
Mechanisms and specificity of factor XIa and trypsin inhibition
by protease nexin 2 and basic pancreatic trypsin inhibitor

Received June 15, 2010; accepted July 10, 2010; published online July 20, 2010

Duraiswamy Navaneetham1, Dipali Sinha1

and Peter N. Walsh1,2,3,*

1Sol Sherry Thrombosis Research Center; 2Department of Medicine;
and 3Department of Biochemistry, Temple University School of
Medicine, Philadelphia, PA 19140, USA

*Peter N. Walsh, Sol Sherry Thrombosis Research Center,
Temple University School of Medicine, 3400 North Broad Street,
Philadelphia, PA 19140, USA, Tel:þ1 215 707 4375,
Fax: þ1 215 707 3005, email: pnw@temple.edu

Factor XIa (FXIa) inhibition by protease nexin-2
(PN2KPI) was compared with trypsin inhibition by
basic pancreatic trypsin inhibitor (BPTI). PN2KPI
was a potent inhibitor of FXIa (Ki� 0.81 nM) and
trypsin (Ki� 0.03 nM), but not of other coagulation
proteases (thrombin, FVIIa, FIXa, FXa, FXIIa, plas-
min, kallikrein, Ki4185 nM). PN2KPI was �775-fold
more potent than BPTI in FXIa inhibition, but both
exhibited similar potencies against trypsin. Studies of
FXIa and trypsin inhibition by PN2KPI and BPTI and
P1 site swap mutants (PN2KPI-R15K, BPTI-K15R)
demonstrated that FXIa inhibition by PN2KPI and P1
site swap mutants and trypsin inhibition by PN2KPI
and BPTI conform to a single-step, slow equilibration
inhibitory mechanism, whereas FXIa-inhibition by
BPTI follows a classical, competitive inhibitory mech-
anism. Mutation of P1 impaired FXIa inhibition by
PN2KPI-R15K�14-fold, enhanced FXIa inhibition
by BPTI-K15R �150-fold, and had no effect on
trypsin inhibition. Arginine at the P1 site of either
PN2KPI or BPTI confers high affinity and specificity
for FXIa, whereas either arginine or lysine suffices for
trypsin inhibition. Thus, PN2KPI is a highly specific
inhibitor of FXIa among coagulation enzymes, but
the flexibility of trypsin renders it susceptible to inhib-
ition by both wild-type and mutant forms of PN2KPI
and BPTI.

Keywords: BPTI/FXIa/inhibition mechanism/
protease nexin 2 Kunitz domain/trypsin.

Abbreviations: BMMY, buffered medium containing
methanol and yeast nitrogen base; BMGY, buffered
medium containing glycerol and yeast nitrogen base;
BPTI, basic (or bovine) pancreatic trypsin inhibitor;
PN2KPI, protease nexin 2 Kunitz protease inhibitory
domain; PN2, protease nexin 2; KPI, Kunitz protease
inhibitor; FXIIa, factor XIIa; FXIa, factor XIa; FXa,
factor Xa; FIXa, factor IXa; FVIIa, factor VIIa;
FIIa, factor IIa (thrombin).

Coagulation factor XIa (FXIa), the activated form of
the zymogen (FXI), other coagulation enzymes and
trypsin are all members of a diverse family of serine
peptidases that carry out disparate biological functions
(1). FXI is a homodimeric 160-kDa glycoprotein, pre-
sent in human plasma, which is essential for normal
haemostasis, since its deficiency is associated with a
hemorrhagic disorder termed haemophilia C (2). The
zymogen is activated by coagulation proteases includ-
ing thrombin, FXIIa and FXIa (3�6). The activation
product of this event is FXIa, which in turn can acti-
vate FIX to FIXa to initiate the consolidation phase of
blood coagulation resulting in fibrin formation at the
site of blood vessel injury (2, 7�10). The 30-kDa light-
chain region of FXIa is highly homologous to trypsin
and harbours its serine protease catalytic activity.

Important control mechanisms exist for the regula-
tion of coagulation protease activities. Serine protease
inhibitors (SERPIN) have been proposed as physio-
logical regulators of FXIa function in plasma, includ-
ing protease nexin 1 (11), antithrombin III (12), C1
inhibitor (13, 14), a-1-protease inhibitor (15, 16) and
a-2-antiplasmin (17). On platelet activation by physio-
logical stimulators, protease nexin 2 (PN2) is secreted
from a-granules into plasma and inhibits FXIa
(18�20). PN2, a member of the class of Kunitz-type
inhibitors, is a �120-kDa isoform of the Alzheimer’s
b-amyloid protein precursor that has been shown to be
a highly potent and physiologically relevant inhibitor
of FXIa on the basis of detailed kinetic studies (18, 19,
21�24). PN2 is a slow, tight binding inhibitor of FXIa
with a reported Ki of 290�450 pM (18, 21, 23). The
KPI domain of PN2 (PN2KPI) is 57 residues in
length (Glu289-Ile345 in the 751 amino acid isoform of
PN2) and contains the entire FXIa inhibitory function
of PN2 (22�25). A homologous protein belonging to
the same Kunitz family called basic (or bovine) pan-
creatic trypsin inhibitor (BPTI; aprotinin; TrasylolR) is
also an inhibitor of several human serine proteases
such as trypsin, plasmin, kallikrein, activated protein
C and FXIa (26, 27).

Although a great deal is known about the structural
biology of the proteases, FXIa and trypsin, and their
inhibitors, PN2KPI and BPTI, very little information
is available concerning the mechanisms by which these
two Kunitz-type inhibitors regulate the activities of the
two serine proteases. The rationale for the present
study, which focused on a comparison of the mechan-
isms of inhibition of human FXIa and bovine trypsin
by the human PN2KPI and BPTI, is based on the
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striking structural homology between the human
FXIa/PN2KPI complex (28) and the bovine trypsin/
BPTI complex (29), in addition to the fact that BPTI
(as TrasylolR) is frequently utilized therapeutically
in human subjects in the treatment and prevention
of thrombo-embolism, e.g. in patients undergoing
cardiopulmonary bypass surgery (30, 31). Moreover,
a large number of naturally occurring nonhuman
serine proteinase inhibitors have been identified
as potent inhibitors of human proteinases. This cat-
egory of nonhuman inhibitors includes bovine BPTI
(26, 27, 32, 33), tick anticoagulant peptide (34�36)
and Boophilin from the cattle tick (37), which inhibit
several human enzymes including proteinases in coagu-
lation cascade. Human Kunitz-type inhibitors are
also known to inhibit nonhuman proteinases. For
example, bovine trypsin and bovine chymotrypsin are
inhibited by human TFPI (38), TFPI 2 (39) and
PN2KPI (21, 40), whereas mouse NGF-gamma is in-
hibited by human PN2KPI (21). In addition to these
biochemical studies, three-dimensional structures of
cross-species enzyme/inhibitor complexes have also
been documented, including the crystal structures of
human PN2KPI in complex with bovine trypsin,
bovine chymotrypsin (41), and rat anionic trypsin
(42) as well as BPTI in complex with human mesotryp-
sin and human cationic trypsin (33). To further under-
stand these biochemically important interactions, we
have studied the kinetic mechanisms of inhibition of
the serine proteinases, FXIa and trypsin by the Kunitz
inhibitors, PN2KPI and BPTI.

PN2KPI and BPTI are structurally very similar
Kunitz inhibitory protein family members, each of
which has six conserved cysteine residues making
three intrachain disulphide bonds resulting in stable
compact structures containing two loop regions that
interact with the proteases. X-ray crystal structures
of these inhibitory proteins have been solved in com-
plex with several serine proteases such as trypsin,
chymotrypsin and the catalytic domain of FXIa
(28, 41, 42). Structural data from X-ray crystallog-
raphy reveal similar superimposable backbone
structures except for a small region from residues
39�41 (43). The current study compares these structur-
ally homologous inhibitors, PN2KPI and BPTI, and
contrasts their biochemical properties in the inhibition
of the structurally similar serine proteinases, human
FXIa and bovine trypsin. We further demonstrate,
by using P1 site swap mutants, PN2KPI-R15K and
BPTI-K15R, that the P1 site residues of the inhibitors
are responsible in part for the functional differences in
their enzyme specificities.

Experimental Procedures

Native and mutant inhibitor gene constructs for Pichia
pastoris expression
The PN2KPI domain was amplified by polymerase chain reaction
(PCR) from the full-length human PN2 gene as previously described
(28). PCR-based site-directed mutagenesis (QuikChange, Strategene,
USA) was utilized to introduce an Arg to Lys mutation at the P1 site
and Ala mutations (PN2KPI-P13A, R15A, M17A, S19A, R20A and
F34A) as explained in detail elsewhere (28). Utilizing a similar ap-
proach BPTI was obtained as a 206-bp PCR amplification product

from bovine liver cDNA (Biochain Institute, Inc., USA) and ligated
into a yeast expression vector, pPICZaA (Invitrogen, USA) and the
BPTI P1 site was mutated from Lys to Arg (BPTI-K15R) by inserting
the codon preferentially used in yeast. The pPICZaA plasmids
containing native and mutant inserts were sequenced from 50 to the
a-mating factor secretion signal using an AOX5 primer to confirm the
mutations at the desired sites as well as the reading frame integrity.

Native and mutant protein expression in yeast cells
As explained in detail elsewhere for PN2KPI (28), the pPICZaA
plasmid containing PN2KPI, BPTI and respective mutant gene
constructs were incorporated into the methylotrophic yeast Pichia
pastoris X33 competent cell genome (Invitrogen, USA) by recombi-
national cloning. Zeocin selected yeast clones were lysed either by
lyticase (Sigma, USA) or by repeated freeze-thaw cycles. The lysates
were checked by PCR using respective gene specific forward and
reverse primers for correct insert size. Successful clones were propa-
gated in buffered medium containing glycerol and yeast nitrogen
base (BMGY) and expressed in buffered medium containing metha-
nol and yeast nitrogen base (BMMY) for 96 h at 30�C under vigor-
ous agitation, supplemented with 0.5% methanol every 24 h.

Purification of recombinant Kunitz inhibitory domain proteins
Purification of recombinant PN2KPI and its mutant protein fol-
lowed the protocol explained earlier (28). For BPTI and BPTI-
K15R purification certain modifications were made as explained
below. Pichia pastoris BMMY cultures containing secreted proteins
were centrifuged to remove yeast cells. The supernatant was preci-
pitated using saturating concentrations of ammonium sulphate
and centrifuged at 11,000g for 30min. Pellets were resuspended
in 50mM Tris buffer, pH 7.8 and the proteins were purified using
desalting columns (G25 16/60, Amersham Biosciences Corp., USA)
followed by ion exchange chromatography (10�20ml SP HP
columns, Amersham Biosciences Corp., USA) in 50mM Tris
buffer pH 7.8 and eluted with sodium chloride. The eluted samples
were concentrated in dialysis tubing (Float-a-lyser, Spectrum
Laboratories, Inc., USA) using an external dehydrant, cross-linked
sodium polyacrylate gel (Spectragel; Spectrum Laboratories, Inc.,
USA), at 4�C. Concentrated samples were size fractionated
using size-exclusion columns (HiLoad 30, 16/60, Amersham
Biosciences Corp., USA) in 150mM NaCl, 50mM Tris buffer,
pH 7.8 (TBS).

The concentrations of purified proteins were estimated either by
the bicinchoninic acid assay (Pierce Biotechnology, Inc., USA) or
from their extinction coefficient, 5960M�1 cm�1 at 280 nM, esti-
mated from the protein sequence (ProtParam, ExPASy, Swiss
Institute of Bioinformatics). The yields of various preparations of
PN2KPI and mutants were 0.7�10mg l�1, whereas those of BPTI
and BPTI-K15R were 1�3.5mg l�1 of culture volume. On
silver-stained SDS�PAGE gels under reducing conditions, the pur-
ified proteins were single, sharp bands at 6.3�6.5 kDa (data not
shown) and probed by western blotting using rabbit
anti-Alzheimer’s b-amyloid protein precursor polyclonal antibody
(Chemicon International, USA) for PN2KPI.

Measurement of initial rates of S-2366 hydrolysis by FXIa
Increasing concentrations of S-2366 (L-pyro-Glu-Pro-Arg-p-
nitroanilide-HCl; 0-2mM) in 15 ml of 50mM Tris, 150mM NaCl,
5mM CaCl2, 0.1% BSA, pH 7.6 (TBSB) was placed in the wells of
a 96-well microplate to which 135ml of premixed and preincubated
(30min) enzyme/inhibitor mixture in TBSB was added. The final con-
centration of the FXIa (Haematologic Technologies Inc., VT, USA)
in the reactionmixture was 1 nM.Generation of the product pNAwas
monitored bymeasuring absorbance at 405 nM in a microplate reader
for 10min at 37�C. Initial velocity measurements were analyzed using
KaleidaGraph v3.5 nonlinear regression software.

Determination of equilibrium inhibition constant (Ki)
To establish Ki values for the inhibition FVIIa, FIXa, FXa, plasmin
(all from Haematologic Technologies Inc., VT, USA), thrombin,
FXIIa, plasma kallikrein (all from Enzyme Research Laboratories,
IN, USA) and trypsin by PN2KPI, BPTI and their mutants,
assays were carried out in 50mM Tris, 150mM NaCl, 0.1% BSA,
pH 7.5 buffer (TBSB) using appropriate chromogenic or fluorogenic
substrates to measure residual activity after incubation with the
Kunitz inhibitors. The final enzyme concentrations used were
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thrombin (1 nM), FVIIa (5 nM or 50 nM in the presence or absence,
respectively, of 50 nM tissue factor, obtained from Calbiochem,
CA,USA), FIXa (50 nM), FXa (1 nM), FXIIa (25 nM), plasmin
(10 nM) or plasma kallikrein (1 nM) in 135ml volume for 30min at
37�C in a microtitre plate to establish equilibrium between the
inhibitor and the enzyme. To this preincubation mixture, 15 ml of
substrate was added to the final reaction volume of 150 ml. The
substrates (all obtained from Chromogenix, DiaPharma Group,
Inc., OH, unless otherwise indicated) and their final concentrations
for the reactions were: 200mM of S-2366 (L-pyroGlu-Pro-
Arg-pNA-HCl) for thrombin; 2000 mM of Chromozyme t-PA
(CH3-SO2-D-Phe-Gly-Arg-pNA; Roche Diagnostics, IN, USA) for
FVIIa; 3000 mM of Spectrozyme-FIXa (MeSO2-D-CHG-Gly-Arg-
pNA.AcOH; American Diagnostica Inc., CA, USA) for FIXa; 400
and 80 mM of S2765 (N-a-Z-D-Arg-Gly-Arg-pNA.2HCl) for FXa
and trypsin, respectively; 250 or 300mM of S2302 (Pro-Phe-Arg-
pNA.2HCl) for FXIIa or plasma kallikrein, respectively; and
400mM of S2403 (pyroGlu-Phe-Lys-pNA.HCl) for plasmin. The
substrate concentrations used were at or above their determined
Km values for their respective enzymes. The initial reaction velocities
of chromogenic substrate cleavage, determined for 10�15min at
37�C in a microplate reader at 37�C (Thermomax, Molecular
Devices, USA) were converted to fraction of amidolytic activity
remaining. For fluorogenic assays increasing concentrations of
PN2KPI, BPTI and mutants in TBSB, were incubated with FXIa
(25 pM) in 90 ml volumes for 30min at room temperature in black
polystyrene microtitre plates (Corning, NY, USA) to establish equi-
librium between the inhibitor and the enzyme. To this preincubation
mixture, 10 ml of the fluorogenic substrate, Boc-Glu(OBzl)-Ala-Arg-
methylcoumarin acetate (Boc-EAR-MCA; Peptides International,
Inc., Louisville, Kentucky) was added to a 275mM final concen-
tration in a total reaction volume of 100ml. For studies with
trypsin, increasing concentrations of PN2KPI (0�0.7 nM), or BPTI
(0�2.8 nM) in TBSB were incubated with 100 pM trypsin (bovine
source, Sigma, St Louis, Missouri) in 90 ml volume for 30min at
room temperature to establish equilibrium between the inhibitor
and the enzyme. Ten microlitres of the fluorogenic substrate
Boc-EAR-MCA was added to a final concentration of 6mM in a
total reaction volume of 100ml. The progress of hydrolysis was
monitored at an emission wavelength (Em440) of 440 nm after
excitation at 350 nm (Ex350). The fluorimetric initial reaction velocity
readings for 10�15min in a microplate reader at room temperature
(Spectramax M2, Molecular Devices, USA) were converted to
fraction of amidolytic activity remaining. In both colorimetric and
fluorescence assays, the IC50 values were determined by plotting
residual enzyme activity against inhibitor concentration using
KaleidaGraph v3.5 software and Ki eq were calculated using the
equation explained in ‘Data analyses’ section.

Progress curve generation
Release of a highly fluorescent product from the peptidyl substrate
Boc-EAR-MCA by FXIa or trypsin was monitored in the presence
of varying concentrations of PN2KPI or BPTI. The values of Km for
Boc-EAR-MCA hydrolysis by FXIa and trypsin were determined to
be 275 and 1.2 mM, respectively. Substrate hydrolysis was initiated
by the addition 10 ml of enzyme (25 pM FXIa or 1 nM trypsin, final
concentrations) to 90 ml of a mixture of inhibitor (varying concen-
trations) and fluorogenic substrate in TBSB in 96-well black poly-
styrene microtitre plates. The progress of substrate hydrolysis was
monitored for up to 50min at 15- or 60 s intervals at room tempera-
ture (ranging from 24�C to 27�C) in a fluorescence plate reader as
described earlier. In order to study whether trypsin inhibition by
BPTI follows irreversible inhibition kinetics, progress curves of sub-
strate hydrolysis were generated using final concentrations of trypsin
(1 nM), BPTI (16 nM) and varying concentrations (1.2�12 mM) of
fluorogenic substrate (44). The progress of fluorogenic substrate
hydrolysis was monitored for 50min at room temperature.

Data analyses
For other than the tight binding inhibitors, values of Ki eq were
derived from their IC50 using the following equation:

Ki eq ¼
IC50

ð1þ f½S�=KmgÞ
ð1aÞ

where, [S] is substrate concentration, Km is the Michaelis constant.

For tight-binding inhibitors the Ki eq were calculated using the
following equation (45):

Vs ¼ Vo
Ki eqð1þ ½S�=KmÞ

Iþ Ki eqð1þ ½S�=KmÞ
ð1bÞ

where Vs is the velocity after a steady state has been reached between
enzyme and inhibitor, Vo is the velocity of product formation at the
start of the reaction, Ki eq represents the equilibrium inhibition con-
stant, [S] is substrate concentration, Km is the Michaelis constant
and I is the inhibitor concentration.

Inhibition by slow, tight-binding inhibitors can be described by
two general mechanisms (46�49) as depicted in Fig. 1. In mechanism 1,
the formation of the final tight enzyme�inhibitor complex occurs
slowly but directly without any substantial accumulation of an initial
loose complex. In this mechanism, k01 and k0�1 are the second- and
first-order kinetic rate constants. In mechanism 2, there is accumu-
lation of an initial enzyme-inhibitor complex with an inhibition con-
stant of K0i that isomerizes in a second step to form the tight complex
and both k2 and k�2 are first-order kinetic constants.

A general equation for progress curves for slow-binding inhibition
is given by the following equation:

P ¼ Vstþ ðVo � VsÞð1� e�kobs tÞ=kobs ð2Þ

where Vo is the velocity of product formation at the start of the
reaction, Vs is the velocity after a steady state has been reached be-
tween enzyme and inhibitor, kobs is the observed first order rate con-
stant that characterizes the transition from initial velocity to steady
state velocity and P is the concentration of product formed at time t.

Kinetic parameters Km and kcat for substrate hydrolysis in the
presence of the inhibitor are related to Vo and kobs as follows:
Mechanism 1

Vo ¼
ðkcatETS0Þ

ðKm þ S0Þ
,

kobs ¼ k�1 þ
k1IT

1þ S0=Km

ð2aÞ

E+S ES E+P

+
I

EI

Mechanism 1

Km

k1 k-1

kcat

E+S ES E+P

+
I

EI*EI

Mechanism 2

Km kcat

k’1 k’-1

k2

k-2

K’i
K*

Fig. 1 Enzyme inhibition mechanisms. In mechanism 1, the binding
of inhibitor and isomerization of the complex are simultaneous and
not distinguishable and therefore, k1 and k�1 represent the overall
on-rate and off-rate constants. In mechanism 2, on the other hand,
inhibition of enzyme occurs in two steps, characterized by the
formation of a loose EI complex described by rate constants k01 and
k0�1 and isomerization of EI�EI* (the stable complex) occurs with
an on-rate of k2 and an off-rate of k�2.
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Thus, if enzyme inhibition occurs involving mechanism 1 the ini-
tial velocity would be independent of the inhibitor concentration and
kobs versus I would be linear with an y-intercept of k�1.

Mechanism 2

Vo ¼
kcatETS0

Kmðð1þ IT=K0iÞ þ S0Þ

kobs ¼ k�2 þ
k2IT

K0ið1þ S0=KmÞ þ IT

ð2bÞ

where, ET and IT are total concentrations of enzyme and inhibitor,
respectively, and S0 is substrate concentration.

Thus, for inhibition by mechanism 2, Vo is inversely related
to the inhibitor concentration and kobs versus I is hyperbolic.
Therefore, by analyzing how Vo and kobs are related to the
inhibitor concentration one may assess whether the enzyme inhib-
ition is a single step (mechanism 1) or a two-step (mechanism 2)
phenomenon.

KaleidaGraph (v3.5) was used for obtaining values of Vo, Vs and
kobs. Values of k�1 (mechanism 1) or k�2 (mechanism 2) were derived
from progress curves by using the following relationship (45, 49):

k�1 or k�2 ¼ kobs
Vs

Vo
ð3Þ

The second-order rate constant k1 (mechanism 1) was then ob-
tained from the following linear equation:

kobs ¼ k�1 þ ðk1I Þ=f1þ ½S �=Kmg ð4Þ

Calculated Ki (Kical) is thus given by k�1/k1.
To determine whether trypsin forms a non-dissociable complex

with BPTI under our experimental conditions, we generated progress
curves using fixed enzyme and inhibitor concentrations while varying
the substrate concentration. Product formation approaches a finite
value [P1] with progress of time and this value decreases with de-
crease of substrate concentration represented by the following equa-
tion (44):

½P1� ¼
Vð½S�=KmÞ

ð1þ ð½S�=KmÞÞk1appI
ð5Þ

where V is the rate of hydrolysis of substrate in the absence of in-
hibitor, [S] is the substrate concentration, Km is the Michaelis con-
stant, k1 app represents the apparent association rate constant of the
enzyme�inhibitor complex in the presence of the substrate and I is
the inhibitor concentration. From the values of k1 app at different
substrate concentrations, the association rate constant k1 for forma-
tion of trypsin�BPTI complex was calculated using the following
equation:

1

k1 app
¼

1

k1
þ
½S�

ðk1KmÞ
ð6Þ

The intercept of the plot of 1/k1 app versus [S] represents 1/k1.

Results

Inhibition of coagulation proteases and
trypsin by PN2KPI
Initial studies were aimed at determining the specificity
of interactions of PN2KPI with a variety of coagula-
tion enzymes and trypsin (Supplementary Fig. S1 and
Table I). FXIa and trypsin were inhibited with
Ki values of 0.81 nM and 0.03 nM, respectively, where-
as no evidence of thrombin inhibition was observed,
and the Ki values for FVIIa (in the absence and pres-
ence of tissue factor) FIXa, FXa, FXIIa and plasmin
were all4400 nM, whereas kallikrein was inhibited by
PN2KPI with a Ki value of 183 nM.

Structural comparisons of PN2KPI and BPTI
The primary structures of the highly homologous
Kunitz inhibitors PN2KPI and BPTI are shown in

Fig. 2A. For comparison of three-dimensional struc-
tures, we superimposed the PN2KPI X-ray crystal
structure from the PN2KPI-FXIa catalytic domain
complex (PDB:1ZJD) (28) and the BPTI structure
from the BPTI�trypsin complex (PDB: 2FTL) (29).
The crystal structures of these two proteins were super-
imposable, displaying a striking similarity of the
main-chain conformations of PN2KPI and BPTI.
The two subdomains within these inhibitors termed
loops 1 and 2 (Fig. 2B) that interact most closely
with their cognate proteinases are highly homologous
sharing primary sequence identity of 70% and 83%,
respectively between PN2KPI and BPTI (Fig. 2A). A
short sequence of ascending residues, 39�41, adjacent
to loop 2 displays some backbone deviation between
the two inhibitors (Fig. 2B). However, this sequence of
residues does not interact with the cognate proteinases
as observed from the crystal structures of the
enzyme�inhibitor complexes.

Inhibition of FXIa, kallikrein, plasmin and trypsin
by PN2KPI mutants
Based on an inspection of the X-ray crystal structure
of the PN2KPI/FXIa complex (28), we have selected
several key residues in PN2KPI for mutational analysis
to determine the effects on inhibition of FXIa, plas-
min, kallikrein and trypsin (Table II), the proteases
most susceptible to inhibition by PN2KPI, according
to our results (Table I). The PN2KPI-R15A lost virtu-
ally all its inhibitory activity against all four proteases,
confirming the essential role of the P1 residue of the
Kunitz inhibitor in protease inhibition. Interestingly,
the PN2KPI-M17A mutant displayed �25-fold gain
of function against kallikrein without any signifi-
cant change in Ki values for FXIa, plasmin or trypsin.
Whereas we observed a significant loss of activity for
PN2KPI-P13A, PN2KPI-R20A and PN2KPI-F34A
mutants in the inhibition of FXIa, kallikrein and plas-
min, there was no significant effect of any of these
mutants in trypsin inhibition.

Equilibrium inhibition of FXIa and trypsin by PN2KPI
and BPTI and P1 site mutants
To determine values of Ki for inhibition of FXIa
and trypsin by PN2KPI and BPTI (Supplementary
Fig. S2), the inhibitors were preincubated with
the enzyme for 30min at room temperature, and
the residual enzyme activity was determined. The
Ki value (Table III) for PN2KPI inhibition of FXIa
was 0.81� 0.31 nM (Supplementary Fig. S2A), consist-
ent with previous reports (18�24) indicating
that PN2 is a tight-binding inhibitor of FXIa. In
contrast, the Ki for inhibition of FXIa by BPTI deter-
mined by the equilibrium method was 627 nM
(Supplementary Fig. S2B) demonstrating that in
spite of the striking similarity in three-dimensional
structure, the affinity of PN2KPI for FXIa is
�775-fold tighter than that of BPTI for FXIa.
To examine the contribution of the P1 residue of the
two Kunitz- type inhibitors on the inhibition of FXIa,
we prepared two mutant proteins PN2KPI-R15K
(mimicking BPTI at the P1 site) and BPTI-K15R
(mimicking PN2KPI at the P1 site). These P1 site
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mutants PN2KPI-R15K (Supplementary Fig. S2C)
and BPTI-K15R (Supplementary Fig. S2D) were
characterized by Ki values in FXIa inhibition of
11.3 nM and 4.1 nM, respectively (Table III).
In marked contrast, the Ki values for trypsin inhibition

by PN2KPI (Supplementary Fig. S2E), BPTI
(Supplementary Fig. S2F), PN2KPI-R15K
(Supplementary Fig. S2G) and BPTI-K15R
(Fig. S2H), ranging between 0.016 and 0.076 nM
(Table III), were not significantly different biologically.

PN2KPI   --EVCSEQAETGPCRAMISRWYFDVTEGKCAPFFYGGCGGNRNNFDTEEYCMAVCGSAI
BPTI     RPDF CLEPPYTGPCKARIIRYFYNAKAGLCQTFVYGGCRAKRNNFKSAEDCMRTCGGA-

1 2

1
2

N C

P1B

A

Asp189

Arg15

Asp189 Lys15

C

D

Fig. 2 The primary and tertiary structures of the Kunitz-type inhibitors, PN2KPI and BPTI (A and B) and comparison of interactions of P1 site

residues Arg
15

and Lys
15

(of PN2KPI and BPTI, respectively) with the Asp
189

of FXIa catalytic domain and Trypsin (C and D). (A) The primary
amino acid sequence of PN2KPI and BPTI. The P1 site residue is shown with an arrowhead. Underlined sequences are the enzyme interacting
loops 1 and 2 of the inhibitor, which share a sequence identity of 70% and 83%, respectively. Cysteine residues that make intrachain disulfide
bonds are shown in yellow and disulfide bonds are shown in solid lines. (B) Superimposed X-ray crystal structures of PN2KPI (in pink, PDB:
1ZJD) and BPTI (in green, PDB: 2FTL) shown with P1 site residues Arg15 and Lys15 side chains. Loops 1 and 2, and N and C terminals are
indicated. (C) PN2KPI in complex with FXIa catalytic domain (dark blue; PDB:1ZJD) and trypsin (light blue; PDB:1TAW). Arg15 of PN2KPI
(pink and red) protrudes into the S1 specificity pocket of the catalytic domain of FXIa and trypsin to establish a salt bridge with Asp189.
(D) Lys15 of BPTI (grey) protrudes similarly into the S1 specificity pocket of trypsin (light blue; 2FTL) to establish a hydrogen bond with Asp189,
with the intervention of a water molecule (orange).

Table I. Inhibition of coagulation proteases by PN2KPI.

Enzyme FIIa FVIIa FVIIaþTF FIXa FXa FXIa FXIIa Plasmin Kallikrein Trypsin

Ki [nM] NIa 3,500 756 5,500 1,150 0.81 7,610 459 183 0.03

aNo inhibition observed at the highest inhibitor concentration (8 mM).
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Progress curve analysis of FXIa and trypsin inhibition
To investigate the mechanisms by which PN2KPI and
BPTI inhibit FXIa and trypsin, progress curves gener-
ated in the absence and presence of various inhibitor
concentrations were analysed. The progress curves for
FXIa inhibition by PN2KPI (0�32 nM) and by BPTI
(0�5 mM) were monitored at 15�60-s intervals for a
maximum duration of 50min. FXIa inhibition dis-
played distinct progress curve patterns for inhibition
by PN2KPI (Fig. 3A) and BPTI (Fig. 5A). In the case
of inhibition of FXIa by PN2KPI (Fig. 3A),
PN2KPI-R15K (Fig. 4A) and BPTI-K15R (Fig. 6A)
the initial rates of fluorogenic substrate hydrolysis
were independent of inhibitor concentration, and the
progress curves demonstrated progressive decreases
with increasing inhibitor concentration. On the con-
trary, the initial rates of inhibition of FXIa by BPTI
were linear at all inhibitor concentrations and the
slopes were progressively decreased with increasing
concentrations of BPTI (Fig. 5A). Similarly, the pro-
gress curves of trypsin inhibition by PN2KPI and
BPTI (Figs 7A and 8A) demonstrated initial rates
that were independent of inhibitor concentrations as
were found for FXIa inhibition by PN2KPI. These
data demonstrate that FXIa inhibition by PN2KPI
and trypsin inhibition by BPTI both conform to mech-
anism 1 with slow, single-step equilibration between
enzyme and inhibitor.

In secondary plots, values of kobs obtained from pro-
gress curves using equation (2) were plotted as a func-
tion of the corresponding inhibitor concentrations.

A linear relationship of kobs versus inhibitor concen-
tration was observed for PN2KPI (Fig. 3B), PN2KPI-
R15K (Fig. 4B) and BPTI-K15R (Fig. 6B). In all
these cases, inhibition of FXIa conforms to mechanism
1 (Fig. 1 and Table III), which takes place in a single
step involving the gradual formation of a tight com-
plex. In contrast, BPTI inhibition of FXIa follows
simple steady-state kinetics with the rate of substrate
hydrolysis remaining the same throughout the time
period at each inhibitor concentration and progressive-
ly lower rates observed with progressive increases in
inhibitor concentration (Fig. 5A). This is shown in a
separate confirmatory assay (Fig. 5B) in which titra-
tion curves of chromogenic substrate (S-2366) hydroly-
sis by FXIa in the presence of varying concentrations
of BPTI demonstrated increasing values of Km without
any alteration of Vmax, indicative of pure competitive
inhibition (Table I). Similar to FXIa inhibition, trypsin
inhibition by PN2KPI also displays a single step inhib-
ition process displaying a linear relationship of kobs
versus inhibitor concentration (Fig. 7B).

Progress curves of trypsin inhibition by BPTI
(Fig. 8A) demonstrate unequivocally that the initial
rates of trypsin inhibition were independent of BPTI
concentration suggesting that the inhibition conforms
to mechanism 1. However, we were unable to obtain
reliable kobs values from these progress curves possibly
because of the extremely slow rate of dissociation of
the enzyme�inhibitor complex. Indeed Zhou et al. (44)
demonstrated that trypsin inhibition by BPTI follows
apparently irreversible kinetics with an association rate
constant of 0.37�106M�1 s�1. Vincent and Lazdunski
(50) reported the first-order rate constant of dissoci-
ation of the same inhibition reaction to be
6.6�10�8 s�1. We attempted to generate progress
curves for the dissociation of the complex, but even
at the end of 60min free trypsin liberated was 51%
(data not shown). This fact together with the slow loss
of activity of trypsin on standing in solution beyond
60min as observed from chromogenic or fluorogenic
substrate hydrolysis made it impossible to generate the
data required for calculation of the relevant rate con-
stants. We therefore aimed to determine whether tryp-
sin forms a non-dissociable complex with BPTI under
our experimental conditions, which are significantly
different from those used previously (44). For this pur-
pose, we generated progress curves using fixed enzyme
and inhibitor concentrations while varying the
substrate concentration (Fig. 8B). It is apparent

Table III. Kinetic studies for inhibition of FXIa and trypsin by Kunitz inhibitors.

Enzyme Inhibitor Mechanism Ki eq [nM] k1M
�1 s�1 k�1 s

�1 KI cal [nM]

FXIa PN2KPI 1 0.81� 0.3 0.24�106 3.2�10�4 1.3
PN2KPI-R15K 1 11.3� 0.6 1.7�105 3.1�10�3 18.2
BPTI Competitive 627� 9.1 708� 81a

BPTI-K15R 1 4.1� 0.3 2.87�105 2.3�10�3 8.01
Trypsin PN2KPI 1 0.03� 0.007 3.4�106 3.7�10�4 0.049

PN2KPI-R15K 0.047� 0.003
BPTI 1 0.072� 0.001 4.4�105 3.2�10�5

BPTI-K15R 0.016� 0.002

aCalculated from Michaelis�Menten plot represented in Fig. 5B.

Table II. Inhibition of FXIa, plasma kallikrein, plasmin and trypsin

by PN2KPI mutants
a
.

Ki [nM]

Inhibitors FXIa Kallikrein Plasmin Trypsin

PN2KPI 0.81 183 459 0.03
PN2KPI-P13A 2.96 1005 2,690 0.048
PN2KPI-R15A NIb NIb NIb NIb

PN2KPI-M17A 0.81 7.4 479 0.054
PN2KPI-S19A 0.93 253 615 0.024
PN2KPI-R20A 2.83 6,320 914 0.041
PN2KPI-F34A 4.92 398 2,640 0.088

aTrypsin data represent fluorogenic assay results, whereas the
results for the rest of the enzymes are based on chromogenic
assays.
bNo inhibition observed at inhibitor concentrations up to 4mM.
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from these results that product formation approaches
a finite value [P1] with progress of time and that
this value decreases with decrease of substrate
concentration. These results confirm the previous con-
clusion that trypsin inhibition by BPTI is non-
dissociable (44). From progress curves shown in
Fig. 8B we could obtain the values of k1 app (the ap-
parent association rate constant of the enzyme�inhibi-
tor complex in the presence of the substrate) using
equation (6). The value of the association rate constant
k1 (4.4�105M�1 s�1) of trypsin-BPTI complex

formation was then obtained from the intercept of
the secondary plot of 1/k1app versus [S] shown as an
inset in Fig. 8B. The dissociation rate constant k�1

(3.2�10�5 s�1) shown in Table III was obtained
assuming Ki eq¼ k�1/k1.

Discussion

Factor XI (FXI) is the precursor of a plasma serine
protease formed by factor XIIa or thrombin that
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participates in the consolidation phase of blood coagu-
lation and is implicated in pathological thrombosis,
rendering it a potential target for the development of
antithrombotic agents. As the Kunitz-type inhibitor,
protease nexin-2 (PN2-KPI) is a potent inhibitor of
FXIa, the major question addressed in the present
study is the physiological relevance, specificity and
mechanism of action of the platelet a-granular protein,
PN2/AbPP. Previous studies from our laboratory

indicate that the major interactions required for
FXIa inhibition by PN2 are localized to the catalytic
domain of FXIa and the KPI domain of PN2 (24). We
have also found that secretion of PN2 from activated
platelets limits the lifetime of FXIa activity within the
locus of activated platelets. However, in the presence
of activated platelets, HK and Zn2þ ions, FXIa bound
to the surface of activated platelets is protected from
inactivation by PN2KPI (23, 51).

It has been demonstrated (52) that over-expression
of PN2/AbPP in circulating platelets of transgenic
mice was associated with inhibition of thrombosis
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in vivo, whereas mice with a genetic knockout of the
gene for PN2/AbPP demonstrated a significant in-
crease in thrombosis. Moreover, platelet PN2/AbPP
transgenic mice developed larger haematomas in an
experimental intracerebral haemorrhage model, where-
as A�PP gene knockout mice exhibited reduced haem-
orrhage size. The question raised by these elegant
studies relates to the mechanism by which over-
expression of PN2/AbPP can inhibit thrombosis and
enhance haemorrhage and deletion of this Kunitz

inhibitor can promote thrombosis and inhibit haemor-
rhage. The present studies strongly suggest that
the only plasma coagulation enzyme inhibited by
physiological concentrations of PN2KPI achievable
in plasma is FXIa. Thus, as shown in Table I, FXIa
is inhibited by PN2KPI with a Ki� 0.81 nM, a concen-
tration considerably higher than the virtually undetect-
able level of PN2/AbPP in plasma (19, 53), but well
below the concentrations (3�5 nM) that can be
achieved at physiologic concentrations of platelets
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after secretion from a-granules (19, 23). Thus, in the
vicinity of a platelet thrombus, the concentration of
PN2/AbPP is likely to be sufficient to regulate FXIa
activity, but insufficient to have any significant effect
on other plasma serine proteases, Ki values
(183�5500 nM) for which are 36-fold to 1,100-fold
higher than the inhibitor concentration (3�5 nM)
achieved after platelet secretion.

In reported specificity studies of target plasma pro-
teases inhibited by PN2/AbPP and by PN2KPI, there
is a general consensus that neither thrombin (21, 54)
nor FXIIa (21, 40) is inhibited by PN2KPI, in agree-
ment with the present studies which show no inhibition
by thrombin and a Ki� 7610 nM for FXIIa (Table I).
There is also a consensus that both FXIa (18, 21, 40, 55)
and trypsin (18, 21, 40) are potently inhibited by
PN2KPI with Ki values of 0.25�2.7 nM and
0.02�0.42 nM, respectively, i.e. similar values to those
reported herein (0.81 nM and 0.03 nM, respectively,
Table I). In contrast, the highly homologous plasma
protease, kallikrein is inhibited with a Ki (183 nM,
Table I) 435-fold higher than the concentration of
PN2/AbPP (3�5 nM) achieved after platelet secretion,
compared with a value of 515 nM obtained by Dennis
et al. (55) and no inhibition observed by Van Nostrand
et al. (21), suggesting that kallikrein is not a target for
inhibition by PN2/AbPP under physiological condi-
tions. In contrast, widely divergent results have been
reported for FIXa inhibition, as Schmaier et al. (56)
have reported a Ki value of 190 nM for PN2KPI, and
have shown that the presence of phospholipid (PS/PC)
vesicles and FVIIIa protect FIXa from inhibition (57),
whereas, in contrast, Neuenschwander et al. (45) have
reported a Ki value of 9,500 nM for FIXa inhibition by
PN2KPI, in reasonably good agreement with our Ki

value of 5,500 nM (Table I). Similar discrepancies exist
for inhibition of FXa by PN2KPI because Mahdi et al.
(58) have reported Ki values of 33�72 nM, whereas
Van Nostrand et al. (21) initially reported no inhib-
ition and subsequently reported a Ki value of 59 nM
(40), whereas Dennis et al. (55) reported a Ki value
of 240 nM, compared with our value of 1,150 nM
(Table I). Finally, Mahdi et al. (59) found that
PN2KPI inhibited FVIIa with Ki values of
110�150 nM in the absence of tissue factor, compared
with 41,000 nM reported by Dennis et al. (55) and
3,500 nM in the present study (Table I). In the presence
of tissue factor, PN2KPI is a slightly more effective
inhibitor of FVIIa, with Ki values of 68�78 nM re-
ported by Schmaier et al. (59), compared with
300 nM reported by Dennis et al. (55) and 756 nM in
the present study (Table I). The conclusion to be
drawn from all these studies and the data presented
herein is that, among all the plasma coagulation pro-
teases examined for inhibition by PN2KPI, FXIa is the
only physiologically relevant target, considering the
concentrations of this Kunitz inhibitor achievable in
the vicinity of a haemostatic thrombus.

In addition to determining the specificity PN2KPI
for FXIa and trypsin the present work focuses on elu-
cidating the mechanisms of inhibition of FXIa and
trypsin, by the two structurally similar Kunitz-type in-
hibitors, PN2KPI and BPTI. The inhibition of FXIa

by PN2KPI was studied in detail previously (23, 24),
and trypsin inhibition by BPTI has been characterized
as a slow, tight-binding interaction (44). However, the
precise mechanism of FXIa inhibition by either
PN2KPI or BPTI and the mechanism of trypsin inhib-
ition by PN2KPI are unknown. It is particularly inter-
esting to determine these kinetic mechanisms and the
functional roles of the P1 residues in these two inhibi-
tors because of the high affinity and specificity of FXIa
inhibition by PN2KPI, the marked difference in Ki for
FXIa inhibition by PN2KPI and BPTI and the striking
structural similarity between these two inhibitors in
complex with their cognate proteases (Fig. 2). The pre-
sent investigations demonstrate marked differences in
equilibrium inhibition constants for FXIa inhibition
by PN2KPI (Ki 0.81 nM) and BPTI (Ki 627 nM) as
shown in Table III. Moreover, progress curve analyses
demonstrated characteristic differences in the mechan-
isms of FXIa inhibition by PN2KPI and BPTI. Thus,
the inhibition of FXIa by PN2KPI, by PN2KPI-
R15K, and by BPTI-K15R were all demonstrated to
conform to mechanism 1 (Fig. 1), in which a slow
equilibration occurs between the enzyme and the in-
hibitor. In contrast, FXIa inhibition by BPTI
conforms to a simple steady-sate kinetic mechanism
(Fig. 5A), and analysis of the Michaelis�Menten plot
(Fig. 5B) demonstrated competitive inhibitory mech-
anism, from which it can be calculated that the value
of Ki cal is 708 nM, which compares favourably with
the value of Ki eq (627 nM), determined from equilib-
rium inhibition experiments (Table III). Although
there are reports on the inhibition of serine proteases
by BPTI (26, 27) this is the first report on the mech-
anism of FXIa inhibition by BPTI that is best
described as classical competitive inhibition. These re-
sults are interesting in the context of recent studies by
Neuenschwander et al. (45), who have demonstrated
that the inhibition of FIXa by PN2KPI (Ki� 20 mM)
proceeds by mechanism 2 (45), in contrast to our re-
sults for FXIa inhibition by PN2KPI (Ki 0.81 nM),
which are consistent with mechanism 1.

The results of FXIa inhibition by the two Kunitz
inhibitors stand in marked contrast to those describing
trypsin inhibition by PN2KPI and BPTI. Thus, the
equilibrium inhibition constants for trypsin inhibition
by PN2KPI (Ki 0.026 nM) and BPTI (Ki 0.072 nM)
are only �3-fold different, compared with the
�775-fold difference when FXIa is the protease
(Table III). Progress curve analyses demonstrate that
the formation of the trypsin�PN2KPI complex and the
trypsin�BPTI complex, like FXIa inhibition by
PN2KPI, conform to mechanism 1. However, as men-
tioned in the ‘Results’ section, we were unable to
obtain kinetic constants of trypsin inhibition by
BPTI from these progress curves since reliable kobs
values could not be generated. Instead, the association
rate constant (k1) was obtained from separate sets of
experiments designed to obtain kinetic parameters for
irreversible kinetics (44). As shown in Fig. 8B, product
formation [P1] approaches a constant value with time.
Using this approach, we were able to obtain the asso-
ciation rate constant of trypsin inhibition by BPTI
(Table III). These results do not exclude the possibility
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of reversible enzyme�inhibitor binding with a dissoci-
ation rate too slow to be measured during the time
interval studied. Indeed the value of the dissociation
rate constant k�1 (3.2�10

�5 s�1) shown in Table III for
trypsin-BPTI complex was found to be 10-fold slower
(3.2�10�4 s�1) than that of FXIa-PN2KPI (Table III).

In addition to establishing the mechanistic charac-
teristics describing the two Kunitz inhibitors, PN2KPI
and BPTI, in FXIa and trypsin inhibition, we further
investigated the importance of P1 site residues, i.e.
Arg15 in PN2KPI and Lys15 in BPTI, in FXIa inhib-
ition. The essential role of the P1 residue of PN2KPI
was previously demonstrated in our laboratory by
using a mutant protein, PN2KPI-R15A, which com-
pletely loses its inhibitory activity against FXIa (28). In
addition, it has been demonstrated that the BPTI
(K15A) mutant largely lost its trypsin inhibitory activ-
ity (60). As shown in Fig. 2, loop 1 of the
enzyme-interacting double-loop region contains the
P1 residue and is stabilized by a disulfide bond. This
loop structure maintains similar backbone orientations
in several Kunitz inhibitors, including PN2KPI and
BPTI (Fig. 2B). The P1 residue of inhibitors in general
is considered to be the most energetically important
residue for high-affinity binding to serine proteases
and therefore the primary determinant of specificity
of an inhibitor for a given protease (61, 62). The gua-
nidinium group of Arg15 in PN2KPI interacts directly
with the carboxylate group of Asp189 in trypsin (PDB:
1TAW) (41) and of Asp189 in the catalytic domain of
FXIa (PDB:1ZJD) (28) by forming a salt bridge in the
S1 specificity pocket (Fig. 2C). Similarly, Lys15 in
BPTI protrudes into the S1 specificity pocket of tryp-
sin, while maintaining the same side chain orientation
(similar to Arg15) and interacts with Asp189. However,
the shorter Lys side chain (compared to Arg) relies
on an ordered water molecule to establish the
Lys15-Asp189 interaction in the BPTI�trypsin complex
(Fig. 2D), (PDB:2FTL) (29). Thus, whereas PN2KPI
and BPTI have similar backbone structures and P1
residue side chain orientations, differences in side
chain bulkiness, length and consequent charge distri-
bution, result in significant differences in local inter-
molecular interactions with FXIa. We hypothesized
that these fine structural differences between PN2KPI
and BPTI might have functional consequences.

To determine whether the presence of Arg15 or Lys15

at the P1 site of the inhibitor interacting with Asp189 of
the protease translates into functional differences in
their capacity to inhibit FXIa, P1 site PN2KPI and
BPTI swap mutants along with their native parent
molecules were examined for their inhibitory proper-
ties. Unlike the complete or near complete loss of
enzyme inhibitory activity observed with alanine mu-
tants of these inhibitors (28, 60), the mutant, PN2KPI-
R15K displayed partial loss of function, as previously
observed (40). BPTI-K15R on the other hand dis-
played 4150-fold gain of function (Ki 4.1 nM) in
FXIa inhibition, compared to its native counterpart
BPTI (Ki 627 nM). The inhibitory activities for FXIa
of the Arg15-containing PN2KPI and the BPTI-K15R
mutant are �14-fold and �150-fold more potent than
those of the corresponding Lys15-containing forms.

Thus, Arg15 is an important determinant of
high-affinity binding and specificity for FXIa inhib-
ition. In contrast, the presence of arginine or lysine
at the P1 position had very little influence on the tryp-
sin inhibitory activities of either PN2KPI or BPTI.
Thus, the presence of arginine at the P1 position in
BPTI or PN2KPI only slightly improves (5-fold and
2-fold, respectively) their affinity for trypsin. In an ear-
lier study of the crystal structure of uncomplexed
trypsin-D189 S (PDB: 1AMH) a single amino acid mu-
tation in the substrate-binding pocket resulted in ex-
tensive structural changes around the mutated residue
(63). However, a structural comparison of native tryp-
sin with that of BPTI complexed to trypsin-D189 S
revealed striking structural similarities (64), indicating
the plasticity of trypsin accommodating BPTI and re-
verting back to its native structure. Thus, the structural
plasticity of trypsin may explain why similar inhibition
constants are seen with arginine or lysine containing
Kunitz inhibitors. In contrast, in the case of FXIa the
presence of Arg or Lys at the P1 site of the inhibitor
determines both proteinase specificity and the kinetic
mechanisms of proteinase interaction. The results of
our mutational analysis of key residues in PN2KPI,
based on the crystal structures of PN2KPI and BPTI
in complex with their cognate proteinases (Table II)
are particularly relevant in the context of the addition-
al studies summarized in Table III, suggesting that it is
the plasticity of trypsin that renders it particularly sus-
ceptible to inhibition by Kunitz inhibitors. Thus, it
would appear that PN2/AbPP, contained within the
a-granules of platelets and secreted into the vicinity
of the haemostatic thrombus, is an exquisitely specific
inhibitor of FXIa among all other plasma coagulation
proteases since, within the vascular compartment, it
would not encounter trypsin, a digestive enzyme se-
creted into the gastrointestinal tract.

Supplementary Data

Supplementary Data are available at JB online.
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