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COMPOSITIONS AND METHODS FOR COUNTERACTING
FACTOR XA INHIBITION

CROSS-REFERENCE TO RELATED APPLICATION
[0001] This application claims the benefit of U.S. Provisional Application No.
61/759,332, filed 31 Jan 2013, the contents of which are incorporated herein by

reference in its entirety.

REFERENCE TO SEQUENCE LISTING

[0002] The Sequence Listing submitted concurrently herewith under 37 CFR
§1.821 in a computer readable form (CRF) via EFS-Web as file name
PC072006_SEQLIST_ST25.txt is incorporated herein by reference. The electronic
copy of the Sequence Listing was created on 18 Dec 2013, with a file size of 7

kilobytes.

BACKGROUND OF THE INVENTION

[0003] Pharmacological anticoagulation is the mainstay of treatment for
patients with prothrombotic conditions. For over fifty years, the only oral
anticoagulant available was warfarin, an inhibitor of the vitamin K epoxide
reductase (VKOR) that recycles oxidized vitamin K. Warfarin has many
drawbacks, including unpredictable pharmacokinetics that necessitate frequent
monitoring of coagulation parameters and dose adjustment. However, in the event
of emergency bleeding or the need for urgent surgery, antidotes exist that allow
rapid and complete reversal.

[0004] Oral direct FXa inhibitors are emerging anticoagulants that have the
potential to simplify dosing schemes and hemostatic monitoring in patients with
prothrombotic diseases when compared to standard treatments, such as warfarin.
Although these drugs have many advantages over warfarin, no fully efficacious
reversal agent is available for these novel anticoagulants.

[0005] The lack of a specific countermeasure to their effects, however, is a
critical unmet clinical need that could limit the widespread adoption of these

agents due to fears of unmanageable bleeding.
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SUMMARY OF THE INVENTION

[0006] Applicants have addressed this critical unmet clinical need by providing
compositions and methods for counteracting the effects of direct activated Factor
X (FXa) inhibitors.

[0007] According to some embodiments, the disclosure provides methods for
reducing or preventing bleeding in a subject being treated with a direct Factor Xa
(FXa) inhibitor by administering a composition comprising a Factor Xa variant
containing at least one modification including substitution for the wild-type amino
acid at position 16 (using the chymotrypsin numbering system) with Thr, Leu, Phe,
Asp or Gly, or substitution for the wild-type amino acid at position 17 (using the
chymotrypsin numbering system) with Leu, Ala, or Gly. In certain embodiments,
treatment with a composition comprising a FXa variant results in at least a 50%
reduction in bleeding. According to certain embodiments, direct Factor Xa
inhibitors include rivaroxaban or apixaban. In some embodiments, the plasma
concentration of the direct FXa inhibitor is a typical therapeutic amount or a
supratherapeutic amount. For example, in some embodiments, the plasma
concentration of rivaroxaban can be about 500 nM, or greater, and the plasma
concentration of apixaban can be about 250 nM, or greater. According to certain
embodiments the FXa variant contains the substitution I16L. In some
embodiments, the FXa variant is capable of countering the effect of the direct
Factor Xa inhibitor at a plasma concentration that is at least 100-fold lower than
the plasma concentration of the Factor Xa inhibitor. In certain embodiments, the
composition comprising the FXa variant is administered before a planned surgery,
after an injury, or after an intentional or accidental overdose with a direct FXa
inhibitor. In some embodiments, hemostasis in the subject is monitored using a
hemostasis assay after a first dose with a FXa variant and, if adequate
hemostasis is not attained by a predetermined time, at least one second dose of
FXa variant is administered to achieve sufficient hemostasis. According to some
embodiments, the predetermined time is about 15 mins, 30 mins, 45 mins or 60
mins after the first dose of FXa variant is administered. Other times are also
possible. In some other embodiments, at least a second procoagulant is

administered in addition to FXa variant, including for example, a different FXa
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variant, factor IX, factor Xla, factor Xlla, factor VIII, factor Vlla, FEIBA or
prothrombin complex concentrate (PCC).

[0008] According to some embodiments, the disclosure provides methods for
increasing the amount of thrombin produced in response to activation of the
extrinsic or intrinsic clotting pathway in a subject being treated with a direct Factor
Xa (FXa) inhibitor by administering a composition comprising a Factor Xa variant
containing at least one modification including substitution for the wild-type amino
acid at position 16 (using the chymotrypsin numbering system) with Thr, Leu, Phe,
Asp or Gly, or substitution for the wild-type amino acid at position 17 (using the
chymotrypsin numbering system) with Leu, Ala, or Gly. According to certain
embodiments, direct Factor Xa inhibitors include rivaroxaban or apixaban. In
some embodiments, the plasma concentration of the direct FXa inhibitor is a
typical therapeutic amount or a supratherapeutic amount. For example, in some
embodiments, the plasma concentration of rivaroxaban can be about 500 nM, or
greater, and the plasma concentration of apixaban can be about 250 nM, or
greater. According to certain embodiments the FXa variant contains the
substitution I16L. According to certain embodiments, the amount of thrombin
produced increases by about 5%, 10%, 15%, 20%, 30%, 40%, 50%, 60%, 70%,
80%, 90%, 100%, 150%, 200%, or more. In some embodiments, the FXa variant
is capable of countering the effect of the direct Factor Xa inhibitor at a plasma
concentration that is at least 100-fold lower than the plasma concentration of the
Factor Xa inhibitor. In certain embodiments, the composition comprising the FXa
variant is administered before a planned surgery, after an injury, or after an
intentional or accidental overdose with a direct FXa inhibitor. In some
embodiments, hemostasis in the subject is monitored using a hemostasis assay
after a first dose with a FXa variant and, if adequate hemostasis is not attained by
a predetermined time, at least one second dose of FXa variant is administered to
achieve sufficient hemostasis. According to some embodiments, the
predetermined time is about 15 mins, 30 mins, 45 mins or 60 mins after the first
dose of FXa variant is administered. Other times are also possible. In some other
embodiments, at least a second procoagulant is administered in addition to FXa
variant, including for example, a different FXa variant, factor IX, factor Xla, factor

Xlla, factor VIII, factor Vlla, FEIBA or prothrombin complex concentrate (PCC).



WO 2014/118677 PCT/IB2014/058494

[0009] According to some embodiments, the disclosure provides methods for
decreasing clotting time (as measured, for example, using PT or INR, or some
other assay) in a subject being treated with a direct Factor Xa (FXa) inhibitor by
administering a composition comprising a Factor Xa variant containing at least
one modification including substitution for the wild-type amino acid at position 16
(using the chymotrypsin numbering system) with Thr, Leu, Phe, Asp or Gly, or
substitution for the wild-type amino acid at position 17 (using the chymotrypsin
numbering system) with Leu, Ala, or Gly. According to certain embodiments,
direct Factor Xa inhibitors include rivaroxaban or apixaban. In some
embodiments, the plasma concentration of the direct FXa inhibitor is a typical
therapeutic amount or a supratherapeutic amount. For example, in some
embodiments, the plasma concentration of rivaroxaban can be about 500 nM, or
greater, and the plasma concentration of apixaban can be about 250 nM, or
greater. According to certain embodiments the FXa variant contains the
substitution I16L. According to certain embodiments, clotting time is reduced by
about 5%, 10%, 15%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, or more. In
some embodiments, the FXa variant is capable of countering the effect of the
direct Factor Xa inhibitor at a plasma concentration that is at least 100-fold lower
than the plasma concentration of the Factor Xa inhibitor. In certain embodiments,
the composition comprising the FXa variant is administered before a planned
surgery, after an injury, or after an intentional or accidental overdose with a direct
FXa inhibitor. In some embodiments, hemostasis in the subject is monitored
using a hemostasis assay after a first dose with a FXa variant and, if adequate
hemostasis is not attained by a predetermined time, at least one second dose of
FXa variant is administered to achieve sufficient hemostasis. According to some
embodiments, the predetermined time is about 15 mins, 30 mins, 45 mins or 60
mins after the first dose of FXa variant is administered. Other times are also
possible. In some other embodiments, at least a second procoagulant is
administered in addition to FXa variant, including for example, a different FXa
variant, factor IX, factor Xla, factor Xlla, factor VIII, factor Vlla, FEIBA or

prothrombin complex concentrate (PCC).
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BRIEF DESCRIPTION OF THE DRAWINGS

[00010] Figures 1A-B show inhibition of free wt-FXa or FXa'"®" by rivaroxaban.
The initial velocity of peptidyl substrate (SpecXa; 200 uM) hydrolysis by A) wt-FXa
(2 nM) or B) FXa'"®" (6 nM) was determined at increasing concentrations of
rivaroxaban. The Ki value is given on each graph.

[00011] Figures 2A-B show rivaroxaban inhibition of wt-FXa or FXa'®-
assembled in prothrombinase. The initial velocity of peptidyl substrate (SpecXa;
200 uM) hydrolysis by A) wt-FXa (2 nM) or B) FXa''® (6 nM) in the presence of
PCPS (20 uM) and FVa (40 nM) was determined at increasing concentrations of
rivaroxaban.

[00012] Figure 3 shows the effect of different concentrations of FXa''®" o

n
reversing the effects on thrombin generation of rivaroxaban.

[00013] Figures 4A-D show the effect of FXa'"®" on reversing the effects of
rivaroxaban. Normal human plasma was incubated with 500 nM rivaroxaban and
in the absence or presence of increasing concentrations of FXa''®". Following
data analysis, peak thrombin (A and C) and total thrombin generated (ETP; B and
D) were plotted.

[00014] Figures 5A-B show FXa'"® reverses the effects of high dose
rivaroxaban. Normal human plasma was incubated with 7.5 uM rivaroxaban and
in the absence or presence of increasing concentrations of FXa''®". Following
data analysis, peak thrombin (A) and total thrombin generated (ETP; B) were
plotted.

[00015] Figures 6A-B show FXa'"® or FXa'"®" reverses the effects of 250 nM
apixaban. Normal human plasma was incubated with 250 nM apixaban and in the
absence or presence of increasing concentrations of FXa''®" or FXa'"®™. Following
data analysis, peak thrombin (A) and total thrombin generated (ETP; B) were
plotted.

[00016] Figures 7A-B show FXa'"® or FXa'"®" reverses the effects of high dose
apixaban. Normal human plasma was incubated with 2.0 uM Apixaban and in the
absence or presence of increasing concentrations of FXa''®" or FXa'"®™. Following
data analysis, peak thrombin (A) and total thrombin generated (ETP; B) were

plotted.
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[00017] Figures 8A-B show FXa'"® corrects whole blood clotting in the presence
of rivaroxaban. Whole blood thromboelastography was used to assess the ability
of FXa'"®" to reverse the effects of rivaroxaban at a typical (A) and a high (B)
dose.

[00018] Figures 9A-B show FXa'"® corrects whole blood clotting in the presence
of apixaban. Whole blood thromboelastography was used to assess the ability of
FXa'"®" to reverse the effects of apixaban at a typical (A) and a high (B) dose.
[00019] Figures 10A-B show that FXa''®" counteracts rivaroxaban in a thrombin
generation assay. Figure 10A shows a dose response of rivaroxaban and Figure

10B shows a dose response of FXa'"®t

in the presence of rivaroxaban.

[00020] Figure 11 shows that FXa'"® counteracts rivaroxaban in a mouse tail
clip bleeding model.

[00021] Figure 12 demonstrates that rivaroxaban administered to mice delays
clotting time of whole blood measured using ROTEM and that administration with
FXa'"®" dose-responsively counteracts the effect of rivaroxaban.

[00022] Figure 13 shows that rivaroxaban administered to a mouse prevents
clot formation at a site of vascular injury in the cremaster muscle caused by laser

6L counteracts the effect of rivaroxaban. Clot

and that administration with FXa
formation was visualized using intravital microscopy and fluorescently labeled
antibodies against fibrin and platelets. Figure 13A shows clot formation in an
untreated mouse. Figure 13B shows that rivaroxaban delayed and reduced
platelet accumulation and prevented fibrin deposition. By contrast, Figure 13C

6L ¢lot formation

shows that in a mouse administered rivaroxaban and FXa
occurred at the site of injury.

[00023] Figure 14 is the amino acid sequence of wild-type human Factor X
preprotein (SEQ ID NO:1). The signal peptide corresponds to amino acids 1-23.
The propeptide corresponds to amino acids 24-40. The mature light chain of
activated Factor X (FXa) corresponds to amino acids 41-179. The mature heavy
chain of activated FXa (after removal of the activation peptide) corresponds to
amino acids 235-488. The activation peptide (AP) corresponds to amino acids

183-234.
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[00024] Figure 15 is the nucleotide sequence of the cDNA encoding wild-type
human Factor X preprotein (SEQ ID NO:2). The coding sequence corresponds to
nucleotides 58 to 1524.

DETAILED DESCRIPTION

[00025] The disclosure provides compositions and methods for counteracting
the anti-coagulant effect of a direct FXa inhibitor in a subject in need thereof.
Applicants have discovered that certain FXa variants rapidly and completely
counteract the effect of a direct FXa inhibitor in a dose dependent manner. More
specifically, applicants have discovered that a relatively small amount of an FXa
variant restores normal coagulation activity in vivo in the presence of FXa inhibitor
at therapeutic concentrations and even at supratherapeutic concentrations. By
providing fast and effective antidotes for the anti-coagulation effects of direct FXa
inhibitors, Applicants’ disclosure therefore contributes to fulfilling the promise of
these advantageous anti-coagulants.

[00026] Coagulation factor X (FX) is a zymogen which, upon activation by the
intrinsic factor IX/factor VIII or extrinsic pathway (tissue factor/factor Vlla),
becomes FXa, which is the protease moiety of prothrombinase. Following
proteolytic cleavage of the Arg-lle scissile bond, releasing an activation peptide
(AP), a series of well defined structural changes in the zymogen drives the
activation process to the mature active serine protease (See Toso et al., (2008) J.
Biol. Chem. 283, 18627-18635; Bunce et al., (2011) Blood 117, 290-298; and
Ivanciu et al., (2011) Nat. Biotechnol. 29, 1028-1033, incorporated by reference
herein in their entirety). The mature FXa has a light chain and a heavy chain that
contains the catalytic domain. The mature FXa becomes an active serine
protease upon formation of the prothrombinase complex, which includes binding
of an activated cofactor, Factor Va (FVa).

[00027] Variant forms of FX have been developed that upon activation cleavage
yield a zymogen-like FXa variant. That is, once cleaved, the resulting FXa variant
has poor active site function and is more resistant to inactivation by circulating
inhibitors (i.e. antithrombin Il and TFPI). The FXa variants, thus, have longer

half-lives in plasma than wild-type FXa. The FXa variant binds FVa, lipid
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membrane and calcium to form a fully active prothrombinase complex that
efficiently activates prothrombin.

[00028] The zymogen-like variants of FXa circulate in the zymogen-like
conformation and do not seem to be thrombogenic (See Toso et al., (2008) J. Biol.
Chem. 283, 18627-18635 and Ivanciu et al., (2011) Nat. Biotechnol. 29, 1028-
1033, incorporated by reference herein in their entirety). Examples of such FXa
variants are described in International patent publication W02007/059513,
incorporated herein by reference in its entirety.

[00029] The enzymes of coagulation are trypsin-like enzymes that belong to the
S1 peptidase family of proteases that bear a chymotrypsin-like fold. The
coagulation proteases contain catalytic domains that are highly homologous to
each other and to the ancestral serine proteases of digestion. The structural
homology/identity is so great (>70%) that residues in the catalytic domains of the
coagulation enzymes (including Factor Xa) are numbered according to the
corresponding residues in chymotrypsinogen. (Chymotrypsin numbering system;
see Bajaj and Birktoft, Methods Enzymol. 1993; 222:96-128, Table 2, and Bode
W, Mayr |, Bauman Y, et al. The refined 1.9 A crystal structure of human alpha-
thrombin: interaction with D-Phe-Pro-Arg chloromethylketone and significance of
the Tyr-Pro-Trp insertion segment. EMBO J 1989;8(11):3467-3475, both of which
are incorporated by reference herein in their entireties). Accordingly, amino acids
may be referred to herein according to the chymotrypsin numbering system, which
is well-known to those of skill in the art.

[00030] According to the disclosure, an FXa variant may be an FXa protein
comprising an amino acid substitution that makes the variant more zymogen-like
compared to a wild-type FXa protein in vivo or in vitro. FXa variants of the
disclosure substantially regain wild-type FXa activity upon formation of
prothrombinase. Examples of FXa variants that are useful in methods of the
disclosure are variants comprising a modification selected from the group
consisting of: a) lle at position 16 is Thr, Leu, Phe, Asp or Gly and b) Val at
position 17 is Leu, Ala, or Gly, according to the chymotrypsin numbering system.
Amino acids 16 and 17 in the chymotrypsin numbering system occur at amino
acids 235 and 236, respectively, of SEQ ID NO:1 (human Factor X preproprotein).

In certain embodiments, FXa variants are FXa''®" and FXa"®" (the nomenclature
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used herein for the FXa variants recites the original amino acid at the numbered
position according to the chymotrypsin numbering system followed by the
substituted amino acid). The FXa variants can be variants of any mammalian
FXa. Of particular interest, however, are FXa variants of human FXa.

[00031] In certain embodiments, the FX variant that is activated into a variant
FXa of the disclosure may be further modified by inserting a non-native
intracellular proteolytic cleavage site. In a non-limiting example, to express
"activated" zymogen-like FXa variants in mammalian cells, a non-native
intracellular proteolytic cleavage site can be inserted between the Arg at position
234 of SEQ ID NO:1 (position 15 in the chymotrypsin numbering system) and the
amino acid at the position corresponding to position 235 of SEQ ID NO:1 (position
16 in the chymotrypsin numbering system) in the variant FX zymogen. In certain
embodiments, the non-native intracellular protease cleavage site is Arg-Lys-Arg or
Arg-Lys-Arg-Arg-Lys-Arg (SEQ ID NO:3). These cleavage sites are efficiently
recognized by proteases (PACE/furin-like enzymes) within the cell and are
removed. This cleavage may result in a processed variant FXa in which the
mature heavy chain of the molecule now begins at the amino acid at the position
corresponding to position 235 of SEQ ID NO:1 (position 16 in the chymotrypsin
numbering system). Introduction of this cleavage site at said position allows for
the intracellular conversion of FX to FXa.

[00032] In certain embodiments the entire amino acid sequence of the FX
variant activation peptide (AP) (i.e., amino acids 183-234 of SEQ ID NO:1) is
replaced with a non-native intracellular protease cleavage site. According to
certain embodiments, the non-native intracellular protease cleavage site is Arg-
Lys-Arg or Arg-Lys-Arg-Arg-Lys-Arg (SEQ ID NO:3). As explained above, this
modification allows for intracellular cleavage of the FX variant expressed by cells.
The intracellular cleavage converts FX variant to activated zymogen-like FXa
variant which is then secreted by cells for subsequent purification. This approach
obviates the need for extracellular cleavage that would otherwise be required to
activate the variant clotting factor, for example, after isolating the protein or just
before blood clotting.

[00033] In certain embodiments, FXa variants of the disclosure are derived from

FX variant preproteins comprising native wild-type human signal sequence and/or
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propeptide sequence. In other embodiments, FX signal sequences and/or
propeptide from non-human species can be used in place of the corresponding
native amino acid sequences. And in yet other embodiments, signal sequence
and/or propeptide sequence from other human or non-human secreted proteins
can be used in place of the corresponding native amino acid sequences.

[00034] In an exemplary embodiment, a FXa variant comprises amino acids 41-
179 and amino acids 235-488 of SEQ ID NO:1, wherein the amino acid at position
235 (isoleucine in the wild-type sequence) is substituted with a different amino
acid selected from the group consisting of threonine (Thr), leucine (Leu),
phenylalanine (Phe), aspartic acid (Asp), or glycine (Gly). These substitutions can
respectively be written using the nomenclature 1235T, 1235L, 1235F, 1235D and
1235G, where the first letter is the single letter code for isoleucine and the last
letter is the single letter code for the amino acid being substituted into the wild-
type sequence. Because position 235 of SEQ ID NO:1 is equivalent to position 16
in the chymotrypsin numbering system, the same substitutions can be written
16T, 16L, I116F, 116D and 116G. In an embodiment, a FXa variant comprises
amino acids 41-179 and amino acids 235-488 of SEQ ID NO:1, wherein the amino
acid at position 235 is substituted with Thr (i.e., 1235T or I16T). In an
embodiment, a FXa variant comprises amino acids 41-179 and amino acids 235-
488 of SEQ ID NO:1, wherein the amino acid at position 235 is substituted with
Leu (i.e., 1235L or I16L). In an embodiment, a FXa variant comprises amino acids
41-179 and amino acids 235-488 of SEQ ID NO:1, wherein the amino acid at
position 235 is substituted with Phe (i.e., I1235F or I16F). In an embodiment, a
FXa variant comprises amino acids 41-179 and amino acids 235-488 of SEQ ID
NO:1, wherein the amino acid at position 235 is substituted with Asp (i.e., 1235D
or I16D). In an embodiment, a FXa variant comprises amino acids 41-179 and
amino acids 235-488 of SEQ ID NO:1, wherein the amino acid at position 235 is
substituted with Gly (i.e., 1235G or [16G).

[00035] According to another exemplary embodiment, a FXa variant comprises
amino acids 41-179 and amino acids 235-488 of SEQ ID NO:1, wherein the amino
acid at position 236 (valine in the wild-type sequence) is substituted with a
different amino acid selected from the group consisting of leucine (Leu), alanine

(Ala), or glycine (Gly). These substitutions can respectively be written using the
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nomenclature V236L, V236A, and V236G, where the first letter is the single letter
code for valine and the last letter is the single letter code for the amino acid being
substituted into the wild-type sequence. Because position 236 of SEQ ID NO:1 is
equivalent to position 17 in the chymotrypsin numbering system, the same
substitutions can be written V17L, V17A, and V17G. In an embodiment, a FXa
variant comprises amino acids 41-179 and amino acids 235-488 of SEQ ID NO:1,
wherein the amino acid at position 236 is substituted with Leu (i.e., V236L or
V17L). In an embodiment, a FXa variant comprises amino acids 41-179 and
amino acids 235-488 of SEQ ID NO:1, wherein the amino acid at position 236 is
substituted with Ala (i.e., V236A or V17A). In an embodiment, a FXa variant
comprises amino acids 41-179 and amino acids 235-488 of SEQ ID NO:1,
wherein the amino acid at position 236 is substituted with Gly (i.e., V236G or
V17G).

[00036] In other embodiments, FXa variants of the disclosure, including those
specific variants described in the preceding paragraphs, can include various
isoforms of the light and/or mature heavy chain of the protein. Non-limiting
exemplary isoforms of the FXa variant mature heavy chain include the alpha and
beta versions of the mature heavy chain. Jesty et al., J Biol Chem. 1975 Jun
25;250(12):4497-504, incorporated by reference herein. Compositions of the
disclosure can include FXa variant proteins in which one or the other or both alpha
and beta mature heavy chain isoforms are represented.

[00037] According to yet other embodiments, isoforms of FXa variant proteins,
including those specific variants described in the preceding paragraphs, can
include isoforms in which a variable number of amino acids (for example, 1, 2, 3,
4,5 6, or more amino acids) are either missing from or added to the carboxy
terminus of the light chain and/or mature heavy chains of the protein.

[00038] According to certain embodiments, FXa variants of the disclosure
include proteins with a certain minimal degree of homology or sequence identity
compared to the amino acid sequence of wild-type FXa in SEQ ID NO:1. Thus,
for example, FXa variants include proteins that contain a light and mature heavy
chain that are at least 60%, 70%, 80%, 85%, 90%, 95%, 98%, or 99%
homologous or identical in sequence with the wild-type FXa light and mature

heavy chains in SEQ ID NO:1, wherein such FXa variants also include a
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substitution at the amino acid position corresponding to position 235 of SEQ ID
NO:1 with Thr, Leu, Phe, Asp, or Gly, or a substitution at the amino acid position
corresponding to position 236 of SEQ ID NO:1 with Leu, Ala, or Gly, and further
wherein such FXa variants are zymogenic until incorporated into prothrombinase
complex. In the amino acid sequence of SEQ ID NO:1, the wild-type FXa light
chain sequence corresponds to amino acids 41 to 179 and the wild-type FXa
mature heavy chain sequence corresponds to amino acids 235 to 488.
Percentage amino acid sequence homology or identity can readily be determined
using software such as Protein BLAST available at the website of the National

Center for Biotechnology Information (htip./flast nebi rdm nih gov/Bisst cgl).

[00039] According to other non-limiting embodiments, FXa variants of the
disclosure can also include FXa variants containing one or more post-translational
modifications including, without limitation, one or more O-linked or N-linked
carbohydrate groups or a variable number of gamma-carboxyglutamic acid (Gla)
residues. FXa variants of the disclosure can further include chemically modified
FXa variant proteins. Other FXa variants useful in the methods of the disclosure
are also possible.

[00040] As used herein, the term FXa'"® refers to a variant of activated Factor X
wherein the amino acid corresponding to position 235 in SEQ ID NO:1
(corresponding to position 16 in the chymotrypsin numbering system) is changed
from the amino acid in the wild-type sequence (isoleucine) to a different amino
acid denoted “x”. In some non-limiting exemplary embodiments, amino acid “x”
can be threonine (Thr or T), leucine (Leu or L), phenylalanine (Phe or F), aspartic
acid (Asp or D), or glycine (Gly or G).

[00041] As used herein, the term FXa""" refers to a variant of activated Factor
X wherein the amino acid corresponding to position 236 in SEQ ID NO:1
(corresponding to position 17 in the chymotrypsin numbering system) is changed
from the amino acid in the wild-type sequence (valine) to a different amino acid
denoted “y”. In some non-limiting exemplary embodiments, amino acid “y” can be
leucine (Leu or L), alanine (Ala or A), or glycine (Gly or G).

[00042] The terms FXa'"® and FXa""" are not limited by the protein sequence
set forth in SEQ ID NO:1. Rather these terms additionally include the variety of

isoforms and homologous proteins described herein with the specified substitution
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mutations at positions 16 or 17 in the chymotrypsin numbering system that
behave as zymogens until incorporated into prothrombinase complex.

[00043] An FXa variant of the disclosure may be produced by any technique for
expressing a protein.

[00044] An “isolated protein,” “isolated polypeptide” or “isolated variant” is a
protein, polypeptide or variant that by virtue of its origin or source of derivation (1)
is not associated with naturally associated components that accompany it in its
native state, (2) is free of other proteins from the same species, (3) is expressed
by a cell from a different species, or (4) does not occur in nature. Thus, a
polypeptide that is chemically synthesized or synthesized in a cellular system
different from the cell from which it naturally originates will be “isolated” from its
naturally associated components. A protein may also be rendered substantially
free of naturally-associated components by isolation, using protein purification
techniques well known in the art.

” o

[00045] A protein or polypeptide is “substantially pure,” “substantially
homogeneous,” or “substantially purified” when at least about 60 to 75% of a
sample exhibits a single species of polypeptide. The polypeptide or protein may
be monomeric or multimeric. A substantially pure polypeptide or protein will
typically comprise about 50%, 60%, 70%, 80% or 90% W/W of a protein sample,
more usually about 95%, and may be over 99% pure. Protein purity or
homogeneity may be indicated by a number of means well known in the art, such
as polyacrylamide gel electrophoresis of a protein sample, followed by visualizing
a single polypeptide band upon staining the gel with a stain well known in the art.
For certain purposes, higher resolution may be provided by using HPLC or other
means well known in the art for purification.

[00046] The methods of the disclosure are useful to counteract a direct FXa
inhibitor. A direct FXa inhibitor is an inhibitor that binds directly to FXa and
selectively binds FXa over other proteases. Direct FXa inhibitors are
noncompetitive inhibitors of FXa with respect to prothrombin. They bind the
substrate binding cleft and inhibit FXa competitively with respect to small peptide
substrates that also bind this region. They inhibit FXa with high picomolar affinity
and are highly protein bound in plasma. Examples of direct FXa inhibitors are

rivaroxaban, apixaban, betrixaban, darexaban, edoxaban and otamixaban. In
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certain embodiments, direct FXa inhibitors are selected from rivaroxaban and
apixaban.

[00047] According to the disclosure, an FXa variant can be used to counteract a
direct FXa inhibitor that binds FXa or that binds FXa that has formed
prothrombinase. The direct FXa inhibitors may or may not require cofactors of
FXa for inhibition. According to the methods of the disclosure, an FXa variant,
such as FXa'"® and FXa'"®", are administered to a subject whose blood contains a
direct FXa inhibitor.

[00048] The disclosure encompasses the use of a FXa variant to counteract
direct FXa inhibitors, including but not limited to synthetic inhibitors, small
molecule inhibitors, orally available inhibitors, or reversible inhibitors. The FXa
inhibitor may be any combination of these features, such as an orally available,
synthetic, reversible, small molecule inhibitor. In certain embodiments, the direct
FXa inhibitors may be selected from rivaroxaban, apixaban, betrixaban,
darexaban, edoxaban and otamixaban (see Perzborn et al., Nat Rev Drug Discov.
2011 Jan;10(1):61-75; Turpie, Arterioscler Thromb Vasc Biol. 2007
Jun;27(6):1238-47; Pinto et al., Expert Opin. Ther. Patents 22:645-661 (2012);
Pinto, et al., J. Med. Chem. 50:5339-5356 (2007), each of which is incorporated
by reference herein). In certain embodiments, direct FXa inhibitors are selected
from rivaroxaban or apixaban.

[00049] In some embodiments, a FXa variant of the disclosure can be
administered to a subject to reverse the effects of a direct FXa inhibitor where
such inhibitor occurs at therapeutic concentrations. In other embodiments, a FXa
variant of the disclosure can be administered to a subject to reverse the effects of
a direct FXa inhibitor where such inhibitor occurs at supratherapeutic
concentrations. A supratherapeutic concentration is one that is higher than that
ordinarily considered required to safely achieve anti-coagulation in a particular
subject or class of subjects. Supratherapeutic concentrations of a direct FXa
inhibitor can result from accidental or intentional overdose. Supratherapeutic
concentrations of a direct FXa inhibitor can also result from unexpected effects in
particular subjects, such as an unexpectedly high sensitivity to these drugs, or
unexpectedly slow rate of clearance, due for example to drug interactions or other

factors. Determination of what would be a therapeutic concentration or
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supratherapeutic concentration of direct FXa inhibitor in a particular subject or
class of subjects is within the knowledge of those ordinarily skilled in the art.
[00050] According to the disclosure, an FXa variant is used to counteract a
direct FXa inhibitor or inhibitors that selectively bind FXa over other trypsin-like
proteases by at least 5-fold, at least 6-fold, at least 7-fold, at least 10-fold, at least
15-fold, at least 20-fold, at least 25-fold, at least 30-fold, at least 50-fold, at least
100-fold, at least, 500-fold, at least 1,000-fold, at least 5,000-fold or at least
10,000-fold.

[00051] The direct FXa inhibitor may bind an FXa variant with a K; of about 2 x
107 M or less. “K” refers to the inhibitor constant of a particular inhibitor-target
interaction, which is the concentration required to produce half maximum
inhibition. One can determine the K; by using methods known in the art. The
disclosure contemplates, thus, counteracting a direct FXa inhibitor that binds an
FXa variant free of the prothrombinase complex with a K; of about 2 x 10® M or
less, about 1 x 10 M or less, about 9 x 10° M or less, about 8 x 10° M or less,
about 7 x 10° M or less, about 6 x 10° M or less, about 5 x 10° M or less, about 4
x 10° M or less, about 3 x 10° M or less, about 2 x 10° M or less , about 1 x 10°
M or less, about 9 x 107" M or less, about 8 x 107'° M or less, about 7 x 10"° M or
less, about 6 x 107"° M or less, about 5 x 107" M or less, about 4 x 10'° M or less,
about 3 x 107" M or less, about 2 x 107'° M or less, about 1 x 107 M or less,
about 9 x 10" M or less, about 8 x 107" M or less, about 7 x 107" M or less,
about 6 x 107" M or less, about 5 x 10" M or less, about 4 x 107" M or less,
about 3 x 10" M or less, about 2 x 107" M or less, about 1 x 10" M or less, about
9x 10" M or less, about 8 x 1072 M or less, about 7 x 107" M or less, about 6 x
102 M or less, about 5 x 107" M or less, about 4 x 107'? M or less, about 3 x 1072
M or less, about 2 x 1072 M or less, or about 1 x 107'% M or less, or less. The
direct FXa inhibitor to be counteracted by an FXa variant according to the
methods of the disclosure may bind a wild-type FXa with a K; at least 1.5 fold, at
least 2-fold, at least 3-fold, at least 4-fold, at least 5-fold, at least 6-fold, at least
7-fold, at least 10-fold, at least 15-fold, at least 20-fold, at least 25-fold, at least
30-fold, or at least 50-fold less than it binds the FXa variant. The direct FXa
inhibitor may bind a wild-type FXa with a K; of at least 20%, at least 30%, at least
40%, at least 50%, at least 60%, at least 70%, at least 80%, at least 90%, at least
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95%, or at least 99% less than the K with an FXa variant free of the
prothrombinase complex. The direct FXa inhibitor may bind a prothrombinase
complex comprising a wild-type FXa with about the same K; as it binds a
prothrombinase complex comprising an FXa variant.

[00052] In one aspect, the disclosure provides methods for counteracting the
effects of a direct FXa inhibitor in a subject who is bleeding (internally or
externally) or is at risk of bleeding (e.g., in the course of a planned surgery) by
administering a FXa variant. In some embodiments, the direct FXa inhibitor may
be present in the subject at a therapeutic concentration or a higher concentrations
(i.e., a supratherapeutic concentration). In some embodiments, the therapeutic
concentration may be an overdose in sensitive individuals. The methods of the
disclosure, thus, are useful for providing an antidote to an overdose of a direct
FXa inhibitor. In various embodiments, the subject of treatment may be a human
or a veterinary subject.

[000563] Direct inhibitor overdose can be detected based on existence of
symptoms or signs of excessively reduced clotting ability. Non-limiting examples
include evidence of gastrointestinal bleeding, including dark tarry stools, bloody
stools, and vomiting of blood. Other examples include nosebleeds, and increased
tendency to, or severity of, bruising or bleeding from minor cuts and scrapes.
[00054] In a clinical setting, direct inhibitor overdose can be detected directly or
by measuring the ability of subject blood to clot and detecting deviations from the
expected degree of anti-coagulation. Blood clotting potential can be measured in
ways familiar to those ordinarily skilled in the art. For example, overdose may be
suspected when a subject’s prothrombin time is excessively prolonged. In certain
embodiments, overdose is confirmed when the prothrombin time expressed as an
International Normalized Ratio (INR) is measured to be greater than about 1.0,
1.5,20,25,3.0,35,40,45,50,55,6.0,6.5,7.0,7.5,8.0,85,9.0,9.5, 10, 12,
14, 16, 18, 20, or greater.

[00055] The FXa variant may be administered whenever it is desired to
counteract the effects of the direct FXa inhibitor, including but not limited to before
a planned surgery, after an injury resulting in external or internal bleeding or after
a direct FXa inhibitor overdose. According to the disclosure, the FXa variant may

be administered at least about 12 hours, at least about 6 hours, at least about 3
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hours, at least about 2 hours, at least about 1 hour, at least about 30 minutes, at
least about 10 minutes, or at least about 5 minutes of when the desired
counteracting effect is needed, such as before a planned surgery, after an injury
resulting in external or internal bleeding or after a direct FXa inhibitor overdose.
[00056] According to another embodiment, the disclosure provides a method of
administering a FXa variant to effect the urgent reversal of acquired coagulopathy
due to FXa inhibition therapy in a subject with acute major bleeding. In some
embodiments, subjects are adult human patients. In other embodiments, subjects
are pediatric human patients.

[00057] In some embodiments, acute major bleeding is caused by trauma. In
other embodiments, acute major bleeding occurs during surgery or other type of
interventional procedure. Exemplary non-limiting interventional procedures
include incisions, drainage, vascular surgery, appendectomy, herniotomy or
hernioplasty, abdominal surgery, cholecystectomy, trephination (burr hole), lumbar
puncture, cardiac pacemaker insertion, hip fracture surgery, and others. In yet
other embodiments, acute major bleeding can be spontaneous bleeding with no
apparent cause.

[000568] Without limitation, sites of acute major bleeding include gastrointestinal
bleeding, subcutaneous or intramuscular bleeding, bladder bleeding,
hemarthrosis, subdural hematoma, nasal bleeding, peritoneal bleeding, uterine
bleeding, and other sites of bleeding.

[00059] Effective treatment with FXa variants of the disclosure can reverse the
effects of a direct FXa inhibitor. Successful reversal of such effects by a FXa
variant can be determined in a variety of ways and be measured or monitored
using different assays, methods, or endpoints.

[00060] In some embodiments, treatment with a FXa variant to reverse the
effects of a direct FXa inhibitor is monitored using tests or assays performed on
blood or plasma from a subject treated with FXa variant. A blood sample can be
taken from a subject at a predetermined time after treatment with FXa variant.
The blood, or plasma prepared from it, is then subjected to one or more tests to
determine if certain hemostatic pharmacodynamic parameters have been
normalized despite the presence of direct FXa inhibitor. If normalization is found

then the subject need not be further treated with FXa variant. If normalization is
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not found, however, then further treatment with FXa variant in accordance with the
methods of the disclosure may be required to reverse the effect of a direct FXa
inhibitor. Tests for monitoring the effectiveness of treatment with a FXa variant
include tests that directly or indirectly measure the ability to clot or that measure
the activity of a direct FXa inhibitor. Non-limiting exemplary tests include
prothrombin time or the related International Normalized Ratio, the
prothrombinase-induced clotting time assay, thromboelastometry,
thromboelastography, chromogenic anti-F Xa assay, thrombin generation assay,
level of prothrombin fragment 1 + 2, level of thrombin-antithrombin Il complex,
activated partial thromboplastin time, and partial thromboplastin time. Other tests
are also possible within the knowledge of those of ordinary skill in the art.
[00061] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant reduces bleeding in the
subject. In some embodiments, treatment with FXa variant reduces bleeding in a
subject at least 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, or 99%
in the presence of a direct FXa inhibitor compared to absence of treatment with
FXa variant. In other embodiments, treatment with FXa variant reduces bleeding
in a subject about 5%-10%, 10%-15%, 15%-20%, 20%-25%, 25%-30%, 30%-
35%, 35%-40%, 40%-45%, 45%-50%, 50%-55%, 55%-60%, 60%-65%, 65%-
70%, 70%-75%, 75%-80%, 80%-85%, 85%-90%, 90%-95%, or 95%-100%.
[00062] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant reduces the activity of a direct
FXa inhibitor in the subject. In some embodiments, treatment with FXa variant
reduces activity of the direct FXa inhibitor in a subject at least 10%, 20%, 30%,
40%, 50%, 60%, 70%, 80%, 90%, 95%, or 99% in the presence of a direct FXa
inhibitor compared to absence of treatment with FXa variant. In other
embodiments, treatment with FXa variant reduces the activity of a direct FXa
inhibitor in a subject about 5%-10%, 10%-15%, 15%-20%, 20%-25%, 25%-30%,
30%-35%, 35%-40%, 40%-45%, 45%-50%, 50%-55%, 55%-60%, 60%-65%,
65%-70%, 70%-75%, 75%-80%, 80%-85%, 85%-90%, 90%-95%, or 95%-100%.
[00063] Activity of a direct FXa inhibitor can be monitored using a chromogenic

anti-FXa assay, such as that described in Asmis, et al., Thromb Res., 129:492-
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498 (2012), or Barrett, et al., Thromb Haemost. 104:1263-71 (2010), each of
which are incorporated by reference herein.

[00064] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant increases the amount of
thrombin produced in the blood or plasma of the subject. In some embodiments,
treatment with FXa variant increases thrombin production in a subject at least
10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, 100%, 1.5 fold, 2-fold,
3-fold, 4-fold, 5-fold, 6-fold, 7-fold, 10-fold, 15-fold, 20-fold, 25-fold, 30-fold, at
least 50-fold, or more in the presence of a direct FXa inhibitor compared to the
absence of an FXa variant. Thrombin production in the blood or plasma of a
subject can be determined using the thrombin generation assay (TGA) or other
technique familiar to those of ordinary skill in the art.

[00065] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant increases clotting in the
subject. In some embodiments, treatment with FXa variant increases clotting in a
subject at least 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, 100%,
1.5 fold, 2-fold, 3-fold, 4-fold, 5-fold, 6-fold, 7-fold, 10-fold, 15-fold, 20-fold, 25-fold,
30-fold, at least 50-fold, or more in the presence of a direct FXa inhibitor
compared to the absence of an FXa variant.

[00066] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant reduces clotting time in the
subject. In some embodiments, treatment with FXa variant reduces clotting time
in a subject at least 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, or
99% in the presence of a direct FXa inhibitor compared to absence of treatment
with FXa variant. In other embodiments, treatment with FXa variant reduces
clotting time in a subject about 5%-10%, 10%-15%, 15%-20%, 20%-25%, 25%-
30%, 30%-35%, 35%-40%, 40%-45%, 45%-50%, 50%-55%, 55%-60%, 60%-
65%, 65%-70%, 70%-75%, 75%-80%, 80%-85%, 85%-90%, 90%-95%, or 95%-
100%.

[00067] According to some embodiments, clotting time is determined by
measuring the subject’s prothrombin time (PT) which decreases as hemostasis is
restored. PT is the amount of time it takes for serum to clot after addition of tissue

factor. PT therefore measures the capability of the extrinsic clotting system to
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support clotting. PT can vary depending on the particular reagents a lab uses to
run the test, but a normal PT is about 11 to 13 seconds. Clotting time can also be
expressed using the International Normalized Ratio (INR), which eliminates lab to
lab variability in clotting time measurements. Using the INR, a ratio of 0.8 to 1.1
indicates normal clotting. PT or INR can be determined at a predetermined time
after a FXa variant is administered to a subject in need of reversal of the effects of
a direct FXa inhibitor.

[00068] In some embodiments, treatment with a FXa variant to reverse the
effects of a direct FXa inhibitor reduces the PT of a subject to about 25 seconds,
24 seconds, 23 seconds, 22 seconds, 21 seconds, 20 seconds, 19 seconds, 18
seconds, 17 seconds, 16 seconds, 15 seconds, 14 seconds, 13 seconds, 12
seconds, 11 seconds, 10 seconds, or less. In other embodiments, treatment with
a FXa variant reduces the INR or a subject to about 4.0, 3.9, 3.8, 3.7, 3.6, 3.5, 3.4,
3.3,32,31,30,29,28,27,26,25,24,23,22,21,20,19,1.8,1.7, 1.6,
1.5 14,13,12,11,1.0,0.9, 0.8, 0.7, or less. According to other embodiments,
treatment with FXa variant reduces PT or INR in a subject about 5%-10%, 10%-
15%, 15%-20%, 20%-25%, 25%-30%, 30%-35%, 35%-40%, 40%-45%, 45%-
50%, 50%-55%, 55%-60%, 60%-65%, 65%-70%, 70%-75%, 75%-80%, 80%-
85%, 85%-90%, 90%-95%, or 95%-100%.

[00069] Prothrombin time can be measured at a predetermined after
administration of a FXa variant. Thus, in some non-limiting embodiments, PT is
measured 15 mins, 20 mins, 30 mins, 40 mins, 45 mins, 50 mins, 60 mins or more
after administration of FXa. Other times are also possible according to the
knowledge of those of ordinary skill in the art.

[00070] Clotting time can also be measured using the one-step prothrombinase-
induced clotting time (PiCT) assay as described in Graff, et al., Monitoring effects
of direct FXa-inhibitors with a new one-step prothrombinase-induced clotting time
(PiCT) assay: comparative in vitro investigation with heparin, enoxaparin,
fondaparinux and DX 9065a, Int J Clin Pharmacol Ther., 45:237-43 (2007) and
Harder, et al., Monitoring direct FXa-inhibitors and fondaparinux by
Prothrombinase-induced Clotting Time (PiCT): relation to FXa-activity and
influence of assay modifications, Thromb Res.,123:396-403 (2008), each of which

are incorporated by reference.
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[00071] In yet other embodiments, the methods of thromboelastometry or
thromboelastography may be used to analyze clot formation or clotting time.
[00072] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant increases the level of
prothrombin fragment 1 +2 (PF1 +2) in the blood or plasma of the subject. In
some embodiments, treatment with FXa variant increases PF1 + 2 in a subject at
least 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, 100%, 1.5-fold, 2-
fold, 3-fold, 4-fold, 5-fold, 6-fold, 7-fold, 10-fold, 15-fold, 20-fold, 25-fold, 30-fold, at
least 50-fold, or more in the presence of a direct FXa inhibitor compared to the
absence of an FXa variant.

[00073] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant increases the level of
thrombin-antithrombin Ill complex (TAT) in the blood or plasma of the subject. In
some embodiments, treatment with FXa variant increases TAT in a subject at
least 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, 100%, 1.5-fold, 2-
fold, 3-fold, 4-fold, 5-fold, 6-fold, 7-fold, 10-fold, 15-fold, 20-fold, 25-fold, 30-fold, at
least 50-fold, or more in the presence of a direct FXa inhibitor compared to the
absence of an FXa variant.

[00074] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant reduces activated partial
thromboplastin time (aPTT) in the subject. In some embodiments, treatment with
FXa variant reduces activated partial thromboplastin time (aPTT) in a subject at
least 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95%, or 99% in the
presence of a direct FXa inhibitor compared to absence of treatment with FXa
variant. In other embodiments, treatment with FXa variant reduces aPTT in a
subject about 5%-10%, 10%-15%, 15%-20%, 20%-25%, 25%-30%, 30%-35%,
35%-40%, 40%-45%, 45%-50%, 50%-55%, 55%-60%, 60%-65%, 65%-70%,
70%-75%, 75%-80%, 80%-85%, 85%-90%, 90%-95%, or 95%-100%.

[00075] According to some embodiments, reversing the effects of a direct FXa
inhibitor in a subject by administering a FXa variant reduces partial thromboplastin
time (PTT) in the subject. In some embodiments, treatment with FXa variant
reduces partial thromboplastin time (PTT) in a subject at least 10%, 20%, 30%,
40%, 50%, 60%, 70%, 80%, 90%, 95%, or 99% in the presence of a direct FXa
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inhibitor compared to absence of treatment with FXa variant. In other
embodiments, treatment with FXa variant reduces PTT in a subject about 5%-
10%, 10%-15%, 15%-20%, 20%-25%, 25%-30%, 30%-35%, 35%-40%, 40%-
45%, 45%-50%, 50%-55%, 55%-60%, 60%-65%, 65%-70%, 70%-75%, 75%-
80%, 80%-85%, 85%-90%, 90%-95%, or 95%-100%.

[00076] In other embodiments, clinical endpoints can be relied upon to
determine if hemostasis has been adequately restored in a subject treated with a
FXa variant to reverse the effects of a direct FXa inhibitor. For example, where a
subject presents with acute bleeding, clinical hemostatic efficacy can be scored
“very good” where prompt cessation of existing bleeding occurs after treatment
with FXa variant; “satisfactory” where there is a 1-2 hr delay in bleeding cessation;
‘questionable” where there is a >2 hr delay in bleeding cessation; and “none”
where an effect on bleeding is absent. Where treatment with FXa variant is
determined to be less than satisfactory, then an additional dose of FXa variant can
be administered to effect adequate hemostasis. In a further example, where a
subject is undergoing an interventional procedure, clinical hemostatic efficacy can
be scored “very good” where normal hemostasis is attained during the procedure;
“satisfactory” where intraprocedural hemostasis is mildly abnormal as judged by
quantity or quality of blood loss (e.g., slight oozing); “questionable” where
intraprocedural hemostasis is moderately abnormal as judged by quantity or
quality of blood loss (e.g., controllable bleeding); and “none” where
intraprocedural hemostasis is severely abnormal as judged by quantity or quality
of blood loss (e.g., severe refractory hemorrhage).

[00077] A therapeutically effective dose of a direct FXa inhibitor depends upon
numerous factors that are well known to a medical practitioner of skill in the art. A
typical therapeutic plasma concentration of rivaroxaban is about 500 nM.
However, according to the disclosure, an FXa variant can be administered to
counteract lower or higher concentrations of inhibitor. The plasma concentration
of rivaroxaban in a subject to be treated with an FXa variant may be lower or
higher than the typical therapeutic concentration, for example about 100 nM,
about 200 nM, about 300 nM, about 400 nM, about 500 nM, about 600 nM, about
700 nM, about 800 nM, about 900 nM or about 1,000 nM.
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[00078] A typical therapeutic plasma concentration of apixaban is about 250 nM.
In certain embodiments, the FXa variant is administered to a subject with a
plasma concentration of apixaban of about 100 nM, about 200 nM, about 300 nM,
about 400 nM, about 500 nM, about 600 nM, about 700 nM, about 800 nM, about
900 nM or about 1,000 nM.

[00079] Likewise, according to the disclosure, an FXa variant can be used to
counteract a direct FXa inhibitor in cases of overdose, such as when the plasma
concentration of the inhibitor is at least 20%, at least 30%, at least 40%, at least
50%, at least 60%, at least 70%, at least 80%, at least 90%, at least 95%, at least
99%, or at least 1.5 fold, at least 2-fold, at least 3-fold, at least 4-fold, at least
5-fold, at least 6-fold, at least 7-fold, at least 10-fold, at least 15-fold, at least
20-fold, at least 25-fold, at least 30-fold, or at least 50-fold higher than the typical
therapeutic plasma concentration.

[00080] The FXa variants are surprisingly effective in counteracting a direct FXa
inhibitor at a plasma concentration that is lower than the plasma concentration of
the direct FXa inhibitor. According to the disclosure, the FXa variant counters the
effect of a direct FXa inhibitor at a plasma concentration ratio of variant to inhibitor
of about 1 to 10, about 1 to 25, about 1 to 50, about 1 to 100, about 1 to 250,
about 1 to 500, about 1 to 1,000, about 1 to 2,500, about 1 to 5,000 or about 1 to
10,000. In certain embodiments, the FXa variant counters the effect of a direct
FXa inhibitor at a plasma concentration of at least 10-fold, at least 25-fold, at least
50-fold, at least 100-fold, at least 250-fold, at least 500-fold, at least 1,000-fold, at
least 2,500-fold, at least 5,000-fold, or at least 10,000-fold lower than the plasma
concentration of the direct FXa inhibitor.

[00081] In other embodiments, the plasma concentration of an FXa variant
sufficient to reverse the effect of a direct FXa inhibitor is calculated by multiplying
the plasma concentration of the direct inhibitor by a conversion factor ranging from
about 0.1 x 10™ to about 1000 x 10, about 4 x 10™* to about 40 x 10, about 20 x
10 to about 200 x 10, or other ranges. In yet other embodiments, the
conversion factor can be about 0.1 x 10, 0.5 x 10 1x 10* 2x 10* 3 x 10 4 x
10* 5x10* 6x10* 7 x10* 8x10* 9x10* 10x 10* 11 x10* 12x10* 13
x10™* 14 x10* 15x 10* 16 x 10 17 x 10* 18 x 10, 19 x 10* 20 x 10, 21 x
10* 22 x10* 23 x10* 24 x 10* 25 x 10, 26 x 10* 27 x 10 28 x 10*, 29 x
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10* 30x10* 31 x10* 32x10* 33 x10* 34 x10* 35x 10* 36 x 10* 37 x
10* 38 x10* 39 x 10* 40x 10* 45 x 10* 50 x 10* 55 x 10* 60 x 10* 65 x
10* 70x10* 75 x 10* 80x 10* 85 x 10 90 x 10 95 x 10* 100 x 10, 110 x
10* 120 x 10 130 x 10 140 x 10 150 x 10, 160 x 10 170 x 10 180 x
10* 190 x 10, 200 x 10 250 x 10™*, 300 x 10, 350 x 10*, 400 x 10, 450 x
10 500 x 10, 550 x 10 600 x 10, 650 x 10, 700 x 10, 750 x 10™*, 800 x
10 850 x 10™* 900 x 10™* 950 x 10 or 1000 x 10, and ranges among these
numbers. Plasma concentration of FXa direct inhibitor can be measured
according to the knowledge of the skilled artisan, for example, by radio-immuno
assay (RIA) or other method.

[00082] Achieving a target plasma concentration of FXa variant sufficient to
reverse overdose of a direct FXa inhibitor is within the knowledge of those
ordinarily skilled in the art. In a non-limiting example, estimates of relevant
pharmacokinetic parameters, such as subject plasma volume or other parameters,
can be made based on upon subject sex, height and weight, or other factors, and
used to calculate how much FXa variant needs be administered to achieve the
target concentration. After administering FXa variant, plasma concentrations can
be monitored according to the knowledge of those ordinarily skilled in the art and
this information used to maintain the concentration in any desired range.

[00083] The compositions and methods of the disclosure include a
“‘therapeutically effective amount” or a “prophylactically effective amount” of an
FXa variant. A “therapeutically effective amount” refers to an amount effective, at
dosages and for periods of time necessary, to achieve the desired therapeutic
result. A therapeutically effective amount of the FXa variant may vary according
to factors such as the disease state, age, sex, and weight of the individual, and
the ability of the FXa variant to elicit a desired response in the individual. A
therapeutically effective amount is also one in which any toxic or detrimental
effects of the FXa variant are outweighed by the therapeutically beneficial effects.
A “prophylactically effective amount” refers to an amount effective, at dosages and
for periods of time necessary, to achieve the desired prophylactic result. For
example, a dose may be given prior to a planned surgery.

[00084] Dosage regimens can be adjusted to provide the optimum desired

response (e.g., a therapeutic or prophylactic response). For example, a single

24



WO 2014/118677 PCT/IB2014/058494

bolus can be administered, several divided doses can be administered over time
or the dose can be proportionally reduced or increased as indicated by the
exigencies of the therapeutic situation. It is especially advantageous to formulate
parenteral compositions in dosage unit form for ease of administration and
uniformity of dosage. Dosage unit form as used herein refers to physically
discrete units suited as unitary dosages for the mammalian subjects to be treated;
each unit containing a predetermined quantity of active compound calculated to
produce the desired therapeutic effect in association with the required
pharmaceutical carrier. The specification for the dosage unit forms of the
disclosure are dictated by and directly dependent on (a) the unique characteristics
of the FXa variant and the particular therapeutic or prophylactic effect to be
achieved, and (b) the limitations inherent in the art of compounding such an FXa
variant for the treatment of individuals.

[00085] In certain embodiments, a therapeutically or prophylactically-effective
amount of an FXa variant administered is about 0.0001 to 50 mg/kg, about 0.001
to 50 mg/kg, about 0.001 to 5 mg/kg, about 0.001 to 0.5 mg/kg, about 0.001 to
0.05 mg/kg, about 0.01 to 5 mg/kg or about 0.01 to 0.5 mg/kg.

[00086] In certain embodiments, a therapeutically or prophylactically-effective
serum concentration of an FXa variant of the disclosure is about 0.0003 to 300
nM, about 0.003 to 300 nM, about 0.03 to 300 nM, about 0.003 to 30 nM, about
0.03 to 30 nM or about 0.3 to 3 nM. The concentration of the FXa variant, for
example in blood or plasma, may be measured by any method known in the art.
[00087] It is to be noted that dosage values may vary with FXa inhibitor
concentration. It is to be further understood that for any particular subject, specific
dosage regimens should be adjusted over time according to the individual need
and the professional judgment of the person administering or supervising the
administration of the compositions, and that dosage ranges set forth herein are
exemplary only and are not intended to limit the scope or practice of the claimed
composition.

[00088] Another aspect of the present disclosure provides kits comprising an
FXa variant or a composition comprising such an FXa variant. A kit may include,
in addition to the FXa variant or composition, diagnostic or additional therapeutic

agents. A Kit can also include instructions for use in a therapeutic method, as well
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as packaging material such as, but not limited to, ice, dry ice, styrofoam, foam,
plastic, cellophane, shrink wrap, bubble wrap, cardboard and starch peanuts. In
one embodiment, the kit includes the FXa variant or a composition comprising it
and one or more therapeutic agents that can be used in a method described
herein.

[00089] The FXa variant may be administered, for example in a composition
comprising it, once or multiple times to a subject until adequate hemostasis is
restored or the direct FXa inhibitor or inhibitors are no longer effective. Where
multiple administrations are used they may administered hourly, daily, or at any
other appropriate interval, including for example multiple daily doses. Multiple
doses may be administered on a schedule such as every 10 minutes, every 15
minutes, every 20 minutes, every 30 minutes, every hour, every two hours, every
three hours, every four hours, three times daily, twice daily, once daily, once every
two days, once every three days, and once weekly. The FXa variant may also be
administered continuously, e.g. via a minipump. The FXa variant may be
administered, for example, via a parenteral route (e.g., intravenously,
subcutaneously, intraperitoneally, or intramuscularly). The FXa variant will
generally be administered as part of a pharmaceutical composition as described
below.

[00090] In another embodiment, the FXa variant may be co-administered with
another procoagulant including another FXa variant, Factor IX, Factor Xla, Factor
Xlla, Factor VI, Factor Vlla, FEIBA and prothrombin complex concentrate (PCC).
[00091] Co-administration of an FXa variant of the disclosure with an additional
therapeutic agent (combination therapy) encompasses administering a
pharmaceutical composition comprising the FXa variant and the additional
therapeutic agent, as well as administering two or more separate pharmaceutical
compositions, i.e., one comprising the FXa variant and the other(s) comprising the
additional therapeutic agent(s). Co-administration or combination therapy further
includes administering the FXa variant and additional therapeutic agent(s)
simultaneously or sequentially, or both. For instance, the FXa variant may be
administered once every three days, while the additional therapeutic agent is
administered once daily at the same as the FXa variant, or at a different time. An

FXa variant may be administered prior to or subsequent to treatment with the
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additional therapeutic agent. Similarly, administration of an FXa variant of the
disclosure may be part of a treatment regimen that includes other treatment
modalities including surgery. The combination therapy may be administered to
prevent recurrence of the condition. The combination therapy may be
administered from multiple times hourly to weekly. The administrations may be on
a schedule such as every 10 minutes, every 15 minutes, every 20 minutes, every
30 minutes, every hour, every two hours, every three hours, every four hours,
three times daily, twice daily, once daily, once every two days, once every three
days, once weekly, or may be administered continuously, e.g. via a minipump.
The combination therapy may be administered, for example, via a parenteral route
(e.g., intravenously, subcutaneously, intraperitoneally, or intramuscularly).
[00092] In a further aspect, the disclosure provides a composition comprising an
FXa variant for use in counteracting a direct FXa inhibitor in a subject. The
composition may comprise a pharmaceutically acceptable carrier, vehicle or other
ingredients that are physiologically compatible. Non-limiting examples of such
carriers, vehicles and other ingredients include solvents (e.g., water, ethanol,
saline, phosphate buffered saline), detergents, surfactants, dispersion media,
coatings, antibacterial or antifungal agents, isotonifying agents, absorption
delaying agents, sugars (e.g., sucrose, dextrose, lactose), polyalcohols (e.g.,
glycerol, mannitol, sorbitol), salts (e.g., sodium chloride, potassium chloride),
wetting agents, emulsifying agents, preservatives, buffers, and agents capable of
enhancing the stability or effectiveness of the FXa variant.

[00093] A composition for use according to the disclosure may be in any
suitable form for administration to a subject, such as liquid solutions (e.g.,
injectable and infusible solutions). Compositions can be provided in a pre-mixed
format ready for administration to a subject, for example, in a vial or pre-filled
syringe. Such formats do not require reconstitution with diluent before
administration. Alternatively, compositions can be provided in lyophilized form
requiring reconstitution with diluent (e.g., sterile water or saline) before
administration. If the latter, diluent can be provided with the lyophilisate in a
separate container. According to the knowledge of those of ordinary skill in the
art, compositions can be formulated for storage under refrigeration or at room

temperature. The form of the composition depends, at least in part, on the
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intended mode of administration. In certain embodiments, the mode of
administration is parenteral, including for example intravenous, subcutaneous,
intraperitoneal, or intramuscular administration.

[00094] Therapeutic compositions typically must be sterile and stable under the
conditions of manufacture and storage. The composition can be formulated as a
solution, microemulsion, dispersion, in liposomes, or other ordered structure
suitable to high drug concentration. Sterile injectable solutions can be prepared
by incorporating the FXa variant in the required amount in an appropriate solvent
with one or a combination of ingredients enumerated above, as required, followed
by filtered sterilization. Generally, dispersions are prepared by incorporating the
active compound into a sterile vehicle that contains a basic dispersion medium
and the required other ingredients from those enumerated above. In the case of
sterile powders for the preparation of sterile injectable solutions, the preferred
methods of preparation are vacuum drying and freeze-drying that yields a powder
of the active ingredient plus any additional desired ingredient from a previously
sterile-filtered solution thereof. The proper fluidity of a solution can be maintained,
for example, by the use of a coating such as lecithin, by the maintenance of the
required particle size in the case of dispersion and by the use of surfactants.
Prolonged absorption of injectable compositions can be brought about by
including in the composition an agent that delays absorption, for example,
monostearate salts and gelatin.

[00095] It is further contemplated by the present disclosure that any of the
compositions herein may be administered to a subject being treated with a direct
FXa inhibitor.

[00096] It is understood that the examples and embodiments described herein
are for illustrative purposes only and that various modifications or changes in light
thereof will be apparent to persons skilled in the art and are to be included within

the and can be made without departing from the true scope of the invention.

EXAMPLES
Example 1 - FXa''®" Sensitivity Toward Rivaroxaban
[00097] To test the sensitivity of FXa'"®" toward rivaroxaban, inhibition assays

were established. Rivaroxaban was an efficient inhibitor of wild-type FXa
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exhibiting an inhibition constant (K;) of 0.582 nM (Figure 1A). Due to the

zymogen-like nature of FXa'"®"

, rivaroxaban bound with a ~15-fold reduced affinity
to this variant (K; = 9.3 nM) (Figure 1B). In contrast, when the variant was
assembled in the prothrombinase complex (i.e. upon addition of FVa and
phospholipid vesicles), the K; for rivaroxaban was nearly restored to a value
comparable to the wild-type enzyme (wt FXa, K = 2.67 nM (Figure 2A); FXa'"®",

Ki = 3.4 nM (Figure 2B).

Example 2 - FXa Variants Counteract Rivaroxaban and Apixaban

[00098] The thrombin generation assay (TGA) was used to assess whether the
zymogen-like FXa variants can reverse the effects of direct FXa inhibitors in a
more physiologic environment. The TGA measures thrombin production in
plasma over time following the initiation of coagulation and was performed as
previously described (See Bunce et al., (2011) Blood 117, 290-298, incorporated
by reference herein in their entirety). Thrombin generation in normal human
plasma was measured for 90 min at 37°C in the presence or absence of 500 nM

rivaroxaban. To evaluate if FXa'"®"

116L

can reverse the effect of rivaroxaban,
increasing amounts of FXa ™~ was added to plasma containing 500 nM
rivaroxaban. Thrombin generation was initiated with 2.0 pM tissue factor/4 uM
phospholipid as well as CaCl; and a thrombin fluorogenic substrate.

[00099] The data demonstrated that the thrombin generation profile of plasma in
the presence of 500 nM rivaroxaban was substantially reduced compared to
plasma in the absence of rivaroxaban. In contrast, increasing concentrations of
FXa'"®" from 0.03 to 1 nM restored thrombin generation (Figure 3). These data

116L

show that unexpectedly low concentrations of FXa ™" in the nanomolar and

subnanomolar range can reverse the effects of the inhibitor. Dose response

analysis of FXa'®"

in the presence of 500 nM rivaroxaban (a typical therapeutic
plasma concentration) shows that the peak height of thrombin generation (Figure
4A and C) and total thrombin produced (ETP) (Figure 4 B and D) essentially
reached a maximum and was completely restored to normal levels between 1-3
nM of FXa'"®" under these conditions. Further experiments showed that even in

the presence of high concentration of rivaroxaban (7.5 UM, supratherapeutic),
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FXa'"®" was still quite effective at a relatively low dose (< 3.0 nM) in restoring peak
thrombin (Figure 5A) as well as total thrombin generated (Figure 5B).

[000100] Similar experiments were also performed to evaluate whether FXa
zymogen-like variants could reverse the effects of another direct FXa inhibitor,

6L \vith another

16T

apixaban. In these experiments, the effectiveness of FXa

16T

zymogen-like FXa variant, FXa °', was also compared. FXa ™' is similar to

FXa'"" however it has intrinsically less activity, has a longer plasma half-life, and

"16L \when assembled in the

116L

has ~3-5-fold reduced activity compared to FXa
prothrombinase complex. Consistent with the rivaroxaban data, FXa' - could
restore peak thrombin (Figure 6A) and total thrombin (Figure 6B) generated in
the presence of 250 nM apixaban (a typical therapeutic plasma concentration) in a
dose-dependent manner, which appears to reach a maximum between 1-3 nM of
FXa'"® FXa"®" was also effective at reversing the effects of apixaban: however,
it appears that higher concentrations of this variant are needed to fully restore
thrombin generation (Figure 6). Both variants were still effective even in the
presence of a higher concentration of apixaban (2 uM). However, under these
conditions it appears that higher concentrations of both variants are needed to

fully restore thrombin generation (Figure 7A and B).

Example 3 - FXa''®" Counteracts Rivaroxaban and Apixaban in Whole Blood
[000101] Whole blood thromboelastometry was used to assess the ability of the
FXa'"®" variant to reverse the effects of the direct FXa inhibitors in whole blood. In
this system, blood is drawn from healthy volunteers. The first 2 mL of blood were
discarded and the subsequent 5 mL of blood was collected into a vacutainer (BD,
Franklin Lakes, NJ). Corn trypsin inhibitor and sodium citrate were in the collection
tube, prior to collection of the blood sample, to achieve a final concentration of
0.105 M citrate and 25 ug/mL corn trypsin inhibitor (Haematologic Technologies,
Burlington, VT) in the blood. Two sets of reactions were analyzed for each donor.
The initial reaction initiated 5 minutes post blood collection. The second reaction
initiated 1 hour post initiation of first reaction (1 hour 5 minutes after collection).
[000102] Blood was analyzed using Thromboelastometry ROTEM®delta (Tem
International GmbH, Munich, Germany). For the reaction: (1) 6 uL of vehicle,

protein, and/or inhibitor were added to the empty cup, (2) 20 ul of 0.2 M CaCl;
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(final concentration 11.6 mM), and (3) 20 ul of Innovin (final concentration in
reaction 1:10,000; source of tissue factor) were added to the cup. Whole blood
collected as described above was added to the reaction (300 ulL) and recordings
were allowed to proceed for approximately 30-60 minutes. The data collected
was analyzed using the manufacture’s software (Rotem Gamma Software Version
1.1.1).

[000103] The ability of FXa'"®" to accelerate whole blood clot formation in the
presence of rivaroxaban or apixaban was examined using rotational
thromboelastometry (ROTEM). Both direct FXa inhibitors alone and at two
different concentrations have a substantial effect on whole blood clot formation: at
low doses (therapeutic concentrations), whole blood clot formation is partially
eliminated (Figures 8A and Figure 9A), while at high doses (supratherapeutic
concentrations), whole blood clot formation is almost completely eliminated
(Figures 8B and Figure 9B). The effects of either rivaroxaban or apixaban on

whole blood clot formation could be reversed by FXa'"®

. In the presence of either
500 nM rivaroxaban or 250 nM apixaban, 0.3 nM FXa'"®" could fully or nearly fully
restore whole blood coagulation (Figures 8A and Figure 9A). When higher
concentrations of the direct FXa inhibitors were used (~ 2 uM), 0.3 nM FXa'"®"
partially restored whole blood coagulation and 3 nM FXa''®" fully restored it
(Figures 8B and Figure 9B). These data demonstrated that an FXa zymogen-
like variant can effectively reverse the anticoagulant effect of rivaroxaban or
apixaban in plasma-based and whole-blood coagulation assays at both
therapeutic and supratherapeutic concentrations of the inhibitor.

[000104] The results of these studies were confirmed and extended by testing if
FXa'"®" could counteract the anti-coagulant effect of rivaroxaban when both
agents were administered in vivo. In these experiments, C57BL/6 mice were
infused with rivaroxaban (1 mg/kg) or buffer via the tail vein. Mice were then
prepared to expose the jugular vein and the vena cava. Approximately 10 min
later FXa'"®" (1 or 2 mg/kg) was infused by direct injection into the jugular vein.
Five minutes post injection blood was collected via the vena cava into citrate and
corn trypsin inhibitor. Collected blood was then analyzed by ROTEM using dilute
tissue factor (Innovin, 1:42,000 dilution). Whole blood from mice administered

buffer only clotted by about 2 min (Figure 12). Administration of 1 mg/kg
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rivaroxaban substantially prolonged the clot time to about 10 min (Figure 12).

116L

Further administration of FXa - shortened clotting time in the presence of

rivaroxaban in a dose dependent manner (Figure 12).

Example 4 — FXa'"®" Counteracts Rivaroxaban in a Thrombin Generation
Assay

[000105] The effect of FXa''® on reversing rivaroxaban in plasma was examined
in a thrombin generation assay (TGA) using the calibrated automated
thrombography (CAT) system (Thrombinoscope BV, Maastricht, The
Netherlands). Normal human plasma was obtained from George King Biomedical
(Overland Park, KS). In the reaction, 20 uL of PPP-Reagent LOW containing 4
MM phospholipids and 1 pM tissue factor was added to 70 L of pooled citrated
normal human plasma (treated with 250 nM rivaroxaban, within the therapeutic
plasma concentration range) in an Immulon 2HB round bottom 96 well plate with
reactions duplicated. Immediately preceding reaction initiation, 10 uL of vehicle or
FXa'"®" was added to plasma at final concentrations ranging from 0.03125 nM to
0.5 nM FXa'"®, given a 120 pL total reaction volume. Reactions were initiated by
addition of 20 uL FluCa buffer containing calcium chloride and fluorogenic
substrate. Fluorescence of plasma reactions was read at 37°C at 20 second
intervals on a Fluoroskan Ascent fluorometer and compared to those of reference
thrombin calibrator reactions to determine thrombin concentrations. The intensity
of the fluorescence signal (FU) was continuously monitored at 37°C using the
CAT. Thrombin generation curves (nM thrombin vs. time) were analyzed to extract
lag time, peak height, time to peak, and the area under the curve representing the
endogenous thrombin potential (ETP) using the Thromboscope software
(Thrombinoscope BV version).

[000106] A dose dependent inhibition of thrombin generation in normal human
plasma was observed with in vitro rivaroxaban treatment (5-200 nM) (Figure
10A). Rivaroxaban resulted in an increase in the lag time coupled with a decrease
in the peak thrombin and a decrease in the ETP. The addition of FXa''®"to
rivaroxaban (250 nM) inhibited human plasma resulted in a dose dependent
reversal of thrombin inhibition (Figure 10B): peak thrombin generation was

restored, the lag phase was shorter, and the ETP increased. At a low dose of
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0.03125 nM FXa'"® thrombin generation was restored to levels comparable to

vehicle treated normal human plasma.

Example 5 — FXa''®" Counteracts Rivaroxaban in a Mouse Tail Clip Bleeding
Model

[000107] The ability of FXa'"®" to overcome the effects of rivaroxaban in vivo was
assessed in an acute bleeding model in normal mice. The results demonstrated
that a zymogen-like FXa variant could reverse the anticoagulant effect of a direct
FXa inhibitor.

[000108] To establish a dose of rivaroxaban that would prolong bleeding, male
C57BI/6 mice (The Jackson Laboratory, Bar Harbor, ME) received a single
intravenous injection of rivaroxaban at a dose of 10, 25 or 50 mg/kg. Thirty
minutes later, mice were anesthetized with isoflurane and placed on a heated
platform, and the body temperature of the mice was maintained at 37°C prior to
the tail cut. The tails were immersed in 50 mL pre-warmed phosphate buffered
saline (PBS) at 37°C for 2 minutes. A 3 mm tail cut was made and blood was
collected into PBS for a 10 minute period. A quantitative assessment of the
amount of bleeding was determined by hemoglobin content of the blood collected
into PBS. Tubes were centrifuged to collect erythrocytes, resuspended in 5 mL
lysis buffer (8.3 g/L NH4ClI, 1.0 g/L KHCO3, and 0.037 g/L EDTA), and the
absorbance of the sample was measured at 575 nm. The absorbance values were
converted to total blood loss (uL) using a standard curve. The administration of
rivaroxaban resulted in a dose dependent increase in blood loss following a tall
cut (Figure 11).

[000109] In this model, a dose of 50 mg/kg rivaroxaban resulted in an increase in
blood loss following the tail transection. Mice were dosed with 50 mg/kg

6L \vas dosed

rivaroxaban and 30 minutes later 50 or 200 ug/kg of FXa
intravenously at 37°C prior to the tail cut. Mice were then anesthetized with
isoflurane and placed on a heated platform, and the body temperature of the mice
was maintained at 37°C prior to the tail cut. The tails were immersed in 50 mLs
pre-warmed phosphate buffered saline (PBS) at 37°C for 2 minutes. A 3 mm tail
cut was made and blood was collected into PBS for a 10 minute period and the

assessment of the amount of bleeding was determined by hemoglobin content as
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116L

described. In this model, the administration of the hemostatic FXa' - variant

decreased the excessive bleeding loss induced with rivaroxaban (Figure 11).

[000110] Example 6 — FXa''®" Counteracts Rivaroxaban in a Mouse Bleeding
Model Demonstrated Using Intravital Microscopy

[000111] As visualized using intravital microscopy, rivaroxaban was
demonstrated to inhibit thrombus formation in the microcirculation of the mouse
cremaster muscle after laser-induced injury. Further administration of FXa'"®"
could counteract the anti-coagulant effect of rivaroxaban in this system.

[000112] Using standard techniques, the cremaster muscle of mice was exposed
and visualized using intravital microscopy. A vascular injury in the muscle was
then induced using a laser. After injury, clot formation was visualized using
different fluorescently labeled antibodies that specifically recognize fibrin and
platelets. Clotting is indicated by the presence of fluorescent signal from both
types of antibodies.

[000113] After laser injury, an untreated mouse rapidly formed a clot at the site of
injury that was stable for several minutes (Figure 13A). In the video frame, the
clot is visible as the coincidence of fluorescent signal associated with antibodies
against fibrin and platelets (light gray center region overlapping darker gray
region). Administration of 1 mg/kg rivaroxaban to a mouse, however, delayed the
accumulation of platelets at the injury site and eliminated any signs of fibrin
(Figure 13B). In the video frame, only a reduced extent of platelets can be seen
as indicated by the dark gray region, which reflects presence of fluorescent signal
associated with anti-platelet antibodies. By contrast, when a mouse was

administered 1 mg/kg rivaroxaban followed by 0.5 mg/kg FXa'"®"

, a clot rapidly
formed at the injury site (Figure 13C). In the video frame, the clot is indicated by
the characteristic pattern of fluorescent signal associated with antibodies against

platelets and fibrin.

[000114] Unless otherwise defined herein, scientific and technical terms used in
connection with the present disclosure shall have the meanings that are
commonly understood by those of ordinary skill in the art. Further, unless

otherwise required by context, singular terms shall include pluralities and plural
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terms shall include the singular. Generally, nomenclature used in connection with,
and techniques of, cell and tissue culture, molecular biology, immunology,
microbiology, genetics and protein and nucleic acid chemistry and hybridization
described herein are those well known and commonly used in the art.

[000115] The methods and techniques of the present disclosure are generally
performed according to conventional methods well known in the art and as
described in various general and more specific references that are cited and
discussed throughout the present specification unless otherwise indicated. See,
e.g., Sambrook J. & Russell D.. Molecular Cloning: A Laboratory Manual, 3rd ed.,
Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y. (2000); Ausubel
et al., Short Protocols in Molecular Biology: A Compendium of Methods from
Current Protocols in Molecular Biology, Wiley, John & Sons, Inc. (2002); Harlow
and Lane Using Antibodies: A Laboratory Manual, Cold Spring Harbor Laboratory
Press, Cold Spring Harbor, N.Y. (1998); and Coligan et al., Short Protocols in
Protein Science, Wiley, John & Sons, Inc. (2003), incorporated herein by
reference. Enzymatic reactions and purification techniques are performed
according to manufacturer’s specifications, as commonly accomplished in the art
or as described herein. The nomenclature used in connection with, and the
laboratory procedures and techniques of, analytical chemistry, synthetic organic
chemistry, and medicinal and pharmaceutical chemistry described herein are
those well known and commonly used in the art.

[000116] All publications, patents, patent applications or other documents cited
herein are hereby incorporated by reference in their entirety for all purposes to the
same extent as if each individual publication, patent, patent application, or other
document was individually indicated to be incorporated by reference for all
purposes.

[000117] Throughout this specification and claims, the word “comprise,” or
variations such as “comprises” or “comprising,” will be understood to imply the
inclusion of a stated integer or group of integers but not the exclusion of any other

integer or group of integers.
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What is claimed is:

1. A method for reducing or preventing bleeding in a subject being treated

with a direct Factor Xa inhibitor, comprising administering to said subject a Factor

Xa variant that contains at least one modification selected from the group

consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

2. A method for reducing or preventing bleeding in a subject being treated
with rivaroxaban or apixaban, comprising administering to said subject a Factor
Xa variant in which the amino acid at the position corresponding to 235 in SEQ ID
NO:1 is substituted with Leu or Thr.

3. A pharmaceutical composition for reducing or preventing bleeding in a

subject being treated with a direct Factor Xa inhibitor, comprising a Factor Xa

variant that that contains at least one modification selected from the group

consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

4. A pharmaceutical composition for reducing or preventing bleeding in a
subject being treated with rivaroxaban or apixaban, comprising a Factor Xa
variant in which the amino acid at the position corresponding to 235 in SEQ ID
NO:1 is substituted with Leu or Thr.

5. Use of a Factor Xa variant in the production of a medicament for reducing

or preventing bleeding in a subject being treated with a direct Factor Xa inhibitor,
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wherein the Factor Xa variant contains at least one modification selected from the

group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

6. Use of a Factor Xa variant in the production of a medicament for reducing
or preventing bleeding in a subject being treated with rivaroxaban or apixaban,
wherein the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Leu or Thr.

7. The method, composition or use of any one of claims 1-6, wherein there is
a reduction in bleeding of at least about 5%-10%, 10%-15%, 15%-20%, 20%-
25%, 25%-30%, 30%-35%, 35%-40%, 40%-45%, 45%-50%, 50%-55%, 55%-
60%, 60%-65%, 65%-70%, 70%-75%, 75%-80%, 80%-85%, 85%-90%, 90%-
95%, or 95%-100%.

8. A method for increasing the amount of thrombin produced in the presence

of a direct Factor Xa inhibitor in a subject in need thereof, comprising

administering to said subject a Factor Xa variant that contains at least one

modification selected from the group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

9. A method for increasing the amount of thrombin produced in the presence
of rivaroxaban or apixaban in a subject in need thereof, comprising administering
to said subject a Factor Xa variant in which the amino acid at the position
corresponding to 235 in SEQ ID NO:1 is substituted with Leu or Thr.
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10. A pharmaceutical composition for increasing the amount of thrombin
produced in the presence of rivaroxaban or apixaban in a subject in need thereof,
comprising a Factor Xa variant in which the amino acid at the position
corresponding to 235 in SEQ ID NO:1 is substituted with Leu or Thr.

11. A pharmaceutical composition for increasing the amount of thrombin

produced in the presence of a direct Factor Xa inhibitor in a subject in need

thereof, comprising a Factor Xa variant that that contains at least one modification

selected from the group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

12.  Use of a Factor Xa variant in the production of a medicament for increasing

the amount of thrombin produced in the presence of rivaroxaban or apixaban,

wherein the Factor Xa variant contains at least one modification selected from the

group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

13.  Use of a Factor Xa variant in the production of a medicament for increasing
the amount of thrombin produced in the presence of a direct Factor Xa inhibitor,
wherein the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Leu or Thr.

14.  The method, composition or use of any one of claims 8-13, wherein the
amount of thrombin produced increases at least about 10%, 20%, 30%, 40%,
50%, 60%, 70%, 80%, 90%, 95%, 100%, 1.5-fold, 2-fold, 3-fold, 4-fold, 5-fold, 6-
fold, 7-fold, 10-fold, 15-fold, 20-fold, 25-fold, 30-fold, or 50-fold.
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15. A method for decreasing clotting time in the presence of a direct Factor Xa

inhibitor in a subject in need thereof, comprising administering to said subject a

Factor Xa variant that contains at least one modification selected from the group

consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

16. A method for decreasing clotting time in the presence of rivaroxaban or
apixaban in a subject in need thereof, comprising administering to said subject a
Factor Xa variant in which the amino acid at the position corresponding to 235 in
SEQ ID NO:1 is substituted with Leu or Thr.

17. A pharmaceutical composition for decreasing clotting time in the presence

of a direct Factor Xa inhibitor in a subject in need thereof, comprising a Factor Xa

variant that that contains at least one modification selected from the group

consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

18. A pharmaceutical composition for decreasing clotting time in the presence
of rivaroxaban or apixaban in a subject in need thereof, comprising a Factor Xa
variant in which the amino acid at the position corresponding to 235 in SEQ ID
NO:1 is substituted with Leu or Thr.

19.  Use of a Factor Xa variant in the production of a medicament for
decreasing clotting time in the presence of a direct Factor Xa inhibitor in a subject
in need thereof, wherein the Factor Xa variant contains at least one modification

selected from the group consisting of:
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a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

20. Use of a Factor Xa variant in the production of a medicament for
decreasing clotting time in the presence of rivaroxaban or apixaban in a subject in
need thereof, wherein the amino acid at the position corresponding to 235 in SEQ
ID NO:1 is substituted with Leu or Thr.

21.  The method, composition or use of any one of claims 15-20, wherein there
IS a reduction in clotting time of at least about 5%-10%, 10%-15%, 15%-20%,
20%-25%, 25%-30%, 30%-35%, 35%-40%, 40%-45%, 45%-50%, 50%-55%,
55%-60%, 60%-65%, 65%-70%, 70%-75%, 75%-80%, 80%-85%, 85%-90%,
90%-95%, or 95%-100%.

22.  The method, composition or use of any one of claims 15-20, wherein the

reduction in clotting time is measured using prothrombin time (PT).

23.  The method of claim 22, wherein said PT in said subject is about 25
seconds, 24 seconds, 23 seconds, 22 seconds, 21 seconds, 20 seconds, 19
seconds, 18 seconds, 17 seconds, 16 seconds, 15 seconds, 14 seconds, 13

seconds, 12 seconds, 11 seconds, or 10 seconds.

24.  The method of claim 22, wherein the International Normalized Ratio (INR)
in said subject is about 4.0, 3.9, 3.8, 3.7, 3.6, 3.5,3.4, 3.3,3.2,3.1,3.0, 2.9, 2.8,
27,26,25,24,23,22,21,20,19,18,1.7,16,15,14,13,12,1.1, 1.0,
0.9,0.8,0r0.7.

25.  The method of any one of claims 22, 23, or 24, wherein PT is determined
15 mins, 20 mins, 30 mins, 40 mins, 45 mins, 50 mins, 60 mins, 75 min, or 90 min

after administration of the FXa variant.
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26. A pharmaceutical composition comprising a Factor Xa variant that contains

at least one modification selected from the group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

wherein said Factor Xa variant counters the effect of a direct Factor Xa inhibitor at

a plasma concentration of at least 100-fold lower than the plasma concentration of

the direct Factor Xa inhibitor.

27. A pharmaceutical composition comprising a Factor Xa variant in which the
amino acid at the position corresponding to 235 in SEQ ID NO:1 is substituted
with Leu or Thr, and wherein the Factor Xa variant counters the effect of
rivaroxaban or apixaban at a plasma concentration of at least 100-fold lower than

the plasma concentration of the rivaroxaban or apixaban.

28. The method, composition or use of any of the previous claims, wherein the
Factor Xa variant counters the effect of a direct Factor Xa inhibitor at a plasma
concentration of at least 100-fold lower than the plasma concentration of the direct

Factor Xa inhibitor.

29. The method, composition or use of any of the previous claims, wherein the
Factor Xa variant is administered before a planned surgery, after an injury or after

a direct Factor Xa inhibitor overdose.

30.  The method, composition or use of any of the previous claims, wherein

Factor Xa variant is administered more than one time.

31.  The method, composition or use of any of the previous claims, wherein at

least one additional procoagulant is administered.

32. The method, composition or use of claim 30, wherein the procoagulant is

selected from the group consisting of: a different Factor Xa variant, Factor IX,
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Factor Xla, Factor Xlla, Factor VI, Factor Vlla, FEIBA and prothrombin complex

concentrate (PCC).

33.  The method, composition or use of any of the previous claims, wherein the

plasma concentration of the direct FXa inhibitor is a supratherapeutic amount.

34. The method, composition or use of any of the previous claims, wherein the
direct FXa inhibitor is rivaroxaban and wherein the plasma concentration of
rivaroxaban is at least about 100 nM, 200 nM, 300 nM, 400 nM, 500 nM, 600 nM,
700 nM, or 800 nM.

35. The method, composition or use of any of the previous claims, wherein the
direct FXa inhibitor is apixaban and wherein the plasma concentration of apixaban
is at least about 50 nM, 100 nM, 150 nM, 200nM, 250 nM, 300 nM, 350 nM, or
400 nM.

36. A method for effecting the urgent reversal of acquired coagulopathy due to

FXa inhibition therapy in a subject with acute major bleeding, comprising

administering to said subject a Factor Xa variant that contains at least one

modification selected from the group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

37. A method for effecting the urgent reversal of acquired coagulopathy due to
FXa inhibition therapy in a subject with acute major bleeding, comprising
administering to said subject a Factor Xa variant in which the amino acid at the

position corresponding to 235 in SEQ ID NO:1 is substituted with Leu or Thr.

38. A pharmaceutical composition for effecting the urgent reversal of acquired

coagulopathy due to FXa inhibition therapy in a subject with acute major bleeding,
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comprising a Factor Xa variant that that contains at least one modification

selected from the group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

39. A pharmaceutical composition for effecting the urgent reversal of acquired
coagulopathy due to FXa inhibition therapy in a subject with acute major bleeding,
comprising a Factor Xa variant in which the amino acid at the position
corresponding to 235 in SEQ ID NO:1 is substituted with Leu or Thr.

40.  Use of a Factor Xa variant in the production of a medicament for effecting

the urgent reversal of acquired coagulopathy due to FXa inhibition therapy in a

subject with acute major bleeding, wherein the Factor Xa variant contains at least

one modification selected from the group consisting of:

a) the amino acid at the position corresponding to 235 in SEQ ID NO:1 is
substituted with Thr, Leu, Phe, Asp or Gly; and

b) the amino acid at the position corresponding to 236 in SEQ ID NO:1 is
substituted with Leu, Ala, or Gly.

41.  Use of a Factor Xa variant in the production of a medicament for effecting
the urgent reversal of acquired coagulopathy due to FXa inhibition therapy in a
subject with acute major bleeding, wherein the amino acid at the position
corresponding to 235 in SEQ ID NO:1 is substituted with Leu or Thr.
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Lo — P T FEAR BT FH B R Xa $IHIFA ST 6 G () I 77 7%, ARG
B xt Gt & 0k B R IR B 2 /b —PB A R Xa 284k .

a) FEXFRT SEQ ID NO:1 #1235 (47 BALMIZ LR HH Thr. Leu. Phe. Asp B¢ Gly HX
ATl

b) 7EXTRLT SEQ 1D NO: 1 1% 236 (47 B AR Z AL EL H Leu. Ala BE Gly B,

2. — P T FAC BB AR BE SRR v B VA T 6 % o 5t I 7 v, ke 4h
Fridoxt G0 FH R 5 Xa AR44, Tk DR 5 Xa AZAR A ZE X ST SEQ ID NO: 1 ) 235 f47 B Ak
M E AR H Leu B Thr UL,

3. —Fi T BEAR BT A B2 R Xa $5150VA TT ROX R H L 24 54, H
BESHIER FRIED—MEMRIEF Xa 2145

a) fEXRLT SEQ ID NO: 1 A 235 47 B AL Z LB H Thr. Leu. Phe. Asp B¢ Gly BX
ATl

b) 7EXTRLT SEQ ID NO: 1 H1f#% 236 147 B AR AL EL HH Leu. Ala B Gly HUE.

4. — P FH T PEAR BT F RAR D BE BRI WR 0 B VG 7 0 % b 1 I 25 e &4, $L
A5 R Xa 84K, Frid R+ Xa AR /EXT T SEQ 1D NO:1 1 235 fi47 B A 12 L
H Leu 8¢ Thr EUft,

5. IR Xa ABARAE A 7= H T BEAR BT FH B 208 Xa #1H FYG 7 BOX G 1 H LR 2
Vb i, A TR R Xa SRS AL E AR R D —FHE

a) fEXFRLT SEQ 1D NO:1 1 235 (47 B ALK ZE LR Thr. Leu. Phe. Asp B¢ Gly HX
1R A0

b) 7EXTRLT SEQ ID NO: 1 1% 236 ({47 B AR Z AL EL H Leu. Ala BE Gly B,

6. [FF Xa ARARAE A 7= F T PEAR BB F AARYD BEB R WR VD BE YA T 0T S AP 1 Hh I )
2y i A, HeAREXS ST SEQ 1D NO: 1 A1 235 KA B AL FERR H Leu B Thr B

TOBUCREESR 1-6 FAT— T 575 AW EH &, A i PR R D4 5% -10% .
10% —15 % .15 % —20 %20 % —25 %25 % —30 %30 % —35 % .35 % —40 % .40 % —45 %
45 % —50 % .50 % —55 %55 % —60 % .60 % —65 % .65 % —70 % .70 % 75 %75 % —80 % .
80% —85%.85% —90%.90% —95% .5 95% —-100% .

8. — P H TN 75 B0 R ip 78 R+ Xa #851FIAFAE T = RS IR E T
15, HAFRG IR A i & A& B TR R D —ME MR F Xa B4k .

a) FEXTRLT SEQ ID NO: 1 A 235 47 B AL Z LB H Thr. Leu. Phe. Asp B¢ Gly BX
(ATl

b) 7EXTRLT SEQ ID NO: 1 A1) 236 47 B AN ZAEFR H Leus Ala B Gly BRAX.

9. —Fh T34 I 75 2 R0 R AR AE IR BEBTIR YD BEAZAE T 77 A B L = (0 7
2, HAKEL Pk v G F R Xa 2844, BTk PR+ Xa AR /EXT BT SEQ ID NO:1 H1
235 M B AN E LR FH Leu BE Thr B4,

10. — M T34 0 75 22 500 G R AE R VD BE BT WR VD BEAF 76 R 7 A8 i Ll & 1 25
WA, HAE R F Xa B4k, Frik K+ Xa B AEXT N T SEQ 1D NO: 1 A 235 H4Hr &
AR SR Leu B Thr B4R

L1 —Fi T 38 75 20 R P 78 B2 R Xa $05FA7AE T 7= A nEE I i = 0 2

2
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WMAAY, LAEEAIEA N AR ZE D —FEIGER R+ Xa 484k .

a) fEXFRT SEQ ID NO:1 #1235 (47 B AL Z LR Thr. Leu. Phe. Asp B¢ Gly HX
(et

b) 7EXTRLT SEQ 1D NO: 1 1% 236 ({47 B AR ZAEEL H Leu. Ala BE Gly B,

12. [ Xa ARARAE A T B IAE IR VD BE B TR VD A7 AE T 7= AR B8 1L B = (1 24
YR i, Hod Pk B85 Xa AR B H 10 B TR 20— P

a) FEXRLT SEQ ID NO: 1 A 235 47 B AL E AL BL B Thr. Leu. Phe. Asp B¢ Gly EX
ATl

b) 7EXTRLT SEQ 1D NO: 1 H1f#% 236 (47 B AR Z AL EL H Leu., Ala B Gly HUE.

13. A7 Xa AR RS AL 7 T34 In/E B2 R+ Xa JHIFMEAE T 7= A [0 5 LI = 0 254)
R &, HARZEXT R T SEQ 1D NO: 1 A 235 (147 B A E A FL HH Leu BY Thr B

14, BRI EE R 8-13 HE— T 7735 S A DB i, LR BT = AR ) 6 T =38 n &2 />
#£110%.20% .30% 40% .50 % 60% .70% .80% .90% .95% .100% . 1. 5 5. 2 5.3 5. 4 155
54%.6 5.7 15,10 £%.15 f%.20 £5.25 £%.30 £%8L 50 1%,

15, —Ff F TR0 A 75 LR G A 78 ELEZ DR 5 Xa $IFRIAZAE T [ 388 A i) 9 77325, B
AFE 25 BTN Gt FH 5 Ak B R IR I 20— BB i 19 PR+ Xa 244 .

a) FEXFMT SEQ ID NO:1 #1235 (K47 B ALK Z LML HH Thr. Leu. Phe. Asp B Gly HX
ARyl

b) 7EXF BT SEQ 1D NO:1 #1236 HI47 B ALK Z LR H Leu. Ala B Gly EUfX.

16. — B F T 90 A 75 B R0 B TR 78RR VD BB R 0 B A7 75 T 1 5 I B T8) 1 75922,
HADFE L Frik o G F R Xa 244, FTiR R+ Xa AR AEXS T SEQ 1D NO: 1 H1[# 235
(47 BAL I 2 R B Leu BY Thr BXUAR

17, —Fh T 90 735 ZE 0 R P 7R B R Xa $00 547 A5 T 548 LA R) f 254 20
), REEGEFIERA FTRNED—MEMHINEF Xa B4 .

a) FEXRLT SEQ 1D NO: 1 A 235 47 B AL E A FE HH Thr. Leu. Phe. Asp B¢ Gly EX
ATl

b) 7EXTRLT SEQ 1D NO: 1 H1f#% 236 (47 B AR Z AL EL HH Leu. Ala B Gly HUE.

18. —Ff FH T8/ DA 75 Z R0 G A AERIAR VD BEE B R VD BEAT AL (1588 1) i) 0 25400 20
G, HAS R Xa 284k, Frik R+ Xa A4 7E 60 BT SEQ ID NO:1 1) 235 fihr B AL
FAEFRH Leu B Thr UL,

19. A7 Xa ABARAEAE 72 H T0/0 A 75 BRI % 76 B DR Xa J0EI A7 A8 T RSk
A B 258 G g, Herh P (R 1 Xa ZRAE S A 1k B TR 2D —FiEifi

a) FEXFMT SEQ ID NO:1 #2356 (K47 BEAL K Z LR HH Thr. Leu. Phe. Asp B¢ Gly HX
ARyl

b) fEXT LT SEQ ID NO: 1 A1) 236 67 B AL ZIEFL HH Leu. Ala B Gly B,

20. Kl Xa ARLE A T 9D A 75 R0 R A AE R VD BEB T WR V0 BE A7 AE T 1 5%
A R A 254 o (6 P 3, A ZE T SEQ 1D NO: 1 A ) 235 KA B AN E LR HH Leu B
Thr B,

21, BRI SR 15-20 W AT — T J7 75 4 4 4 B i, L rp 3k 1 e 1) gk /b & /b 44

3
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5% —10 %10 % —15 % .15 % —20 %20 % —25 % .25 % —30 %30 % —35 % .35 % —40 % .
40 % —45 %45 % —50 %50 % —55 % .55 % —60 % .60 % —65 % .65 % ~70 %70 % 75 %
75% —80%.80% —85%.85% -90%.90% —95% B 95% —100% .

22. BUFIEER 15-20 HAT— T 777 AW EOH & , e o BT 3 6 i ik e 9 20> 4 Fi 4 i
R JE I E) (PT) BHATINE .

23. BURIEESR 22 17732, Hod Brid xf R B PT %) 25 #5024 B0, 23 #0.22 .21
FP.20 P 19 FPL 18 .17 FP.16 #2156 #0114 #p. 13 .12 .11 #bEK 10 .

24, BUREER 22 773, Hodr Bk ) G A 19 B BRbr i bh 22 (INR) SA#5 4. 0.3.9.3. 84
3. 743.6.3.5.3.4.3.3.3.2.3. 1.3, 0.2. 9.2, 8.2. 7.2. 6.2.5.2.4.2.3.2.2.2. 1.2. 0. 1. 9,
1.8.1.7.1.6.1.5,1.4.1. 3.1. 2.1. 1,1. 0,0. 9.0. 8 B 0. 7.,

25. BUFIER 22,23 B8 24 T —THI 5%, Hod PTYEFTA FXa B4 A 5 15 248,20
438130 43840 73T 45 438150 43860 8T .75 e ER 90 AT I E .

26. — A HF Xa BRI ZWA S, Frid R+ Xa BESHIE A MR 2 D—E
T

a) FEXFMT SEQ ID NO:1 #2356 (K47 BEAL K Z LML HH Thr. Leu. Phe. Asp B¢ Gly HX
(ATl

b) FEXT LT SEQ ID NO:1 1 236 f67 B AL ILEL HH Leu. Ala B Gly HUE,

HorPfE b BB R Xa $00057) A0 M2 AR 2220 100 A5 ALK BE T, BT Rl F Xa A2
PRHEIY BT B 422 (R Xa F086I 5] 5 R o

27, — P 55 R Xa BRI ZI AW, BTk R ¥ Xa B4R F 720 BT SEQ 1D NO: 1 /1
(1) 235 FIfr B AL 2 PR B Leu B Thr B, I HLAE EERIAYD BEBBT WR /b I 1) 1 94 2 AR
Z/0 100 RER LRI BN, BTk R Xa ARARHEH BT b R4 VD BEE BT WR VD B 1R 4508

28. RTIABCREL R AT — T 7515 A A B i, oA 78 b B2 R Xa #1877 119 1
IR FEMLE /D 100 G5 R MLIRIRFE R, BT [R5 Xa ASARHGN BIrid EL 3208 Xa $06 551 2R .

29. RTABREL R AT — T 75 15 A A B i, oA Firidk (Rl Xa ARARAE T RIF R
B ZE 4045 5 B E LR F Xa HIH5 254 & 5t .

30. RTIRBCREE R AT — IR 772 A A B 38, A PR+ Xa A8 44t At — k.

31. TR BRI SR AT — TR 7775 A A B &, i H 28 /20— B 5 A0 g g Il
7l

32, BURIEESR 30 (7715 A G EUH i@, H AR B 2 B A)iE B AR R Xa B4,
-+ IX A+ XTa B 7 XITa. R VITT. K5 VITa FEIBA Al LA 5 2 S0k 467 (PCC) .

33. HTIABCRE SR AT — TR 77 V25 A A VDB 34, oA B L2 FXa #0181 7] (149 1L 2R
JEAEHVATT &

34. BT IR BUR) ELSR A AT — I 7715 A B 3%, Hrb BTk B 2 FXa #1177 2 R R
YR, Hrh B R AR D B ) 102 S D Z 2D 25 100nM. 200nM. 300nM. 400nM. 500nM. 600nM,
700nM B¥, 800nM.

35. R BRI E SR AT — T 7712 4 S a3, H P BTk B2 FXa $I0H77) 2 BTk Vb
HE, o P T WR 0 B (6 0 2 9 B 9 %8 /249 50nM. 100nM. 150nM. 200nM. 250nM. 300nM. 350nM
% 400nM.
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36. — i H T 70 A SR R H I B9 G P BT FXa 07 V2 R R4S 1 gk 1 g S TR 5
SO ER 77, ARG B Gt A I N R R D — RS R Xa B4

a) FEXFRT SEQ ID NO:1 #1235 (47 BALMIZ LR HH Thr. Leu. Phe. Asp B¢ Gly HX
ATl

b) 7EXTRLT SEQ 1D NO: 1 11 236 ({47 B AR ZA AL EL H Leu. Ala B Gly B,

37. — M 0 B S R H I A5 B P BT FXa 07 72 A A5 1k gt 1t S L %
SN EE TR, HARE S TR 6 G T R Xa 2R AR, Bk (Rl Xa 284K th e BT SEQ 1D
NO: 1 #1235 B4 B AN Z SR H Leu BX Thr B,

38. — M 70 B S0P R H I A5 R P BT FXa 07 72 0 R4S 1k gk 1t S DL %
S A A, HAE S HE B TR RS —FMEIE R F Xa B4k

a) FEXRLT SEQ 1D NO: 1 A 235 47 B AL E LB H Thr. Leu. Phe. Asp B¢ Gly BX
ATl

b) 7EXTRLT SEQ ID NO: 1 H1f#% 236 (147 B AR AL EL HH Leu. Ala B Gly HUE.

39. — M H 70 A SV R H I B9 B P BT FXa 07 725 0 R4S 1k gk 1 S TR %
S ZH AN, A TR Xa B4R, Ik R+ Xa AR AEXT ST SEQ ID NO:1 HHE
235 [R47 B AL AL HH Leu BY Thr BXUAR.

40. PRI Xa AR AEAE 7 F T 45 S S K HH I A% G A ) B T FXa $I 715 B3R5 1
158 173 SE T 58 SO 3% B 25 b (R 3, P iR IR Xa B4R 5 1% B TR I 20— Pz
iffi -

a) fEXFRLT SEQ ID NO:1 #1235 (A B AL Z LR HH Thr. Leu. Phe. Asp B¢ Gly HX
1R A

b) 7EXTRLT SEQ 1D NO: 1 H1f#% 236 ({47 B AR Z AL EL H Leu. Ala BE Gly B,

41. ¥ Xa BB ARAEAE 7 T B S K H L A% G 6 B T FXa 75 3R M
R I SE WL RO L I 250 TR G A s, A AESS ST SEQ 1D NO: 1 AR 235 FOAT B AL FIR
HPRH Leu BL Thr BUfR.
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AT #EE T Xa #1FI89E ST 3E

[0001] e FHiE A
[0002]  AHHIEZERT 2013 4F 1 H 31 HEEAZ R E IR 155 61/759, 332 fF] 75, Frid
3 [ s By FR O 1) P AR AR R B I N AR S o

AR i

[0003]  #R 4 37CFR § 1.821, Ll it B AL 7T 2 2 I (CRF) £ HH EFS-Web /£ X 1 4
PC072006_SEQLIST_ST25. txt RN R HIF N RIETIIMAZR L. [FHIFRFE$5 DT 2013
12 H 18 HAlg, A 7 T RISCHF RN

BEREA

[0004] 2y SAfuit 2 B AR RTIRDL 0B FH G 48, % fu+48, e T T g2
PUBRE ML 22 LRI, 4E2E R K SR A ADIE B (VKOR) A3 771, AR A AT AL RO 4 2 Ko
VAR VE 2 8, WA TTVA TN K 294 5l 77 55, M 75 A M 42 ek i 2 BN 7 &
VA PR, 7R S MBS 2SS T ARBIIG OL N , A7 A e VP PRIE AN 58 40 e RO g a3 24
[0005] £ [ ELHE FXa 41 7502 37 tH LA SR ML 24, 24 5 bR v6 7 49 i 42 pRAE EL AT
H A PRI A LR BT (945 24 77 AN R M IS 45 1098 77 RS IR A VF 2 it 46
PRI A AELIX ST RS0 05 ML 245 950 AT 58 A A A8 2 2 1)

[o006]  FR M, FH T 7 M1 XE 2 ] A0 HE L, St JE SN F 5 S P X 708 e 1) s =2 2 O B 1) SR 36
A A PR e 22, HL AT B PR A T e R i R A

ZIAANE

[0007]  JEITHRAEH T HEIH B AL R X (FXa) 0015750 () 28 B 1 41 A4 7 s, B A
U P iZ I8 1 AR 2 e R 7R 22 .

[0008]  HR4E—LLsZiE T R, AR A FHRAL T IEEHE A S R ¥ Xa TIRRKH S, F T RK
BT F B2 R F Xa (FXa) #0506 TT A S i B9 HH IR 77923, B R F Xa A4 & & /0
— Mzt mEREA B 16 &b (A EEEILE Al 5 25t ) A Thr.Leu.Phe.Asp B{ Gly
BRI A G LR, BB a8 17 & (FRIREALE AR S 2% ) T Leu.Ala B Gly
BRI AR R R . AR RS 77 R rp, FAE FXa AR AR IT S EUH M PRk 2 /b
50% o MR FLLLSCE T 58, B R Xa MR EFE R RID BESBTIRVDBE . £E— e 77 58
H, B4z FXa FIH A0 5 R B2 18 eI E8GBIRIT & i, 76— 2L ST 77 94, Rk
VPR LR FE AT DA 2 500nM 8B5S /=7, FF HL BT WR YD BHE %) I 20 R B AT DAJE 24 250nM B & .
HRAE S LS i 7T 22, FXa ABRS A B 116L. 76— Lesfifi 77 & rh, 78 HL PR 5 Xa 011 77 A 1
T PEARZ /D 100 REH LIRS T, FXa A BRI ALY B R+ Xa $IHIFIFI RN, 78— 1k
ST H, A FXa AL A AT RIBTF AR ET AR5 5 B335 70 F B $ FXa #0177
A BEEAN Y &G 75—t R, 7R FXa BERE—NRE G, T E
I 5 M %o G v (%) b o, L SR 5 T 1) SR 3R A A 0 1 L I, DUt P FXa AR AR )
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2D AR, LSEIL 7 5 b i MR — L8 S 7 48, Tw I 7] A2 jith A FXa 2R 4R 55
— NN L) 15 4130 9 8h .45 4 Bh B 60 4. HoAh )t 2 AT REAG . 7E— e i s
i 77 S, B FXa A4k 2 A0t i FH 22 20 55 — PR i I 771, A0 5549 AN [R] %) FXa 2844 L R TX,
A+ Xla. A+ XIla 5 VIII. K5 VIIa, FEIBA BYSEILEG R 2 -S04 7] (PCC) o

[0009]  HR4E—LLSZiE T &, AR AL T IEEHE A S R ¥ Xa TARRH S, F T340
F B K5 Xa (FXa) $HIFIE T B0 G A, e 24 IR B[] A 758 1 ads 42 0 3 1 i 7 A8 g I
Al & 177V, Ik IR+ Xa B4R 5 2 /b —Figifi, S AL E 16 4b (ff st 7L 25 1 B 2
5 &%) ffH Thr, Leu, Phe. Asp B¢ Gly BB M S LR, BUE/EALE 17 &b (3 FH ke
FLEAMR S 24 ) [ Leu, Ala 5L Gly BUREFA TG IR . RIER LT 2, BN
F Xa HIH|FQFERRIS BESBT R VD BE . 78— 2L ST 77 70, B FXa HH] 55 09 M R JE
WHENIRITEBIGIT R B0, /£ — L sTiE 75 P, RV PR IR 5 mT DLZ 2 500nM
B 5, I BB R VD BIE I B AT DL 4 250nM BT . AR SR SR T 22, FXa AP A2
HEUAC T16L. RGeSz 77 %, B AR BB S48 N2 5% .10 % .15 % .20 % .30 %
40% .50% .60% .70% .80%.90% .100% . 150% 200 % B BE % . 7F —LUsLjf 77 &, FXa 4%
PRBEAETE LU IR Xa HIH 550 L5 MR FEA 2220 100 A5 (I3 3R JE T K7 B2 R+ Xa #0161 51
RN 7E—SESEE 77 R, A& FXa TARRIA AW RIMF AR/ ERG 5 BB
B FXa #IHIHIM A BRIV EEHEH . /£ R4, 78 H FXa BRI 5 —
ANFVE S5, 58 A L 0 5 1 ot G A 9 L ot , I HL SR 3 5 T e 1) SR 3R 15 2 9% 1 L afi, )
Jiti FH FXa B4R 22 /0 — IR B8 —ANHIE, DASEELZE 4 1b i o MRS — LU st 77 48, e ) ) A2 e
F FXa BARFI B — DR EIGL) 156 438030 2381 .45 4380 60 28 . HAd )t 2 AT REAY
FE— S AR S 77 S 7, Bk FXa AR 2 A it FH 22 /0 55 — PRk 77, B0 5549 A Rl FXa
ARk T IX R XTa [+ XITa [+ VITI. A VIIa. FEIBA B MLl 55 Sk 4657
(PCC) .

[0010]  HR4E—LLsZiE T &, AR A FFRAL T IEEHE A & R+ Xa TIRRKA 5, H T
F EH:HF Xa (FXa) $0HIF1¥6 ST ROX; G BO&E IR ) ( o anfd A PT B INR, B — 2 Aih
W ER ) W77, Bk R+ Xa RS A 20— Fis i, B/ B 16 4 ([ REEEL
EABN 'S R4 ) [/ Thr.Leu.Phe Asp B Gly BUREF A MGG, BREEALE 17 &b (fF
IR E AR S R4t ) 1] Leu. Ala BY Gly BUREFAE MG RS . MR - Lest i 7 2=,
B Xa {0 F AR VD BE B WR VO BE . 7E— B Sl 77 22 T, ELE FXa 011577 A0 ML 252
WRPE I E NIRIT EEGEIRIT & . B0, 75— SS2iE 77 R, AR VDR A MR E T DA &
500nM B HE #=7, - ELBTORvb BIE A6 I3 52 R DA 2 250nM BB o R JE L2 S 77 %8, FXa A%
RS AR T16L, FRYEFELL 52 77 52, S LA TR 9 /D 29 5% .10% .15 % .20 % .30 % .40 %
50%.60%.70%.80% 90 % B % . fE—LLSLjfi 77 S, FXa AR RS 7E LU R+ Xa 4111 571
(I 2 A FEAR 22 /0 100 A5 1 LR JE T H80 BB K1 Xa A BN . 7E— LU SR 77 &
B, AL FXa 2R AL & 070 TH R AR B AE B 4% 5« B3 A6 F ELBE FXa #I77) H9 A B B
BANWIE BTG o 75— Ys2iE 77 P, 7R FXa AR5 — SRS 5, 4 10 iz IR
PR G AR ) Lk I, L SR e i R R RAS 2 8 (0 1 I, Wi A FXa AR AR 1) 22 20—k
AN E, PS4 ki . ARYE— St TT 42, e I IR 2 i FXa AR R 5 — AN &
JE %) 15 53830 8. 45 8Pk 60 4B, HAhR RS T RER . AE— L Hfh sty K,
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B4 FXa ABAR 27 A0IE it FH 2 /0 58 PSR, A58 AN A 1 FXa A8 44K R+ IX. K F X1a.
AF XITla K VIII.[RF VIIa. FEIBA BREEILES R 2 Sk 45575 (PCC) .

R B 35 AR

[0011] & 1A-B Bon T ARV BEXT I B wt—FXa 5L FXa" (1304 A) wt—FXa (2nM) B B)
FXa''® (6nM) %k E 4% (SpecXa ;200uM) 7K i (1947736 JE2 76 3 vk B2 i R ARy BIE T 3#E4T 30
. Ki [HARNE E4AH.

[0012] & 2A-B 7R 1 7E %k L [ 5 i P 2% T A wi-FXa B FXal ™ ffg A1 £ v BE 401 il
7E PCPS (20uM) 1 FVa (40nM) ) 47 7 T, A)wt-FXa (2nM) B B) FXal™ (6nM) Xf ik % JiK 4
(SpecXa ;200uM) 7K fif BT FE AL 3 ik B2 B R DBIE T 30T U E

[0013] & 3 R T AFIVSE I FXa U0 64 R (70 DE A8 1 B AE N PR

[0014] & 4A-D BIR T FXa 0P G RIRID BRI B FE A o 7E3 IR 1) FXa " 47
FERAAZAET, I A LIRS 500nM RGP BE— RS & o FEEUE 7015, Fm 2 0 1 i s gt o
(A A1 C) M EEIES (ETP ;B F1D) o

[0015] & 5A-B &R~ I FXa" Wi @ & RIS BERI LRI 7EIG IR (1) FXa " BAFAE
MIALEAET, IEH NI 7. 5uM FIARIDBE— iR & o FEEE 7047 5 im0 A8 1 ) e gk L il
(A) FnABEILES (BTP ;B) .

[0016] P& 6A-B Z7n T FXa' "B FXa "1l £5 250nM BT WR Vb BE (1 R0 o 7539 MK BE R FXa ™
B¢ FXa""HIAEAE MIASAEAE R, IR AL 5 250nM FITWR VD BE— SR & « FEEUE D0 G, hri
A R IRV L (A) RS BEIILEE (ETP 5B)

[0017] B 7A-BB7R T FXa " B FXa "0 56 i SRRV BE (KR8 o £EHINIKR L () FXa
B FXa"THAEAE RIASAZAE N, IR AL 5 2. OuM FIIWR VD BE— SR & « FEEUE DTG, frie
A R E L (A) FLEBEIILES (ETP 3B)

[0018] & 8A-B BIR T FXa" " IEAEFUR VDB HIAFAE N 4 MLt [l 4 i af #4347 Pl A
FIEH FXa" i ks s R (A) Al (B) FIEAIRID B R Y BE

[oo19] & 9A-B IR 1 FXa™ "R IEAERAIWR VD BIE A 47 /L N A ML BE I o 4o ofi k3t g 161 11D
TV FXa" Ml B8 (A) Rimy (B) RIS FTWRVDPEAR L[ BE

[0020] & 10A-B WoR T FXa'' 75 i MG AE Bl s K AP BE . B 10A SR T AR
PR BN, I HE 10B BoR TIERMRIPBEAZAE T, FXa IR =R

[00211 K& 11 IR FXa"" 7/ R ARE BY MR A o R AR BE

[0022] [ 12ESE T Jit T /N SR R VD BIE A 3518 T ROTEM ) & 6 4 1L A4 g 11 ek 1), 5 L
FI FXa " fy e FH 79 B S22 1 I A AR D BE R KR

[0023] & 13 TR 7 e FH T /08 BR A RS D B PR LE7E 30 5t 350 B | A 0 B 52 L o ) 10 7 53455
A AL B LR %, I H FXa' ™ it FHHCTE R BRI RO o A FH VS A4 B it Ay 15 DA ST
S R4 ORI MR B 2OEAR I B Ag, BB . B 13A BoR 778 ARG AL ER 17N B
LT . 1 13B oR T AR BEGEIR H PR /MR RE BB IE4F 248 8 iR A EE
2N, B 13C SR T AEHE AR VDB FXa™ /N 85 A, ZE 145 307 b & 2B M B B
[0024] [ 14 2B AR AR+ X AT A RS T 5 (SEQ 1D NO:1) o 15 5 o0 B T2
M2 1-230 BTN BT 24 24-400 TR+ X (FXa) [ AR BE X B T 2258 41-179.
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WAL FXa B R BB (ZETEALRR 220805 ) SR T & FE R 235-488. VEALAL (AP) XA T & Ak
% 183-234.,

[0025] & 15 & ZmhE i A AR+ X BT &2 AT cDNA FIAZHERF %)) (SEQ 1D NO:2) . #whd
P AR BT 1% H R 58-1524.

BIEIEAR

[0026]  ARAFFHRAL T H T HEH A IL 75 Z R0 G 1 B B2 FXa $01H] 770 0 5058 28 R 1 4 6
YIRITTIE . HIE AN CRINHE LS FXa ARAAK LA SR 77 TUERE H. 58 4878 BL#E FXa #7141 77
FIRON . SEBAKT S, S A CORINAE LLVR TR B 2 2580 T T I FE I FXa 0177 147
FE AR D B ) FXa ZRARAEAR R R IR B B MLV P 0T R it PR AU X B B2 FXa 1
R ORE RO, B AR 24, R A28 I PR L AR Rl SE TR L8 A M) B 470 68 1L 245 RO AR 1 o

[0027]  HEILIA 5 X (FX) 2RI, HAE [ A 5 1X/ B VITT BRI (A5 H
/PR VITa) 35465, A8 Al FXa, H gtk LG R G 1) 22 G FR7 o 7E Arg—Tle IR &2 A
B I e, BETBOEAL IR (AP) , B JE A — R 3 78 701 72 B 465 14 A2 AL X B 28 s i PR 22 12
BABEEERE (20 Toso A, (2008) J. Biol. Chem. 283, 18627-18635 ;Bunce 25 A,
(2011)Blood 117,290-298 ;41 Ivanciu ¢ A, (2011)Nat. Biotechnol. 29, 1028-1033, ¥4
PREUIMAAI ) o itk FXa HARBEEM S A MBS IRA ERE . B FXa 78 5BEILEG R 2
B (ARSI T, £ Va(FVa) 45E ) ARG 2 AR E AR .

[0028]  CLHFK 1 Z Ml FX, HAETEATIE 5 3R15 16 )5 FXa 84k, B, — HATIH),
P8 BIHY Fa A8 (i LA 55 3 P G £ 0t 96 EL A AR R0 ) (MTHTER ML A 11T A
TFPT) ) 2RVE A BT ST FXa BRI AE 3 A BAT LE BT AR FXa B3 . FXa A2
W 2EE FVa . I BB , LR i 56 4 Vs 1 Xk 1L 8 SR B 52 540, HoAT 2880 A gt LT g )5
[0020] i J5LAE FXa A2 4K LARGJEURERY R FE, JF H A RS R AN 2 ML AR TE B (2 W, Toso 5%
A, (2008) J.Biol. Chem. 283, 18627-18635 #11 Ivanciu Z& A, (2011)Nat. Biotechnol. 29,
1028-1033, BAKFZSIINAAR L) o 10 FXa ZAKKI B 78 F i H A JF W02007/059513 1
RN, Pk [ Br L R A T BARER 51INAAR S

[0030] kMMM e B AE N, HoJE T B TR SR I AR I S B2 EI Y ST IR ¢
Jo Bk B N A AL S AR, H S B SOl AR S 2 A IR B E R A S R R . 4
IR PE / A Z K O70% ), (5B (SRR T Xa) ROME AL S5 )4 i 5%
SRR R L B AR P RO RO FE AT R S . (JREEFLEE AR 'S R4 .2 W Bajaj M
Birktoft, Methods Enzymol. 1993 ;222:96-128, % 2, b1}z Bode W, Mayr I, Bauman Y ZE A
The refined 1.9 A crystal structure of human alpha—thrombin:interaction with
D-Phe-Pro—-Arg chloromethylketone and significance of the Tyr—Pro-Trp insertion
segment. EMBO J 1989 ;8 (11) :3467-3475, Frik B> 225 SCRR I AR L 51 INAASL ) o AHRE
b, IR AE AR SO T DU ikt 7L 82 AL O 5 R GU IR A, ik IRl B LR 5 R0 e
ARG AN ARSI R0 o

[0031]  HEHEA NI, FXa AAR AT L@ AL & 2 L IR BRI FXa 8514 51, ZE44K N BAE A4 A 55 B
A FXa g5 A UM FLBL, Ik R IR AUV EAS A AR SR IR RE . A JF ) FXa A2 1A 7E Pk 1L il
JEBGTE il e B A B B A FXa V5 PE . A T AR A FF 77359 1) FXa ZRAR 141 2 5
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e 3 R B AR AR AR IR AR E R S RS, a) /EALE 16 4% Tle &2 Thr, Leu,
Phe.Asp BX Gly, LA S b) 7EA7 & 17 4L Val /& Leu Ala B Gly. JEEEFLE AR S 24T
FIEIEFR 16 F1 17 2345 SEQ 1D NO: 1 ( AIRF X AT A ) KRR 235 f1 236 AAFAE. 1F
TS T T, FXa 442 FXa' Al FXa " (AR SO 6 A T FXa A8 1)y 2 1ERUATER
PR EE AL MR 5 R w5 0 B ARG Z LR, f 5 N EURE LR ) » FXa AB44R] DA
SEATATIE LN FXa (A8 SR, BRI 2 A FXa ) FXa 244

[0032]  7FHELL ST 77 7, S AR A FF B ARAR FXa 1) FX A8 44 ] DL I 4R A\ HE R SR 4
M 2 A B st — P8 . FEAERR PRGN T /RN I Al i R R 1A “UE
A7 SRR FXa 244, JERARA M P 5 1 B AR DD B A7 s n] DA NAE B4R FX BB A SEQ 1D
NO: 1 967 8 234 (JRBEILE A 5 Ao I & 15) AL/ Arg FIFEXT BT SEQ ID NO:1
FIr B 235 (JREEFLE ARG 5 RATHINLE 16) M BAREILRZ 0. 76K seiE 7y
Zr, AERR AN N B Y47 552 Arg—Lys—Arg B Arg-Lys—Arg—-Arg-Lys—Arg (SEQ ID
NO:3) o IXELEEIAL & AL A I EE B (PACE/ AR ER ABEAERS ) B R0 Bk 220, %
TIRIA] DL AN TR FXa, Jih 57 1 S B BEILAEAE X BT SEQ 1D NO: 1 py4r &
235 (JREEALE AN 'S RATIIALE 16) (07 B A Z SRR T4 - 78 AT A7 B ALK Z )
67 S5\ AV FX E FXa FO40 00 P9 4

[0033]  7EHRLECSCHETT A, FX ARTEALAR (AP) BEANSIERR 721 (BT SEQ ID NO:1 (¥
QI 183-234) B AR R IRAN M A 2 B DT RI AL m o MRHE RLLE St 77 48, AR R AR AN M Y
HABIEI S Arg-Lys—Arg B¢ Arg-Lys—Arg—Arg-Lys—Arg (SEQ 1D NO:3) . # FJrik,
ZAZ M VT FH AN RAR 1 PX SR T4 B P YD . 40 Y DD EK: FX AR L 35 R 78 A 4 1 i
FE FXa 2844, HLFH J5 4% 20 0 2 ib T S R 4tiAb o X Rh J7 93 G 4 0 A 0 U0 1 1 75 22, 5 00491 4
TE 43 B8 B 1A i BUAN A LR 7 [ i 9t A 38 4k i 1 (R 75 2 iR 4t M A )

[0034]  FERLLLSZRE TR, AR AFH FXa BAANTAE B A& KRB AT NG S FHIM / 5
HIEF 20 FX AR RT S A RS 77 9, Sk B AE AP B FX A5 5 770 / BRI
Al LA TACE A R ARG EL T 51 o BEAL, 78 S A A Se it 77 2 v, Sk B HAth ABAE A 43
WAEE A RS 5 P FIAL /BRI 20 mT DL TR A R R AR LR T 51

[0035] 77~ 1 Sl 75 S, FXa A8 AR SEQ 1D NO:1 [UZ MR 41-179 A& AL 12
235-488, A 7R 07 & 235 bR AR (HAR TP FREAR) HER TR ARR
FEREU TRAR (Thr) 2R (Leuw) RNZR (Phe)  RAZMR (Asp) BUHZM (Gly) .
X ECEAR ] B4 BE FH i 4292 12357, 12351, 1235F, 1235D Al 12356 #H4T-H5, Hrh g —
N TR R AR BB, I e — D R BRI A BT 51 A I 2k ER I B
FTRAS . [AJY SEQ 1D NO: 1 Byf7 B 235 SR T A IL SR Al dn 5 R4 A& 16, Fr LA
FI B AT LA 5 g T16T, T16L. T116F. 116D 1 116G, 7E—ANSEiti /7 21, FXa 484840 2 SEQ
ID NO:1 (2R 41-179 FZ LR 235-488, HihfEAL B 235 A ZEEE B Thr B ( BP
1235T B 116T) o fE—NSEH 77 %9, FXa 8R40 & SEQ 1D NO: 1 (2 FEIR 41-179 A AL
235-488, HA/E i B 235 A A LR H Leu B (BRI 12350 8L 116L) o £E— LT R,
FXa ZB4K40 & SEQ ID NO: 1 (K2 FEMS 41-179 FIsIE R 235-488, Hrp7EA7 B 235 AL &Ik
2 H Phe BUAX (R 1235F B 116F) o /E—SEHJT R, FXa ZBAR40 5 SEQ 1D NO: 1 )2 5t
B2 41-179 A ILMS 235-488, HirP 7EA7 B 235 AbMIE EBE e Asp B (B 1235D B 116D) .
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FE—NSEHETT R, FXa 286402 SEQ 1D NO: 1 fIZFEME 41-179 A LR 235-488, Hirdh/E
fr'E 235 AR IEEEFH Gly B (B 1235G B 1166) -

[0036] R ) — DI SLE 7T R, FXa B4R SEQ ID NO:1 A% MR 41-179 Iz
IR 235-488, HoRfEA B 236 AR LR (AR F IR SRR ) HikH N AKAF
AR 2 E R (Lew) AAMR (Ala) BCHZAEMR (Gly) o XEEEUR ] L2751 8 HH 4y 4472
V236L.V236A M1 V2366 #AT 5, Hi 5 — MRS AR I 78S, JF A& e — 17
R BRI AR AP 5 R LR 1 S 7 RS . DR SEQ 1D NO: 1[4 & 236 S5 T fig
BEAEAMYS S RAMALE 17, BrLUHFRECAT LS VITLVITA F1 V176, 72—
FrE, FXa 2848602 SEQ 1D NO: | HIE LR 41-179 FIE H L 235-488, Hidr /7 B 236 Ab
MR H Leu BUX (HP V236L B VITL) o FE—NSEHETT R, FXa 4R SEQ 1D NO: 1
IR ER 41-179 FIZJER 235-488, A 7R B 236 AR EFE H Ala B (B V236A 5%
VI7A) o 7F— AL T7 2, FXa 844408 SEQ ID NO: 1 (K EME 41-179 FlZ g 235-488,
HAEAE 236 A EIERRH Gly B (HP V236G B¢ V176) .

[0037]  7E HAR ST T S 7, AR A F I FXa A8 4645 B B 7 Bt (1) 78 £ HLAR AR &, 7]
PIAFEE AR RS/ BURAE R AR FFEL (isoform) » FXa 844 bl 24 EH 55 1 E IR
il N T R P A B A BE ) o 0 B RRA. Jesty %A, J Biol Chem. 1975Jun 25 ;
250 (12) :4497-504, ¥ B IIANARSL o ARAFFHIH EW AT LAEFE FXa AR 5T, 76 H A 230,
a B EHE B R PR AR — AN B — AN B .

[0038]  HR4E S AP HARSLETT 42, FXa AR 44 S 115 (1) [ A L6045 A B A Bivadt 70 S 2 L
AR, A DVEFRIXRE R RIRR Y, o n] AR K B &L (B0 1.2.3.4.5.6 NEEZ MR
SR ) MER R IR EERN / BRRA EE R RS R v B R B N

[0039]  RIEFLLLSLHETT R, A AFH FXa ZAEHES SEQ 1D NO:1 FJEF 4 4 FXa (I
TRy HIAH E B, ELAT 5 — B/ INRE G R M B B0 A TR PE G 22 3 o TR, 91 20, PXa A 44
A SAREMNAERNE AR, 25 SEQ ID NO: 1 drffEF 4 Y FXa FEER K2 E 2
HZE60%.70%.80% .85% .90% .95 % .98 % BY, 99 % /7 51) [F] Y5 1t B AH [F 7, Hidh 24 FXa
AR FELER BT SEQ 1D NO: 1 B4 B 235 R LB H AL Thr.Leu.Phe.Asp B Gly
(IBLAR, B 26 60 ST SEQ 1D NO: 1 FA7 B 236 [ LA BALH Leu Ala BE Gly HIEUY,
IF Hgk— Db o 62K FXa A8 A S B JE G, B NSRS JE B 2 59 . 76 SEQ 1D NO: 1
MR 75, B AR FXa 32857 PR BT 2R B 41-179, 3 BB AR FXa U E LT
B Xk T2 FE R 235-488. R HE IR Y 5 [FI R M S PR 1 40 B ] DA FH 4 A 78 5 B gk AT i
B, Frid B A an e 32 /B B K AT ARG B0 (National Center for Biotechnology
Information) W% (http://blast.nchi.nlm. nih. gov/Blast. cgi) &b 7] 3818 [ Protein
BLAST.

[0040]  HRAR I A AR PR RS 77 58, AR A TR FXa AR A4RIE ] DAL 46 A — PhEL 2 PPl ik
AR FXa 248, Brid BB 5 AR EFEA R T — DB A 0 BREL N B KL &4 5 A
WETAHEN v RESERE (Gla) #IE. ARAFFH FXa ZRAAT] DLgE— B 054k 2445 i
(1) FXa AR . fEARAFIT7ETA B HADL FXa RS T RER .

[0041] WA SCAF I, RiE FXa" FRiG LI R+ X (94844, oAt BT SEQ 1D NO: 1 Hr )
B 235 (0 RLTRREEAL S AR5 RA T IIALE 16) TR IR BT AP 51 [ 2 LR
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(FRAR) BRHRAGEN “x” MAREIEIR. £ AERR B MR @I SLiE T 4, AR
“x"AI LR (Thr B T) R 8 R (Leu BLL) RN ZAMR (Phe BLF) RAZAMR (Asp B D)
BH R (Gly 8L G) .
[0042]  AOARSCAE A, ARAE FXa" " FR AL I R X 59748 44, HoA%t BT SEQ 1D NO: 1 H1ffy
frE 236 (AR T EEEAL E AR 5 R B E 17) B2 E AR P71 1 2R
(AR ) TR BNy WAL A5 LB IR MR 1 S 77 i, @Ry ”
AR ER (Leu B L) AR (AlaDi A) SHEAR Gly 3L 6) .
[0043]  RiE FXa"™Ffl FXa """ A~3Z SEQ 1D NO:1 FHRIIE A B TP HIR . A%, xR
& R AMEFEARSCHEA ) 2 P R RO R S A i, A EEEILE AR 5 Ra P AL E
16 A1 7 AR 4E B AR EAR, Bk & AR RBUNBER, B2 B NI R E 5N .
[0044]  ARAFFH) FXa Z2ARR] LU T3R8 8 B B AR E AR 4
[0045]  “IEEEE 73 B2 IR B B B AR IR I B T L 2 IRER AR A4, Tl
I HER AT AR, B (1) ASAELRBRRSHBEERRAESHATES, (2) AEK
EAH R A Ak S A 5T, (3) Ik B ASFE RS, B (4) £ AR A,
R, 6275 B BAEAS R T8 RARVE T H i 40 e i 40 i R e R & i 2 IR 2 5 R AR
GGy 7. IR A SO BT B AN 5 B AR 8, B A B n] LSS
BB EAERRESWA D
[0046]  4HE N A2/ 2 60-75 % o B — PSS 22 RIS, 88 A BB 2 Ik 2 “ AR bal
()7 AR bR BT VB R AR FAifh) . 2 IREE TR DA AR B SR . AR Al
% IR B AR 1A 5T 3 A5 440 50 % .60 % 70 % <80 % B 90 %6 W/W 1) 85 1A JFTRE i, B 3 29 95 %
F H AT DU I 99 %6 4l o 2 1 5 A 7 B o M AT DAGE I AR S AR B S AN B 2 T VAT
BN FITIAR T3 12090 T B 1 O A ot 110 5 TR 0 I e 8 e rEL VK, i s 2 T FH A SOk T ] e 1)
TR EE R Je i R BRI — Z IR Ak T o T e B, 3 S0 2 92 ] DUE S A HPLC B4R
SRR P JE 0 ) T Ak B HoAth 7 V2o 4R i
[0047]  ARAFFHITTIZER] TN B FXa #77). EL4Z FXa #1725 FXa B4 S
EPENESS A Fa T HoAth B A B 6155 o BB FXa $0H 7710 2 5t 8 IR 1 5 19 FXa [ HE
FE PG EAES AR A G2 5% B g/ NIRRT 5 58 F RG] FXa, Brid Nk st
EEZX I, EATCLE R EE RSB 3414 FXa HAEML R P S EEARS &1 . Hik FXa
) 2 RGP BE FTWR VD BE L DL P BE VIR FR VD BE AR FE VP B BUOK YD BE o AF SE e sk
JEJT R T, B4 FXa 401 75)3% 3 A 70 BB UR VD BE o
[0048]  IRIEAANFF, FXa AR T] LA T HGIH B FXa 01571, H454 FXa B4 & O B
M S5 FXao B4 FXa $01H155) 7] DLAR BN 22 FXa AHD A T4 . IRIEAR AT
(117732 4% FXa AZ R4 40 FXa' "l FXa " A T M0 & Bz FXa $IH1 690 5o
[0049] A FHiisE FXa AARHLIE B4 FXa #1155 09 FH i, A FEEAS PR T-& il 7). /s
A F-HI 7] Z8 1 m] F R B T I R . FXa 15077 P] DA X Be 4 S AT AT ZH S, 1 B
22 VA FH B B AT /N o 4R . 7B SRR S T7 ST, B FXa #7710 ] DI BRI
YO HERATWR VDB | DUH PG BE IR BV DB AR FE VP BERI BUK YD BE (20 Perzborn 58 A, Nat Rev
Drug Discov. 2011Jan ;10(1) :61-75 ;Turpie,Arterioscler Thromb Vasc Biol. 2007 Jun ;
27 (6) :1238-47 ;Pinto 2 A, Expert Opin. Ther.Patents 22:645-661(2012) ;Pinto, %¢
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N, J.Med. Chem. 50:5339-5356 (2007) , A Z % LR & B2 S IMAARSL ) o FERELLSLHETT
Zrh, B4 FXa #IH5503% B A A D BEBRT IR VDB

[0050]  FE—ULsifi 7 R, AN FXa AR ] LR A T4 %, DL ¥4 B 32 FXa 10 771 1
RN, A S S5 LAVR T IR BEAFAE o AE AR ST TT 27, AR A FXa AR DL AT
XTGR, VA e B4 FXa $015150) B0 808, JH AR I SRR LUEB IR ST IR FE A7 AE o IR IT IR A2 i
T 10 AN 2 A b SE TR 58 N R BN R (PR I R R o« L2 FXa HIRRI 8B YE
JTIRE A] LU T B A 8CH B2t & . B8 FXa #6157 098816 7R e n] LU R T e
X G A T OB AURE, 49 4 T R X e 2 W ) R U M, B T R R 2R 1 T R
JHE, T 0 25 BAE B R 22 AT P B e 58 X R BN R R () EL % FXa
FHIFR A a7 R P BURE VR YT IR B B I 58 7 AR A 3 2 AR S T A

[0051]  HRABA NI, FXa AR T A —MPELZ PP B3 FXa #0615, Hol #1456 FXa @
T HARRE A E A2 D5 5. 206 5. 20 TR 20 10 5. 270 15 5. 270 20 £i5.
&/ 25 f5. 20 30 £ 2D 50 5. 20 100 f5. 22> 500 5. 220 1,000 £5. 220 5,000 £%
g %/ 10, 000 f% .

[0052]  EL$% FXa #1477 AT LA LLZ) 2x 10 ™M B > 1) K 45 A FXa B4k, “K 7 484552 #1
7 — EEAH FLAR A R0 6 28, e 7 A A B ORI I 7 MRS o AT DU S A AR Ak
CENTTENE Koo AN DR % FEHRTH B3 FXa #1157, H DL IR K 256 AN 75 Sk I I I

B2 A D) FXa A4 <20 2x10 M B /D L 25 1x 10 M B3 2> L 29 9x 10 M B3 2 L £ 8x 10 M B
B/ (23 Tx10 M B 2D £ 6x 10 M B 2D £ 5x 10 B /D 2 4x 107 M B /D L 2 3x10°°M
BYHE /D 2 2x107°M 3R/ 2 1x10°°M 3R /D 25 9x107"°M B 2> £ 8x 107 B AL &
7x107"°M B HE /D L2 6x10 "M B B 2> L £ 5x 107 M B B 2 L 4] 4x107°M B 2D L £ 3x107'°M B 5
D 2y 2x 107 M BT D (2 1x10 M BT 2D £ 9x10 M B TE /D 4 8x10 M B /D 4 7x107'M
B /D 2 6x107 M B D 2 5x 107 BCRE D £ 4x107M B 2D £ 3x107M B >
2x10 "M B FE /D (4 1x10 "M B TE 2 £ 9x 10 M BRBE /D> L 4 8x 10 M BLE /b . 4] 7x10 M B
D Z6x10 M ELFE D (2 5x10 M EL T 2 £ 4x10 M ERE /D L4 3x10 M B /D (4 2x107°M
B D B 1x 10 M B /D o AR AR A FF I 7755 B FXa AR ARHKIE 19 B 82 FXa 1] 75 7T A
R FXa 456, K K IWES A FXa BiE/h 20 1.5 5. 280 2 5. 20 3 5. 270 4 %,

25 &L RBE. 2D TE 2D 10520 15 7.8 20 f5. 580 25 5. 870 30 £,
&b 50 f5. B FXa 155 A LAgs & B A2 Y FXa, H K DA S BRI B R 5901 FXa
AR K /NEA 20% 870 30% B0 40% &0 50%  E A 60% B/ 70% . 70 80%

20 90% . 2> 95% BLA D 99% . ELdE FXa #5717 DL A5 B A B FXa 1955 LIS 5
R AW, K K 584608 FXa RN & MR E S5 KL R

[0053]  FE— A5, AN FRAE T @i A FXa ZRARHCIE X 5 19 B E2: FXa $I] 77 2808
7732, Frid X GOEAE L ( WAPEs/ ) Bk T i e e (ol ande vt il 3= AR 1 74
) o fE—EESCHETT S, B FXa $IHFI AT DA LIVR YT IR FE B mk . (RO, BVRITIRE )
FAET NG fE—SSLh 77 5, VT RS T DU U ME R M Zivnd &. A/ HF 77
VAR AT T 4R a0t B FXa #0615 250 &R 2. fE2 DNSRTT RS IRIT R
FIYSSYNER= 1 PO

[0054] T3t B PR AR ()58 AL B8 7 FORE IR BB AR FIAFAE , AT AR I B B4 R 2900 & .

13




ON 104994868 A W B B 9/19 7

Al B 1] 1451 0 4 5 W0 I RS , A B AT v AR | (R I, HoAth 5] B &
I, PRGNSR B BN U0 R8A% ()5 ML L I ) e 3 ™ 2 PR3 o
[0055]  FEIGIRTE 5 &, ELEEMHIF 25458 & ] DL E St B0 i~ R A7 4 ) 1DT BXR
MR e [ TR B8 77, BRSNS TR BB AR S IR ZE o ML RABE 1] 98 73] DA LAAR Sl i e AN
AR T AT I S o 90, 206 G R AL SR A TR ok A, A AR B 2t = . 7
TSty Reh, YRR N E PRARAEIL ELEE (INR) ()5t I Ff S} [ 0 & KT 40 1. 041, 5.
2.0.2.5.3.0.3.5.4.0.4.5.5.0.5.5.6.0.6.5.,7.0.,7.5.8.0.8.5.,9.0,9.5,10,12.14.16.
18,20 B FE KR, UESL 24t & .
[0056] Y75 BEHLIH BL4Z FXa FHRIA BRL I, A FEHABR T 76 7RI F AR AT T BT
jﬁV\]*ﬁHﬂJﬂlE’Ji‘/ P G B B FXa %I 29900 = 5, o] B A FXa 844 iRIEAAH, 4
BEHCTH BOSLI, B A0 AE v &IV T AR 3 B E A S A 4504 S B B FXa 57
?’J‘%LEF FXa AT LU 22 /020 12 /NI 2220 25 6 /NBF L 22/ 29 3 /NI &0 %) 2 /)
B2 /D2y 1 /N Z D2 30 43R B ADZ) 10 5P BB DY) 5 T
[0057]  ARHAE 53— AN SKiE 77 %8, AN HR AL Tt A FXa 2844 DL S A S R H I B R
H T FXa $I0 ST V2 A 3RAS P B8 5 1 R S 0 70 . AE— BB ST 1, X GO A
B FEHARSLHE T P, X 5UE LB AR .
[0058]  fE—LEsCyt T A, St K L B 51 RS« AE HAR ST S8, S K /e
ARBIARIS I BT B R A o - PEAE BRI PE TR E SRR 0L S0 IS F A
] B IR A U AR BB A A L JEFE T AR BFEISR A R AR CREFL ) e 2 ) O i
RCFRAR RN CHE B T AR A . 75 59 A A S2 i 77 b, SR i mT DLE B I 2R
DRI B 1 A P A I
[0059] PR il dh, 2t H L (A AL Il I R T SO P O B A I S
P A5 5T A B o S L o e E At A7 )
[0060]  FHARAFF I FXa ARAKIA RA T 1T DL EL B4z FXa JIHI I ROR. . HIS 8N it
FXa AR B R Dyadi i m] DAL 22 Py AT I 5 » I B ] DS A AS R0 58 5V 40K sl AT
TEBURE
[0061]  fE-—LLsCfifi 77 22 T, ff B 6>k B FH FXa A8 444 97 6T G A T3 B0 28 336 4T B0 00k
BN T, M85 H FXa ABRVA T 04, B4 FXa $06I7) 00 8L, IRE n] LA/E F FXa 483097 5
(T I () B 6 520 B i %t E A1) % PR I3 B L S it — e 22 b i ik, DA 5 it
M REFBHE T O WAk, RS EAE B FXa $0H157) . SR R TIEH AL, W R FE i —
0 FH FXa ABARIGYT o SR, QSRR R I IE AL, 7T Re 35 K B A FF I 7715 FXa AR 44 1)
B30T, DL B4 FXa $II R RN . H T I ds A FXa AR I6 97 B9A 2R i A,
FEIZAE (R0 3K, I B 2 B V) 2200 5 % 1M 1) e ) B U B L FXa SRR BTG 1 <1 PR A 1
7148 P 0 3, A It i P T) BORE SC FE os b A4E A  28  5% 1Tl 5l 15 <5 %) 4 i s (7 000
MR 30 A (thromboelastometry) \ ML 3 77 ] AL 4T FXa W 5E | &8 AR AE BN 52
I ML )5 B 142 7K1 Lk L — ?)L{%MliiIIIE/\%m? AR A /%%EI/EEEHTIEII%H*LMJ\
U5 MLV AN 7] o A 0 K76 AR AU 3 B AR R B AR A 2 mT RE )
[0062] R4 —LLsSTifs /7 &8, It it A FXa A5 4410 56 X G A (1) B B2 FXa $01177) 1 8502 B AR
MG, 75— LS 7 B, 5 AFAE R FXa 8RR 97 M EL L, 78 B 32 FXa #1557
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IAEAE S, F FXa 284436 5740 X0 G (1)t afi PRI 2220 1096120 %6430 %6 .40 %6 .50 % .60 %
70%.80%.90%95% 8 99 % . 7EHARSLIE T Z 0, A FXa 24497 4300 G2 A (1) i PG
Y15% -10%.10% —15% .15 % —20 % .20 % -25 %25 % —30 %30 % —35 % .35 % —40 % .
40 % —45 %45 % —50 %50 % —55 % .55 % —60 % .60 % —65 % .65 % —70 %70 % 75 %
75% -80%.80% —85%.85% -90%.90% —95% B 95% —100% .

[0063] R4 —LLsTif/r &L, I i A FXa AR AT G X G A (1) B H2 FXa $01 50 1 2802 B AR
PG B2 FXa FGIFAIRTE . 78— L8 SLiE 7 B, 5 A(EAE A FXa ARG T M LLE,
£ B3 FXa #IHI I IAEE TS, F FXa ZRAR G700 3 rb 1) B2 FXa 0650 75 PE AR 2 2D
10%.20% .30 % .40 % .50 % .60 % .70% .80 % .90 % .95 % B, 99% . 7E H AL 77 & d, A
FXa AZARIG ST AT6 G A 1K) B4 FXa #0561 770 A 75 T FEAIR 20 5% —10%6.10% —15% . 15% —20%
20 % —25 %25 % —30 % .30 % —35 % .35 % —40 % .40 % —45 % .45 % 50 % .50 % —55 %
55 % —60 % .60 % —65 % .65 % —70 % .70 % —75 % .75 % —80 % .80 % —85 % .85 % —90 % .
90% —95% B 95% -100% .

[0064]  {fi F A= {6 470 FXa WUl 52, % f1 Asmis 28 A, Thromb Res.,129:492-498(2012) , B,
Barrett Z£ A, Thromb Haemost. 104:1263-71(2010) iR KA ( ik &% ik &% H 1%
FUMAARSC ), 7] DA% B2 FXa $IH0 55 176 1

[0065] R4 — LTy 77 48, Jl I it A FXa AR 441005 X0 G A (1) ELHE FXa #0146 70) A 280 R2 38 n
X G MR BRI P 7 AR R LR & . 7E— MU ST R, 5 AEAE FXa AR 1% DU AH T
B, AE L4 FXa $IHI R MIAEAE T, I FXa 2844 5 97 4300 G2 A 0 48 I i A 7 384 n 2220 10 %
20% .30 % .40 % .50 % .60 % .70 % .80%.90%.95%.100% . 1. 5 5.2 f5.3 £i5.4 £.5 {56
5T 5410 5415 £5.20 £5.25 £5.30 5. 2270 50 R5E0E 2 . 8 BRI B AR e 52 (TGA) BX,
AL S AN 51 R HAth L A, P DA 5 ) G 1 L33 B 00 5 1) % O I A

[o066] R4 —LLsTif 7y &L, It i A FXa AR AT G X0 G A (1) B E2 FXa S50 A 280 B2
SF G BRI . AE— BOSEETT R, 5ANEAE FXa 25K 5 1A LS, 76 BL9% FXa 3010 70 547
TER, F FXa ZBAAR YA 97 %0 % B4R 38 n 22 /b 10% .20 % .30 % <40 % .50 % .60 % . 70 % «
80%.90%.95%.100% 1. 5 {2 f5.3 fi5 .4 f5.5 £ .6 5.7 £5.10 £ .15 £5.20 £5.25 £%.30
& Eb 50 fEEE L,

[0067]  FR4E —LLsTiE 7y 4L, I i A FXa ARARIH G X G A (1) B H2 FXa $010 57 1 2802 B AR
PG BRI (7] o AE—LESEHETT R, 5AFEAE ] FXa 2843697 M ELEL, 78 B4 FXa #IHH
FIRIAEAE T » FH FXa 24K 97 300 G2 A (5 I ) [R) B IS 222D 1096.20 %6 .30 %6 .40 % .50 %
60%70% 80% .90 % .95% B 99 % . & HAh S 77 &, H FXa ARG 7 3 5% G A 1 %
T ] PR 20 5% —10 9% .10 % —15% .15 % —20 % .20 % —25% .25 % —30 % .30 % —35 % .
35 % —40 % .40 % —45 % .45 % —50 % .50 % —55 % .55 % —60 % .60 % —65 % .65 % —70 %
70% -75%.75% —80%.80% -85% .85% —90%.90% —95% B 95% -100% .

[0068] AR — LS 7y 48, ok I A A) 8 I B SR A Bt AL S A ) (PT) JEAT WU E , BTk
58 1L P Do I TR) B L VK S /D o PT AR U8 N4 2R3 DR i M35 68 [ 8 9 FRO e [R) =2 PT
IR L0 & A/ M Bk UL R 5 SRR IR L A 66 /70 PT W] LB e T 5256 = T as AT IR i e 2 17
HIEH PT %) 11 & 1380 &L RS AT LA A E Frbrife bbb 2 (INR) #HATHRIR, prid [
B vHE A L 2R 51 o 70 g8 o s ) 00 & () S 36 = () T AR VE . (A INR, 0. 8 2 1. 1 [ ERFRIR
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IEFERIIL. 7E FXa AR FH T 75 8000 55 B FXa 30150 700 5 REM. B9 %6 %5, PT B INR 7] PASE
& I (B BEAT U €

[0069]  fE—MLskifi 77 S, F FXa 246 YT LAY i B4 FXa 40151 571 (1) 0SS 0 G 1K) PT P
iK%y 25 #0.24 F0.23 #5.22 #0.21 F5.20 #2.19 FP 18 #2117 A0, 16 #2165 #0 14 FPL 13 #2 .12
P L1 FD 10 PP B /o A2 HA SEE 77 S 7, A FXa AZARE T A6 %) INR FEAR 22 4. 04
3.9.3.8.3.7.3.6.3.5.3.4.3.3.3. 2.3.1.3.0.2.9.2.8.2. 7.2.6.2.5.2.4.2. 3.2. 2.2. 1.
2.0.1.9.1.8.1. 74 1. 641 5. 1. 4. 1. 30 1. 20 1. 1.1, 050. 950. 8,0. 7 B FE /> AR H5 o Ath S i
75 %, Fil FXa 2B KA 97 A8 6 G A 1) PT BR INR PE1RZ) 5% —10%.10% ~15% 15 % —20 %
20 % —25% .25 % —30 %30 % —35 % .35 % —40 % .40 % —-45 % .45 % —50 %6.50 % —55 %
55 % —60 % .60 % —65 %.65 % —70 % .70 % —75 % .75 % —80 % .80 % -85 % .85 % —90 % .
90% —95% 8% 95% —100% .

[0070] 5k I P JEL N 1) ] LAZE FXa AR A4 H 5 B0 FiE I TR BEAT WU & DRI, A8 — Se R R ]
PESZHETT 0, PT A FXa i IS 15 8120 448 .30 44h .40 2% .45 4% .50 238,60 4
PRI ABEAT I o H A A HR 5 A5 U I R 5 B AN IR 2 AT BRI

(00711 ik I If W) 3 m] LA AE HY — 25 3 10 I R B 5 -5 9 48 20 7 1) (PACT) I 8 #E 4T I
&, W Graff 2 A, Monitoring effects of direct FXa—inhibitors with a new
one—step prothrombinase—induced clotting time(PiCT)assay:comparative in
vitro investigation with heparin, enoxaparin, fondaparinux and DX 9065a,
Int J Clin Pharmacol Ther.,45:237-43(2007) A1 Harder % A, Monitoring
direct FXa-inhibitors and fondaparinux by prothrombinase-induced Clotting
Time (PiCT) :relation to FXa—activity and influence of assay modifications, Thromb
Res. , 123:396-403 (2008) 1 Jirid, Frid 275 3k & H4E 5 IMAZ

[0072] £ AR HAh SL 77 S, MR 7R 0 AR B RS 34 77 B 7720 LA T 40 i LB
JC B L [A]

[0073]  HR4E— LTt 7 42, i I it A FXa A8 44300 56 X G A (1) L FXa #0196 570 1 280 RS2 n
X R MLV B S A A L IR B 1 O + O 2(PFL O + O 2) /KF. fE—SesLfE T &,
5 AEAE FXa AR % 0 AH L3S, 78 B FXa #IIRRIRAEAE T, FH FXa ARARIG0 Y70 R K
PRI O+ O 23 mED 10%.20 %30 % <40 % .50 % .60 % .70 % .80 % .90 % .95 % . 100 %
1.5 5.2 f5.3 f54 5.5 fi5.6 5.7 510 fi5. 15 £5.20 £5.25 £5.30 f5. 2/ 50 FHEZL .
[0074] AR — LS Jr R, IO FXa A MG X 5P 10 ETE FXa #1460 038
3 5 40 S o L — SURRLG 111 524 (TAT) kP 76— BeSeiti 7y o, 15 R
7245 FXa SRR IONT SR ECL, 7E ELEE FXa SIBIFUROZEAE R ) FXa 28 (A T09 7 HEX G ) TAT
A 10%.20 %30 %40 % .50 % .60 % .70 % .80 %6 .90 %6 .95 % . 100 % . 1. 5 5.2 i3
EA 5.5 5.6 5.7 510 5,15 5,20 £5.25 £5.30 fif 2/ 50 fFEEZ .

[0075]  ARHE— LS Ty 5, d i ] FXa AR 44300 4 %k G rb () ELHE FXa 0570 A 2050 B ALK
X G A BTG A 4 6k LTS I (8] (aPTT) o fE— 28Kl T R, 5 A7 A FXa ZBARIR T
FHLLEE, 76 L% FXa $HI A EIAFAE R, I FXa ARG 73 %5 % o 50375 1 38 49 Bk LI i 6 e 1)
(aPTT) FEIEZE /D 10%.20% .30 % <40 % .50 % .60 % .70 % .80 % .90 % .95 % % 99 % . 7 H At
SEi 772, ] FXa ARV I7 R P ) aPTT FEARZ 5% —10%.10% —15%.15% —20% .
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20 % —25 %25 % —30 % .30 % —35 %35 % —40 % .40 % —45 % .45 % -50 %50 % 55 % .
55 % —60 % .60 % —65 % .65 % —70 % .70 % —75 % .75 % —80 % .80 % —85 % .85 % 90 % .
90% —95% B 95% -100% .

[0076]  HR4fE —LLsTif 7y &L, I i A FXa AR AT G X G A (1) B E2 FXa $011 57 4 28502 B AR
X G A R A B LTS R ) (PTT) o AE—LE52jE 77 R, S AAFAEH FXa ARIR YT AH LLEE,
£ B FXa #1147 E T, F FXa ZRAR VG705 rh 13508 40 S LTS N 18] (PTT) PRI
> 10%.20% .30% .40 % .50% .60% .70 % .80 % .90 % .95 % B 99% . £F HAh L 77 &,
F FXa B4R 697 3 %F S rp 1 PTT B2 5% -10%.10% —15% .15 % —20% .20 % —-25% .
25 % —30 % .30 % —35 % .35 % —40 %40 % 45 % .45 % —50 % .50 % —55 % .55 % —60 % .
60 % —65% .65 % —70%.70% —75% .75 % —80 %80 % —85 % .85 % —90 % .90 % —95 % . 5L
95% -100% .

[0077]  7E HAMSEIHE 77 ST, I PRER AT ARSI 5 1 176 ] FXa ARARVR YT DA #% B
FXa #IHFIZ X RS Oama S . G, xR 2t e, 478 1 FXa 244
YEIT G R AT LG R et 452 1R O A L M Bl 80mT AE4 A AR AR R 5 24 i 15 1B AR A
1=2 /NI SEIRA , Y40 “ AT 5 2 IS I A7 AE D2 /N RESR I, 345 “F 1 B 7 5 9
HEYAEAERS H AR I, PR8I0 A FXa BRIV T I /T R AFI, AT B
Jite 1 73 A0 50 B 1 FXa A8 44, DLSEBLE W 0 Ib il . 7EBE— 007, 5% Q& T i fEm,
AEERAE AR ZRAF IR b L, I R LB I B 280mT PAVE 7320 “ BRI 7 s S il 2k I 3 &
o E (BIREGE ) FIBTR, B N L MRS SR, YR R s M s i gk i
g =B & (P A H I ) AW, R P Lk A B2 SR I, VR4 R A T R
I B 2405 2 i i B B EURT & (4G )™ S A A M A ) I, R P L R
Wl

[0078]  EL¥% FXa #H55 (RIVE 7 A B0 S MR R 27 AU A LR AL AT A En A 2 I 2R
RIRVP P B ALEIT M2 B N2 500nM. SR T, FRAE AR A FF, 7T LA A FXa 2244 DLARYE B
B =k P AR FEA T FXa A2 97 A G R D B o B AT DR T
Bl T AR T K, A2 100nM., £ 200nM. £ 300nM. £ 400nM. £) 500nM. £ 600nM. £
700nM. £] 800nM. £ 900nM 5L %] 1, 000nM,

[0079]  FAJWR VD HE Y M AU G I 7 M3 R N2 250nM. 76 B Bes2 it 77 T, FXa 84606 T
EUA T R Mk 5 R BATWR VD B 6T 41 24 100nM. £ 200nM. £ 300nM. £ 400nM. £ 500nM. £
600nM. £ 700nM. #] 800nM. £] 900nM B¢ %] 1, 000nM,

[0080]  [AIAEME, HR4E A FF, FE 2540 & BONE DL, 461 40 4 40 7) () A 2R A B2 B L R YR g7
MBEREEZED20% . 80 30% .20 40% . 80 50% . 20 60% . £/ 70% .20 80% &
B90% . 2 95% . &2 99% B e s ab 2 a2l 3 a4 2SR
D6 fE B TR RN 10 M5 8D 15 5080 20 5.8 D 25 £5. &80 30 5 B E D 50 £F
I, FXa A2AAR] DA T-HRTH B3 FXa #1057

[0081]  fELb ELHz FXa S AL 2 FEAR IO LRI B T 5 FXa 4844 A1 VF H A Z5CHG
Bz FXa #I57]. ARYE AR A, FXa AR TE T ik A8 44 5 #0577 (0 1 25 3R B b T K9 B
FXa FHI BB 29 1-10.4) 1-25.4) 1-50.%] 1-100. % 1-250.%] 1-500. %] 1-1, 000, %]
1-2, 5002 1-5, 000 BLZ) 1-10, 000, 7EHRLL5f 77 2, 78 bh B #E FXa $I1 771 (1) 1 2 9K 5
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RE D 10 £ F /D 25 5. 50 50 %, 270 100 /5. E 20 250 /5. 270 500 . %27 1, 000 5.
Z/0 2,500 fi5. 2 /0 5,000 £ BLE /> 10, 000 5 A ML WKL R, FXa Z8RHRIE B2 FXa 414
TR o

[0082] 7 . fth 52 e 75 2 o, 3 3K B P ) A0 I 2 9 R IR DAVE I O £ 0. 1x107 R

21 1000x107, £ 4x 1074 £ 40x10 . £ 20x107% £ 200x10 ~*. B H: ik 385 FBl 1 #2550 R+,

STt B2 DAIY S B FXa I 77 0N ) FXa 2844 B IS0 W B o AE 593 b Hofth s2 i 77 = o,

BB R T 7] LAY 0. 1x107°.0. 5x10 “, 1x10 *.2x10 . 3x10 *.4x10 *.5x10 *.6x10 . 7x10 ",
8x10 “.9x10 . 10x10 *. 11x10 *.12x10 *.13x10 *.14x10 *.15x10 . 16x10 *.17x10 *, 18x10 *,
19x10°.20x10 *.21x10 *.22x10 *.23x10 *.24x10 *.25x10 *.26x10 *.27x10 *.28x10 ",
29x10 “.30x10 *.31x10 *.32x10 *.33x10 *.34x10 “.35x10 *.36x10 “.37x10 *.38x10 ",
39x10 “.40x10 *.45x10 *.50x10 *.55x10 *.60x10 “.65x10 *.70x10 “.75x10 *.80x10*,
85x10 *.90x10 *.95x10 *.100x10 *.110x10 *.120x10 . 130x10 *.140x10 *.150x10 *,
160x107*.170x107*,180x107*.190x107*.200x10*.250x10*.300x10*. 350x10 . 400x 10",
450x107*,500x107*.550x107*.600x10*.650x10 . 700x10 *.750x 10 *.800x10*.850x 10",
900x10*,950x10*. B 1000x10™*, LA S ix By B 2 (B (5 . ARIE AR A 2 B9 %031, 61 fii
SRR e (RTA) BHA 7772, AT LA & FXa ELEIH] 7 A I 2R 2

[0083]  SKIWE DAMWA% B4 FXa 400157 A 25401k & 1) FXa A8 44 (10 808 1 2R 9 B AE AR STk 1
FEARN GV A o 7EAE BRG]+, A R 3N 71257 280 Bl Ay G K 75 =B
ST &, AT PTG A | & R S B R 2= AT L I A T R R
Jiti FH % /0 FXa A8 A& A SC IR B . 760t FXa 284 5 , I 2% 0k B ] DA 408 A4 A4 3 3 13 AR
N R FN AT 4%, FF Haz (s B T 4E R AT BT 75 98 A O

[0084]  ARAFFHIHEGWIMTTIEAFEVRIT A BE” B TPTA & ) FXa Bk, “W6I97H
ME” FRE PR R = AN (A B T A BT BIGIT 4 R E . FXa BARRGIT A 2& 7] U
AR 0 TR RO RS, MER S M A E &, DL FXa ZBAR/EAN A 5]
KITFEMNZHIBE ST 1097 A & W2 Hod FXa 84K AR 55 P B 5 200N G 7 A RN
R, “TRTA SR FRAE TR RS A TR BN A LB R IR 4 R & i, 57
=] ETHRIF RS T

[0085]  FHIE 77T E P LAREAT 2, DRI R fe N (B ava T BIRpT R ) » filan, m]
At FH B3 AR , W] RAAE — BRI 8] P it LA 7060 590 =5 BT & RT DA R s va 97 4 OL IR 35
1B 487 B2 L PR B n . JUHA R 2 BT & A R B i B AN 64, UL & T i
A& — 8. ARSI R &R AE 8 E EAEL R B, &S 1E TR
7 I FLBh A R & BN AL A RO S T R A B UR S G A F  RT R
WAL A TUE S E . AR E RAIE RS TR e H BT T -
() FXa AL A4 ) 0 Rr S5 A1k AR AR S ) 458 78 VR T BRIBUBTT AR, A (b) 72 F TR YT 1 2
FXa 72 44 1R TC 1l A5 A [ 110 =g R PAE

loo86]  7E F-uLsifi 77 b, Bt F 1Y FXa ZBAA (1) ¥R 97 BT A & N2 0. 0001-50mg/
kg #J 0.001-50mg/kg. £J 0.001-5mg/kg. £ 0.001-0. 5mg/kg. £J 0. 001-0. 05mg/kg. %)
0. 01-5mg/kg B2 0. 01-0. 5mg/kg.

[0087]  7F &t 6 SE s 77 & o, A& A FF 0 FXa 28 4k 1936 97 BLTR b7 A 2% I 37 Wk B 4
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0.0003-300nM. %J 0.003-300nM. %] 0.03-300nM. %J 0.003-30nM. %] 0.03-30nM B %]
0. 3-3nMo 1 I/ MLV BRI AP 1) FXa AR 449 B2 AT DA i A 00, O 8 AT AR 7 vk AT I =
(00881  J 445 Hi 7 A8 7] LABE FXa I 5 BE M 0 A8 o Rk — 20 BR M 0 T 4] 45 o o)
G, WA 75 Rt FH B0 B2 & Wi FH B9 N B A, BAR TR & 77 R AE— Be i
B P9 EAT VA 2, I BLAR ST Ik 1570 & 77 AR A8 B PR, I HAS IO BR 1 Z2 SRR AL &
PR A

[0089]  ANFHIB—MNITHRAE T A5 FXa 28R 5 2K FXa 2848 1405 4 59 77
o % FXa BAREUH G2 4, WG S0k v LS WGBS A a7 il Wl &ie
Al A5V YT TR B U 45, DA A A A RG] anE AN BR T 0K 0K VIR R R S0 i
TRV SIS AR IS A A R A R ARIRAE B AE A o AE— AR T S T S
FXa AR A & HA— M 2 Ma 7 il I A &4, Frid a7 35 mT LA T AR SCfE s
s

[0090]  FXa AA&T] LAGIANFEAL & A -G h — IXREZ R T X R, B2 E %K
b I B — Pk 2 Ph L FXa I A A 2. S 2 =R, EATR] DLER/INE  RER
B DA AT HeAth o 4 [R) BR L FE 4 an 22 = H R & AT R - 2 57 & ] DAE R (R 3R B A, %1
WEE 10 7381 B 16 738 BE 20 7380 BE 30 2B BRI CRERR /NI SRR =N BT /N L B
REZIREERFIRFR— IR R— IR =R — IO E — K. FXa ABAKRT] DL A04E B
AL SRIE S . FXa A& W] DUFI 22 il B Fhis i (s ik i B2 T IR VLA )
JitiFH o FXa 284K — BB a0 T Frik 2594 &) () — 58 o #EAT e F

[0091]  FE 57— PSEHETT R, FXa AR R] LS 5 — PP Bt M55 2L it A, Birads o — P g gt af
FIELHE 5B —Fh FXa 2844 [ IX K XTa R+ XITa [R5 VITI. K VITa, FEIBA FH#&EL
B R 2 Ak 4R (PCC) .

[0092]  AAFH) FXa 465 FHAMOEIT AL (HE97E) Wit a5 Fa &
PR Z5 WA WA 53 A a TR, DA B R AP ESCSE 2 R I 254 A4, — P DA,
T FXa AR I H 55— PhELZ M & —PPE 2 P o A A T kR Lt B AT ik —
A4 [F) I BB B 32 it ] FXa 2844 R0 — PP a2 P 53 4367 30 30, FXa 22T DA
B =Rt — K, T 3 A EE T R EER K, 5 FXa ZRARHH [ ERAS RN R] . FXa AR 44
Al DAE H A A a7 AR T AT BUG BT HE A - SR, AR A FF Y FXa AR A i FH 7] DL
YRIT T R34, Bk 7 77 RAFEHAG TR AREF A 7] LUt A&7 7% LAk
ROCIE R . HATTIERT LARE/NIN 22 it FH 20 8EJE 29k . it F n] EAZER (8] 38 F it , 9]
WRE 10 7380V BE 15 438 BF 20 2381 B 30 B0 BRI SREF /NI BRI S REDY /N R
REZIREER IR BER— IREFP R — IR B =R — IR B JE — I, BT A A 28 B iR 8 4R
HEEEH . HAITIET LM g B Ahe e (BIansbk i & JERR R BULA ) A

[00903]  fEHE—EJ7 T, A AN HHRAL T A1 FXa 284K 4 &4 T HE I8 % % P () EL 4% FXa
M5, HAY DL & 252 m] 552 AR N B B A A B At Bl o RS HUA
A S At B TR E R A 1A 49 LR A R (oK B Bk B R #h 22 i #h K ) L K5
FAS T VE PR A3 B B AR P B R B 5 B R SRV R WS SR ) B (48] A
FERE FLRE) 2 ool (BInHE I H BB (D ALREEE ) L (s &ALE) SR TE R
FLART 5 B 70 22 0 77 DA BE S 1 i FXa AR 1R e MR BCE R 7
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[0094]  FHTHEHE A A HE A2 A4 mT DA B A T-%0 G AR A0 TR 2K, 0 i viiAds i
W A S R RS VE ) o AT DU A0 AE /N ESCHIUE 7e v 5 2% 7, DAV & it T T
SRR G RR ML HT A T LA H AT A BRI A . ml A, A5 m] LA
LRSS A it FH A A RE SR (BB KB K ) EMEE TR M. R 2 EE, W
BRI ME S AP S5 T IR RI\ARTIRE EE AN 2R, HE5Wm]
PAECHI T 7E78 iR B = i T 07 . S e 3o B T IO AR . AESE B st
it 77 Z 0, i A S B B AR, AR an &bk i L B2 T IR P B

[0095]  VAITH G AL RGN AFE A4 T LU B BARE N« A1 m] LUBCH NG
VR 3 B 7 i B A o B A& S s 2 VI B I e 5 . TR ATV VAR AT LA
T TR HEAT 6 4% AR T2, A& SIEN T LT R 20 FXa 2165 E3C8 5 0 o
B, BEE N REIE . — B, o B IR s A S B AR B AT
2, TR EE N5 A B AR B B LAk B BRI 2R I8 L1 i 7 Hofth il 7y o AE T 46
24 0 B PR SR TS TR R A LT 5 DLde il 2% T7 i AR RIS R TR, HERA Ok
H S BT 7 B T VA VR BN M s AR ART 53 A1 i 7 1l AR A o VR R 2 3 Bl 1k T A
LT IR BIGEFRF < A5 G 385 {5 FH A A 18] o OB I A8 3 B 113 00 T i 4 5 Py /R R 1
RN AT P SR T S 12 7)o TV 5 205400 B S MR WS T DA I A 40 549 w4 B SE AR R A
(R FIR SR B, P 7 491) - Al I 7 3 A e o

[0096] AN —H ARSI A EY AT —Fh3ba] i T H EL4% FXa $0 5G 7
P

[0097] I >4 R A A SCRE IR B8 - A0 S it 77 S A T 28461 v B 1% B Y, IF HARYE L) 2 Fh
A BAL A6 T A SN 4G 2 R 25 WL, 9 B RASFE AE A R B 1) 5 OB JE T A, I
BRI AT & AR B 5 R R a AR o

[0098]  SEjiafs

[0099]  SEjiafs] 1-FXa' X R VD BE B UM

[0100] 7 Il FXa et IR VD BE B GURE, LA E . IRV S B AE B FXa
(A AR, o 0. 582nM IHIHHE 2L K) (B 1A) o BT FXa" BB PE ST, IR
YPEE LK ~ 15 SRR 5iZ RS (K= 9.3nM) (B 1B) . ML T, MRS 5
M RBEE A9 (HD, 72480 FVa FIRE IRV 5 ) FaSTehy, MRVPBER K LT E RS
AR (wt FXa, K,= 2. 67nM ( [&] 24) ;FXa ™, K,= 3. 4nM ( [&] 2B) 7T ELEC AL

[o101]  SEJtH] 2-FXa AZARHRTE A D BEAI BT WR VD> BE

[0102]  EILAGA RCINE (TGA) H T VP B JE A FXa A2 44 e 15 A] LAAE BE AL B 2 R PR 5T v i
5 FHE FXa FHIFI 8L TGA P& 71 5% ML AT LG I 19— B i 1) P 78 I 2% A (1) 468 Tl 7= A2
It Hanse i prid (2 W Bunce 28 A, (2011)Blood 117,290-298, #AAFR 5| IN ANA L) #HT .
£ 500nM RV BERIAEAEBAATEAE R, T3 AL A R 4E LA AE B AE 37°C T IIE 90 4357
T VA FXa™ A2 15 AT DL AL R VD BE IR RN, A5 B FXa "IN S 500nM R {Rib
PERG IS o S8 MLEA A 2. OpM 423K 5 /4uM B JIE DA B2 CaCl, RIE L 5 Y6 IR AR 46 o
[0103] 4 IE SE5 A7 AE AR VD BE (1) 1 5 AH ELER, £E 500nM R VD BE A7 LTS, MR
R I A A AR - BRA . AHELZZ 5 AL 0. 03 B InM AR IR B ) FXa' Ik 5 35k 1L il A= 1l
(P 3) o axX BB H A 557 7 40 B IR NI 498 JBE R 5 ] P 1) HE T R MR S 1) FXat oV mT DI A il
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HIFIRI R . 7F 500nM FURIPBE (ML A7 LRI ) AFAETR, FXa " 15 & R & 2
BB/ RAE XSS 251 N AE 1-3nM FXa'"® 22 [8], SE I A AE B0 (P 4A R C) 7= AR (1) e gk
i (ETP) (& 4B f1 D) B Bk B KE, 3 H e W E 2R K. g — 25250 BIRE]
fEAE R BERRIDEE (7.5 u M EBIRITI ) MIFAE TR, FXa " IEA X EFIE (< 3.0nM) T

PEVR S A W B L G (& 5A) LA 2kt g (1] 5B) J7 AT & 35 A 2

[0104]  ICBEATAHANELEE , DAVPAl FXa B R R AR 40 A2 75 ] DI #E i) — Fh ELEZ FXa $I1 771 B
WRYDPBLA RS . 70X B SEi o, I FL 8t FXa"' " 5 % — Fh i J5 KL FXa 2844 FXa "THOH 20k

FXa" "' JALLT FXa ', SR, M7E SIS R B2 A P2 EEA, 5 FXa " M LR, e BAEA
ARG, BA KR IR 2 1, I H B BEK~ 3-5 R 10iE . SRR PR —
B, 7E 250nM BTHRVDHE (WAL EVEYT LRI E ) IAEAE T FXa' "™ AT DA A & Aot 1 77 =0k
BAERRGEEIET (K 6A) FLEEEILAET (& 6B), HAERRA 1-3nM FXa"Z [B)IA 2 & K

o FXa''""H A Rl L BT uR YD BE A RN s SR, B ok 75 22 0 i K AR Ak, DSE R

BEIMEEAE R (K 6) . BENEAE SR ERTIRVDEE (2 uM) [IAEAE N, BRI AR RATS 24 2. AR
M, FEIRBE 25T, B T oK 75 22 B R FE R P R AR AR, DL SE APk 2 Bt A2 B (18] 7A R0 B)
[0105]  SEjiafs] 3-FXa'*HEWH 4% ML A BRI D BERI BT R Vb BE

[0106] A4 Ifi LR 3 77 HE 0 A FH T 3EAN FXa A8 4 5% B 82 FXa $01 7078 A i A 1) 2% B2

(IRE T FEIX Pl R G, WA RS P . 37580 2ml M09, FF B BUS Sml I
AR 2 R (BD, Franklin Lakes, NJ) P KR AR (A BEH 67 AUFT 1 BR AN 7E ML AR
USCEE BT A7 AE T URCEE S o, DLSEIR I T 0. 105M FPiE FR £L A 25 u g/mL 5 2K F 25 11 R 30161 771
(Haematologic Technologies,Burlington, VT) W& &Mk E 5T BANMAR 587 9 2H e [ o
WG I SLAE MLRWCEE 5 b Bt dh . 3 =N RBESE — ARG | /MR (WS
L /N5 %) 6

[01071  f# A Thromboelastometry ROTEM® delta(Tem International GmbH,Munich,
PEED) AR IR ST RM (1) 6wl BENY. A B/ BUANH]FINN 24 53, 5
(22011 0.2M CaCl,( F & E 11.6mM), f (3)20 w1 Innovin( R B 7 1 fx &K &
1:10, 000 sZHZIA TR ) A A o 4 a0 E TR R4 ImA R B2 (300 w L), FEH A
VFIE AT K2 30-60 738, fHEHIHIER A (Rotem Gamma Software A 1.1.1) 4
BT USCEE AR

[o108] i F BE %% AR I8 AR (ROTEM) , A6 25 7E IR VD BE BB WR VP BRI AF7E T, FXa!™
T A MBI AR 77 o B g EL AT b AN [R) R B2 I T P L2 FXa AR 7R %00 4 i af e
WEAEREM AR CGRITIRE) T, S i HE sl 58278 b (B 8A T 9A) , 1y
fEmE GEIRITIREE) F, &MY S L-F5e el 5 (&l 8B A1 9B) o Rk BEEL
R R 0 B 6T 4 I AL SR T B R FH AT AR FXa" i % o 78 500nM FI{R7D BEEL 250nM Faf R >

PE, 0. 3nM FXa" W] L5E LT 58 WK E 4 e (K 8A R 9A) o 418 I B mik 1

B FXa #IH157IR (~ 2uM) , 0. 3nM FXa'"*“FR - &2 4 LBt , 7+ H. 3nM FXa " gk &
At (V8B AT 9B) o IX MR UE SEAE VAT R IE T R AR R, 7R T A 2R
A I R E LN 58, FXa B JEURE AR A4 RT DAAG 28000 4 R AR BE BT WR VD BE () P sE R, o

[0109] 4Pk 5 34044 P Jita FH R, 3l 3t 9038 FXa' o 2 75 AT AR R VD BE S0 2L,

X LR A 2 RAZBNESSAY 2. 7EIXELSLIG 1, C5TBL/6 /N BRL 48 R R # Il R D BE
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(Img/kg) BREMVR . FJGHES/INER, LA RS KA IE# k. K20 10 208 E, FXa™™ (1 3%
2mg/kg) T ELFEVE S B S0E K AT R o VE ST S T B, MR R E R K UACER IR S IR
A E KR E ARSI . B E M BEALF (Innovin, 1:42, 000 #%E& ) , Wit
ROTEM 73 HrUSCEE LT SR I Ui FH 2 i A L B2 2 3Bt (1] 12) o 1mg/keg Al
eV BT e P I ) AR I K304 10 040 (B 12) o FEFAMRIDIERIFAETR, FXa"®
(33— it FH DA S A 1 7 X4 R e ity 1m) (1 12) o

[0110]  SEJiaf] 4 - FXa' "7 B UL R A2 BN & A G R ARy D B

01111 i B3R HE ML 54X (CAT) £24t (Thrombinoscope BV, Maastricht, fif== ),
FEEE MR A 58 (TGA) RS 25 FXa' " o i 4 1L o ORI ARV BERIAE F o 12 A LRAS H

George King Biomedical (Overland Park,KS) . £E N H, £F s N —Z0H A3 B Immulon 2HB
J&E 96 FLAR 7, 45 20 n L&A 4 u MBEEAN 1pM 414 [RF i) PPP-Reagent LOW NN 70 n L &
R EATERIR SE B0 IR AL (A 250nM MARVDEE (FEVRIT7 LRIV ) 403 ) . 5
TE R SR RT, ¥ 10 u L ZEAP)EH FXa™ DLE A 0. 03125nM-0. 5nM FXa M [ 5 249K BN

ALK A, 3R1F 120 w L SR BARF . 3@t E8in 20 w L &4 SALE 561 FluCa 22
PBORADIR RN o I3 R B[ JEAE 37°C 1 LA 20 #PIE]FEAE Fluoroskan Ascent %t b
1TEEHL, I B5 22 6 B v s 0L R 0 A bl e, DA s Bt I AR 152 o 36 ] CAT £ 37°C
TELRETRIGES (FU) B3E. H Thromboscope 3ff (Thrombinoscope BV A ),
3 B % LA A6 R it 2 (nM 6 T A 6 T A ) ) 5 DABR LR i I ) S 0eg =« 8100 P A ) R R
PR R LR 17 (BTP) R B2k R AR

[o112]  HA&RASPRIVDBEAL R (5-200nM) M %2 3 T A MILAR A (3% 35 0L i AE s 17 79 2 4t
PEFD CHE 10A) o FIERYDPE T 05 W55 10 Bk /D AN ETP 980/ A8 BBC (1037 i B ()38 m o 1l ) 4%
YREE (250nM) 16 A9 N T3R8 0 FXa' 'S5 S0AE I B30 57 AR PRI 86 (B 10B) < W4EE
I AR AT 2 |1 52, o S BATE 4G, JF HLETP 3%n. 7E{KFE Y 0. 03125nM FXa'™ R, B
A R AR 22 5 WA A B ) TE R N IR AT B A (K

[0113]  SEjiaf] 5 - FXa' 75N BR R S BY th i A 28 o KT R VD B

[0114]  7F IE % /N BR P 0 20kt IR 2 oy, P40 FXa ™70 A4 P v i R A% 10 BIE () 28508 1) B

770 S5 RAUESEHGJERE FXa AR DL B3z FXa H5 7 A Uit 28 o

[o115] R T & A& K 1 R AR vb BE R &, HE 7 C57B1/6 /) B (The Jackson
Laboratory,Bar Harbor,ME) #2352V 10,25 B¢ 50mg/ kg 775 (IR LD B A B8 2 JDk PRV 55
=t a s B/ RO TR R BB TG & b, IR ELAE RO HG /) BR AR 4
7E37T°C R o HREAE 37TC IR 50mL FUlE AR Sh 2 2hsK (PBS) o 2 43%h. fEH 3mm
EERENE], - HAG MR AR R PBS P 3t 10 8hit 5. J@ L2 PBS P IR ) 141 &5 A
rERIE I E R &V . RO DAL MY, B EIE T bml RAEZZ IR (8. 3g/
L NH,C1.1.0g/L KHCO,#1 0. 037g/L EDTA) o7, 3 HAE S OEEAE 575nm N BTN &, fF

FHRRAE Bl 2005 O FEAE o s & (v L) o fERFRIE S, RV BERIEH S B &K
I R (K1) .

[o116]  7E XA A1, 50mg/ ke FIAk b BE ) & 5 BUE R T 5 1 & 3G . /N6
50mg/kg FIMRIPBEHAT 45 24, IF H 30 738 Ja, /£ R EVIEIAT, 75 37°C N #% 50 B 200ug/kg
FXa"“#f bk N 45 2. Bl a1/ BRA b i BB T n#Cr & b, IF BAE RS #8168
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HIRIRAEREAE 37°C R o R ERLE 37°C FIZ N 50mL TR IR ER Eh 28 ih b /K (PBS) w2 43%h
YEH 3mm FEFIE, I HoAG Mgl & 2 PBS 4L 10 3-8f iy JH, ¢ B an prid i 18 i 21 25
B8R AL VY . AEZAEAY R, QR I FXa' A e FH 92> R R VD B S i
fEdein (B 1),

[0117] St 6 — A 344 B OB A B UE SE 1, FXa ' 78 /)y B HA IS L A G R R VD BE
lo118] 4 s HIG A4 A e Aor 2 S0 LI, IR SR AR UGS S A% Ja , ARV BE 1/ BR AR
2 VR B P (9 AR T il FXa™ Ik — 20 it FH AT DARKIH RIMRIDBEAE 1% R G P (0 4%
e

fo119] A FRAEEL A, /N BRI HR 52 UL 58 8 B AV AR ik & B Bl S 15 B0
VWL A B A% o AEA507 0, AT AN R 28 im0 A4 S BRI HE R, T ik A4S
PR A4 8 AL /MR o B IS >k B PR R A FUR OG5 5 AR B4R R .
[0120]  FEWOGHUT 5, R 2 4b B 1) /N BRAE 4049 R AL AL BRIE T BB, P ik e A e J1 7
B (B 13A) o ZEALSMTHR, A L 55615 5 — BUEEER, ik %615 5 55 AR 4E 8 B AT I
ANREIFARFESS R AR 0 IR B W A XA ) o SR, B Img/ ke MARIDELNE A T/ BRUE
IRAEFRAR AL AL B /R R AR, I B BRAEATER4E s B 4iEJE (1] 13B) o AEARA, s
M AR A0 X A3 7 1T, A AT DL AR B2 1) L /AR, 3 e ke 55 e ML /N AR A4S AH 5% K 2 A 5 1)
fiAE . HILLZ R, /NI 1mg/kg FIRVPBERE S M 0. 5mg/kg FXa" "I}, £E454% #r ab b
MY B (B 13C) o FERUARIN 1, bl it 2O E 5 FE R R R, ik ROE S 5
B XTI/ MR AR 4 28 1 R AR AE 5%

(01211 BRAEARIC A T S0 B M5 AR A FF45-6 18 FH B2 R BR AGE B H A AR U808 1l
FEARN GBS Lo 200, BRAE B SO R, 15 W R HORE RAAFE AL
BEHAENOFEREE, — b, 5 T8 4550 FH B dr IR S A UBA BT & & A
T BB EL AR SRR A M A 285 5% L AR B S TR s AR A DL
A SIS

[0122]  BRAES A UL, 5 WA 2 FF 59 77 120 R — FBOR 48 A 450480 Ak BT Ja 0 19 R T7
% Bt 2 — N B BLAK 1 2 28 SOk T BTk 1 AT, ik 238 SO AE AR Ul B B R
B H BTG, & W08 5] I 2 LK) Sambrook J. &Russell D..Molecular
Cloning:A Laboratory Manual,3rd ed., Cold Spring Harbor Laboratory Press, Cold
Spring Harbor, N.Y. (2000) ;Ausubel Z£ A\, Short Protocols in Molecular Biology:A
Compendium of Methods from Current Protocols in Molecular Biology, Wiley,
John&Sons, Inc. (2002) ;Harlow fll Lane Using Antibodies:A Laboratory Manual, Cold
Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y. (1998) ;f1 Coligan 2 A,
Short Protocols in Protein Science, Wiley, John&Sons, Inc. (2003) , BEAE SN Fl4fifl,
TR il 36 7o A U B AT, QAR B0 S 58 ) BRI A SCREIA ) . 5 N IR S ST Y
i 45 DA S SR 28 45 AR AR AR A2 A AT Ak Fir JA) R0 R A 5 58 FH RO IR < AR S ) o A4
B A WA LR AR AL A

[0123] AT FIFTA AR & R LR G B SC - 7 B B 7R L8 AE 5N
e NS, KRR SR 0 HARA  & H) B R) FRAE BHAR SO il Fs s o8 T B A B I 5l
MENZFE
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[0124]  ZR Ui A5 MIBUA EE5R B 4R F 4%, Fim] A0 35 BCH AR o B3R it Ay o P ik B A B
AR, AEASHRER AR 7 e fh B A o A A
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[0001]

[0002]

<110>

JiE

bk ) L2 B B

<120>
<1302

150>
<I51>

<160> 3
170>
210> 1
211> 488
€212> PRT
<213> Homo
400> 1
Met Gly Arg
1

Leu Leu lLed

Asn Tle Leu
36

Lys Lys Gly
50

Glu Glu Ala
65

Trp Asn Lys

Asn Gln Gly

Leu Glu Gly
115

PCOT2006A

Us 61/759, 332
2013~

01-31

sapiens

Pro Leu His
b

Leti Gly Glu
20

Ala Arg Val

His Leu Glu

Arg Glu Val
70

Tyr Lys Asp
85

Lys Cys Lys
100

Phe Glu Gly

BRIES

Patentln version 3.5

Leu Val

Ser Let

Thie Arg

10

Arg Glu

55

Phe Glu

Gly Asp

Asp Gly

Lys Asn
120

Leu Leu
10

Phe Tle
25

Ala Asn

Cys Met

Asp Ser

Gla Cys
90

Lew Gly
105

Cys Glu

25

HTARH N Xa IR0 SN 75 72

Ser Ala Ser Leu Ala Gly
L5

Arg Arg Glu Gln Ala Asn
30

Ser Phe Leu Glu Glu Met
415

Glu Glu Thr Cys Ser Tyr
66

Asp Lys Thr Asn Glu Phe
75 80

Glu Thr Ser Pro Cys Gln
95

Glu Tyr Thr Cys Thr Cys
110

Leu Phe Thr Arg Lys Leu
125
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5 &

2/5 ¢

[0003]

Cys

Asn

145

Gly

Leu

Glu

Asp

Pro

225

Cys

Asn

The

Gly

Val

305

Phe

Ser

130

Ser

Lys

Glu

Ala

Pro

210

Glu

Lys

Glu

Ala

Asp

290

+lu

Asp

Leu

Val

Ala

Arg

Pro

195

Thr

Arg

Agp

Gy

Ala

275

Arg

Val

Ile

Asp

Val

Cys

Arg

180

Asp

Glu

Gly

Gly

Phe

260

His

Asn

Val

Ala

Asn Gly Asp

Cys

Ile

1bb

Lys

Ser

Asn

Asp

Glu

245

Cys

Cys

Thr

I'le

Val

325

Ser

150

Pro

Arg

Tle

Pro

Asn

230

Cys

Gly

Leu

Glu

Lys
310

1356

Cys

Thr

Ser

Thy

Phe

215

Asn

Pro

Gly

Tyr

Gla

295

His

Cys

Ala

Gly

Val

Trp

200

Asp

Leu

Trp

Thr

Glo

280

Gla

Asn

Leu Arg Leu

Asp Gln

Arg Gly

Pro Tyr
170

Ala Gln
185

Lyg Pro

Leu Leu

Thr Arg

Gln Ala

250

Tle Ten

265

Ala Lys

Glu Gly

Arg Phe

Lys Thr
330

26

Phe

Tyr

165

Pro

Ala

Tyr

Asp

Tle

239

Leu

Ser

Arg

Gly

Thr

315

Pro

Cys His Glu Glu Gln

140

Thr Leu Ala Asp Asn

Cys Gly Lys

Thr Ser Ser
190

Asp Ala Ala
205

Phe Asn Gln
220

Val Gly Gly

Leu Ile Asn

Glu Phe Tyr
290

Phe Lys Val
285

Glu Ala Val
300

Lys Glu Thr

Ile Thr Phe

Gln
175

Ser

Thr

Gln

Glu

255

Tle

Aeg

His

Iyt

Arg
335

160

Tht

Gly

Leu

Gln

Glu

240

Glu

lien

Val

Glu

Asp

320

Met
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[0004]

Asn

Leu

Glu

Val

385

Asn

Gly

Yal

Tyr

Ser

468

Yal

Val

Met

Lys

370

Asp

Met

Thr

Gly

450

Met

Tle

<2102
211>
€212>
213

<4007

gactttgete cageageotyg teccagtgag gacagggaca cagtactegg ccacaccatg
gggegececac tgcacetegt cotgeteagt

gaaagtctgt teatecgeag ggageaggee

Ala Pro Ala Cys Leu Pro Glu Arg

Thr
355

Gly

Arg

Phe

Ser

Gly

435

Ile

Lys

Thr

1560
DNA
Homo

2

340

Gln Lys

Thr

Gly

Arg Gln Ser Thr

Asn Ser

Cys Ala

4056

Gly Gly

120

Ile Val

Ty Thr

Thr Arg

Ser Ser
485

sapiens

Cys

390

GLy

Pro

Ser

Lys

Gly

470

Pro

37h

Lys

Tyr

Hig

Trp

Val

455

Leu

Leu

345

Ile Val
360

Arg Leu

Leu Ser

Asp Thr

Val Thr
125

Gly Glu

440

Thr Ala

Pro Lys

Lys

Ser

Lys

Ser

Lys

410

Arg

Gly

Phe

Ala

27

Asp Trp

Gly Phe

Met Leu
380

Ser Phe
395

Gln Glu

Phe Lys

Cys Ala

Leu Lys

460

Lys Ser
475

Ala Glu Ser
360

Gly Arg Thr
365

Glu Val Pro

Ile Tle Thr

Asp Ala Cys
415

Asp Thr Tyr
130

Arg Lys ‘Gly
445

Trp Ile Asp

His Ala. Pre

Thr

His

Tyt

Gln

400

Gln

Phe

Lys

Arg

Gli
480

gecteectgg clggeeteet getgetegeg

aacaacatec tggegagggt cacgagggoc
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[0005]

aattocttite
tgeteatacy
aataaataca
agagacggee
gaattattea
gaggaacaga
aaggcclgea
aggleagtygg
cecatatgateg
tagacgeage
AagEaCEEEE
ggtggaacca
aagagattica
gtgcacgagg
gacategecy
tgeectceceg
ageggeticg
gtgeectacg
atgttetgtg
cegeacgtea
ggctgtgeee
atcgacaggt
ataacgtect
210> 3

211> 6

212> PRT
213>

<2203

ttgaagagat

aagaggceog
aagatggcga
teggggaata
cacggaaget
actctgtagt
tteccacagg
cecaggecac
cagetgacct
ctgagageeg
agtegteeety
tictgagega
aggltgagget
tggagptast
tgetoogpet
ageglgacte
ggegcaccca
tggacecgeaa
ceggotacga
ceegetteaa
gtaagggegaa
ccatgaaaac

cteceattaaa

Lgaagaaaga

cgaggtettt

ccagtgteag

caccltgeacc

ctgcageety

glgctectge

geeoctaccee

cageageage

ggaccecace

cgacascaac

geaggeeety

gttetacate

agggeaccegg

catcaageac

Caagattece

ggeegagtee

cgagaagggc

cagetgoaag

caccaagcag

ggacacctac

gtacgeggate

cagggsette

gtgagateee

Artificial Sequenece

gaccltcgaas

gaggacageyg

accagtcott

tgtttagaag

SACaaCEEER

gecegegget

tglgggaaac

gEggaggeLe

gagaaccect

¢tedccagga

ctcatcaatg

ctaacggeag

aacacggage

aaccggttca

ateacettee

acgetgatga

cggcagteca

ctgtocagea

gaggatgect

ttegtgacag

tacaccaagy

cccaaggrca

actecaaaaaa

28

gagagtgecat

acaagacgaa

gecagaacca

gattecgaagg

actglgacca

acaccctgge

agaccctgga

ctracageat

tegacetget

tegtgggagy

aggaaaacga

cecactgtet

aggaggagyge

caaaggagac

geatgaacgt

cgeagaagac

ccaggctcaa

geticateat

gccaggegsa

geategteag

teaccgectt

agagccatge

aaaaaaaaad

ggaagagacc

tgaattctgg

gggcaaatgt

caaaaactgt

gttetrgecac

tgacaacgge

acgcaggaag

cacalggaag

tgacttecaac

ccaggaatge

ggotrtetet

ctaccaagee

cgglgagges

ctatgactte

gocgectgee

ggggattgty

gatgetggag

cacccagaac

cagcggessc

ctggggagag

cecteaagtgg

cceggaggte

aAaaaaaaaasa

240

300

360

420

480

540

780

840

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560
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<223» Proteolytic Cleavage Site
<400> 3

Arg Lys Arg Arg Lys Arg
1 5

29
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Abstract

The disclosure provides compositions and methods for counteracting the effects of
direct activated Factor X (FXa) inhibitors in a subject by administering a variant of

FXa.
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