., Merrill-Skoloff, G., Furie, B. C. & Furie, B. Real-time in vivo
imaging of platelets, tissue factor and fibrin during arterial thrombus formation
in the mouse. Nat. Med. 8, 1175–1181 (2002).

42. Huai, Q. et al. Crystal structures of two human vitronectin, urokinase and
urokinase receptor complexes. Nat. Struct. Mol. Biol. 15, 422–423 (2008).

43. Zhou, A., Huntington, J. A., Pannu, N. S., Carrell, R. W. & Read, R. J. How
vitronectin binds PAI-1 to modulate fibrinolysis and cell migration. Nat. Struct.
Biol. 10, 541–544 (2003).

44. Broze, Jr. G. J. & Girard, T. J. Tissue factor pathway inhibitor: structure-
function. Front. Biosci. (Landmark Ed.) 17, 262–280 (2012).

45. Mann, K. G., Brummel-Ziedins, K., Orfeo, T. & Butenas, S. Models of blood
coagulation. Blood Cells Mol. Dis. 36, 108–117 (2006).

46. Wood, J. P., Ellery, P. E., Maroney, S. A. & Mast, A. E. Biology of tissue factor
pathway inhibitor. Blood 123, 2934–2943 (2014).

47. Dahlback, B. & Villoutreix, B. O. Regulation of blood coagulation by the protein
C anticoagulant pathway: novel insights into structure-function relationships
and molecular recognition. Arterioscler. Thromb. Vasc. Biol. 25, 1311–1320
(2005).

48. Esmon, C. T. The protein C pathway. Chest 124, 26S–32S (2003).
49. Bauer, K. A. & Rosenberg, R. D. Role of antithrombin III as a regulator of

in vivo coagulation. Semin. Hematol. 28, 10–18 (1991).
50. Holmgren, A. Thioredoxin catalyzes the reduction of insulin disulfides by

dithiothreitol and dihydrolipoamide. J. Biol. Chem. 254, 9627–9632 (1979).
51. Raturi, A. & Mutus, B. Characterization of redox state and reductase activity of

protein disulfide isomerase under different redox environments using a
sensitive fluorescent assay. Free Radic. Biol. Med. 43, 62–70 (2007).

52. Stavrou, E. X. et al. Reduced thrombosis in Klkb1� /� mice is mediated by
increased Mas receptor, prostacyclin, Sirt1, and KLF4 and decreased tissue
factor. Blood 125, 710–719 (2015).

53. Fang, C. et al. Angiotensin 1-7 and Mas decrease thrombosis in Bdkrb2� /�

mice by increasing NO and prostacyclin to reduce platelet spreading and
glycoprotein VI activation. Blood 121, 3023–3032 (2013).

Acknowledgements
This work was supported by grants from the National Institutes of Health
(U54 HL112302 and T32HL07917). Chao Fang, Ph.D. received a 2015 Mentored
Research Award from the Thrombosis and Hemostasis Societies of North America.

ARTICLE NATURE COMMUNICATIONS | DOI: 10.1038/ncomms14151

12 NATURE COMMUNICATIONS | 8:14151 | DOI: 10.1038/ncomms14151 | www.nature.com/naturecommunications

http://www.nature.com/naturecommunications


Author contributions
All experimental work was performed by S.B. or C.F. G.M. developed
methodology for confocal intravital microscopy and image analyses. All authors
participated in preparation of the manuscript. B.C.F. and B.F. prepared the final
manuscript.

Additional information
Supplementary Information accompanies this paper at http://www.nature.com/
naturecommunications

Competing financial interests: The authors declare no competing financial
interests.

Reprints and permission information is available online at http://npg.nature.com/
reprintsandpermissions/

How to cite this article: Bowley, S. R. et al. Protein disulfide isomerase secretion
following vascular injury initiates a regulatory pathway for thrombus formation.
Nat. Commun. 8, 14151 doi: 10.1038/ncomms14151 (2017).

Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0
International License. The images or other third party material in this

article are included in the article’s Creative Commons license, unless indicated otherwise
in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material.
To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

r The Author(s) 2017

NATURE COMMUNICATIONS | DOI: 10.1038/ncomms14151 ARTICLE

NATURE COMMUNICATIONS | 8:14151 | DOI: 10.1038/ncomms14151 | www.nature.com/naturecommunications 13

http://www.nature.com/naturecommunications
http://www.nature.com/naturecommunications
http://npg.nature.com/reprintsandpermissions/
http://npg.nature.com/reprintsandpermissions/
http://creativecommons.org/licenses/by/4.0/
http://www.nature.com/naturecommunications

	title_link
	Results
	Kinetic trapping of protein substrates of extracellular PDI
	PDI trapping mutants bind substrates in platelet-rich plasma
	2D electrophoresis of PDI-substrate complexes
	Vitronectin is a substrate of PDI but not of ERp57

	Figure™1PDI and its variants for mechanism-based kinetic trapping of substrates.(a) Domains a and aprime (light grey) contain the catalytic motif (CGHC) whereas the b and bprime domains (dark grey) have no catalytic activity. ’xCloseCurlyQuote connects th
	PDI reduces disulfide bonds in™vitronectin
	Reduction of disulfides correlates with beta3 binding

	Figure™2Western blot of trapped PDI substrates.(a) 2D electrophoresis of PDI and variants complexed to substrates from platelet-rich plasma. PDI complexes were isolated and analysed by 2D SDS-PAGE and Western blotting. Samples were run under nonreducing c
	Binding of vitronectin to beta3 receptors on HUVECs
	Vitronectin accumulates after vascular injury in™vivo

	Figure™3PDI reductase activity cleaves two disulfide bounds on vitronectin.PDI-CCCC, ERp57-CCCC or PDI-AAAA was added to platelet-poor plasma and disulfide reduction in™vitronectin monitored by alkylation of new sulhydryls with 5,000thinspMW PEG-maleimide
	PDI inhibition blocks vitronectin accumulation in™vivo

	Figure™4PDI cleaves Cys137-Cys161 and Cys 274-453 disulfide bonds in the hemopexin-like domains of vitronectin.(a) The mixed disulfide complex between PDI and vitronectin followed by thiol alkylation with NEM and IAM identified PDI-cleaved vitronectin dis
	Discussion
	Figure™5PDI enables binding to beta3 integrins via the RGD motif.(a) Platelet-free plasma was treated with PDI-CCCC, PDI-AAAA, ERp57-CCCC or BSA, and the reaction terminated with NEM. The treated plasma was added to immobilized agrVbeta3 or agrIIbbeta3. A
	Figure™6Vitronectin accumulates at the injury site during thrombus formation in™vivo.Images of vitronectin (green) and platelets (red) were monitored by intravital microscopy following laser-induced vessel wall injury using platelet-specific anti-CD42b an
	Figure™7Vitronectin null mice have defective thrombus formation.(a,b) Vitronectin null mice have reduced platelet accumulation (a) and fibrin deposition (b) after laser injury in the cremaster arterioles, as visualised by Dylight 649 labelled anti-CD42b a
	Methods
	Purification and activity assay of PDI constructs
	Ex vivo kinetic trapping and 2D gel electrophoresis

	Figure™8Inhibition of PDI by quercetin-3-rutinoside blocks vitronectin accumulation on the endothelium following vascular injury.(a) Infusion of quercetin-3-rutinoside (0.5thinspmgrgthinspg-1 body weight) 5thinspmin before laser injury (upper panel) or ve
	Western blot analysis
	Immunocytochemistry
	Dieosin disulfide reductase assay
	PDI-mediated disulfide bond reduction in™vitronectin
	Identification of the PDI-cleaved disulfide bond(s)
	Solid-phase binding of vitronectin to beta3 integrins
	Adhesion of PDI-reduced plasma vitronectin to HUVECs
	Mice
	Intravital microscopy of laser-induced arteriolar thrombosis
	Carotid artery thrombosis assay

	Figure™9Inhibitory antibodies to PDI block vitronectin accumulation in the developing thrombus.Specific antibodies to PDI, ARP48150 (anti-PDI #1, N-—terminal epitope) and H-—160 (anti-PDI #2, bprime-domain epitope), demonstated inhibition of vitronectin a
	Data availability

	FurieB.FurieB. C.The molecular basis of blood coagulationCell535055181988ChoJ.FurieB. C.CoughlinS. R.FurieB.A critical role for extracellular protein disulfide isomerase during thrombus formation in miceJ. Clin. Invest.118112311312008JasujaR.FurieB.FurieB
	This work was supported by grants from the National Institutes of Health (U54 HL112302 and T32HL07917). Chao Fang, Ph.D. received a 2015 Mentored Research Award from the Thrombosis and Hemostasis Societies of North America
	ACKNOWLEDGEMENTS
	Author contributions
	Additional information




