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ASSAYS FOR IGFBP7 HAVING IMPROVED PERFORMANCE IN
BIOLOGICAL SAMPLES

CROSS-REFERENCE TO RELATED APPLICATIONS
[0001] This application claims the benefit of U.S. Provisional Application No.
61/900,942, filed November 6, 2013, and to U.S. Provisional Application No. 62/054,324,
filed September 23, 2014, and to U.S. Provisional Application No. 62/064,380, filed
October 15, 2014, each of which is hereby incorporated in its entirety including all tables,
figures, and claims.

BACKGROUND

[0002] The following discussion of the background of the invention is merely
provided to aid the reader in understanding the invention and is not admitted to describe

or constitute prior art to the present invention.

[0003] IGFBP7 (human precursor Swiss Prot entry Q16270) is a secreted protein
which is involved in regulation of of insulin-like growth factor expression in tissue and
which modulates IGF binding to its receptors. It also reportedly stimulates prostacyclin
production and cell adhesion. IGFBP7 suppresses growth and colony formation of
prostate and breast cancer cell lines through an IGF independent mechanism, which
causes a delay in the G1 phase of the cell cycle, and increased apoptosis. IGFBP7 is
expressed in a wide range of normal human tissues and it usually shows reduced

expression in cancer cell lines of prostate, breast, colon, and lung origin.

[0004] In addition, W0O2011/097539 and WO2011/075744, each of which is hereby
incorporated by reference in its entirety including all tables, figures and claims, describe
the use of IGFBP7 for evaluating the renal status of a subject both individually and in
multimarker panels. In particular, IGFBP7 levels measured by immunoassay are shown to
correlate to risk stratification, diagnosis, staging, prognosis, classifying and monitoring of

the renal status.

[0005] Signals obtained from specific binding assays such as immunoassays are a
direct result of complexes formed between one or more binding species (e.g., antibodies)
and the target biomolecule (i.e., the analyte) and polypeptides containing the necessary
epitope(s) to which the antibodies bind. Immunoassays are often able to “detect” an
analyte; but because an antibody epitope is on the order of 8§ amino acids, an

immunoassay configured to detect a marker of interest will also detect polypeptides
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related to the marker sequence, so long as those polypeptides contain the epitope(s)
necessary to bind to the antibody or antibodies used in the assay. While such assays may
detect the full length biomarker and the assay result be expressed as a concentration of a
biomarker of interest, the signal from the assay is actually a result of all such
"immunoreactive" polypeptides present in the sample. Such binding assays may also
detect immunoreactive polypeptides present in a biological sample that are complexed to
additional species, such as binding proteins, receptors, heparin, lipids, sugars, etc.,
provided that those additional species do not interfere in binding between the binding
species and the target biomolecule. Typically, however, specific binding assays are
formulated using purified analyte, and complex formation and fragmentation patterns are
not considered. This is particularly true where the identity of such additional binding

species are unknown.
SUMMARY

[0006] It is an object of the invention to provide IGFBP7 immunoassays with
improved clinical performance, particularly when used in the evaluation of renal injuries.
Specifically, we describe the selection and use of antibodies and antibody pairs that
exhibit improved assay performance when used in complex clinical specimens such as

biological fluids, and particularly when used in rapid assay formats.

[0007] In a first aspect, the present invention relates to a monoclonal antibody which
specifically binds human IGFBP7 and is suitable for use in a sandwich immunoassay. The
antibody specifically binds to a polypeptide consisting of LIWNKVKRGHYGVQRTELL
PGDRDNL (SEQ ID NO: 1) or SSSSSDTCGPCEPASCPPLP (SEQ ID NO: 2).

[0008] In a related aspect, the present invention relates to an antibody pair which
specifically binds human IGFBP7 and is suitable for use in a sandwich immunoassay, the
antibody pair comprising a first monoclonal antibody which specifically binds to a
polypeptide consisting of LIWNKVKRGHYGVQRTELLPGDRDNL (SEQ ID NO: 1)
and a second monoclonal antibody which specifically binds to a polypeptide consisting of

SSSSSDTCGPCEPASCPPLP (SEQ ID NO: 2).

[0009] In another related aspect, the present invention relates to a monoclonal

antibody which specifically binds human IGFBP7 and is suitable for use in a sandwich
immunoassay. The antibody specifically binds to a conformational epitope of IGFBP7.
Conformational epitopes are formed by residues that are sequentially discontinuous but

2
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close together in three-dimensional space in the IGFBP7 protein. An example of such an

antibody, referred to as 1D6, is described below.

[00010] In arelated aspect, the present invention relates to an antibody pair which
specifically binds human IGFBP7 and is suitable for use in a sandwich immunoassay, the
antibody pair comprising a first monoclonal antibody which specifically binds to a
conformational epitope of IGFBP7, and a second monoclonal antibody which specifically
binds to a polypeptide consisting of LIWNKVKRGHYGVQRTELLPGDRDNL (SEQ ID
NO: 1) or SSSSSDTCGPCEPASCPPLP (SEQ ID NO: 2).

[0110] In certain embodiments, an antibody of the present invention comprises one or
both of (i) a light chain variable region having an amino acid sequence of SEQ ID NO: 9
or a sequence at least 90% identical to SEQ ID NO: 9, and (ii) a heavy chain variable
region having an amino acid sequence of SEQ ID NO: 10 or a sequence at least 90%
identical to SEQ ID NO: 10, wherein the antibody specifically binds human IGFBP7. In
preferred embodiments, the antibody is that which is referred to herein as ICOE4.1.

[00011] In other embodiments, an antibody of the present invention comprises one or
both of (i) a light chain variable region having an amino acid sequence of SEQ ID NO: 11
or a sequence at least 90% identical to SEQ ID NO: 11, and (ii) a heavy chain variable
region having an amino acid sequence of SEQ ID NO: 12 or a sequence at least 90%
identical to SEQ ID NO: 12, wherein the antibody specifically binds human IGFBP7. In

preferred embodiments, the antibody is that which is referred to herein as 1D6.

[00012] In certain embodiments, an antibody pair of the present invention comprises
(1) a first antibody which comprises one or both of (i) a light chain variable region having
an amino acid sequence of SEQ ID NO: 11 or a sequence at least 90% identical to SEQ
ID NO: 11, and (i1) a heavy chain variable region having an amino acid sequence of SEQ
ID NO: 12 or a sequence at least 90% identical to SEQ ID NO: 12, wherein the antibody
specifically binds human IGFBP7; and (ii) a second antibody which comprises one or
both of (i) a light chain variable region having an amino acid sequence of SEQ ID NO: 9
or a sequence at least 90% identical to SEQ ID NO: 9, and (ii) a heavy chain variable
region having an amino acid sequence of SEQ ID NO: 10 or a sequence at least 90%
identical to SEQ ID NO: 10, wherein the antibody specifically binds human IGFBP7. In
preferred embodiments, the antibody pair comprises a first antibody referred to herein as

1D6 and a second antibody referred to herein as ICOE4.1.
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[00013] The phrase “specifically binds to a polypeptide consisting of”” a particular
sequence as used herein is not intended to mean that the antibody does not bind to a
longer polypeptide comprising the sequence, or to a shorter polypeptide that is a subset of
the sequence. Rather, this phrase is simply intended to mean that the antibody will bind to

the particular recited polypeptide.

[00014]  Antibodies for use in the claimed methods may be obtained from a variety of
species. For example, the antibodies of the present invention may comprise
immunoglobulin sequences which are rabbit, mouse, rat, guinea pig, chicken, goat, sheep,
donkey, human, llama or camelid sequences, or combinations of such sequences (so-
called chimeric antibodies). Antibodies for use in the present invention may be identified
by their performance in immunoassays, and then further characterized by epitope

mapping in order to understand the epitopes which are relevant to that performance.

[00015] Epitopes usually consist of chemically active surface groupings of molecules
such as amino acids or sugar side chains and usually have specific three dimensional
structural characteristics, as well as specific charge characteristics. Conformational and
nonconformational epitopes are distinguished in that the binding to the former but not the
latter is lost in the presence of denaturing solvents. Preferably, an epitope for each
antibody is contained within SEQ ID NO: 1 or SEQ ID NO: 2, which is a sequence
obtained from the human IGFBP7 sequence. In certain embodiments, the first monoclonal
antibody comprises at least one, and preferably 2, 3, or 4 consecutive “critical residues”
for binding to IGFBP7. A “critical residue” is defined as an amino acid of SEQ ID NO: 1
(or SEQ ID NO: 2) that, when changed to an alanine, reduces binding of an antibody by
at least 50%, and more preferably at least 75%, relative to its binding to SEQ ID NO: 1
(or SEQ ID NO: 2) itself. In preferred embodiments, the at least one critical residue is at
least one residue in the sequence TELLPGDRD (SEQ ID NO: 3) or at least one residue in
the sequence EPASC (SEQ ID NO: 4).

[00016]  Such monoclonal antibodies may be conjugated to a signal development
element or immobilized on a solid support. In an example of a sandwich assay, a first
antibody (detectably labeled) and a second antibody (immobilized at a predetermined
zone of a test device) form sandwich complexes with IGFBP7 in the sample at a
predetermined zone of a test device. In sandwich assays, the first and second antibodies

can be the same (particularly when polyclonal antibodies are used) or different. Thus, the
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antibodies of the invention may be used in sandwich pairs, or may be used individually
with another binding entity which is not a monoclonal antibody such as a polyclonal

antibody or an aptamer.

[00017]  The antibodies of the present invention can be used as reagents in test kits for
detecting IGFBP7 in biological samples. Such a test kit may, for example, comprise a
disposable test device configured to generate a detectable signal related to the present or
amount of human IGFBP7 in a biological sample. Alternatively, such a test kit may be
formulated for performing an assay in a clinical analyzer which does not utilize a
disposable test device. Preferably, the test kit is an in vitro diagnostic. The term “in vitro
diagnostic” as used herein refers to a medical device which is a reagent, reagent product,
calibrator, control material, kit, instrument, apparatus, equipment, or system, whether
used alone or in combination, intended by the manufacturer to be used in vitro for the
examination of specimens, including blood and tissue donations, derived from the human
body, solely or principally for the purpose of providing information concerning a
physiological or pathological state, or concerning a congenital abnormality, or to
determine the safety and compatibility with potential recipients, or to monitor therapeutic

measures.

[00018] In certain embodiments, the immunoassay is performed in a lateral flow
format. Lateral flow tests are a form of immunoassay in which the test sample flows in a
chromatographic fashion along a bibulous or non-bibulous porous solid substrate. Lateral
flow tests can operate as either competitive or sandwich format assays. Preferred lateral
flow devices are disposable, single use test devices. A sample is applied to the test device
at an application zone and transits the substrate, where it encounters lines or zones which
have been pretreated with an antibody or antigen. The term “test zone” as used herein
refers to a discrete location on a lateral flow test strip which is interrogated in order to
generate a signal related to the presence or amount of an analyte of interest. The
detectable signal may be read visually or obtained by inserting the disposable test device
into an analytical instrument such as a reflectometer, a fluorometer, or a transmission
photometer. This list is not meant to be limiting. Sample may be applied without
pretreatment to the application zone, or may be premixed with one or more assay reagents
prior to application. In the latter case, the antibody may be provided in a separate

container from the disposable test device.
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[00019]  An antibody of the present invention may be diffusively immobilized to a
surface within a disposable test device, such that the antibody dissolves into a sample
when the sample contacts the surface. In a sandwich assay format, this diffusively bound
antibody may bind to its cognate antigen in the sample, and then be immobilized at a
detection zone when the antigen is bound by a second antibody non-diffusively bound at
the detection zone. In a competitive format, its cognate antigen in the sample may
compete for binding to the diffusively bound antibody with a labeled antigen provided as

an assay reagent.

[00020] A kit of the invention can further comprise a calibration to relate the
detectable signal to a concentration of IGFBP7. By way of example, a calibration curve
may be provided on an electronic memory device which is read by the analytical
instrument which receives the disposable test device, such as a ROM chip, a flash drive,
an RFID tag, etc. Alternatively, the calibration curve may be provided on an encoded
label which is read optically, such as a 2-D bar code, or transmitted via a network
connection. The analytical instrument can then use this calibration curve to relate a

detectable signal from an assay into an IGFBP7 concentration.

[00021]  In certain embodiment, an assay method performed using the antibody pair of
the present invention provides a signal related to the present or amount of human IGFBP7
in a biological sample, wherein the minimum detectable concentration of IGFBP7 in the
assay method is 20 ng/mL or less, more preferably 10 ng/mL or less, 5 ng/mL or less, 1

ng/mL or less, and most preferably 0.1 ng/mL or less.

[00022] In related aspects, the present invention provides methods for determining the

presence or amount of human IGFBP7 in a biological sample, comprising:

performing an immunoassay on the biological sample with a first monoclonal antibody
and a second monoclonal antibody which together form sandwich complexes with human
IGFBP7, wherein the immunoassay provides a detectable signal that is related to the
presence or amount of human IGFBP7 in the biological sample bound in the sandwich

complexes; and

relating the detectable signal to the presence or amount of human IGFBP7 in the
biological sample. Preferably, the minimum detectable concentration of IGFBP7 in the
immunoassay is 20 ng/mL or less, more preferably 10 ng/mL or less, 5 ng/mL or less, 1

ng/mL or less, and most preferably 0.1 ng/mL or less.
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[00023]
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In particularly preferred embodiments, the first monoclonal antibody binds to

a polypeptide consisting of SEQ ID NO: 1, and the second monoclonal antibody binds to

the polypeptide consisting of SEQ ID NO: 2, in each case with an affinity of at least 10°

M—l

[00024]

Preferred assay methods comprise performing an immunoassay that detects

human IGFBP7. Such immunoassays may comprise contacting said body fluid sample

with an antibody that detects the marker, and detecting binding to that antibody.

Preferably, the body fluid sample is selected from the group consisting of urine, saliva,

blood, serum, and plasma, and most preferably urine.

[00025]

With regard to the antibodies of the present invention, the invention also

relates to nucleic acids encoding such antibodies, and antibody-expressing cell lines

expressing such antibodies in additional aspects.

[00026]

The details of one or more embodiments of the disclosure are set forth in the

accompanying drawings and the description below. Other features, objects, and

advantages of the disclosure will be apparent from the description and drawings, and from

the claims.

[00027]

[00028]

Definitions

DETAILED DESCRIPTION

As used herein, the terms “Insulin-like growth factor-binding protein 7~ and

“IGFBP7” refer to one or more polypeptides present in a biological sample that are

derived from the Insulin-like growth factor-binding protein 7 precursor (Swiss-Prot

Q16270 (SEQ ID NO: 5))

10
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[00029]  The following domains have been identified in Insulin-like growth factor-

binding protein 7:

Residues Length Domain ID
1-26 26 Signal peptide
27-282 256 Insulin-like growth factor-binding protein 7

[00030] Unless specifically noted otherwise herein, the definitions of the terms used
are standard definitions used in the art of pharmaceutical sciences. As used in the

specification and the appended claims, the singular forms "a,"” "an" and "the" include
plural referents unless the context clearly dictates otherwise. Thus, for example, reference

to "a pharmaceutical carrier” includes mixtures of two or more such carriers, and the like.

[00031] The term “subject” as used herein refers to a human or non-human organism.
Thus, the methods and compositions described herein are applicable to both human and
veterinary disease. Further, while a subject is preferably a living organism, the invention
described herein may be used in post-mortem analysis as well. Preferred subjects are
humans, and most preferably “patients,” which as used herein refers to living humans that
are receiving medical care for a disease or condition. This includes persons with no

defined illness who are being investigated for signs of pathology.

[00032]  Preferably, an analyte is measured in a sample. Such a sample may be
obtained from a subject, or may be obtained from biological materials intended to be
provided to the subject. For example, a sample may be obtained from a kidney being
evaluated for possible transplantation into a subject, and an analyte measurement used to

evaluate the kidney for preexisting damage. Preferred samples are body fluid samples.

[00033] The term “body fluid sample” as used herein refers to a sample of bodily fluid
obtained for the purpose of diagnosis, prognosis, classification or evaluation of a subject
of interest, such as a patient or transplant donor. In certain embodiments, such a sample
may be obtained for the purpose of determining the outcome of an ongoing condition or
the effect of a treatment regimen on a condition. Preferred body fluid samples include
blood, serum, plasma, cerebrospinal fluid, urine, saliva, sputum, and pleural effusions. In
addition, one of skill in the art would realize that certain body fluid samples would be
more readily analyzed following a fractionation or purification procedure, for example,

separation of whole blood into serum or plasma components.
8
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[00034] The term “diagnosis” as used herein refers to methods by which the skilled
artisan can estimate and/or determine the probability (“a likelihood”) of whether or not a
patient is suffering from a given disease or condition. In the case of the present invention,
“diagnosis” includes using the results of an assay, most preferably an immunoassay, for a
kidney injury marker of the present invention, optionally together with other clinical
characteristics, to arrive at a diagnosis (that is, the occurrence or nonoccurrence) of an
acute renal injury or ARF for the subject from which a sample was obtained and assayed.
That such a diagnosis is “determined” is not meant to imply that the diagnosis is 100%
accurate. Many biomarkers are indicative of multiple conditions. The skilled clinician
does not use biomarker results in an informational vacuum, but rather test results are used
together with other clinical indicia to arrive at a diagnosis. Thus, a measured biomarker
level on one side of a predetermined diagnostic threshold indicates a greater likelihood of
the occurrence of disease in the subject relative to a measured level on the other side of

the predetermined diagnostic threshold.

[00035]  Similarly, a prognostic risk signals a probability (“a likelihood™) that a given
course or outcome will occur. A level or a change in level of a prognostic indicator,
which in turn is associated with an increased probability of morbidity (e.g., worsening
renal function, future ARF, or death) is referred to as being “indicative of an increased

likelihood” of an adverse outcome in a patient.

[00036] The term "lateral flow" as used herein refers to flow of reagents in a
longitudinal direction through a substantially flat porous material. Such porous material is
"substantially flat" if the thickness of the material is no more than 10% of the length and

width dimensions.

[00037] The term "downstream region" as used herein relative to a first region of a
device refers to which receives fluid flow after that fluid has already reached the first

region.

[00038] The term "sample application region" as used herein refers to a portion of an
assay device into which a fluid sample of interest is introduced for purposes of

determining a component thereof.

[00039] Marker Assays

[00040] In general, immunoassays involve contacting a sample containing or suspected

of containing a biomarker of interest with at least one antibody that specifically binds to
9
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the biomarker. A signal is then generated indicative of the presence or amount of
complexes formed by the binding of polypeptides in the sample to the antibody. The
signal is then related to the presence or amount of the biomarker in the sample. Numerous
methods and devices are well known to the skilled artisan for the detection and analysis
of biomarkers. See, e.g., U.S. Patents 6,143,576; 6,113,855; 6,019,944, 5,985,579;
5,947,124, 5,939,272; 5,922,615; 5,885,527; 5,851,776 5,824,799; 5,679,526; 5,525,524;
and 5,480,792, and The Immunoassay Handbook, David Wild, ed. Stockton Press, New
York, 1994, each of which is hereby incorporated by reference in its entirety, including

all tables, figures and claims.

[00041] The assay devices and methods known in the art can utilize labeled molecules
in various sandwich, competitive, or non-competitive assay formats, to generate a signal
that is related to the presence or amount of the biomarker of interest. Suitable assay
formats also include chromatographic, mass spectrographic, and protein “blotting”
methods. Additionally, certain methods and devices, such as biosensors and optical
immunoassays, may be employed to determine the presence or amount of analytes
without the need for a labeled molecule. See, e.g., U.S. Patents 5,631,171; and 5,955,377,
each of which is hereby incorporated by reference in its entirety, including all tables,
figures and claims. One skilled in the art also recognizes that robotic instrumentation
including but not limited to Beckman ACCESS®, Abbott AXSYM®, Roche
ELECSYS®, Dade Behring STRATUS® systems are among the immunoassay analyzers
that are capable of performing immunoassays. But any suitable immunoassay may be
utilized, for example, enzyme-linked immunoassays (ELISA), radioimmunoassays

(RIAs), competitive binding assays, and the like.

[00042]  Antibodies or other polypeptides may be immobilized onto a variety of solid
supports for use in assays. Solid phases that may be used to immobilize specific binding
members include those developed and/or used as solid phases in solid phase binding
assays. Examples of suitable solid phases include membrane filters, cellulose-based
papers, beads (including polymeric, latex and paramagnetic particles), glass, silicon
wafers, microparticles, nanoparticles, TentaGels, AgroGels, PEGA gels, SPOCC gels,
and multiple-well plates. An assay strip could be prepared by coating the antibody or a
plurality of antibodies in an array on solid support. This strip could then be dipped into
the test sample and then processed quickly through washes and detection steps to generate

a measurable signal, such as a colored spot. Antibodies or other polypeptides may be
10
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bound to specific zones of assay devices either by conjugating directly to an assay device
surface, or by indirect binding. In an example of the later case, antibodies or other
polypeptides may be immobilized on particles or other solid supports, and that solid

support immobilized to the device surface.

[00043] Biological assays require methods for detection, and one of the most common
methods for quantitation of results is to conjugate a detectable label to a protein or nucleic
acid that has affinity for one of the components in the biological system being studied.
Detectable labels may include molecules that are themselves detectable (e.g., fluorescent
moieties, electrochemical labels, metal chelates, ezc.) as well as molecules that may be
indirectly detected by production of a detectable reaction product (e.g., enzymes such as
horseradish peroxidase, alkaline phosphatase, efc.) or by a specific binding molecule
which itself may be detectable (e.g., biotin, digoxigenin, maltose, oligohistidine, 2,4-

dintrobenzene, phenylarsenate, ssDNA, dsDNA, etc.).

[00044]  Preparation of solid phases and detectable label conjugates often comprise the
use of chemical cross-linkers. Cross-linking reagents contain at least two reactive groups,
and are divided generally into homofunctional cross-linkers (containing identical reactive
groups) and heterofunctional cross-linkers (containing non-identical reactive groups).
Homobifunctional cross-linkers that couple through amines, sulfhydryls or react non-
specifically are available from many commercial sources. Maleimides, alkyl and aryl
halides, alpha-haloacyls and pyridyl disulfides are thiol reactive groups. Maleimides,
alkyl and aryl halides, and alpha-haloacyls react with sulthydryls to form thiol ether
bonds, while pyridyl disulfides react with sulthydryls to produce mixed disulfides. The
pyridyl disulfide product is cleavable. Imidoesters are also very useful for protein-protein
cross-links. A variety of heterobifunctional cross-linkers, each combining different

attributes for successful conjugation, are commercially available.

[00045] In certain aspects, the present invention provides kits for the analysis of the
described marker. The kit comprises reagents for the analysis of at least one test sample
which comprise at least one antibody that specifically binds to the marker. The kit can
also include devices and instructions for performing one or more of the diagnostic and/or
prognostic correlations described herein. Preferred kits will comprise an antibody pair for
performing a sandwich assay, or a labeled species for performing a competitive assay, for

the analyte. Preferably, an antibody pair comprises a first antibody conjugated to a solid

11
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phase and a second antibody conjugated to a detectable label, wherein each of the first
and second antibodies that bind a kidney injury marker. Most preferably each of the
antibodies are monoclonal antibodies. The instructions for use of the kit and performing
the correlations can be in the form of labeling, which refers to any written or recorded
material that is attached to, or otherwise accompanies a kit at any time during its
manufacture, transport, sale or use. For example, the term labeling encompasses
advertising leaflets and brochures, packaging materials, instructions, audio or video

cassettes, computer discs, as well as writing imprinted directly on kits.

[00046]  In certain embodiments, the marker assay is performed using a single-use
disposable test device. Such test devices often take the form of lateral flow devices which
are now familiar from the common use of over-the-counter pregnancy tests. Generally,
these assay devices have an extended base layer on which a differentiation can be made
between a sample addition region and an evaluation region. In typical use, the sample is
applied to the sample addition region, flows along a liquid transport path which runs
parallel to the base layer, and then flows into the evaluation region. A capture reagent is
present in the evaluation region, and the captured analyte can be detected by a variety of
protocols to detect visible moieties associated with the captured analyte. For example, the
assay may produce a visual signal, such as color change, fluorescence, luminescence, and

the like, when indicating the presence or absence of an analyte in a biological sample.

[00047] A sample addition region can be provided, for example, in the form of an open
chamber in a housing; in the form of an absorbent pad; etc. The sample addition region
can be a port of various configurations, that is, round, oblong, square and the like or the

region can be a trough in the device.

[00048] A filter element can be placed in, on, or adjacent to the sample addition region
to filter particulates from the sample, such as to remove or retard blood cells from blood
so that plasma can further travel through the device. Filtrate can then move into a porous
member fluidly connected to the filter. Suitable filters for removing or retarding cellular
material present in blood are well known in the art. See, e.g., U.S. Patents 4,477,575;
5,166,051; 6,391,265; and 7,125,493, each of which is hereby incorporated by reference
in its entirety. Many suitable materials are known to skilled artisans, and can include glass
fibers, synthetic resin fibers, membranes of various types including asymmetric

membrane filters in which the pore size varies from about 65 to about 15 um, and
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combinations of such materials. In addition, a filter element can comprise one or more
chemical substances to facilitate separation of red blood cells from blood plasma.
Examples of such chemical substances are thrombin, lectins, cationic polymers,
antibodies against one or more red blood cell surface antigens and the like. Such chemical
substance(s) which facilitate separation of red blood cells from plasma may be provided

in the filter element by covalent means, nonspecific absorption, etc.

[00049] In certain embodiments, a label zone is located downstream of the sample
receiving zone, and contains a diffusively located labeled reagent that binds to the analyte
of interest or that competes with the analyte of interest for binding to a binding species.
Alternatively, the label zone can be eliminated if the labeled reagent is premixed with the
sample prior to application to the sample receiving zone. A detection zone is disposed
downstream of from the label zone, and contains an immobilized capture reagent that

binds to the analyte of interest.

[00050] The optimum pore diameter for the membrane for use in the invention is about
10 to about 50 um. The membranes typically are from about 1 mil to about 15 mils in
thickness, typically in the range of from 5 or 10 mils, but may be up to 200 mils and
thicker. The membrane may be backed by a generally water impervious layer, such as a
Mylar® polyester film (DuPont Teijin Films). When employed, the backing is generally
fastened to the membrane by an adhesive, such as 3M 444 double-sided adhesive tape.
Typically, a water impervious backing is used for membranes of low thickness. A wide
variety of polymers may be used provided that they do not bind nonspecifically to the
assay components and do not interfere with flow of the sample. Illustrative polymers
include polyethylene, polypropylene, polystyrene and the like. Alternatively, the
membrane may be self supporting. Other non-bibulous membranes, such as polyvinyl
chloride, polyvinyl acetate, copolymers of vinyl acetate and vinyl chloride, polyamide,
polycarbonate, polystyrene, and the like, can also be used. In various embodiments, the
label zone material may be pretreated with a solution that includes blocking and
stabilizing agents. Blocking agents include bovine serum albumin (BSA), methylated
BSA, casein, nonfat dry milk. The device can also comprise additional components,
including for example buffering agents, HAMA inhibitors, detergents, salts (e.g., chloride
and/or sulfate salts of calcium, magnesium, potassium, etc.), and proteinaceous
components (e.g., serum albumin, gelatin, milk proteins, etc.). This list is not meant to be
limiting.
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[00051] The device may further comprise various control locations which are read to
determine that the test device has been run properly. By way of example, a procedural
control zone may be provided separate from the assay detection zone to verify that the
sample flow is as expected. The control zone is preferably a spatially distinct region at
which a signal may be generated that is indicative of the proper flow of reagents. The
procedural control zone may contain the analyte of interest, or a fragment thereof, to
which excess labeled antibody used in the analyte assay can bind. In operation, a labeled
reagent binds to the control zone, even when the analyte of interest is absent from the test
sample. The use of a control line is helpful in that appearance of a signal in the control
line indicates the time at which the test result can be read, even for a negative result.
Thus, when the expected signal appears in the control line, the presence or absence of a
signal in the capture zone can be noted. The device may further comprise a negative
control area. The purpose of this control area is to alert the user that the test device is not
working properly. When working properly, no signal or mark should be visible in the

negative control area.

[00052] The outer casing or housing of such an assay device may take various forms.
Typically, it will include an elongate casing and may have a plurality of interfitting parts.
In a particularly preferred embodiment, the housing includes a top cover and a bottom
support. The top cover contains an application aperture and an observation port. In a
preferred embodiment, the housing is made of moisture impervious solid material, for
example, a plastic material. It is contemplated that a variety of commercially available
plastics, including, but not limited to, vinyl, nylon, polyvinyl chloride, polypropylene,
polystyrene, polyethylene, polycarbonates, polysulfanes, polyesters, urethanes, and
epoxies maybe used to construct a housing. The housing may be prepared by
conventional methodologies, such as standard molding technologies that are well known
and used in the art. The housing may be produced by molding technologies which
include, but are not limited to, injection molding, compression molding, transfer molding,
blow molding, extrusion molding, foam molding, and thermoform molding. The
aforementioned molding technologies are well known in the art and so are not discussed
in detail herein. See for example, Processes And Materials Of Manufacture, Third

Edition, R. A. Lindsberg (1983) Allyn and Baron pp. 393-431.

[00053] If necessary, the colorimetric, luminescent, or fluorescent intensity of the

detectable label being employed may be then evaluated with an instrument that is
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appropriate to the label. By way of example, a fluorometer can be used to detect
fluorescent labels; a reflectometer can be used to detect labels which absorb light, etc.
The concentration of the analyte of interest in the samples may be determined by

correlating the measured response to the amount of analyte in the sample fluid.

[00054] Assay Correlations

[00055]  The terms “correlating” and “relating” as used herein in reference to the
measurement of biomarkers in an assay refers to determining the presence, or more
preferably the amount, of the biomarker in a sample based on the signal obtained from the
assay. Often, this takes the form of comparing a signal generated from a detectable label
on one species participating in the assay to a predetermined standard curve which can be

used to convert the signal to a concentration or threshold amount of the biomarker.

[00056] The terms “correlating” and “relating” as used herein in reference to the use of
biomarkers for diagnosis or prognosis refers to comparing the presence or amount of the
biomarker(s) in a patient to its presence or amount in persons known to suffer from, or
known to be at risk of, a given condition; or in persons known to be free of a given
condition. Often, this takes the form of comparing an assay result in the form of a
biomarker concentration to a predetermined threshold selected to be indicative of the

occurrence or nonoccurrence of a disease or the likelihood of some future outcome.

[00057]  Selecting a diagnostic threshold involves, among other things, consideration of
the probability of disease, distribution of true and false diagnoses at different test
thresholds, and estimates of the consequences of treatment (or a failure to treat) based on
the diagnosis. For example, when considering administering a specific therapy which is
highly efficacious and has a low level of risk, few tests are needed because clinicians can
accept substantial diagnostic uncertainty. On the other hand, in situations where treatment
options are less effective and more risky, clinicians often need a higher degree of
diagnostic certainty. Thus, cost/benefit analysis is involved in selecting a diagnostic

threshold.

[00058]  Suitable thresholds may be determined in a variety of ways. For example, one
recommended diagnostic threshold for the diagnosis of acute myocardial infarction using
cardiac troponin is the 97.5th percentile of the concentration seen in a normal population.
Another method may be to look at serial samples from the same patient, where a prior
“baseline” result is used to monitor for temporal changes in a biomarker level.
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[00059]  Population studies may also be used to select a decision threshold. Receiver
Operating Characteristic (“ROC”) arose from the field of signal detection theory
developed during World War II for the analysis of radar images, and ROC analysis is
often used to select a threshold able to best distinguish a “diseased” subpopulation from a
“nondiseased” subpopulation. A false positive in this case occurs when the person tests
positive, but actually does not have the disease. A false negative, on the other hand,
occurs when the person tests negative, suggesting they are healthy, when they actually do
have the disease. To draw a ROC curve, the true positive rate (TPR) and false positive
rate (FPR) are determined as the decision threshold is varied continuously. Since TPR is
equivalent with sensitivity and FPR is equal to 1 - specificity, the ROC graph is
sometimes called the sensitivity vs (1 - specificity) plot. A perfect test will have an area
under the ROC curve of 1.0; a random test will have an area of 0.5. A threshold is

selected to provide an acceptable level of specificity and sensitivity.

[00060] In this context, “diseased” is meant to refer to a population having one
characteristic (the presence of a disease or condition or the occurrence of some outcome)
and “nondiseased” is meant to refer to a population lacking the characteristic. While a
single decision threshold is the simplest application of such a method, multiple decision
thresholds may be used. For example, below a first threshold, the absence of disease may
be assigned with relatively high confidence, and above a second threshold the presence of
disease may also be assigned with relatively high confidence. Between the two thresholds

may be considered indeterminate. This is meant to be exemplary in nature only.

[00061] In addition to threshold comparisons, other methods for correlating assay
results to a patient classification (occurrence or nonoccurrence of disease, likelihood of an
outcome, etc.) include decision trees, rule sets, Bayesian methods, and neural network
methods. These methods can produce probability values representing the degree to which

a subject belongs to one classification out of a plurality of classifications.

[00062] Measures of test accuracy may be obtained as described in Fischer et al.,
Intensive Care Med. 29: 1043-51, 2003, and used to determine the effectiveness of a
given biomarker. These measures include sensitivity and specificity, predictive values,
likelihood ratios, diagnostic odds ratios, and ROC curve areas. The area under the curve
(“AUC”) of a ROC plot is equal to the probability that a classifier will rank a randomly

chosen positive instance higher than a randomly chosen negative one. The area under the
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ROC curve may be thought of as equivalent to the Mann-Whitney U test, which tests for
the median difference between scores obtained in the two groups considered if the groups

are of continuous data, or to the Wilcoxon test of ranks.

[00063]  As discussed above, suitable tests may exhibit one or more of the following
results on these various measures: a specificity of greater than 0.5, preferably at least 0.6,
more preferably at least 0.7, still more preferably at least 0.8, even more preferably at
least 0.9 and most preferably at least 0.95, with a corresponding sensitivity greater than
0.2, preferably greater than 0.3, more preferably greater than 0.4, still more_preferably at
least 0.5, even more preferably 0.6, yet more preferably greater than 0.7, still more
preferably greater than 0.8, more preferably greater than 0.9, and most preferably greater
than 0.95; a sensitivity of greater than 0.5, preferably at least 0.6, more preferably at least
0.7, still more preferably at least 0.8, even more preferably at least 0.9 and most
preferably at least 0.95, with a corresponding specificity greater than 0.2, preferably
greater than 0.3, more preferably greater than 0.4, still more preferably at least 0.5, even
more preferably 0.6, yet more preferably greater than 0.7, still more preferably greater
than 0.8, more preferably greater than 0.9, and most preferably greater than 0.95; at least
75% sensitivity, combined with at least 75% specificity; a ROC curve area of greater than
0.5, preferably at least 0.6, more preferably 0.7, still more preferably at least 0.8, even
more preferably at least 0.9, and most preferably at least 0.95; an odds ratio different from
1, preferably at least about 2 or more or about 0.5 or less, more preferably at least about 3
or more or about 0.33 or less, still more preferably at least about 4 or more or about 0.25
or less, even more preferably at least about 5 or more or about 0.2 or less, and most
preferably at least about 10 or more or about 0.1 or less; a positive likelihood ratio
(calculated as sensitivity/(1-specificity)) of greater than 1, at least 2, more preferably at
least 3, still more preferably at least 5, and most preferably at least 10; and or a negative
likelihood ratio (calculated as (1-sensitivity)/specificity) of less than 1, less than or equal
to 0.5, more preferably less than or equal to 0.3, and most preferably less than or equal to

0.1
[00064] Antibodies

[00065] The term “antibody” as used herein refers to a peptide or polypeptide derived
from, modeled after or substantially encoded by an immunoglobulin gene or

immunoglobulin genes, or fragments thereof, capable of specifically binding an antigen
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or epitope. See, e.g. Fundamental Immunology, 3rd Edition, W.E. Paul, ed., Raven Press,
N.Y. (1993); Wilson (1994; J. Immunol. Methods 175:267-273; Yarmush (1992) J.
Biochem. Biophys. Methods 25:85-97. The term antibody includes antigen-binding
portions, i.e., "antigen binding sites," (e.g., fragments, subsequences, complementarity
determining regions (CDRs)) that retain capacity to bind antigen, including (i) a Fab
fragment, a monovalent fragment consisting of the VL, VH, CL and CHI domains; (ii) a
F(ab')2 fragment, a bivalent fragment comprising two Fab fragments linked by a disulfide
bridge at the hinge region; (iii) a Fd fragment consisting of the VH and CHI domains; (iv)
a Fv fragment consisting of the VL and VH domains of a single arm of an antibody, (v) a
dAb fragment (Ward et al., (1989) Nature 341:544-546), which consists of a VH domain;
and (vi) an isolated complementarity determining region (CDR). Single chain antibodies

are also included by reference in the term "antibody."

[00066]  As used herein, “antibody variable domain” refers to the portions of the light
and heavy chains of antibody molecules that include amino acid sequences of
Complementarity Determining Regions (CDRs; ie., CDR1, CDR2, and CDR3), and
Framework Regions (FRs). Vyrefers to the variable domain of the heavy chain. Vi refers
to the variable domain of the light chain. According to the methods used in this invention,
the amino acid positions assigned to CDRs and FRs may be defined according to Kabat
(Sequences of Proteins of Immunological Interest (National Institutes of Health,
Bethesda, Md., 1987 and 1991)). Amino acid numbering of antibodies or antigen binding

fragments is also according to that of Kabat.

[00067]  An “isolated” antibody is one which has been identified and separated and/or
recovered from a component of its natural environment. Contaminant components of its
natural environment are materials which would interfere with diagnostic or therapeutic
uses for the antibody, and may include enzymes, hormones, and other proteinaceous or
nonproteinaceous solutes. In preferred embodiments, the antibody will be purified (1) to
greater than 95% by weight of antibody as determined by the Lowry method, and most
preferably more than 99% by weight, (2) to a degree sufficient to obtain at least 15
residues of N-terminal or internal amino acid sequence by use of a spinning cup
sequenator, or (3) to homogeneity by SDS-PAGE under reducing or nonreducing
conditions using Coomassie blue or, preferably, silver stain. Isolated antibody includes

the antibody in situ within recombinant cells since at least one component of the
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antibody's natural environment will not be present. Ordinarily, however, isolated antibody

will be prepared by at least one purification step.

[00068]  Ordinarily, an antibody may comprise heavy and/or light chain variable
comprising an amino acid sequence having at least 75% amino acid sequence identity or
similarity with the amino acid sequence of either the heavy or light chain variable domain
of a parent antibody having known binding characteristics, more preferably at least 80%,
more preferably at least 85%, more preferably at least 90%, and most preferably at least
95%. Identity or similarity with respect to this sequence is defined herein as the
percentage of amino acid residues in the candidate sequence that are identical (i.e same
residue) or similar (i.e. amino acid residue from the same group based on common side-
chain properties) with the species-dependent antibody residues, after aligning the
sequences and introducing gaps, if necessary, to achieve the maximum percent sequence
identity. None of N-terminal, C-terminal, or internal extensions, deletions, or insertions
into the antibody sequence outside of the variable domain shall be construed as affecting
sequence identity or similarity. Naturally occurring residues are divided into groups based

on common side-chain properties:

(1) hydrophobic: norleucine, met, ala, val, leu, ile;

(2) neutral hydrophilic: cys, ser, thr, asn, gln;

(3) acidic: asp, glu;

(4) basic: his, lys, arg;

(5) residues that influence chain orientation: gly, pro; and
(6) aromatic: trp, tyr, phe.

[00069] While conservative substitutions are often preferred, non-conservative
substitutions (which entail exchanging a member of one of these classes for a member of

another class) are also contemplated.

[00070]  Preferred therapeutic antibodies are IgG antibodies. The term “IgG” as used
herein is meant a polypeptide belonging to the class of antibodies that are substantially
encoded by a recognized immunoglobulin gamma gene. In humans this class comprises
IgGl, 1gG2, IgG3, and IgG4. In mice this class comprises IgG1, 1gG2a, IgG2b, IgG3. The
known Ig domains in the IgG class of antibodies are VH, Cyl, Cy2, Cy3, VL, and CL.
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IgG is the preferred class for therapeutic antibodies for several practical reasons. IgG
antibodies are stable, easily purified, and able to be stored under conditions that are
practical for pharmaceutical supply chains. In vivo they have a long biological half-life
that is not just a function of their size but is also a result of their interaction with the so-
called Fc receptor (or FcRn). This receptor seems to protect IgG from catabolism within

cells and recycles it back to the plasma.

[00071]  Antibodies are immunological proteins that bind a specific antigen. In most
mammals, including humans and mice, antibodies are constructed from paired heavy and
light polypeptide chains. The light and heavy chain variable regions show significant
sequence diversity between antibodies, and are responsible for binding the target antigen.
Each chain is made up of individual immunoglobulin (Ig) domains, and thus the generic

term immunoglobulin is used for such proteins.

[00072] The term “specifically binds” is not intended to indicate that an antibody binds
exclusively to its intended target since, as noted above, an antibody binds to any
polypeptide displaying the epitope(s) to which the antibody binds. Rather, an antibody
“specifically binds” if its affinity for its intended target is about 5-fold greater when
compared to its affinity for a non-target molecule which does not display the appropriate
epitope(s). Preferably the affinity of the antibody will be at least about 5 fold, preferably
10 fold, more preferably 25-fold, even more preferably 50-fold, and most preferably 100-
fold or more, greater for a target molecule than its affinity for a non-target molecule. In
preferred embodiments, Preferred antibodies bind with affinities of at least about 10’ M'l,
and preferably between about 10° M™ to about 10° M, about 10° M to about 10'° M,
or about 10'° M to about 10> M .

[00073]  Affinity is calculated as Kq = kog/kon (ko 18 the dissociation rate constant, Ko,
is the association rate constant and K is the equilibrium constant). Affinity can be
determined at equilibrium by measuring the fraction bound (r) of labeled ligand at various
concentrations (c). The data are graphed using the Scatchard equation: r/c = K(n-r): where
r = moles of bound ligand/mole of receptor at equilibrium; ¢ = free ligand concentration
at equilibrium; K = equilibrium association constant; and n = number of ligand binding
sites per receptor molecule. By graphical analysis, 1/c is plotted on the Y-axis versus r on

the X-axis, thus producing a Scatchard plot. Antibody affinity measurement by Scatchard
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analysis is well known in the art. See, e.g., van Erp et al., J. Immunoassay 12: 425-43,

1991; Nelson and Griswold, Comput. Methods Programs Biomed. 27: 65-8, 1988.

[00074]  Antibodies of the invention may be further characterized by epitope mapping,
so that antibodies and epitopes may be selected that have the greatest clinical utility in the
immunoassays described herein. The term “epitope” refers to an antigenic determinant
capable of specific binding to an antibody. Epitopes usually consist of chemically active
surface groupings of molecules such as amino acids or sugar side chains and usually have
specific three dimensional structural characteristics, as well as specific charge
characteristics. Conformational and nonconformational epitopes are distinguished in that
the binding to the former but not the latter is lost in the presence of denaturing solvents.
Preferably, an epitope is targeted which is present on the target molecule, but is partially

or totally absent on non-target molecules.

[00075] In some embodiments, the antibody scaffold can be a mixture of sequences
from different species. As such, if the antibody is an antibody, such antibody may be a
chimeric antibody and/or a humanized antibody. In general, both “chimeric antibodies”
and “humanized antibodies™ refer to antibodies that combine regions from more than one
species. For example, “chimeric antibodies” traditionally comprise variable region(s)
from a mouse (or rat, in some cases) and the constant region(s) from a human.
“Humanized antibodies™ generally refer to non-human antibodies that have had the
variable-domain framework regions swapped for sequences found in human antibodies.
Generally, in a humanized antibody, the entire antibody, except the CDRs, is encoded by
a polynucleotide of human origin or is identical to such an antibody except within its
CDRs. The CDRs, some or all of which are encoded by nucleic acids originating in a non-
human organism, are grafted into the beta-sheet framework of a human antibody variable
region to create an antibody, the specificity of which is determined by the engrafted
CDRs. The creation of such antibodies is described in, e.g., WO 92/11018, Jones, 1986,
Nature 321:522-525, Verhoeyen et al., 1988, Science 239:1534-1536. “Backmutation™ of
selected acceptor framework residues to the corresponding donor residues is often
required to regain affinity that is lost in the initial grafted construct (U.S. Pat. No.
5,530,101; U.S. Pat. No. 5,585,089; U.S. Pat. No. 5,693,761; U.S. Pat. No. 5,693,762;
U.S. Pat. No. 6,180,370; U.S. Pat. No. 5,859,205; U.S. Pat. No. 5,821,337; U.S. Pat. No.
6,054,297; U.S. Pat. No. 6,407,213). The humanized antibody optimally also will

comprise at least a portion of an immunoglobulin constant region, typically that of a
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human immunoglobulin, and thus will typically comprise a human Fc region. Humanized
antibodies can also be generated using mice with a genetically engineered immune
system. Roque et al., 2004, Biotechnol. Prog. 20:639-654. A variety of techniques and
methods for humanizing and reshaping non-human antibodies are well known in the art
(See Tsurushita & Vasquez, 2004, Humanization of Monoclonal Antibodies, Molecular
Biology of B Cells, 533-545, Elsevier Science (USA), and references cited therein).
Humanization methods include but are not limited to methods described in Jones et al.,
1986, Nature 321:522-525; Riechmann et al., 1988; Nature 332:323-329; Verhoeyen et
al., 1988, Science, 239:1534-1536; Queen et al., 1989, Proc Natl Acad Sci, USA
86:10029-33; He et al., 1998, J. Immunol. 160: 1029-1035; Carter et al., 1992, Proc Natl
Acad Sci USA 89:4285-9, Presta et al., 1997, Cancer Res.57(20):4593-9; Gorman et al.,
1991, Proc. Natl. Acad. Sci. USA 88:4181-4185; O'Connor et al., 1998, Protein Eng
11:321-8. Humanization or other methods of reducing the immunogenicity of nonhuman
antibody variable regions may include resurfacing methods, as described for example in
Roguska et al., 1994, Proc. Natl. Acad. Sci. USA 91:969-973. In one embodiment, the
parent antibody has been affinity matured, as is known in the art. Structure-based
methods may be employed for humanization and affinity maturation, for example as
described in U.S. Ser. No. 11/004,590. Selection based methods may be employed to
humanize and/or affinity mature antibody variable regions, including but not limited to
methods described in Wu et al., 1999, J. Mol. Biol. 294:151-162; Baca et al., 1997, J.
Biol. Chem. 272(16):10678-10684; Rosok et al., 1996, J. Biol. Chem. 271(37): 22611-
22618; Rader et al., 1998, Proc. Natl. Acad. Sci. USA 95: 8910-8915; Krauss et al., 2003,
Protein Engineering 16(10):753-759. Other humanization methods may involve the
grafting of only parts of the CDRs, including but not limited to methods described in U.S.
Ser. No. 09/810,502; Tan et al., 2002, J. Immunol. 169:1119-1125; De Pascalis et al.,
2002, J. Immunol. 169:3076-3084.

[00076] In one embodiment, the antibody is a fully human antibody. “Fully human
antibody” or “complete human antibody” refers to a human antibody having the gene
sequence of an antibody derived from a human chromosome. Fully human antibodies
may be obtained, for example, using transgenic mice (Bruggemann et al., 1997, Curr
Opin Biotechnol 8:455-458) or human antibody libraries coupled with selection methods
(Griffiths et al., 1998, Curr Opin Biotechnol 9:102-108).

[00077] Production of Antibodies
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[00078] Monoclonal antibody preparations can be produced using a wide variety of
techniques known in the art including the use of hybridoma, recombinant, and phage
display technologies, or a combination thereof. For example, monoclonal antibodies can
be produced using hybridoma techniques including those known in the art and taught, for
example, in Harlow et al., ANTIBODIES: A LABORATORY MANUAL, (Cold Spring
Harbor Laboratory Press, 2nd ed. 1988); Hammerling, et al., in: MONOCLONAL
ANTIBODIES AND T-CELL HYBRIDOMAS, pp. 563-681 (Elsevier, N.Y., 1981) (both
of which are incorporated by reference in their entireties). The term “monoclonal
antibody” as used herein is not limited to antibodies produced through hybridoma
technology. The term “monoclonal antibody” refers to an antibody that is derived from a
single clone, including any eukaryotic, prokaryotic, or phage clone, and not the method

by which it is produced.

[00079] Monoclonal antibodies derived from animals other than rats and mice offer
unique advantages. Many protein targets relevant to signal transduction and disease are
highly conserved between mice, rats and humans, and can therefore be recognized as self-
antigens by a mouse or rat host, making them less immunogenic. This problem may be
avoided when using rabbit as a host animal. See, e.g., Rossi et al., Am. J. Clin. Pathol.,

124, 295-302, 2005.

[00080] Methods for producing and screening for specific antibodies using
hybridoma technology are routine and well known in the art. In a non-limiting example,
mice can be immunized with an antigen of interest or a cell expressing such an antigen.
Once an immune response is detected, e.g., antibodies specific for the antigen are
detected in the mouse serum, the mouse spleen is harvested and splenocytes isolated. The
splenocytes are then fused by well known techniques to any suitable myeloma cells.
Hybridomas are selected and cloned by limiting dilution. The hybridoma clones are then
assayed by methods known in the art for cells that secrete antibodies capable of binding
the antigen. Ascites fluid, which generally contains high levels of antibodies, can be

generated by inoculating mice intraperitoneally with positive hybridoma clones.

[00081]  Adjuvants that can be used in the methods of antibody generation include, but
are not limited to, protein adjuvants; bacterial adjuvants, e.g., whole bacteria (BCG,
Corynebacterium parvum, Salmonella minnesota) and bacterial components including

cell wall skeleton, trehalose dimycolate, monophosphoryl lipid A, methanol extractable
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residue (MER) of tubercle bacillus, complete or incomplete Freund's adjuvant; viral
adjuvants; chemical adjuvants, e.g., aluminum hydroxide, iodoacetate and cholesteryl
hemisuccinateor; naked DNA adjuvants. Other adjuvants that can be used in the methods
of the invention include, Cholera toxin, paropox proteins, MF-59 (Chiron Corporation;
See also Bieg et al. (1999) “GAD65 And Insulin B Chain Peptide (9-23) Are Not Primary
Autoantigens In The Type 1 Diabetes Syndrome Of The BB Rat,” Autoimmunity,
31(1):15-24, which is incorporated herein by reference), MPL® (Corixa Corporation; See
also Lodmell et al. (2000) “DNA Vaccination Of Mice Against Rabies Virus: Effects Of
The Route Of Vaccination And The Adjuvant Monophosphoryl Lipid A (MPL),”
Vaccine, 18: 1059-1066; Johnson et al. (1999) “3-O-Desacyl Monophosphoryl Lipid A
Derivatives: Synthesis And Immunostimulant Activities,” Journal of Medicinal
Chemistry, 42: 4640-4649; Baldridge et al. (1999) “Monophosphoryl Lipid A (MPL)
Formulations For The Next Generation Of Vaccines,” Methods, 19: 103-107, all of which
are incorporated herein by reference), RC-529 adjuvant (Corixa Corporation; the lead
compound from Corixa's aminoalkyl glucosaminide 4-phosphate (AGP) chemical library,
see also www.corixa.com), and DETOX™ adjuvant (Corixa Corporation; DETOX™
adjuvant includes MPL® adjuvant (monophosphoryl lipid A) and mycobacterial cell wall
skeleton; See also Eton et al. (1998) “Active Immunotherapy With Ultraviolet B-
Irradiated Autologous Whole Melanoma Cells Plus DETOX In Patients With Metastatic
Melanoma,” Clin. Cancer Res. 4(3):619-627; and Gupta et al. (1995) “Adjuvants For
Human Vaccines—Current Status, Problems And Future Prospects,” Vaccine, 13(14):

1263-1276, both of which are incorporated herein by reference).

[00082] Numerous publications discuss the use of phage display technology to produce
and screen libraries of polypeptides for binding to a selected analyte. See, e.g, Cwirla et
al., Proc. Natl. Acad. Sci. USA 87, 6378-82, 1990; Devlin et al., Science 249, 404-6,
1990, Scott and Smith, Science 249, 386-88, 1990; and Ladner et al., U.S. Pat. No.
5,571,698. A basic concept of phage display methods is the establishment of a physical
association between DNA encoding a polypeptide to be screened and the polypeptide.
This physical association is provided by the phage particle, which displays a polypeptide
as part of a capsid enclosing the phage genome which encodes the polypeptide. The
establishment of a physical association between polypeptides and their genetic material
allows simultaneous mass screening of very large numbers of phage bearing different

polypeptides. Phage displaying a polypeptide with affinity to a target bind to the target
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and these phage are enriched by affinity screening to the target. The identity of
polypeptides displayed from these phage can be determined from their respective
genomes. Using these methods a polypeptide identified as having a binding affinity for a
desired target can then be synthesized in bulk by conventional means. See, e.g., U.S.
Patent No. 6,057,098, which is hereby incorporated in its entirety, including all tables,

figures, and claims.

[00083] The antibodies that are generated by these methods may then be selected by
first screening for affinity and specificity with the purified polypeptide of interest and, if
required, comparing the results to the affinity and specificity of the antibodies with
polypeptides that are desired to be excluded from binding. The screening procedure can
involve immobilization of the purified polypeptides in separate wells of microtiter plates.
The solution containing a potential antibody or groups of antibodies is then placed into
the respective microtiter wells and incubated for about 30 min to 2 h. The microtiter wells
are then washed and a labeled secondary antibody (for example, an anti-mouse antibody
conjugated to alkaline phosphatase if the raised antibodies are mouse antibodies) is added
to the wells and incubated for about 30 min and then washed. Substrate is added to the
wells and a color reaction will appear where antibody to the immobilized polypeptide(s)

are present.

[00084] The antibodies so identified may then be further analyzed for affinity and
specificity in the assay design selected. In the development of immunoassays for a target
protein, the purified target protein acts as a standard with which to judge the sensitivity
and specificity of the immunoassay using the antibodies that have been selected. Because
the binding affinity of various antibodies may differ; certain antibody pairs (e.g., in
sandwich assays) may interfere with one another sterically, etc., assay performance of an
antibody may be a more important measure than absolute affinity and specificity of an

antibody.

[00085]  Antibodies can also be produced using transgenic mice which are incapable of
expressing functional endogenous immunoglobulins, but which can express human
immunoglobulin genes. For example, the human heavy and light chain immunoglobulin
gene complexes may be introduced randomly or by homologous recombination into
mouse embryonic stem cells. Alternatively, the human variable region, constant region,

and diversity region may be introduced into mouse embryonic stem cells in addition to
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the human heavy and light chain genes. The mouse heavy and light chain
immunoglobulin genes may be rendered non-functional separately or simultaneously with
the introduction of human immunoglobulin loci by homologous recombination. In
particular, homozygous deletion of the JH region prevents endogenous antibody
production. The modified embryonic stem cells are expanded and microinjected into
blastocysts to produce chimeric mice. The chimeric mice are then bred to produce
homozygous offspring which express human antibodies. The transgenic mice are
immunized using conventional methodologies with a selected antigen, e.g., all or a
portion of a polypeptide of the invention. Monoclonal antibodies directed against the
antigen can be obtained from the immunized, transgenic mice using conventional
hybridoma technology. The human immunoglobulin transgenes harbored by the
transgenic mice rearrange during B cell differentiation, and subsequently undergo class
switching and somatic mutation. Thus, using such a technique, it is possible to produce
therapeutically useful IgG, IgA, IgM and IgE antibodies. For an overview of this
technology for producing human antibodies, see Lonberg et al. (1995) “Human
Antibodies From Transgenic Mice,” Int. Rev. Immunol. 13:65-93, which is incorporated
herein by reference in its entirety). For a detailed discussion of this technology for
producing human antibodies and human monoclonal antibodies and protocols for
producing such antibodies, see, e.g., International Publication Nos. WO 98/24893, WO
96/34096, and WO 96/33735; and U.S. Pat. Nos. 5,413,923, 5,625,126, 5,633,425,
5,569,825, 5,661,016, 5,545,806, 5,814,318, and 5,939,598, which are incorporated by
reference herein in their entirety. In addition, companies such as Abgenix, Inc. (Freemont,
Calif.) and Medarex (Princeton, N.J.) can be engaged to provide human antibodies

directed against a selected antigen using technology similar to that described above.

[00086] Recombinant Expression of Antibodies

[00087] Once a nucleic acid sequence encoding an antibody of the invention has
been obtained, the vector for the production of the antibody may be produced by
recombinant DNA technology using techniques well known in the art. Methods which are
well known to those skilled in the art can be used to construct expression vectors
containing the antibody coding sequences and appropriate transcriptional and
translational control signals. These methods include, for example, in vitro recombinant
DNA techniques, synthetic techniques, and in vivo genetic recombination. (See, for

example, the techniques described in Sambrook et al, 1990, MOLECULAR CLONING, A
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LABORATORY MANUAL, 2d Ed., Cold Spring Harbor Laboratory, Cold Spring Harbor,
N.Y. and Ausubel et al. eds., 1998, CURRENT PROTOCOLS IN MOLECULAR
BIOLOGY, John Wiley & Sons, NY).

[00088] An expression vector comprising the nucleotide sequence of an antibody
can be transferred to a host cell by conventional techniques (e.g., electroporation,
liposomal transfection, and calcium phosphate precipitation) and the transfected cells are
then cultured by conventional techniques to produce the antibody of the invention. In
specific embodiments, the expression of the antibody is regulated by a constitutive, an

inducible or a tissue, specific promoter.

[00089] The host cells used to express the recombinant antibodies of the invention
may be either bacterial cells such as Escherichia coli, or, preferably, eukaryotic cells,
especially for the expression of whole recombinant immunoglobulin molecule. In
particular, mammalian cells such as Chinese hamster ovary cells (CHO), in conjunction
with a vector such as the major intermediate early gene promoter element from human
cytomegalovirus is an effective expression system for immunoglobulins (Foecking et al.
(1986) “Powerful And Versatile Enhancer-Promoter Unit For Mammalian Expression
Vectors.” Gene 45:101-105; Cockett et al. (1990) “High Level Expression Of Tissue
Inhibitor Of Metalloproteinases In Chinese Hamster Ovary Cells Using Glutamine
Synthetase Gene Amplification,” Biotechnology 8:662-667).

[00090] A variety of host-expression vector systems may be utilized to express the
antibodies of the invention. Such host-expression systems represent vehicles by which the
coding sequences of the antibodies may be produced and subsequently purified, but also
represent cells which may, when transformed or transfected with the appropriate
nucleotide coding sequences, express the antibodies of the invention in situ. These
include, but are not limited to, microorganisms such as bacteria (e.g., E. coli and B.
subtilis) transformed with recombinant bacteriophage DNA, plasmid DNA or cosmid
DNA expression vectors containing immunoglobulin coding sequences; yeast (e.g.,
Saccharomyces pichia) transformed with recombinant yeast expression vectors containing
immunoglobulin coding sequences; insect cell systems infected with recombinant virus
expression vectors (e.g., baculovirus) containing the immunoglobulin coding sequences;
plant cell systems infected with recombinant virus expression vectors (e.g., cauliflower

mosaic virus (CaMYV) and tobacco mosaic virus (TMYV)) or transformed with recombinant
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plasmid expression vectors (e.g., Ti plasmid) containing immunoglobulin coding
sequences; or mammalian cell systems (e.g., COS, CHO, BHK, 293, 293T, 3T3 cells,
lymphotic cells (see U.S. Pat. No. 5,807,715), Per C.6 cells (rat retinal cells developed by
Crucell)) harboring recombinant expression constructs containing promoters derived from
the genome of mammalian cells (e.g., metallothionein promoter) or from mammalian

viruses (e.g., the adenovirus late promoter; the vaccinia virus 7.5K promoter).

[00091] In bacterial systems, a number of expression vectors may be advantageously
selected depending upon the use intended for the antibody being expressed. For example,
when a large quantity of such a protein is to be produced, for the generation of
pharmaceutical compositions of an antibody, vectors which direct the expression of high
levels of fusion protein products that are readily purified may be desirable. Such vectors
include, but are not limited, to the E. coli expression vector pUR278 (Ruther et al. (1983)
“Easy Identification Of cDNA Clones,” EMBO J. 2:1791-1794), in which the antibody
coding sequence may be ligated individually into the vector in frame with the lac Z
coding region so that a fusion protein is produced; pIN vectors (Inouye et al. (1985) “Up-
Promoter Mutations In The Lpp Gene Of Escherichia coli,” Nucleic Acids Res. 13:3101-
3110; Van Heeke et al. (1989) “Expression Of Human Asparagine Synthetase In
Escherichia coli,” J. Biol. Chem. 24:5503-5509); and the like. pGEX vectors may also be
used to express foreign polypeptides as fusion proteins with glutathione S-transferase
(GST). In general, such fusion proteins are soluble and can easily be purified from lysed
cells by adsorption and binding to a matrix glutathione-agarose beads followed by elution
in the presence of free gluta-thione. The pGEX vectors are designed to include thrombin
or factor Xa protease cleavage sites so that the cloned target gene product can be released

from the GST moiety.

[00092] In an insect system, Autographa californica nuclear polyhedrosis virus
(AcNPV) is used as a vector to express foreign genes. The virus grows in Spodoptera
frugiperda cells. The antibody coding sequence may be cloned individually into non-
essential regions (e.g., the polyhedrin gene) of the virus and placed under control of an

AcNPV promoter (e.g., the polyhedrin promoter).

[00093] In mammalian host cells, a number of viral-based expression systems may
be utilized. In cases where an adenovirus is used as an expression vector, the antibody

coding sequence of interest may be ligated to an adenovirus transcription/translation
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control complex, e.g., the late promoter and tripartite leader sequence. This chimeric gene
may then be inserted in the adenovirus genome by in vitro or in vivo recombination.
Insertion in a non-essential region of the viral genome (e.g., region E1 or E3) will result
in a recombinant virus that is viable and capable of expressing the immunoglobulin
molecule in infected hosts. (see e.g., see Logan et al. (1984) “Adenovirus Tripartite
Leader Sequence Enhances Translation Of mRNAs Late After Infection,” Proc. Natl.
Acad. Sci. (U.S.A.) 81:3655-3659). Specific initiation signals may also be required for
efficient translation of inserted antibody coding sequences. These signals include the ATG
initiation codon and adjacent sequences. Furthermore, the initiation codon must be in
phase with the reading frame of the desired coding sequence to ensure translation of the
entire insert. These exogenous translational control signals and initiation codons can be of
a variety of origins, both natural and synthetic. The efficiency of expression may be
enhanced by the inclusion of appropriate transcription enhancer elements, transcription
terminators, etc. (see Bitter et al. (1987) “Expression And Secretion Vectors For Yeast,”

Methods in Enzymol. 153:516-544).

[00094] In addition, a host cell strain may be chosen which modulates the
expression of the inserted sequences, or modifies and processes the gene product in the
specific fashion desired. Such modifications (e.g., glycosylation) and processing (e.g.,
cleavage) of protein products may be important for the function of the protein. Different
host cells have characteristic and specific mechanisms for the post-translational
processing and modification of proteins and gene products. Appropriate cell lines or host
systems can be chosen to ensure the correct modification and processing of the foreign
protein expressed. To this end, eukaryotic host cells which possess the cellular machinery
for proper processing of the primary transcript, glycosylation, and phosphorylation of the
gene product may be used. Such mammalian host cells include but are not limited to
CHO, VERY, BHK, Hela, COS, MDCK, 293, 293T, 3T3, WI38, BT483, Hs578T, HTB2,
BT20 and T47D, CRL7030 and Hs578Bst.

[00095] For long-term, high-yield production of recombinant proteins, stable
expression is preferred. For example, cell lines which stably express an antibody of the
invention may be engineered. Rather than using expression vectors which contain viral
origins of replication, host cells can be transformed with DNA controlled by appropriate
expression control elements (e.g., promoter, enhancer, sequences, transcription

terminators, polyadenylation sites, etc.), and a selectable marker. Following the
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introduction of the foreign DNA, engineered cells may be allowed to grow for 1-2 days in
an enriched media, and then are switched to a selective media. The selectable marker in
the recombinant plasmid confers resistance to the selection and allows cells to stably
integrate the plasmid into their chromosomes and grow to form foci which in turn can be
cloned and expanded into cell lines. This method may advantageously be used to engineer
cell lines which express the antibodies of the invention. Such engineered cell lines may be
particularly useful in screening and evaluation of compounds that interact directly or

indirectly with the antibodies of the invention.

[00096] A number of selection systems may be used, including but not limited to the
herpes simplex virus thymidine kinase (Wigler et al. (1977) “Transfer Of Purified Herpes
Virus Thymidine Kinase Gene To Cultured Mouse Cells,” Cell 11:223-232),
hypoxanthine-guanine phosphoribosyltransferase (Szybalska et al. (1962) “Genetics Of
Human Cess Line. IV. DNA-Mediated Heritable Transformation Of A Biochemical Trait,”
Proc. Natl. Acad. Sci. (U.S.A.) 48:2026-2034), and adenine phosphoribosyltransferase
(Lowy et al. (1980) “Isolation Of Transforming DNA: Cloning The Hamster Aprt Gene,”
Cell 22:817-823) genes can be employed in tk—, hgprt— or aprt— cells, respectively. Also,
antimetabolite resistance can be used as the basis of selection for the following genes:
dhfr, which confers resistance to methotrexate (Wigler et al. (1980) “Transformation Of
Mammalian Cells With An Amplfiable Dominant-Acting Gene,” Proc. Natl. Acad. Sci.
(U.S.A.) 77:3567-3570; O'Hare et al. (1981) “Transformation Of Mouse Fibroblasts To
Methotrexate Resistance By A Recombinant Plasmid Expressing A Prokaryotic
Dihydrofolate Reductase,” Proc. Natl. Acad. Sci. (U.S.A.) 78:1527-1531); gpt, which
confers resistance to mycophenolic acid (Mulligan et al. (1981) “Selection For Animal
Cells That Express The Escherichia coli Gene Coding For Xanthine-Guanine
Phosphoribosyltransferase,” Proc. Natl. Acad. Sci. (U.S.A.) 78:2072-2076); neo, which
confers resistance to the aminoglycoside G-418 (Tachibana et al. (1991) “Altered
Reactivity Of Immunoglobutin Produced By Human-Human Hybridoma Cells
Transfected By pSV2-Neo Gene,” Cytotechnology 6(3):219-226; Tolstoshev (1993)
“Gene Therapy, Concepts, Current Trials And Future Directions,” Ann. Rev. Pharmacol.
Toxicol. 32:573-596; Mulligan (1993) “The Basic Science Of Gene Therapy,” Science
260:926-932; and Morgan et al. (1993) “Human gene therapy,” Ann. Rev. Biochem.
62:191-217). Methods commonly known in the art of recombinant DNA technology
which can be used are described in Ausubel et al. (eds.), 1993, CURRENT PROTOCOLS
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IN MOLECULAR BIOLOGY, John Wiley & Sons, NY; Kriegler, 1990, GENE
TRANSFER AND EXPRESSION, A LABORATORY MANUAL, Stockton Press, NY;
and in Chapters 12 and 13, Dracopoli et al. (eds), 1994, CURRENT PROTOCOLS IN
HUMAN GENETICS, John Wiley & Sons, NY.; Colbere-Garapin et al. (1981) “A New
Dominant Hybrid Selective Marker For Higher Eukaryotic Cells,” J. Mol. Biol. 150:1-14;
and hygro, which confers resistance to hygromycin (Santerre et al. (1984) “Expression Of
Prokaryotic Genes For Hygromycin B And G418 Resistance As Dominant-Selection
Markers In Mouse L Cells,” Gene 30:147-156).

[00097] The expression levels of an antibody of the invention can be increased by
vector amplification (for a review, see Bebbington and Hentschel, “The Use Of Vectors
Based On Gene Amplification For The Expression Of Cloned Genes In Mammaian
Cells,” in DNA CLONING, Vol. 3. (Academic Press, New York, 1987)). When a marker
in the vector system expressing an antibody is amplifiable, increase in the level of
inhibitor present in culture of host cell will increase the number of copies of the marker
gene. Since the amplified region is associated with the nucleotide sequence of the
antibody, production of the antibody will also increase (Crouse et al. (1983) “Expression
And Amplification Of Engineered Mouse Dihydrofolate Reductase Minigenes,” Mol.
Cell. Biol. 3:257-266).

[00098] The host cell may be co-transfected with two expression vectors of the
invention, the first vector encoding a heavy chain derived polypeptide and the second
vector encoding a light chain derived polypeptide. The two vectors may contain identical
selectable markers which enable equal expression of heavy and light chain polypeptides.
Alternatively, a single vector may be used which encodes both heavy and light chain
polypeptides. In such situations, the light chain should be placed before the heavy chain
to avoid an excess of toxic free heavy chain (Proudfoot (1986) “Expression And
Amplification Of Engineered Mouse Dihydrofolate Reductase Minigenes,” Nature
322:562-565; Kohler (1980) “Immunoglobulin Chain Loss In Hybridoma Lines,” Proc.
Natl. Acad. Sci. (U.S.A.) 77:2197-2199). The coding sequences for the heavy and light

chains may comprise cDNA or genomic DNA.

[00099] Once the antibody of the invention has been recombinantly expressed, it
may be purified by any method known in the art for purification of an antibody, for

example, by chromatography (e.g., ion exchange, affinity, particularly by affinity for the
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specific antigen after Protein A, and sizing column chromatography), centrifugation,
differential solubility, or by any other standard technique for the purification of proteins.

EXAMPLES

[000100] Example 1: Monoclonal Antibody development in rabbits

[000101] Female New Zealand Rabbits were immunized by subcutaneous injections
(SQ) with antigen/adjuvant emulsions. Primary immunization was done with Complete
Freund’s Adjuvant and Incomplete Freund’s Adjuvant was used for all subsequent boosts.
Rabbits were injected SQ every three weeks at 250p g protein antigen per rabbit
(alternating two sites, hips and scapulas). A test bleed was taken from the marginal ear
vein seven days after the second boost. This test bleed (immune sera) was tested by
indirect ELISA assay to determine if immune response of the rabbit was adequate for
monoclonal antibody development. The best responding rabbit was given a final SQ boost
and four days later was euthanized via exsanguination. The whole blood was collected via
cardiac puncture. B cells producing antibody of interest were identified by indirect
ELISA on target antigen and immunoglobulin genes were isolated. Heavy and light
chains were cloned into separate mammalian expression vectors, transfected into HEK
cells (transient transfection), and tissue culture supernatant containing rabbit monoclonal

antibodies were harvested.

[000102] Example 2: Monoclonal Antibody development in mice

[000103] Female BALB/c mice (60 days old) were immunized by intraperitoneal
injections (IP) with antigen/adjuvant emulsions as per standard operating procedure.
Primary immunization was done with Complete Freund’s Adjuvant and Incomplete
Freund’s Adjuvant was used for all subsequent boosts. Mice were injected IP every 3
weeks at 25ug antigen per mouse (total volume 125uL per mouse). Test bleeds were done
by saphenous vein lancing 7 to 10 days after the second boost. This test bleed (immune
sera) was tested by indirect ELISA assay to determine if the immune response of mice
was adequate for fusion. The best 2 responding mice were given a final intravenous boost
of 10ug antigen per mouse in sterile saline via lateral tail vein. 4 days after the IV boost
the mice were euthanized and the spleens were harvested. Lymphocytes isolated from the
spleen were used in the fusion process to produce hybridomas using the method of

Kohler, G.; Milstein, C. (1975). "Continuous cultures of fused cells secreting antibody of
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predefined specificity”. Nature 256 (5517): 495-497. Hybridomas were generated using a
PEG1500 fusion process.

[000104] Example 3: Screening of Antibodies with Patient Samples (Microtiter-
based ELISA Method)

[000105] Materials:

96-well high bind ELISA plates-Costar 3590 (Corning)

ELISA coating buffer: PBS

ELISA wash buffer: PBS with 0.02% Tween-20

ELISA blocking Buffer (Thermo Pierce, catalogue number N502)
ELISA reagent diluent: 200 mM Tris, 1% BSA (BioFx), 0.05% Tween-20, pH 8.1
Neutravidin-HRP conjugate (Thermo Pierce, catalogue number 31001)
1-Step Ultra TMB substrate (R&D systems, catalogue number 34028)
Stop solution: 2N sulfuric acid

Capture antibodies

Biotin conjugated detection antibodies

Recombinant human IGFBP7 (Peprotech, catalogue number 410-02)
EXLx405 plate washer (Biotek)

Multiskan FC plate reader (Fisher Scientific)

[000106] Testing Procedure

[000107] Purified, recombinant IGFBP7 analyte was spiked into Reagent Diluent and
serially diluted to generate a set of standard samples covering a range of concentrations.
Frozen single-use aliquots of patient samples were thawed in a room temperature water

bath for 10 minutes, and then diluted to desired level with Reagent Diluent.

[000108] 100 pL of 5 pg/mL Capture Antibody solution prepared in coating buffer was
added to each well on a 96-well high bind ELISA plate and incubated over night at room
temperature (22°C to 25°C). Each well was aspirated and washed three times with 300 pL
of wash buffer using an autowasher. Then 250 pL of ELISA blocking buffer was added to
each well. After an incubation of 2 hours at room temperature, the aspiration / wash step

described above was repeated.

[000109] 100 pL of standard or patient samples was added to each well of the prepared

plate and incubated at room temperature on a horizontal orbital shaker. After 2 hours of
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incubation, the plate was washed as described above. Then 100 pL of 0.1 pg/mL detection
antibody solution prepared in reagent diluent was added to each well. After incubation for
1 hour at room temperature, the plate was washed again. A 0.1 pg/mL solution of
neutravidin-HRP conjugate was prepared in reagent diluent, and 100 pL of this solution
was added to each well. The plate was incubated for 1 hour at room temperature and
washed. 100 pL of 1-step ultra TMB substrate was added to each well, incubated at room
temperature for 10 minutes protected from light, followed by 50 puL of stop solution. The
optical density in each well was measured with a microplate reader set to a wavelength of

450nm.

[000110] Example 4: Screening of Antibodies with Patient Samples (Lateral

Flow Strip Testing Method)

[000111] Materials:

Nitrocellulose membrane

Backing card

Sample pad

Wicking pad

Membrane blocking buffer: 10 mM Sodium phosphate, 0.1% sucrose, 0.1% BSA,
0.2% PVP-40, pH 8.0

Sample pad blocking buffer: 5 mM Borate, 0.1% Tween-20, 0.25% PVP-40, 0.5%
BSA, pH 8.5

Running buffer J: 500 mM Tris, 0.2% 10G, 0.35% Tween-20, 0.25% PVP-40, pH
8.5

Fluorescently-conjugated antibodies

Test line antibodies

Goat-anti-mouse positive control antibodies

Recombinant human IGFBP7
[000112] Strip Assembly

[000113] Nitrocellulose membranes were striped with test line antibodies using an
AD3050 aspirate dispense system, blocked with the membrane blocking buffer and dried
at 37° C for 30 min. After curing over night in a desiccator, the striped and blocked

nitrocellulose membranes were laminated onto backing cards with wicking pads and
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sample pads pre-treated with the sample pad blocking buffer. The cards were cut into 5

mm wide test strips, which were then placed into cartridges.
[000114] Sample Preparation

[0100] Purified, recombinant IGFBP7 analyte was spiked into Running buffer J and
serially diluted to generate a set of standard samples covering a range of concentrations.
Frozen single-use aliquots of patient samples were thawed in a room temperature water

bath for 10 minutes, and then diluted to desired level with Running buffer J.
[0101] Testing Procedure

[0102] 10 pL of fluorescently conjugated antibody (0.025 pg/ul) in PBS was added
to 100 pLL of sample. 100 pL of this solution was then loaded into the input port on the
cartridge. Results was read at t=20 minutes using a fluorescence reader and associated

software.

[0111] Example 5. Peptide Mapping

[0112] Materials: 96-well high bind microtiter plates, Neutravidin, biotinylated
peptides, Unconjugated antibodies, mouse IgG, rabbit IgG, goat IgG, HRP conjugated to
anti-mouse IgG HRP conjugate, anti-rabbit IgG HRP conjugate, anti-goat IgG HRP

conjugate, TMB substrate, 2N sulfuric acid were used for epitope mapping experiments.

[0113] Neutravidin was immobilized in individual wells of 96-well high bind
microtiter plate. The plates were washed to remove unreacted neutravidin followed by a
blocking step. Biotinylated peptides were dissolved in an aqueous buffer to a
concentration of 10 pg/mL. 50 pL of the peptide solutions were added to each well of
neutravidin coated microtiter plates. These plates were incubated one hour at room
temperature and then washed to remove unbound peptides. Unconjugated mouse and
rabbit antibodies were diluted to 5 pg/mL and added to the plate at 100 pL/well. Anti-
mouse IgG (in the mouse anti-IGFBP7) or anti-rabbit IgG (in the case of rabbit anti-
IGFBP7) was added to neighboring wells as a negative control. Plates were incubated 1
hour at room temperature and washed. HRP conjugated to anti-mouse IgG (in the case of
mouse anti-IGFBP7 and mouse IgG negative control), and HRP conjugated to anti-rabbit
IgG (in the case of rabbit anti-IGFBP7 and rabbit IgG negative control) was diluted to 0.2
png/mL and 100 pL. was added to each well of the plate. These plates were incubated for

20 minutes at room temperature and washed. 100 uL/well of TMB substrate was added
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and plates were incubated for 20 minutes while avoiding exposure to light. 50 pl/well of
Stop solution (2N sulfuric acid) was added to each well and plates to stop the reaction.
The absorbance was read on spectrophtometric 96-well microplate reader set to measure

the optical density at 450 nm.

[0114] Example 6: Alanine scanning peptide mapping

[0115] Alanine scanning is a widely used mutagenesis approach in which residues in
a target protein are systematically substituted for alanine at selected positions by site-
directed mutagenesis, expressed, and assayed for function. Substitution with alanine
residues eliminates side-chain interactions without altering main-chain conformation or
introducing steric or electrostatic effects. Using automated mutagenesis protocols, every
residue in a target polypeptide is changed to alanine, and critical residues that comprise

each antibody binding domain can be determined.

[0116] Example 7: Results

[0117] Using the combined alanine scanning and peptide mapping results, unique

IGFBP7 monoclonal antibodies were identified and selected based on analytical

performance.
Antibody | Pepscan sequence Astute Sequence (total region)
210PGDRD214 201 YGVQRTELLPGDRDNL,6
7G2.1 (SEQ ID NO: 6) (SEQ ID NO: 6)
206 [ELLPGDR 33 191 LIWNKVKRGHYGVQR Ty
6D2.1 (SEQ ID NO: 3) (SEQID NO: 7)
36sEPASCy (SEQ ID 259SSSSDTCGPCEPASCPPLP4, SEQ
IC9E4.1 | NO:4) ID NO: §)

[0118] Example 8: Sequencing data

[0119] Antibody IC9E4.1 was isotyped as a murine IgG1/kappa antibody. cDNA
from the monocloncal cell line was obtained for sequencing by standard methods. The
sequences of the heavy chain variable region and the light chain variable region were as

follows:

[0120] Viight (SEQ ID NO: 9)
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DVVMTQTPLT LSVTIGQPAS ISCKSSQSLL YSNGETYLHW LLQRPGQSPK 50
RLIYLVSKLD SGVPDRFTGS GSRTDFTLKI SRVEAEDLGV YYCAQGTHFP 100
HTFGGGTKLE

[0121] Vheavy (SEQ ID NO: 10)

QIQLVQSGPE LKKPGETVKI SCKASGYSEFT DYSIHWVKQA PGKGLKWMGL 50
INTETGEPIY VDDFKGRFAF SLETSARTAY LQINNLKNED TATYFCARAY 100
YWAYWGQGTL V

[0122] Antibody 1D6

[0123] Antibody 1D6 was isotyped as a murine IgG1/kappa antibody. By epitope
mapping, the 1D6 antibody was determined to bind to a conformational epitope of
IGFBP7. cDNA from the monocloncal cell line was obtained for sequencing by standard
methods. The sequences of the heavy chain variable region and the light chain variable

region were as follows:
[0124]  Viien (SEQID NO: 11)

QIVLTQSPATI MSASPGEKVT MTCSASSSVS YMHWYQQKSG TSPKRWIYDT 50
SELASGVPAR FSGSGSGTSY SLTISSMEAE DAATYYCQQW SSSPETFGSG 100

TKLEIKR

[0125] Vheavy (SEQ ID NO: 12)

QIQLVQSGPE LKKPGETVKI SCKASGYTFK KYGMNWVKQA PGKGLKWMGW 50
INTYTGEPIY ADDFKGRFAF SLETSASTAY LOQISNLKNED TATYFCAREE
YGPEFYAMDYW GQGTSVTIVSS

[0126] While the invention has been described and exemplified in sufficient detail for
those skilled in this art to make and use it, various alternatives, modifications, and
improvements should be apparent without departing from the spirit and scope of the
invention. The examples provided herein are representative of preferred embodiments, are
exemplary, and are not intended as limitations on the scope of the invention.
Modifications therein and other uses will occur to those skilled in the art. These
modifications are encompassed within the spirit of the invention and are defined by the

scope of the claims.
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[0127] The use of “or”” herein means “and/or” unless stated otherwise. Similarly,

2% << 2% << 29 C¢l 29 Cel

“comprise,” “comprises,” “comprising” “include,” “includes,” and “including” are

interchangeable and not intended to be limiting.

[0128] It is to be further understood that where descriptions of various embodiments
use the term “comprising,” those skilled in the art would understand that in some specific
instances, an embodiment can be alternatively described using language “consisting

essentially of” or “consisting of.”

[0129] Unless defined otherwise, all technical and scientific terms used herein have
the same meaning as commonly understood to one of ordinary skill in the art to which
this disclosure belongs. Although any methods and reagents similar or equivalent to
those described herein can be used in the practice of the disclosed methods and

compositions, the exemplary methods and materials are now described.

[0130] All publications mentioned herein are incorporated herein by reference in full
for the purpose of describing and disclosing the methodologies, which are described in
the publications, which might be used in connection with the description herein. All
patents and publications mentioned in the specification are indicative of the levels of
those of ordinary skill in the art to which the invention pertains prior to the filing date of
the disclosure. Nothing herein is to be construed as an admission that the inventors are

not entitled to antedate such disclosure by virtue of prior disclosure.

[0131] It will be readily apparent to a person skilled in the art that varying
substitutions and modifications may be made to the invention disclosed herein without

departing from the scope and spirit of the invention.

[0132] The invention illustratively described herein suitably may be practiced in the
absence of any element or elements, limitation or limitations which is not specifically
disclosed herein. Thus, for example, in each instance herein any of the terms
“comprising”, “consisting essentially of”” and “consisting of” may be replaced with either
of the other two terms. The terms and expressions which have been employed are used as
terms of description and not of limitation, and there is no intention that in the use of such
terms and expressions of excluding any equivalents of the features shown and described
or portions thereof, but it is recognized that various modifications are possible within the
scope of the invention claimed. Thus, it should be understood that although the present

invention has been specifically disclosed by preferred embodiments and optional features,
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modification and variation of the concepts herein disclosed may be resorted to by those
skilled in the art, and that such modifications and variations are considered to be within

the scope of this invention as defined by the appended claims.

[0133] Other embodiments are set forth within the following claims.
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WHAT IS CLAIMED IS:

1. An antibody which specifically binds human IGFBP7 selected from the group

consisting of:

a monoclonal antibody which specifically binds to a polypeptide consisting of SEQ ID
NO: 1, and a monoclonal antibody which specifically binds to the polypeptide consisting
of SEQ ID NO: 2.

2. An antibody according to claim 1, wherein the monoclonal antibody is conjugated

to a signal development element.

3. An antibody according to claim 1, wherein the second monoclonal antibody is

immobilized on a solid support.

4. An antibody according to one of claims 1-3, wherein the antibody is provided as a
reagent in a test kit for the detection of human IGFBP7, the test kit optionally comprising
a disposable test device configured to generate a detectable signal related to the present or

amount of human IGFBP7 in a biological sample.

5. An antibody according to claim 4, wherein the disposable test device is a lateral

flow test device.

6. An antibody pair according to one of claims 4 or 5, wherein the monoclonal

antibody is immobilized to a surface within the disposable test device.

7. An antibody according to one of claims 4 or 5, wherein the monoclonal antibody

is provided in a separate container from the disposable test device.

8. An antibody according to one of claims 4-7, wherein the test kit comprises two
different antibodies according to one of claims 1-3 selected to provide a sandwich
antibody pair for the detection of human IGFBP7, the antibody pair consisting of a first
monoclonal antibody which specifically binds to a polypeptide consisting of SEQ ID NO:
1, and a second monoclonal antibody which specifically binds to the polypeptide
consisting of SEQ ID NO: 2.

0. An antibody according to claim 8, wherein the test kit further comprises a

calibration to relate the detectable signal to a concentration of IGFBP7.

10. An antibody according to claim 9, wherein the calibration is a calibration curve

provided on an electronic memory device.
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11. An antibody according to one of claims 8-10, wherein each of the first and second

monoclonal antibody is provided as a reagent in an in vifro diagnostic.

12. An antibody according to one of claims 4-11, wherein the kit is configured to
perform an assay method which provides a signal related to the present or amount of
human IGFBP7 in a biological sample, and wherein the minimum detectable

concentration of IGFBP7 in the assay method is 20 ng/mL or less.

13. An antibody according to one of claims 1-12, wherein the antibody is a rabbit,

mouse, chicken, goat, sheep, donkey, human, llama or camelid antibody.

14. An antibody according to one of claims 1-12, wherein the antibody is a rabbit
antibody.
15. An antibody according to one of claims 1-14, wherein the antibody comprises at

least one critical residue, defined as an amino acid of SEQ ID NO: 1 that, when changed
to an alanine, reduces binding of the first and second monoclonal antibodies by at least
50% relative to binding to SEQ ID NO: 1, or as an amino acid of SEQ ID NO: 2 that,
when changed to an alanine, reduces binding of the first and second monoclonal

antibodies by at least 50% relative to binding to SEQ ID NO: 2.

16. An antibody pair according to claim 15, wherein the at least one critical residue is

at least one residue in SEQ ID NO: 3 or 4.

17. A method for determining the presence or amount of human IGFBP7 in a

biological sample, comprising:

performing an immunoassay on the biological sample with a first monoclonal antibody
and a second monoclonal antibody which together form sandwich complexes with human
IGFBP7, wherein the first monoclonal antibody specifically binds to a polypeptide
consisting of SEQ ID NO: 1, wherein the second monoclonal antibody specifically binds
to a polypeptide consisting of SEQ ID NO: 2, and wherein the immunoassay provides a
detectable signal that is related to the presence or amount of human IGFBP7 in the

biological sample bound in the sandwich complexes; and

relating the detectable signal to the presence or amount of human IGFBP7 in the

biological sample.

18. A method according to claim 17, wherein the minimum detectable concentration

of IGFBP7 in the immunoassay is 20 ng/mL or less.
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19. A method according to one of claims 17 or 18, wherein the immunoassay is

performed in a lateral flow format.

20. A method according to claim 17, wherein the immunoassay is an in vitro
diagnostic.
21. A method according to one of claims 17-20, wherein the immunoassay is

performed by applying the human patient sample to a disposable test device, and the
detectable signal is obtained by inserting the disposable test device into an analytical
instrument, wherein the sandwich complexes comprising the first and second monoclonal
antibodies are immobilized for detection in a predetermined zone of the disposable test
device, and wherein the analytical instrument detects the immobilized sandwich

complexes to provide the detectable signal.

22. A method according to one of claims 17-21, wherein the first or the second

monoclonal antibody is conjugated to a signal development element.

23. A method according to claim 22, wherein the first or the second monoclonal
antibody that is conjugated to a signal development element forms a reaction mixture
with the human patient sample, and the human patient sample is applied to the disposable

test device by applying the reaction mixture to the disposable test device.

24. A method according to claim 22 or 23, wherein the first or the second monoclonal
antibody that is not conjugated to a signal development element is immobilized at the

predetermined zone of a solid support.

25. A method according to one of claims 17-24, wherein each of the first and second
monoclonal antibody is independently selected from the group consisting of a rabbit,

mouse, chicken, goat, sheep, donkey, human, llama and camelid antibody.

26. A method according to one of claims 17-24, wherein the first and second

antibodies are independently a rabbit antibody or a mouse antibody.

27. A method according to one of claims 17-24, wherein the first monoclonal
antibody comprises at least one critical residue, defined as an amino acid of SEQ ID NO:
1 that, when changed to an alanine, reduces binding of the first and second monoclonal
antibodies by at least 50% relative to binding to SEQ ID NO: 1, and the second

monoclonal antibody comprises at least one critical residue, defined as an amino acid of

42



WO 2015/069880 PCT/US2014/064327

SEQ ID NO: 2 that, when changed to an alanine, reduces binding of the first and second
monoclonal antibodies by at least 50% relative to binding to SEQ ID NO: 2.

28. A method according to claim 25, wherein the at least one critical residue in the
first monoclonal antibody is at least one residue in SEQ ID NO: 3 and the at least one
critical residue in the second monoclonal antibody is at least one residue in SEQ ID NO:

4.
29. An isolated antibody comprising:

one or both of (i) a light chain variable region having an amino acid sequence of SEQ ID
NO: 9 or a sequence at least 90% identical to SEQ ID NO: 9, and (ii) a heavy chain
variable region having an amino acid sequence of SEQ ID NO: 10 or a sequence at least
90% identical to SEQ ID NO: 10, wherein the antibody specifically binds human
IGFBP7.

30. An antibody according to claim 29, wherein the antibody has a light chain variable
region having an amino acid sequence of SEQ ID NO: 9 and a heavy chain variable

region having an amino acid sequence of SEQ ID NO: 10.

31. An antibody according to claim 29 or 30, wherein the antibody is a monoclonal
antibody.
32. A nucleic acid, the sequence of which encodes:

an antibody comprising one or both of (i) a light chain variable region having an amino
acid sequence of SEQ ID NO: 9 or a sequence at least 90% identical to SEQ ID NO: 9,
and (ii) a heavy chain variable region having an amino acid sequence of SEQ ID NO: 10
or a sequence at least 90% identical to SEQ ID NO: 10, wherein the antibody specifically
binds human IGFBP7.

33. A nucleic acid according to claim 32, wherein the antibody has a light chain
variable region having an amino acid sequence of SEQ ID NO: 9 and a heavy chain

variable region having an amino acid sequence of SEQ ID NO: 10.

34. An antibody-expressing cell line, the cell line expressing an antibody comprising
one or both of (i) a light chain variable region having an amino acid sequence of SEQ ID
NO: 9 or a sequence at least 90% identical to SEQ ID NO: 9, and (ii) a heavy chain

variable region having an amino acid sequence of SEQ ID NO: 10 or a sequence at least
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90% identical to SEQ ID NO: 10, wherein the antibody specifically binds human
IGFBP7.

35. A cell line according to claim 34, wherein the antibody has a light chain variable
region having an amino acid sequence of SEQ ID NO: 9 and a heavy chain variable

region having an amino acid sequence of SEQ ID NO: 10.
36. An isolated antibody comprising:

one or both of (i) a light chain variable region having an amino acid sequence of SEQ ID
NO: 11 or a sequence at least 90% identical to SEQ ID NO: 11, and (ii) a heavy chain
variable region having an amino acid sequence of SEQ ID NO: 12 or a sequence at least
90% identical to SEQ ID NO: 12, wherein the antibody specifically binds human
IGFBP7.

37. An antibody according to claim 29, wherein the antibody has a light chain variable
region having an amino acid sequence of SEQ ID NO: 11 and a heavy chain variable

region having an amino acid sequence of SEQ ID NO: 12.

38. An antibody according to claim 36 or 37, wherein the antibody is a monoclonal
antibody.
39. A nucleic acid, the sequence of which encodes:

an antibody comprising one or both of (i) a light chain variable region having an amino
acid sequence of SEQ ID NO: 11 or a sequence at least 90% identical to SEQ ID NO: 11,
and (ii) a heavy chain variable region having an amino acid sequence of SEQ ID NO: 12
or a sequence at least 90% identical to SEQ ID NO: 12, wherein the antibody specifically
binds human IGFBP7.

40. A nucleic acid according to claim 39, wherein the antibody has a light chain
variable region having an amino acid sequence of SEQ ID NO: 11 and a heavy chain

variable region having an amino acid sequence of SEQ ID NO: 12.

41. An antibody-expressing cell line, the cell line expressing an antibody comprising
one or both of (i) a light chain variable region having an amino acid sequence of SEQ ID
NO: 11 or a sequence at least 90% identical to SEQ ID NO: 11, and (ii) a heavy chain
variable region having an amino acid sequence of SEQ ID NO: 12 or a sequence at least
90% identical to SEQ ID NO: 12, wherein the antibody specifically binds human

IGFBP7.
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42. A cell line according to claim 34, wherein the antibody has a light chain variable
region having an amino acid sequence of SEQ ID NO: 11 and a heavy chain variable

region having an amino acid sequence of SEQ ID NO: 12.
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amino acid sequence at least 90% identical to SEQ ID NO: 11, and (ii) a heavy chain variable region having an amino acid at least 90%
identical to SEQ ID NO: 12, wherein the antibody specifically binds human IGFBP7, a nucleic acid encoding the antibody, and an
antibody-expressing cell line that expresses said antibody.

The inventions listed as Groups |-l do not relate to a single general inventive concept under PCT Rule 13.1 because, under PCT Rule -
13.2, they lack the same or corresponding special technical features for the following reasons: the special technical features of Group |
include an isolated antibody comprising a light chain variable region having an amino acid sequence of at least 90% identical to SEQ 1D
NO: 9, and (ii) a heavy chain variable region having an amino acid sequence at least 90% identical to SEQ ID NO: 10, which are not
present in Group I, the special technical features of Group Il including an isolated antibody comprising: one or both of (i) a light chain
variable region having an amino acid sequence at least 30% identical to SEQ ID NO: 11, and (ii) a heavy chain variable region having an
amino acid at least 90% identical to SEQ ID NO: 12, not present in Group 1.

Groups I-ll share the technical features including antibodies having a light chain variable region and/or a heavy chain variable region,
where the antibodies specifically bind human IGFBP7; a nucleic acid, the sequence of which encodes: an antibody comprising one or
both of (i) a light chain variable region having an amino acid sequence, and (ii) a heavy chain variable region having an amino acid
sequence, wherein the antibody specifically binds human IGFBP7; and an antibody-expressing cell line, the cell line expressing an
antibody comprising one or both of (i) a light chain variable region having an amino acid sequence, and (ii) a heavy chain variable region -
having an amino acid sequence, wherein the antibody specifically binds human IGFBP7.

However, these shared technical features are previously disclosed by US 2012/0045391 A1 to Stanimirovic, et al. (hereinafter
'Stanimirovic'). Stanimirovic.discloses antibodies (abstract) having a light chain variable region (paragraphs [0018], [0073], [0074])
and/or a heavy chain variable region (paragraphs [0018], [0073], [0074]), where the antibodies specifically bind human IGFBP7 (where
the antibodies bind to IGFBP7 in human brain tumors; paragraph [0031]); a nucleic acid (paragraph [0088]), the sequence of which
encodes (paragraph [0088]): an antibody (abstract) comprising one or both of (i) a light chain variable region (paragraphs [0018], [0073],
[0074]) having an amino acid sequence (paragraph [0078]), and (ii) a heavy chain variable region (paragraphs [0018], {0073}, [0074])
having an amino acid sequence (paragraph [0078]), wherein the antibody specifically binds human IGFBP7 (where the antibodies bind
to IGFBP7 in human brain tumors; paragraph [0031]); and an antibody-expressing cell line (E. coli cells transformed with a vector
encoding the antibody; paragraph [0113]), the cell line expressing an antibody (abstract) comprising one or both of (i) a light chain
variable region (paragraphs [0018], [0073], [0074)) having an amino acid sequence (paragraph [0078]), and (ji) a heavy chain variable
region (paragraphs [0018], [0073], [0074]) having an amino acid sequence {paragraph [0078]), wherein the antibody specifically binds
human IGFBP7 (where the antibodies bind to IGFBP7 in human brain tumors; paragraph [0031]).

Since none of the special technical features of the Groups |-l inventions is found in more than one of the inventions, and since all of the
shared technical features are previously disclosed by the Stanimirovic reference, unity of invention is lacking.

Form PCT/ISA/210 (extra sheet) (July 2009)




CN 105793439 A

(19) e AR X FEE SRR ZIRE

v, (12) REAE RIS

(10)EIFA TS CN 105793439 A
(43)ERIE A% H 2016. 07. 20

(21)E{ES 201480066318.8
(22)EiEH 2014.11.06

(30) LN E HE
61/900,942 2013.11.06 US
62/054,324 2014.09.23 US
62/064,380 2014.10.15 US

(85)PCTEFREAIEIHFNE KM ELH
2016.06.03

(86)PCTEFRER IR ERIEEIR
PCT/US2014/064327 2014.11.06

(87)PCTEPRER IR A Fh Hi iR
W02015/069880 EN 2015.05.14

(TOEREAN BB 245 2 7
kil QESESIYIIE IRV ER S

(T2)&BAAN R« A« 4EBTHESE =

S« JIREEHETS

(74) EFIRIBHLAG 65T 8 AT 24 55 T
11313

REA M TEh

(51)Int.Cl.
€120 1/68(2006.01)

BRI ESR 53T BLWI 452200

(54) % BR & FR

DUZE PR BEAT (4L X TGRBPT i L AT ik
R R F D
(57)HE

AR SRR A2 AE T VA B B A
A BSOEE B s R B 1 TGFBPT %328 W 5 o T ik f %5
N AR AT 55 E FH T 0 AR IR AR 1 R 1 IR
FEAR I, I ELARE 1 A2 75 FH T o) g 37 3 3%
5 B IR BRI 5 T 3 A T R S 1 0 5 A
HOETRENAIETINE S TprEe 2



CN 105793439 A W F E Kk B /3 5

L. — e Rt 456 NTGFBPT R Hifa , Hoade H HH BA T ZH Rl 4

R 45 A HSEQ ID NO: 1ZH Bl ) 2 IR B se R B dds , FRs et 456 FHSEQ 1D NO: 244
R 22 IR e B Bk

2 ARABE BN ESR LR I HiAd , Forb prid s v B HLAR & T8 5 W IT .

3 HRAR BRI EL R TR A iAd , Hdb 28 — B o B AR ] 5 1 ] A4 8 1k L

4 ARIEACRNZLR -3 1) — T iR B Hida , Forb B Hod 4| 9l sml 52 (18 T A
TGFBP7 (PR3 F) 2 5 B 3R 77 A 02t B 6 e T B R 7= A 5 AR R o e N TGFBP 71
AFAE BB AR OC 1 A A IS 5 1 — IR 2SS

5. ARAB AR E SR AP IR B HiAAs , Forb Bk — 0P it e 2 I ) sh A

6 . MR PRI ZE K 4805 7 1) — T il B i AAoxs, A B i B v B LA [ 5 T Bk — Ik
MR he B N KT

T ARYEBCRZE R ABE (1) — T ik B A4, Horb B ik B0 v B s 32 A 7 T prik —
DML B R A .

8. RN EL R A-Tr R i) — T IR () o, Horb B o It ) & e dE AR A AR 223K 1-3
e () — T T 3R 60 e 43 DA SR 4R FH T A% N TGFBP7 () 2 0o 044 o) 1) PR MPAS [ i 44, ik bt
A% R 45 & HSEQ 1D NO: 14H B 22 IR 26 — B S B A AR 57 14 45 & FHSEQ 1D
NO: 22H B 1) 22 KA 58 — B e B AR 2 Rl o

9. R AR B SR 8 Fridk P Ak, I A i i Ik 055 Bk B % FH A R iR ml AL 5 5 5
IGFBPT7H I BEAH R ERAIAR I

10 AR PEARIZL RO P IR B ifd , Horp Frid i 1 2 e e T A2 B ERIR IR £ .

11 AR AR ZE R 8- 10 ) — T FT iR ) i fas , Horp Bl 55 — B v R U I BT ik 2 — 5.
SR PR S B AR AR AR A2 W

12 ARHEACH ZERA-1 1R ) — TR IR ) o fas , Herp Bl 50 8 e e B R AT it 5 4
YIRE S R N TGFBPT FIA7 AR BB E AR DG A5 5 I I e J7v2: , I H b Birids il e 7 7% Hh TGFBP7
) ¢ 7N AT ARG AR P 2 20ng /mLE% /N T-20ng /mL

13 AREBOR R 1-1290 B — TR IR Pk, Forp ek HiAR 2 fe /N XS L 1L =E V4R
I NN Be S BE R B AR

14 AR PERCRZ R 1I- 129 () — T FrR Pk , Hod ik fig 2 ik .

15 AR BRI R 1- 14 B — BT iR B pofd , Horh Frid iRt & 20— A e sk it , 1
B € LNSEQ 1D NO: 1A FEAR NN BRI , AHXT T 5SEQ ID NO: LI 45 G AH R iR 28 — B v [
UK TR 55 — B 50 B AR I 45 & BRI E /050 % [ &L BR , Bigk & XNSEQ 1D NO: 21 7F
AR RN BRI , AHX T 5SEQ ID NO: 2/ 45 &8 flrih 28 — F g FE HUAR A AT IR 58 — v P 1
PRI 45 A TR A /D50 % [ LR

16 . ARFEACHN R 15 BT iR P xs , Hor pirad 22 /b — AN e ik £5 /2 SEQ 1D NO: 354
[ 2 b — Nk

17— b -0 5 A= Wt by N TGFBPT A7 AE BB & 1 5 16, BTk 7 i 45 -

5 NIGFBPT—#2 B pe e 0o 20 & W 56— B S B HuAA A1 56 — 0 s B o Ad nt i ik A
VIRE S EAT S 2 Mg , Horh Ik 28 — B v B B RE PR 455 BHSEQ 1D NO: 14H jifr) 22 ik, H
BT IR 55 B v R B e 45 A BHSEQ ID NO: 24H 1 22 ik, 3 HLH o B Ok 4 25 N1 5 42

2
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P55 BT IR A R i o 45 A TR BT I e 0 SR A W 9 N TGFBPT ) A7 7 BRI 2 A 5% 1wl A il
(ERRLY

8 IR v A S 5 5 BT 2R PR N TGFBPT (1) 47 BCH = A DG B .

18 AR AN B R 17 B i 1 757325, e o BT 3R 4 9% D58 H TGFBPT (4 f /)N ml A il o i
20ng/mLE%/NF20ng/mL .

19 AR HE AR B R 175 18 R 1 — T B (1) 77 2%, e AR BT I G 28 W 5 A2 DA A 1) 3 Bl X
AT

20 ARFE BRI EE SR 1T iR 0 751, Forb Birid B 2 0 5 A2 AR A2 W PR

21 AR HERFN B R 1720 (1) — TURTIR Y 735, o b ok 4 2 0 5 2 e 3ol ks N B 3
it T — 0P R A B R AT S I HFTIR AT A IS 5 2l IR BT IR — vk v W 2 A Ny
MrAEs H R A, AR AL 7 BT 5 — B T B B AR BT 28— B s R BRI Bl i e 0o U S 9
P 5 DA T 75 BT I8 — 0P 2 B %) T X AR, L JHG A P 43 B A3 288 A ) ol s ]
T IO X E AL AL BT IR v A IS 5

22 ARHERLHNE R 17219 (1) — T IR Y 735, Hodb Bk 28— B o g P Ak sl P ik 28— o
SUEPUAL A TE 5 BIoH.

23 AR BRI B R 22T IR 1 77 1, Hop A TE 5 R T 1 BT I 56 — B 5o oA el
BT i 85 — B ya B PR 5 BT il N BB W B ST G40, 3 LB K BT I 2 R VR & 40 it A
T TR — M A B R R N S i it N T iR — IR v A

24 AR BRI SR 228 23 Bk (1) 77 v, oA R A TE 5 B o1 Brid 58 — s v &
PUARB TR 55— B0 5 o B 4 8] 7 6 ] AR 48 A 1 T X Ak o

25 AR HERLFN B R 1724 (1) — TRTIR Y 735, Ho b Bk 28— B 5 g P AR R BT ik 28— o
TOREPUARSE EBLHE R AR NS SR VAR VIR N SR YNSRI SE AL B A 2H
HIEZE

26 AR HERHNELR 1724 (1) — TURTIR I 735, Hodb Bk 28— B FI BT id 56 — PufR i sr
Hh A2 BT AR E N R BT

27 ARIERLFN B R 17249 (1) — TFTIR B 77k, Kb ik 28— s iR B & 20— A
KERIR AL , oM ONSEQ TD NO: 1R 7EAR N &R , A% F 5 SEQ 1D NO: 1R 45 & 4 Al
B — BT FE HUR TN AT IR 5 — B e R PUAR I 45 A PR AR Z D50 % R R R , I H TR 5 — 5
TURE PR AL 2 D — N O R A , FL A e CASEQ ID NO: 2(W 7R R TN 2 BRI , A T 5
SEQ 1D NO: 2[5 &8 BT i 5 — B e FE TR FFTIR 28 — B g B Bk 45 A B AR & 50 % 1
IR -

28 AR HEAURE SR 25 BTl (1 753 , Fo v i a5 — B0 v B oA o 1) ik &8 /0 — > R ik
SEQ ID NO:3H By & /b—ANFREE, 3F H TR 55 — B e B A o i Bk & /b — AN S0k
SEQ ID NO:4H iy & /b—ANaR Ak,

29. —Fhor B Piis, HEE

PLF A — AN A : (1) B &R /7 4ISEQ 1D NO: 98 5SEQ 1D NO: 9% /090 % [H]
—F AR EE AT AR X, 1 (i1) B = MR T FISEQ 1D NO:108E5SEQ 1D NO:10%/090%
7] — B 7 A ) B ] AR X, e BT B Ry Rt 45 N TGFBPT.

F e
F e

3
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SEQ ID NO:9; FHEFE R AR [X , HH AR FENE 7 ¥ISEQ ID NO: 10,

31 AR EE SR 298 30 AT ik (T i , e BT i A4 /2 B0 e B pids

32. —FXIR , T H1| Gt

AE LU B — AN PUE : (1) A2 58 7 5ISEQ 1D NO: 98 5SEQ ID NO:9
2/090% [F]— P A AR BE R AR X, A (11) B 2 2R 7 #1ISEQ ID NO:108%5SEQ ID NO:
1022790 % [F]— ) 3 71 ) B v AR X, Ho At B Rl = 1 45 & AN IGFBP7 .,

33 AR AU E R 32T IR IR , b Frid fi ik B G R g n] B X, H HH "R T 51
SEQ ID NO:9; fE & n AR X , H EA Z R 7 FISEQ 1D NO:10.

3. — PPk RIEM MM R, TR g KRR EEE LR — ANk () A
HEFEREFHISEQ ID NO: 958 5SEQ ID NO: 9% /90 % [F]— [ 5 51 42 B af AR X, AT (11) B
HEHEREFHISEQ ID NO: 1085 5SEQ ID NO: 103290 % [F]— (1) /5 F1) ) B 55 ] AR (X, Ho iy
R 45 A NIGFBP7 .

35 . AR BEBUR|ER 34 FriA I 4 i &, Hob prid biik B A R e n] AR X, HH A &R 75
SEQ ID NO:9; fiE & n AR [X , H EA Z IR 7 FISEQ 1D NO:10.

36. —Fhor B piis, He s

PLR A — AN A : (1) BA &R 7 FISEQ 1D NO: 118 5SEQ 1D NO:11%/590%
[ — @ H a2 nT AR X, A (i) BAA Z B F4ISEQ 1D NO: 128 5SEQ 1D NO:12% /b
90 %6 [F]— B /7 41 (1) BB n] AR X, B A iR HAA R 14 45 & AN IGFBP7

37 AR AU E R 29T iR F P ak , b prid ik B G R n] A X, HHEG "R T 5
SEQ ID NO:11;fE# [ AFX , L AAZ LR FFISEQ 1D NO:12.

38 AR AR EE R 36 537 Frik (R i , o Bk 44 2 5 e R fdA

39. —MAXIR , 7 F1 Gk -

A5 LT ) — AN AN PTAE : (1) B 2 2B P FISEQ 1D NO: 118 5SEQ ID NO:
112090 % [Al — i FE A B BE rT AR X, A (i1) HAG &I P 4ISEQ 1D NO: 128K 5SEQ 1D
NO:12%2 /090 % [F] — (1) ¢ 41 1Y) Bk nf AR X, For ik ok S 1t 45 & N IGFBP7 .

40 ARFEBCR) Z R 39T R A IR , b prid fifk R F 5 n] A X, H HH "R T 51
SEQ ID NO:11;fE# [ AFX , HAAZ LR FFISEQ 1D NO:12.

41, — PR RIS R, Frid i RRIEBE L — BRI PUE: (1) B
HEHEREFHISEQ ID NO: 1185 5SEQ ID NO:11%/590% [F]— M JFFI I 5 n AR X, Fl(i1)
HAZERFFISEQ ID NO:128¢ 5SEQ ID NO: 12521590 % [a] — K] 7 71 i) . 4 ] A [X, Horf
FIT i A S 45 & N TGFBPT .

A2 ARPERCRIZE R SAPTR A &, A Frid A B G R el B X, H B A AR T4
SEQ ID NO:11; MIEFE P AF X , H B A % FMRFFISEQ 1D NO: 12,
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DL #FE SR TR EH X | GFBP7/Y B A Bt i 14 BE B N E

fooo1]  FHZCHITEAZ X 51 H

[0002]  AHIIHER20134:11 H6 H$&52 13 E Ik i 115 561/900, 9420 J2 201449 H23
H 252 1) 35 [F s B B 5:62/054, 324 F120144E10 H 15 H #2321 32 H G I 1 5 62/064 ,
38OMIAN 2 , FT iR 5 FEL I Ff 365 &% ) 408 1k DL 45 T 34 B B RIABSUR 22 SR 1 7 R A IR N
A3

[0003] EHx

[0004]  DLF % A B 5% ) W v ARG 4 it LS IS 35 1 A A O B T A F e AR A 3 BY0R
A ISR HIAR .

[0005]1  TIGFBP7( AHifA&Swiss Prot2k HQ16270) & —fish [ i i 5 E A K IR T4
U RIE I BT IGRZE A E I 32 AR 1 2 1 B 11 J51 o F I 08 B R RS AT &) A 26 7 A
FOAG B o TGFBPT7 3d ik TGE AR st 4 AL 35 400 1) iy 27) i e AF0 2L e 400 . 55 %) A R RV TR il » Ui
S0 A R BRI G 1A ZE IR AR T 88 0 . TGFBP7AE T V2 YU 1 1EH N R ik, IF Hoe il
W RN CE T IR LR 485 T R0 it >R e 40 P 3R A ) IR PR AR

[0006] Ak, & E 4 L LA 51 ) 77 20 LA AL 4 B A 220 B R RBUR 22 R 1) 77 SO AR I N
ALHIW02011/097539F1W02011/07574445IR IGFBPTAN 73t DL K F 2520 2 b &9 b F T 3°F
520 BB IR B A 3% - B AR, 2 38 s e 928 P s W& 19 TGFBP 7 7K1 5 X6 1 IR A X
K23 )2 A2 W < 43 2 TN 73 A U AH DG B

(00071 A\ B 28 U 5 () R S 1k & 5 WU 0 SRAR IS 5 2 AE — PR 2 Fh s &4 Joa (5l 4
PR ) 556 Uik g A B b 7R R AL FEAR A4 73+ (R, 23 A W) 0 2 Ik 188 s &2 &
VI B A4 F o S M8 R Be 8 R 7 A s AR R R HiAk SR A 2 R 8 L IR , i DA
B B R A I H Ars S0 G % I R A I S AR BT S AR ORI 2 ik, R 2 IR E A
RgEA T IE A ) — PR 2 R AR BT 0 75 1 2R AT R AT o A I S T A 4 K AR Wb
B, H HIE &5 0T 8 8 B AR VIR S BE A5 B I SRS IS 5 S2Br b i b
HAFTE I BT A B2 G 8 S ™ 22 R ) 45 B o 28 235 A 0 st ml R AR DR S P AR E I
WIS GEE TR R PSR B RS A 1 % S B 22 K, B4 2 S e
YIRS TG BV RSG5 E D4y F 2 M B 454 B, AR, 45 S PR 45 5 s A2 1 F 4lifb
o3 A ile 3 HoR B B E G WY B v Bo A i 3 IR AE b 2R H e S5 G W o i & 43 oK
A

[0008] % BHMEA

[0009] AR B —AN H bR AE T 3R AL4E 52 75 T VRAS B 40497 i B A 58 R I IR 1 g 1Y
IGFBP7 4 i o HLAA AL, FAT TR IR 76 F T8 W AR Wim AR i &2 e R e AR A iy, 7 HL
R AE T R e 7 X H e I SO B 0 S 1 B R PO AR RN IR B AN F

[0010]  FESE—JTH , AR A Jo— Pkl e 45 & N IGFBPT, 3 HLid F T 92 0 s A % 0l s
o f B T R LA . BT IR PR S M 45 & FHLIWNKVKRGHYGVQRTELLPGDRDNL (SEQ ID NO:1)E§
SSSSSDTCGPCEPASCPPLP(SEQ ID NO:2)#H i) £ ik .

(00111 FE—AHIR 5 TH , A K B Je —Fhife J VR 45 & N TGFBP7 , H HLid F T 20 = e 3% I
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SE PP, BT IR PR 6 & S 1 45 4 I LIWNKVKRGHYGVQRTELLPGDRDNL (SEQ ID NO:
1) 2 00 22 K AR 28— B0 g o 70 A R S5 14 45 45 FH SSSSSDTCGPCEPASCPPLP (SEQ TD NO:2)4H
R 22 IR ) 5 — B v i AR

[0012] 75 55— AHR 5 ), A% K B B — e e 14 45 & N TGFBPT , 3 FLi& T Je 0 s g%
N5 H AR BT R A o BT IR AR S Ik 4 S TGFBP T A 5 457 My R A7t TGFBPT 2R [
TEF A B AN S (B AR = 425 (A Hr FE I 7R — R IR EE T A o LA T I8 e A 52451, 1
91D6

[0013]  #E—AHIRTT T , A B0 J — PRk S PR 255 N TGFBP7, 3 Hid AT &0 X 5 %
SE TR, B IR 044 0, 25 o S 1tk 45 2 TGFBP T #5222 0 1 55 — BA T e i , R S
P 454 B LIWNKVKRGHYGVQRTELLPGDRDNL (SEQ ID NO: 1) 8%SSSSSDTCGPCEPASCPPLP(SEQ ID
NO: 2) 2H i) 22 K ) 56— B v B Ak

[0014]  FERELLsj J R, AR I HTIR AL S LR i — AN A (1) BA "R R )TF 51
SEQ D NO:9=k5SEQ D NO: 9% A90% [F]— ) 5 Sl A nl 221X, M1 (i 1) B A 2R 7 51
SEQ 1D NO:108%5SEQ 1D NO: 102790 % ] — 1 /3 F1 i 2% v] AR X, oA Bk o s e 1k
4h4 NIGFBPT AEAR L St 7 S v, Bk 2 AE A SR FR A TCOEA . 1R PisAk

[0015]  FEH &5l 7 R, AR B HUIR A S LR i — AN A (1) B "R R )T
SEQ ID NO:118G5SEQ ID NO:11%/090% [Fl—HfF A s vl A2 X, A1 (i1) BA AR T
HISEQ ID NO: 128 5SEQ ID NO:12F /90 % 7] — ) FF #1 i 155 T AR [X, o rp piradk 44 S
PEZE& NIGFBPT o AEALIL STt 77 S , FrAk /e AE A SCH R FR A ID6 ) P fak

[0016]  7ERELLsij 7y S , AR BRI BTN B & (1) 38 —dufl, A& B R — N Eii
A (1) BERIERRFFISEQ ID NO:1185SEQ ID NO:11%/590% [F— [ 5 71 i 4% 5 my AR
X, A(ii) BAZEIERRFFISEQ 1D NO: 128 5SEQ ID NO: 124790 % [F]— ) 5 F1 i) E 55 nf
A X, Horb BT iR HuAR s Fe itk 45 & N IGFBP7; F1 (i) 45 —Hifhk, A & DL R il — a4 .
(1) B A Z R FHISEQ ID NO: 95 5SEQ ID NO:9% /90 % [& — K FFI I & 55 v 38 (X, Al
(i1)BAHZHEREFHISEQ ID NO: 108§ 5SEQ ID NO:10% /90 % [F]— i JF I i A T A7 [X
Hor TR BeAR e 1 25 N TGFBPT o AR St 77 S, BT il HiAdof 4 & 72 A S R FR R 1D6
58— BUAR FNE A ST FR N TCOB4 . T 25— Fifk .

(00171 WAL BT R AEE “Re R4 & s P A U 2 K A B fE B e bk AN 4 &
£E5 BT i e B 58 K 22 IR B BT 3 271 G 7 2L A0 B8 0 2 K o AR, IRAN B B AE R FR BT
NG 25 B R e BT 2 1K

(00181  FH T EER LRG0 75 v AR I P A v M 2 B FIIRTT 28491 K 15, A% & B I 4 ]
BRI KRB L1 SRR O N SE IR B R e RS A1) | B 2K B
HE (BB IR AP B e Bk E P51 T Ak B o i Bl d i e AT I7E S 28 0 e R i
PERE RS 8 e BT R A E R — D RAELL T R 512 RR A OCI R AT .

(00191 SRS JE 5 Fh 8% 4 A0 2323 14 R T 291 1 T e 2 I R )% 2 e, H L s LA
E Y 25 MRRAIE DA KR T8 FE far R AAE o P4 B R A R A G R A1 [X ) 78 T 72 AR P ¥ 7 A7
N, HETE AR S 5 # R4 G2k AR, (PR H B R AL & EAE M IGFBPT 7513k
3 FFIEISEQ 1D NO: 15KSEQ 1D NO: 2N o fEHELL STt 5, 3 — Hog e hu ik e & 2 /01
A, FEEARIES 354N F T 45 A TGFBPT (1) I 22 “OCHR IR 2L . “OCH R L & UNSEQ 1D NO:1

6
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(B{SEQ ID NO:2)MI7EAZ NN Z RIS , AHXT T 144 5SEQ ID NO:1(8ESEQ ID NO:2)H &)
S PUARRI A TR E 50% , H HEARIEZ D75 % (MR R APk Sty B, B/
— NS AR 3 L A TELLPGDRD (SEQ ID NO:3) o) & /b— AN 3L, 5 #IEPASC(SEQ 1D
NO:4) ) 2 /b — ANk I

[0020]  w]fdf ph3 BT B LR R A 15 5 T I oA a8 5 78 [ A 34k b o 78 Je 0 2000 5 1
SR, B — P Ak (Rl TR AR A2 ) A2 —hi A (A e 8 e B 0 e X Ak ) 5
IGFBP7 £l 2 B 1) T 5E X AL T e R o R B W) o A IO e, 28— FIEE —Hufkml A4
I) CHRF 1 A2 24456 FH 22 S B puAA sy ) BROA[R] o [T B, A R BH B A m] DA 2 0o 1 XA L 3T A
LS A B e BE BRI 1 — 45 6 Sk (R 0 22 se BE Rk BloE A ) — &R A8

(00211 A BH B S mT FAE T4 000 A= PR i o 59 TGFBP7 ) il ik 771 48 H (4 k741 28
DA X7 A T 48] L5 Ak I B R 7 A 5 AR W RE I R N TGFBPT 1) A7 78 BB AH OC 1 mT A il
BT I — RS B B, S It 7 6 vl ] s DA AEAS R — 0 W 2 B A I
PR3 B 2 Hr BEAT e o A ade thy , KX ) R AR SIS I PR 1) o A SR FH B RS “PR A2
PR FE A8 R T T P2 R X BRI R RS AR R IR R B R S R 2 2
B, TC VR BB A A S e i v S B AR A TR A R T N AR R A, B 4 I R 2
SUIRERY) » LA B 3 Bk ple e it o0 T A M BUR R S B3O A R R R EENE W,
BRI E 2 A MR S5 T AR 35 3 B A 1 B DUYE T e it

[0022]  7EF-2L syt 7 Zrh, DU )3 2h T Uk AT e 2 I o A0 [ea 378 20 0 A2 — B 72
8 JE 2, A MR DL it 7 R R 1 BRI R A 2 L AR A 30 21 o N 1 38 3 X
AT DL 56 P Bl 0o T 2 5 SR # A o A0 326 0 ) 97 B 26 B A — IRk B A e B B A
vo Tt I D CRe B K b0 X, I HL 50k b, 78 BT iR A A e 08 B ) FH LA Bl R Tt 4d 21
1) A8 42 B X 38 o A A ST AT T RS “T X7 =2 i 0 ) sk 2% vy i 20 SEAL B, Hopk AR
WL =4 5 B bR e Y I AFAE BB A S AE 5 o AT A G = mT H s i i R —
MR E BHH N W0 S5 v DO TH B I OGFE T 2 A SR TR 3RS XN E A S 2 R
R ) o AT FEASBEAT TIAL EE I A it n T e n (X, 550RT 7 it N 2 B — B 2 B e ik
FITIR G o 2 T RAGOL R PUAR TSR AL E ML T — IR M S B R A 2

[0023] 7% BH B oA np dlcAm 1 [ e 1 — 0t A3 B N IR 3R T, DAAS FriR BU AR e i 2
fih Jfr 38 2 THTIRF A N BTl A it v o 76 0 0 8 T 3K rh , IX AN BI0AT 18 45 6 I DU PT 4564
HB I [RIE SR , 255 PE P HH AR B0CA 14t 25 S AR A I XA 1) 28 — i 45 G ) ] 5 72 ik
For I X Ak o 7E 55 S PR 20, B i B B R T 5 4 R e R 52 (i AR i B i 58
Greh U MRS S Ik

[0024] A BH () 325 6038 mT AL FE FH DA AE P4 45 5 5 TGFBPT 1 Mk FEE AH SG IR () 4% 1 - 25 451
e, A E i 42 AT A AR 42 S — PR IR R B 40 B AN B L 1 A e L (4 AIROM
Oy F INAF IR B 3% RETDFRZE S ) b o ol , 152 1 #H 28 T $R A 7E ) 27 SR B i b 25 (3 24
TN b, Bl0E I X 28 R AR IR 40 BT AN AR T A I N O i R el S SRAR )
ARSI 5 G A TGFBP T B .

[0025]  7EHE—siti 7 Z b, A8 AR B B PUAA T ST 1 W T VA SR A 5 AR MR L N
TGFBPT /A7 1E 88 & AH IS 145 5, o BT ik Wl 5 77 5 A TGFBPT 1Y) d /N AT ASH AR i 22 20ng /
mLE%/NF20ng/mL , BACIE RS 10ng/mLEL /T 10ng/mL5ng/mLE% /N F-5ng/mL« Ing/mLEE /N T

7
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Ing/mL, 3 H A& 20, Ing/mLEE/NTF0. Ing/mL.

[0026]  FEAHZCTT 1M, A% A BH A A -0 A V0 i e N TGFBP T A7 AE B = 1 74, B
R

[0027]  Fi 5 ANIGFBP7— 2 ¥ i 02 2N S W 55 — B b B A4 M 28— B o e U4 0t iy
R AE PR EAT S 2 M 5E , FL v BT S 5 W 5 SR it 5 BT IR AE MR L v S S AE TR R0 iU
W )N TGFBPT I A7 E B A DS T A S = 5 DL &

[0028] i ffrik AT 4 A 5 5 Bradk A= 0 it b N TGFBPT 1) A7 A2 Kl B AH OC TR o AL ik b,
92 I 5 H TGFBP7 1) fi /N T A Mk i 42 20ng /mL B /N T-20ng /mL , B A% & 10ng /mL B /N T
10ng/mL.5ng/mLE/NF5ng/mL+ Ing/mLE%/NF Ing/mL, 3 H & ILiEZ0. Ing/mLEE/NT
0.1lng/mL.

[0029]  ZERFHICILI Lt )7 =, 55— B s fE HUAR S5 & HSEQ 1D NO: 1ZH i) 2 ik, JF H.
SR TIREYUARLE A HHSEQ 1D NO: 22 i) 2 ik, FEA S L R SR AR 2 A 100
(00301  fJeadk il 5 J7 v A0 4% 3R A 740 M0 N TGFBPT ) G 2 I 58 o b 28 00 328 I 58 ] 0, 5 i i ik 4
TR S bR S P A, DL A I 52U I 25 & o DI b, A4 B0FF i 128 B R IR
M A8 IS IO AR I 2 2 s 1 21, 9 HL e ILik /2 K

[0031] KT AR BH I PUAR , A B AE 8 7 [ A i hi b SR04 (1) A R AN 3Rk 2 bt
R PR TRIL A R

[0032] AR TFFH)— AN B 2 A2t 7 S0 401 [ 3R T B B R DL T Sl b o A 2 JF R H B R
AIE  E A AR b AR A0 i AP ] DA R AR 4 AR 2 3K T ¥ 17 2 60

[0033] R BHVEIR

[0034] &L

[0035]  4nASCHT H, RiE “TRE K 7455 HE A7 M “IGFBPT” &8 — Fhak 2 Fi /7
FETAEVIRE i P B UR TR B SRR A K 745 & A THT R (Swiss—Prot Q16270(SEQ 1D
NO:5)) I 2 ik

10 20 30 40 50 60
MERPSLRALL LGAAGLLLLL LPLSSSSSSD TCGPCEPASC PPLPPLGCLL GETRDACGCC

70 80 90 100 110 120

PMCARGEGEP CGGGGAGRGY CAPGMECVKS RKRRKGKAGA AAGGPGVSGV CVCKSRYPVC

130 140 150 160 170 180

[0036] GSDGTTYPSG CQLRAASQRA ESRGEKAITQ VSKGTCEQGP SIVIPPKDIW NVIGAQVYLS

190 200 210 220 230 240
CEVIGIPTPV LIWNKVKRGH YGVQRTELLP GDRDNLAIQT RGGPEKHEVT GWVLVSPLSK

EDAGEYESii SNSQGQﬁéié AKITVTDiLi EI?VKKG;E; EL
[0037] DL R &5tk O AE R B R AE KR 45 G B T INL %5 -
[0038] kA K& LS 0
[0039] 1-26 26 ER=FiIN
[0040] 27-282 256 JEBEFAEKEFEAEAT
(00411 BRAEASC 534N #4775 W AT FARAE 1 8 S F T 2590 R 5 450k b 1) b v 52
S BRAE R SC A AMH B RILE , 75 D) il B S R B ASCR SR i SRR A/ — b
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(a/an)” F %/ FriR” BFE R EATa 7m0 K bk, 28K 150, $& J “— P2 W ™ A0 A Fih 5
B 2 MUt R BRI A5

[0042]  GnASCFr PR TE “SZil #7298 NBEAE Nk Rtk , A ST iR i 77 v el &
YT IE T NI S B R RN - IeAh , RS2 e 2 s AR A (AR SR IR B A
KW T A G o i A2l E N, I B ik g “EaE” , A SO 2 42
B T 9 B R ) 15 2 4P B R N o IR B3 TR 8 50 , IEBAR TR B AE R N

(00431 Afpazedth , W& A it P B 23 BT 0 o LG 2R it T N S2 R 3145, BT MR 1) 52 1 i
BE A VA BERAT 28GR A it P R PEAS LA IR 1l AT 8 m) 32 TR RS AL B 345, 9F HL
ST A R T PR B SE AT AR AE R PR o DU A o A AR VR it

[0044] LA STl B TE “GRVFE a7 F2 48 T2 W T L 7 RGPl B AR 32 303 (i
BB B AR 1 B 1T A R ARTRURE i o AR R S 7 R, BER R AT T e IR AE
AT RRIR B 5 R BIGIT 77 SR AR F Y B 0 3845 o D0azs A TR /B9 5 I3 I3
17N o RN AN R Y 1A VR o N N TR 5 N ANIAR G N PR | B v R
TESr 57 B BN AR T 2 J5 58 5 T3 M » BT IR 461 Aoy 4 i 2 e L 378 B I R 4045

[0045] WA T FHI AR TE “S W 248 EREOR N AT o1 A0/ 5 e B =2 75 1E fk e
SE PR BUR AR T2 (“RTREME” ) BT R B 7325 AE AR R BB L, “S W R4 4 HEE XS
A 155 S E (e tade =2 S 28 5 ) I 45 3 AR ik 5 eI R AR AE — 2, LA
15 SN A FLSRAFRE S 3 D0 DL e 1 52 12 1 St 1R 407 BRARF (1) 12 W (gl =& R A BlAS
) IR W B A B IR R 2 W A2 100 %6 HERFIIY o Y 22 AR WDAR SV HE 78 2 FPIR o B
Sl PRI AEAS B2 B G OL S AN FHAE bR B 25 5L, 1 Mk 46 SR [7) L&l PRAE
— L T IR B2 W o PR I, AR T8 10 12 W BRAEL 1 53— i) 0 & K~ 5 6 70008 12 W BB
R — (M P 000 5 () A b B K P PR AR AE 523 H R AR S ) T RE 1 BE K .

[0046]  ZALLHh, 15 ARG TH 45 5 It A B8R fE SR R AR MR (C“PTRE 1™ ) o 361 5 K 0 (151
WS D RSB VAR SRARFE  BUAE T ) ME 2 38 I AH SC IR IR 101 JS $8 A (1) 7K~ BRK P AR AR A 2
e BE PR ARERA T RE G I

[0047]  4nA STy AR E “Ma) i sl” & fa il AIE N m) B A b~ 2 fLA KL 1
BRI R R K EM T RS2 210% , AR L2 IR AR PR .

[0048] LA SCAHXS T 2% B A 2 — XS A - RAE “ I X 30 2 R AR VAR ) 208 Frid 56
— DX SRS AR I AR LI X 5

(00491 GnA S By FH B AR TE “FF S it In X 72 48 Wl e 2% B Y m) Horb 5]\ B PR AR DLk
S e FL2H 431 B Y

[0050]  FrEAIIE

[0051]  — R, G2 Ml 5 P8 B AL & A B BE & H br A Vs SV 5 20— MRy
S S G R Ebr EMR UM A AR S R a2 ISPk g A
TE R B & VI AL B 5 E 5 SR AE YR B0 A7 AE B0 B ARG FH T
o WA 23 B 22 WA B Ak 22 T v AN AR B O BV BROR N T 240 . 2 LA n 35 [ & 6
143,576;6,113,855;6,019,944;5,985,579;5,947,124;5,939,272;5,922,615;5,885,
527:5,851,776:5,824,799:5,679,526:5,525,524; f15,480,792, LA J¢The Immunoassay
Handbook,David Wild#WStockton Press,New York, 1994, H % B #5it L 5] HE 77 =LA AL
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$i5 BT 20 Bt PR FNBCR 2R 1 7 OB AR A AR

[0052]  AA5iIa O 0 ) I 5 25 B AN 7 VR AT AE 25 MO XL 5 A MR R s A MR e T
FIRFRCH 7> UL A S H AR YR S AR B E A SIS 5 - A 1d 1l e T Xt
FE T ST AR BT BN TV . AN s i U AR A% IR A 2 G T S ) e e T v RN
Bl T80 o A e 8 E e F AR ic i 0+ . 2 WAl 55 E & F)5,631, 1715 fl5,
955,377, Ho & H 4 st UL 51 G 77 LG HE BT A 246 Bt B RTASUR) 25K 1 77 U AR I A A
ARSI B R N AN IR B EFEE AR T Beckman ACCESS® . Abbott AXSYM®,
Roche ELECSYS® .Dade BehringSTRATUS® R4 ML #s NAL#S 15 RE 0% 13E4T e & I 2
1) G 25 I 38 43 A1 2% 22 R o AE AT R AR ART 5 38 1) 4 88 T 5  497) T IR B 28 0l 5 (ELTSA) S JBUST
T ME (RTA) e P45 6 M E &5 .

[0053]  HifAml H & 2 BRI [ 58 T 2 Fhib R 2o dk b DL AT 0058 A o o] B AR e P25 6 ik
70 [ 5 PR (3] P /B, 5 7 [ AH 25 I v DA AR R 20 R R0/ B A FH I IR 8 5 3k 1R[] AH ) S
P ELFE I 8 2% 3 T 2R 4E R AR BB (LRGSR S L LR AR TR 1) S R 38  Ak FORL
YKk T TentaGels AgroGels PEGAES  SPOCCHERE IS AN 22 LR o I 5E 4% 7 m d ik T+ 3] 44 %
& b CLRE 58 XA — Pk 2 Mok il & o XA ok nl e i1 B 2 MR i b, 5 18
o P AR D R R AL B DL AR T AR S At E I RS T e R E R
f, B8 i R] 2 45 A R AR U R B e 2 IR A & T I 0E 2% B 1 8 X33 7 5 3R 15 450 1Y) <2 451
Hh, HUAR B E 22 IKORT [ 58 AR Bl B AR ik b, I FLRR 2 ] A 8k [ e T2 B AR T .
[0054] A=Wyl 5E 75 E A M 77 V2, 3 H— Pl i W) 45 € B 075 2 M i bR L&
XTI FC I A R G b B — P2 e B SR A B B B IR - T A AR iE rT L FE ST
R 43 (BN 58 6EE 73 A SRl S B B S 55 ) LA S RT 38t = A ] A I e 18 = )
SR MR Aar M) 25—~ (A5 an B, 18 n AR o S A A B Bk e Tl PR il 55 ) Bl ot | B m e O )
S G T oRE R T 7 F (Bl AR w3 R ERAAR 2, 4-hH
IR IR FERHR £ . ssDNAdsDNA%E ) .

(00551 ffi] &[] AH AN AT A MU AR 148 & 8 o B4 A0 FH AL 22 A8 A o S Bl 7l & A 22 b A
S N R A I ELIE 0 R IR e M A IR GR) (5 A6 A R s B Pk R T A 3 B e Ak < B 5T
(B A AHEIF] S SR BE ) o 8 I i i S AR IR, BRI R S S . 1) [R) RUE g M B2 B 751 Pl A
VI 22 T MV SRR IRAT o By SR eV %  Joe 325 AR 075 25 i A0 ) - AR BE 28 ARTILE e 22 — iRt Ak 40 e it B
SN T o R I J ot 35 A0 7 3 T A A DA B a— i AR B S 5 it S 3 I I AT ol ot e
i, T AL e 2 R A S A 2 S B DA AR TR A T R A T S A P ) R T
FR ) o NV fi Tt Bl Ho o T 2R B o A B o &% [ AL G AN A J& 1 DA B B8 1 22
S UUE Be PR B SR A] T sk A

[0056]  FERLLLTT I, AR IR ML H T 0 M ik ds S0 A A & R F S e H T o 2
D — A R AR B D — PR R S A R I Bk R S T B T
AT — Pl 2 PP AR ST IR 512 W A1/ BT S DS BRI 256 BN BA 5 A e il R K L dE AT
AT EE R 23 B P S0 S B Fe At , BH T 14T #1555 43 S 00 5 40 M U S BBt i 4
JoT o A, HUAAST AL S8 T I AR 28 — HUAR NGRS T T ks bR 12 ) 28 —dudh, Hoh prid
BN RS B S S E hs EY) ik Hh, B Puik e B E S . T8 R
DA S 34T SRR B 150 B T AR 3, Brid br 2572 48 75 1 & 10 118 3z H B 85 Bl Al 3
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[i) FAT AT A B 1) B T B8 55 i B T 700 6 (PO A AT 5 T B2 e bk o 28 011K 30, AR B 25
i EAEEC DA B S AR U B A5 B S EAA R AT T AL DA R BB T T R B AR
i .

[0057] 7 b S 75 2 A, A FH B o felf A — 0 P e B 3R AT b A A I o b K
EEEE XM PR BER A, Brid2E B H A5 b T35 50 R A 7 4 i 06K 24 %0 . i
IR He ) 2k B B A K R R E 7R BT 2R 2 B TR R R I NI 5 VAL X 2 e AT
[X 43 o 75 S 2R 4 F b, KA B B I T B S VN I X VT AT T R I 2 S ) VAR 2 B B AR T
B, e TNVEAS X A A AE T PRk X b, 9 o nTaase A DUR I -5 46 38 1) 43 B 4
A 10 AT LS 23 1 22 Fh 5 G SR Asr AR SR 43 BT 400 o 28 K U, WU 5 ] P AR ML A5 5, v AR
0 5N RIS, BEI 8RR A WDRE b AR B TE T o

[0058]  F: fty ¥AN I X 0] 48]t A 5 A4 v ) s = T 20 s DA B 38 305 S it o R S iR I IX
ARG KT IE T TSR R SRR TN T, BB IR X 38 0] 285 B A 0 A

[0059] AR yCAF o] ARSI X o, TR I INIX _E, B0ATIE T4 5 08 I IX s & DA
BE s IR, 1 40 UM L V3R 59k e BEL Y48 L 40 DA AR O S ] gk — 2B g B R T
o Eh 2 5 pE AR A% 8 1) 2 FLA A o T RS B BRE A7 AE T I B 40 B i B
(1) 3ok 38 2% A AR IR H 2 AR o 2 DLAg Gn 55 [ R4, 477 ,575,55,166,05156,391,265; F17,
125,493, H45 H 4 0L 0L 51 I 77 IR TN AR SV 2 A & IR RN R AR N BT AT,
I EL AT GLFE IR F AT 4 A O I 2T 4E 55 PRSI 1 B (R L LA 2965 52 29 1 5um B 4L 1)
A FR L JEAR ) A S M IRAT R 2H 6 o b Ab , 3k 828 oA il B FE — Fhak 2 Ak 224 i DA
LT M40 5 I A3 B o B 2R A 2 BRI S A5 5 L R B SH S TR A B —
B 22 P T I 400 B 2 T 47 SR PR DA 28 1 E 20 i 4 5 L 237 2 8 ) ok 24 2 o AT S Ay
FB AR S P SRR T R AR o R

[0060]  7FHELL ST 7 SR, FRic X AL T FF S B2 X Ui H B8 A S i e AL &5 &
H AR Mk -5 B bs 0 BT 9058 4 5 55 5 W0 R 45 A AR E B 7 o 50, dn R A FRIE 57
518 ) B 82 52 Xt I 2 BT AR it TR 5 TS A mT B e bt X A I X 22 B AR AR It X
Ui, I B A A 56 H AR B [l e i3k .

(00611 FH A% & W o 1 I e A FL L AR & 20 10 2 2950um. JE 1) JE il R 1 ZE H 2 4
15 H 38 AES R 1055 B (K Y A, {H 1] 23520025 HE LA b B8 J5 . I A) i 4 G 18 5 K AN BB
2, % i Mylar® B2 g # i (DuPont Teijin Films). 430 I, 8% 08 kG4 7, 3% WM
AAAANPRE A5 A 15 4o SR [ T G, KN E S A TR I v 2 2 R &
Y, iR EAIA 5 E A o AR RS S FF A THRE R i sh . S 1 SR S e R
LW BTG S BROR IR 55 B, 0] R AT SCHEPE ) ot m] s FH e AR 1 i, v i 2R
RO RO OIGET  CR OIRTRAE IR L RY) R TR FR R R R OG5 AE
RSt T FE A AT XA L AT A B s P 7 RN RS e T 00 R T A B o 3 P )AL A I3
F1 A [ (BSA) S AL BSA VI 85 11 B HE 9K « 2% Bt ] 0 45 I e 28 43, B 6 451 dn 2% e 511
HAMAS i 551 375 925 711) « 3 (A8 4 85 L 856 B 4 ) ST 0 AN / BB R 2 ) ANl 1 2 93 (4 a1 37
HEA VR AEAS) X NME AR E R HIMR

[0062] 2% B 3 v 056 5% Flowt HE Az B, o s U DA e 2 B O 908 2 45 A - 28k it
AT B A5 0 52 AU X 2 T PR R ot DX LA 36 E A i 98 2 B T o 56 R DX I A 72 25 [A) 1
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AR X35, 78 BTk X 3804 o] 77 AR R s 18 SRR B G 5 o B T BB IX AT & T #r
Ve b i EAR I BT 455 1 B AR S el v B AR R VR AR e B R 45 Aok
HRIX, RIS Y H A5 2 S A7 AE T IR i A ) 02 Gn bk o 58 FHOGE IR 2R 2 5 B , IR R e
X HR 26 H IRAE 5 T s AT sz ECN X5 SR i A PR Bk ], RIS ST T B 1 45 SR AR it o PRI I, 24
WA 5 H LA A N, T HR 7Rl 3R X R AR AR AN AEAS 5 o 25 B AT B35 B 14 X
X o XA R X ) B A T 5 e 3 e B IR AR 4 8 TARR, N5 5 8ibr
B0 LT BT R X

[0063] [ e 2% B 1) Z50 B2 FE BT AR v R & P X @, e BRI 55k, I
HAT BA 24 B AHBC A BB o 76— MR R I B St 77 S8 vh , 5 A4 0 955 T s AP0 0 S 4
o T 2 A Tt AL A 11 o £E — AL SE Tt 7 2, e B A9 i 3R RHE 7K 43 AN S
375 [ AR AR S o T 2 Fhoa] R SR 1S 28R, BFREAR TR OE e B VRR G R N
185 RIR O VR O TR IR I TR« SR IR 58 2 s AN BA S8 B IR o] T it s Ak o s Ak T
TR TV W T AR AR SR S R PR A R s s AR R ) % o 7 A AT e e A R 7
A B B R AL FE A ANBR -3 S AR ) s 4 A i) e A A o OB B e A o YR R A o)
ARSI o LA _E$2 R BB )52 AR AE A I b & 2RI L 3 BRI ASFE A SO PFE4R 8
Z WA Processes And Materials Of Manufacture, 253Ji,R.A.Lindsberg(1983)Allyn
and Baron®393-43171,

[0064] DAL, AT HEAE G A T b ic B A 28 PRAL BT % A B PR AR A2 A0 U € LR Bl %
G5 T 28R U, PG T AT F TR 2 SR s e St o] T A R ' bR e 5 o o] Je et A
N2 R e J8%7 S BB TR st T A H 0 B P TR R i A R E AR o AT IR S

[0065] il g K HX

[0066]  GnA S I8 e A I & AR P0bs B BT I R “OQIR” A1 “FH Q7 248256 T M
I TE SRAFHAE 5 R i R AE VbR B AR AR, BRI R A E . H O X R R
5500 5E W — M Jog b ) AT A AR E A S 5 5 ] T IR AE S e A AR A
TR 5 BV R £ 1 T A oA il 2R3t AT B R T2 K

[0067] G SC e T A WA Bt AT 12 W B30I B B R ARIE: “ORIE” A “HH 7 A2 F5 K
B AR YRR B AFAE B R S e AR O R B IR B A A T4 R R I KU TR
YN s BRAE O RNJE 45 58 MR BN - HR A7 AE B AT LU IR DI 2 AR Wb
B LT U D E 25 35 408 35 LB 7S 5 3 R R A BN O AR Bl — R R 5 SR I AT e 1
[T E BE AT L B e .

[0068] & FIZ W BB JC I K 25 FEBR I NEZE , FEAN R BAE B2 W A B2 W i 43
i, LRI T2 Wil v V697 (BR BE VR TT ) B 45 B o 25k it , 2425 R s FH B A vy BE A AUt
F H B A RS K- 45 8 ST VAR, 75 R A A VR BRA I PR = M AT 42252 SE R i 12
W AN E 1 o 53— J7 T, £ H Ve YT IR T A A BN I HLEE B RS S L I R = I
W T L E AR B 2 W B e o TR, RROA /K AR AT U Rk B2 A

[0069] W LA 22 7 A iE G I B o 25 01K U, — FhEE A T8 IR ULES 2 B 2 B
VO UBE ZE ST BRI 2 LT 1R B KR B 2897 5 e i B S — AR AR TR
SR H A — B E SRS, Forp Je Al B2k 45 R H T I AR Y EVKPRI FR AR AL
[0070]  FHARHH 7T 0T -2 456 0 8 A - 3252 3 B AR ARHAIE ( “ROCT ) P2 AR T-HE IR 5K
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a8 A (R4~ A 20 A T ik R 1A S5 A IR VR [ ATk , I HLROC/ BT & 5 F T i B Re %
DX A “EET T REAR S IR B TR BRAE - 2 N RE P E SERR BN A T,
HILAE XM L BIBH M o 53— 5 T, 24 N DU BA 14, DA T 3 B A AT A2 A B 1 T L ) Ak
TS bR b s S S, H AR B P o 2 HIROC Y 2% , [l o 41 e k] 3% 2 735 A 8 L P
PEZE (TPR) FEFH M 22 (FPR) o KA TPR S R BME S5 4%, 3F HFPREE[F] T 1-45 4% , Fr LAROCH
AW FRN R (-4 ) B o 58 S MK BAROCHH 26 T i AR L. 0 BE AL Ul 2 A T
FHO . 5 o e 43 0 7 DA At mT 42252 7K P e S PR R0 R P

[0071]  FERXMER T, “BW SRR A — PR e (AR BURR LR A — 5
B I H AR BT B IR TR = BT IR KRR o A B — ) 5 BB R I 2 5 VI A R BN
R ] s 22> 2058 BRAE o 28910 R i, 76 58 — BB LA, m DUAR NG ey LA P 48 8 A AR
i, ELAESE BIE LA b, ] DLAR O i B FE T T8 A7 AR 00 o CE AN BRI 2 18] AT R
AN E o 3K SERR _E AR R R B

[0072] B RIME LA 2 A1, FHFAE I 45 R OCHE T B 7 R OR AR B R AR — 5 R
[ RT B 1 55 ) 1 LB 7 VA B R SRR R U4 | DU M 7 7% (Bayesian method ) FHHI4E R £
T3 X B ITE A PR AR R E BT 2 A B I — AN R A R FE M R4
[0073] MR AfAPE (9 B B Al fiFischer®®  Intensive Care Med.29:1043-51,20039 fiif
ARIRAS , I H T8 45 8 LE b SV R0 X B A0 45 R B R S 1 T
BNERLE 2 TR 34 B FIROC 2 T AR - ROCIE] 1) il 28 T AR ( “AUCT ) &5 [R] 43 R 48 X B A LIk ¢
(180 B 1 S 51 P 3 2K v T Bl WL 426 149 B 2 SI2 481 ) R %6 o ROC HIE 28 S T AR ] B A 9 55230 Tt
R R AN H B A B4k 56 78 BT IR 40 P SR AT I VY- 25 TR B P ofB 22 e ) 2 - 26
¥ JBUARB6 (Mann—Whitney U test), B6EER0 T @ /R B AR AR LS (Wilcoxon test of rank).
(0074] 40 B Aritie, S i AT R LG T IR e & Fh S B L R R — 24
Bt R TF0.5, IR ZE 0.6, FIERE0.7, BMERLED0.8, HEF Mk E D
0.9, H itk & 2 /00.95, FE A N REUE K T0.2, 858 K F0.3, HALIERTF0.4, HAR
WAEED0.5, HEFMIER0.6, FMHEKT0.7, FE K T0.8, Btk KF0.9, 7 Hix
Mk K TF0.95; REEKRKT0.5, 0% 2 EA0.6, BEELZEEA0.7, BRERLED0.8, HE
Bk R ZE 0.9, A it 2% 00,95, fEF MR R R T0.2, ik K T0.3, Btk
KTF0.4, BRI EA0.5, EEFNLZ0.6, BAAEKTO0.7, HAEKT0.8, HLEK
F0.9, 3 HEMERT0.95; 2 /075% RS2 D75% K 74 A s ROCH 2 T AR K T
0.5, ik A% /0.6, BRIERL0.7, BHRERLE 0.8, HEFMRIERLED0.9, H Higfiik
FED0.95  MALLAMH TF1, ik 2 £ Z28 K F28£10. 58/ F0.5, BAL Ik £ /043
R TF38£90. 338 /NF-0. 33, AR I & 22 /D 2948 K F480 290 . 2588 /N F0. 25, B F L%
T DABEHRTHHL0. 280/NT0.2, 7 HE ik 2 Z2 29108 K F 1050290 180/M T
0.1; BHMEALIALL (THEN REE/ (IR 7)) KT 1L, B ZE D2, ik 2 2 /03, Lk 22
b5, I H ALk 2 & 010 AEBA TSR L (TH 5 (- R ) /R 508 ) T 1, AN T ElEs
F0.5, EALE /D T B & T0.3, 3 HEbik /T T0. 1.

(00751  Hifk

[0076]  4nA ST AT I ARAE “PrAR” & 48 o — Pk 2 Fh o e BRET 1 25 DR B0 B3RS, LURT
A ER AR A FE R sl L A BN, s E AR b R BT IR G g BRAR (1 SR DR B R B gm i, AE 8
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o e I 45 PR BR AL A IR 2 Ik - 2 WL diFundamental Tmmunology, %53, W.E.Paul
%% ,Raven Press,N.Y.(1993);Wilson(1994;].Immunol .Methods 175:267-273;Yarmush
(1992)J.Biochem.Biophys.Methods 25:85-97 . RiEHIIREFEPLIR LS &850, AR E 45 &
PURKIRE I GRS &AL (1 v B 7 Fe 91 HAMR ZE X (CDR) ) , AL (1) Fab v B, B
I VL VHCLAICH1 45 #4485 40 e i) BA0 B s (11)F (ab” )2 v B, BVEL 5 A4~ H AR BOBE X A 1Y
TR R Fab A BU A B (111) B VHAICHL 25 M8 i IR A BE s (iv) B B4R 5
T B VLAIVHZES A3 BRI By Fr B, (v) dAb v B (Ward %%, (1989)Nature 341:544-546) , HiH
VHEZE R38R s BA S (vi) 43 3 B B AR E X (CDR) o BB S A DL 5| - 77 SUEAFEAE RIS
7NN S

(00771 QA SR FH, “BoAA vl AR S5 )47 2 48 AR 73 B 4% B R SR B 1 B0 468 L AR O E X
(CDR; BICDR1.CDR2HICDR3 ) AAE S [X (FR) ) 5 R Py BB T 70 o Vi 418 BB ] AR 25 A4 3
Vi FR R EE I W] AR G A AR B8 F T AR I H R T7 1, X CDRANIFR 48 5E 1) 2 2 18 o7 B P AR 4fs
Kabat(Sequences of Proteins of Immunological Interest(National Institutes of
Health,Bethesda,Md., 1987HI1991) )K€ - Hiik BT IR 45 & v B i) & 1L 4 5 AR
Kabatf 45 o

[0078]  “7p BSHY” ik O 48 € IF 5 B R IR FABL I A 73 70 B A1/ BN I adk 28 [l i )
Uk B RIRFA L 15 G I3 & ¥ R PUAR 2 W 56 T IR I 5, I HLPT 60 45
BRI E A BEERE A B B AR SEE T R, LR 4l Ak (1) BASRAG K T-95 5
B %P, s Vs A (Lowry ) 77 & Al g , 3F H ik id 998 &8 % , (2) LIS 2 2 LA
T A FH @ e P I P SR AN AR i 1 P 50 U 2 8 210 1) 22 /D 15 B R IR R, 50 (3) BAIS B4
% 51 (Coomassie ) ¥ B U R 4% (4 £E 38 IR 11 B AR I8 SR 2541 T, 183 SDS-PAGE A 5€ 1
PG o 43 B B PO AR B 35 = AH A0 N ) SR ASE AR S DR AN AR AE TR 1) R AR IR B ) 28 2> —
FPLH 7y 3B, IRT , 70 B HURR @ 2 D — Al D ok 4

(00791 3 , HUAA W0 & BEE A/ Bl B Pl AR S5 I, B & 5 B O A Ss SRR SR A
T B E R B AT AR S M R R A B /D75 %, BE AL /080 % , Bk & D
85% , AL 22 /090% , 3 H i ik 22 /095 %6 2 LR 7 41 7] — 1t sl R AU ) S 2R 1R 7 471 o %
TR HUH [F] — P B AE A SO g SORAE R P 81 DL S b B 51N A AR 15
K HIE — 1 E 5 5 53 Fp 31 5 10 M AR AP 70 A4 7 2 ] — (RIAH ] e 6 ) Bl S 4L
(B[R 35T (R A 1 S ) [ — 2R P 2 B R ke i ) 1) G B BR PR R 1 B 0 L o 7 AT AR S5 ) 3
BT AR P B1) RN R i C AR i 3 PA) 308 S A R 2K By A\ AN IS AR A 52 Wil 7 271 ] — 1 g
AL o R IRAF-E 1) e 5k 2 T[] A 12 o 17 70 R % 2 =

[oog0] (1)K : IEZER \metala.val leu.ile;

[0081]  (2)d %KM :cys.ser.thr.asn.gln;

[0082]  (3)Ff&M* :asp.glu;

[0083]  (4)#HME:his lys.arg;

[0084]  (5)5MAEEE [ Ak A, - gly pro; BL I

[0085]  (6) 7% :trp-tyr.phe.

[0086]  JRE RSy MEHUARHS 5 2 DL 1), H A 380 75 O < 1 BUAR (HG o 70N 3K 6 588 1) v 1)
— NI B SEHR  — FRREI RR )
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[0087]  fLifeiayT M4 A TaGHUMA « WA ST IR TE “TgC” mdi JB& T A FHAE R
PEEREE Ty R A TR B R 2 K AE N XA 5 TGl TgG2 TgG3F1TgG4
FE/NBR XA 5 Te61  Tg62a . TgG2b 163 TG A AIFTAR T Y C R Tg 45 #38is2 VA,
Cy 1.Cy 2.Cy 3.VLAICL. IgGH T4 TS bm IR BRI B v 97 B AR i AR e 2 01 » TaGHiA 2
FOER, & T a4, 35 HRe U8 i AE 2 X T 29 Wt B BE R L) L AT AT I 2 A T AR N, B
TEE KAL), ik 2 HA A E S AT RS AE , 1 A2 EAT5 BT iEFe
& (BFeRn) A EAE 25 3 o XA S2ARALF DR B TgG A8 40 i 4 40 Al AR, IF HAE & G 3R
5] L% .

[0088]  HUAA 2 25 & 45 Pl 1 B 9% B oo 72 A 4E AN AIV/IN BRI K 22 B0 AL sh b, BoAk
FH T 22 IR B A2 22 IR BE At o FE DR 2 [H) , B2 B AN B mT AR [X R 7 B 38 7 90 2 61, 5
H AT 45 G R EAR PR « & B ANl S e Bk 8 (Tg) 45 M3 4H e, I LR ik 3 FH R 7 e % 3K
EEHMTIEEEA .

[0089]  Rifi “be w4 &7 A B BB RPN G E W USSR, KOs in ERrfa 7w, bifk
Sh 6 BRI IR B BT 45 A 1) R AT AT ART 22 0K o AH S 5 A SR BoAA 0 6 1 F0UHA #E AR ) 25 A 3 7E
FHE T BN AN 7R 18 4 R A7 1 AR EEAR 43 7 B 28 1IN R I ALLS s, I8 4 HEAT “e e MR &5
7 MIEHD , FUAR T FEFR 735 1 58 A0 L B X AR BEAR 4 T R SR A TR 2D 2545 ARk 10
£, LR 2565 , H B AL IES06% , FF H i ik 10065 8K T 10045 o FEARIE SL i 7 R A, ik
PUASE AR 22910, F BARETELI10°M 29100 2910°M £ 2910"M LB
210" M = L10" M 2 [/

[0090] S AN /T35 J9Ka = ks keves (Kipes e AR 1230 TR 285 B0, Koo e 401 5 8 5 4L, IF HK a2
75 40 o ALE I AE S AR EE (¢) NSRRI B ECAR R 45 & 0 80 (v ) RAE P ARIRAS T i e o
7oA K& (Scatchard) &R :v/c=K(n—1 ) KBEIE LK, Hhr =7 FHDIRE N 45
Er B AR 1 BE R/ S AR IR BE IR B s ¢ = 1P IR AS T i B AR IR BE s K =T 17 4 &5 20 5
Hn=8A2 k57 HIECARSS A A S A a4, B e/ e TY 3 B AR XS T T-X 5 22
Bl okl = A R A ] o e R A A A AT PR S AN I A AR A S BRI o S
WA invan ErpZE, J. Immunoassay 12:425-43,1991;NelsonfiGriswold,Comput.Methods
Programs Biomed.27:65-8,1988,

(00911 A BH R B4 AT a8 ik SR A AR B SR 3t — 22 3R AL, DAE AT IR 35 AE A SC ik i) S 72 W 5
W B e K IR 3 B AR FIER AL o RAE “RAL” 2 T8 R W e M 45 S U Pt IR U 7%
FALIE T H & AL S IE R 5 1 U 2 B IR BN (M B 4 1, FF HLd s B e — 4k 4
FRFAE LA RS 78 HL AT P AIE o 44 G R A AR RERALI X AAE T AEARME IR AFAE T, SHi#
MRS 5% B 45 A2 0 Uik b, 38 m A7 AE T #EbR 0 1 b AH 43 B8 AT AE T AR 3EAR 7
T EWRAL,

[0092]  fE-—L5ji 77 2 rh , PUid i B2 W] ok B AR VIR 73 R &40 . R, an SR Pk
YU, I A BT A N i A BUia /s N IR Bk . — ekl , “Br A Piis” 5 “ Nkt
K7 P SR 4L GG Rk B I — MR DX IR B 22 R U, IR A PUAR” ARG B
K H /MR (BAE— 25 00 ORR) AT AR XFSR 5 ANIE E X o “NIRALHTR” 1@ 2 fa v] AR
SERIEHE SR X O B e i LT AN PedR b 1) 5 0 3R N Puik i, A2 N TR BT, BRCDRZ
ANV AR ORI 2 A% B R Jw b, B 75 & FICDRN 2 A5 LR Bk Al [ s Horp —
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16 Bl 45 AT YR TR N A A b B A% R 2 b5 () CORFZ AN AN FL A T AR [X (1) BHfr S HEZE rh DA
PR e S N CDR U JE A4 o L SR HUAR I 77 AL ik T 1 anWw0o 92/11018; Jones,
1986 ,Nature321:522-525;Verhoeyens,1988,Science 239:1534-1536H fdi pirik 524k
HE BRI “[0] 53 TRAR” FliAH L AR B R 86 Dy BB SR AT CE AT A0 A8 M A i A b a2 R SR A
T (% F)'55,530,101; £ E £ F) 55,585,089 3 [H £ F] 55,693,761 ; 36 [ & |55,
693,762 K H L F]56,180,370; K H L F1'55,859,205; K L F]'55,821,337; K H % F
56,054,297 K [H L H56,407,213) NI TR R RS 20— 887 S e BREE 1 1H
JE X G A N BRI — 8B 0 E X, I HL R R85 A0 & AFe X o o a] 4 AL A st
& TREUE I 005 RGN SR P2 A NJEAL ST cRoque s, 2004, Biotechnol . Prog.20:
639-654 . 2 A FH Tl 3E N 044 N U5 TP BSCT FRTB R A7 V25 78 AR Sk v 2 2 i (2 0
TsurushitaflVasquez,2004,Humanization of Monoclonal Antibodies,Molecular
Biology of B Cells,533-545,Elsevier Science(USA)VL K Hrf 5| FHE 22 k) - NI
W7 EFEEAR T JonesZE, 1986 ,Nature 321:522-525;Riechmanns,1988;Nature332:
323-329;Verhoeyen$,1988,Science, 239:1534-1536;Queen?$,1989,Proc Natl Acad
Sci,USA 86:10029-33;He%%,1998, J. Immunol.160:1029-1035;Carter®s, 1992, Proc Natl
Acad Sci USA89:4285-9;PrestaZf,1997,Cancer Res.57(20):4593-9;Gorman%,1991,
Proc.Natl.Acad.Sci.USA 88:4181-4185;0 Connor%%,1998,Protein Eng 11:321-8 1 ff
IR 71 o B AR N BUAR AT A8 XA A 2 S5 M 1) AN DAL B D7 VA T s R i B 7%,
#linFRoguskaZs, 1994, Proc.Natl.Acad.Sci.USA91:969-973 ATk . 7E —ANSLjiti 7
SEAPUAAR TN LA S N g 3, A A I8 Fle o 2 T 25 R (1) 77 0T B N IRAL RS A gk
BN S . F41°511/004 , 590 iridk o 3T 06 BE 1K 75 R T BT T AR XN AL A/
8RR ) B, R HASER TWus%, 1999, .Mol.Biol.294:151-162;Baca%s,1997,
J.Biol.Chem.272(16):10678-10684;Rosok%%,1996,].Biol.Chem.271(37):22611-22618;
Rader®s,1998,Proc.Natl.Acad.Sci.USA 95:8910-8915;Krauss?:,2003,Protein
Engineering 16(10):753-759 Bl (1) 77 % « Ho & NIEAL 7 ¥ AT U 2 #% A CDR A AN AN #5358
o5, BFEEAR FU.S. P 51509/810,502; Tan%, 2002, J. Immunol . 169:1119-1125;De
Pascalis®,2002,]. Immunol .169:3076-3084 Frid i) 5%

[0093] £ —/NSEHti 7 =, Prik 2 58 APk 58 NPUIE” 5 i AN piiR” 2 B
RS RN G N 1 N B P IS 7 N NG 71 N o N 7 2 N R K S e PN RN
(BruggemannZ%,1997,Curr Opin Biotechnol 8:455-458)uk 5k £ /78 HEO N il ¢
ZE(Griffiths®E,1998,Curr Opin Biotechnol 9:102-108)3k%5.

[0094]  HUAAkH ™

(00951 Ay A AR &5Uts Hh O RN )32 22 PR R 7 AR B B A4 il 5], B i H3OR B4 4
He A IR  E A TR P A R R BOR B ZH 5 o 35 91K i, T A FH 2% S IR AR SR 7 AR B T 47
s B i AR B 46 A A3 R ) TP K il anHar 1ow®s , ANTTBODTES : A LABORATORY MANUAL,
(Cold Spring Harbor Laboratory Press, 552/ 1988) ;Hammerling, 2%, MONOCLONAL
ANTIBODIES AND T-CELL HYBRIDOMAS, #5563-681 01 (Elsevier,N.Y.,1981) (FH & ¥LL 5|
FHR 77 2CBEAR I NA ST ) vh 255 (1) IR 28 o A A ST i AR R 1 “ B e B i AA” AN PR T3d i 28 58
TR B PUIAR  ARTE “BR TR U S FR I T B — T, BLAE A A R R T A
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FERIPUAR , AW e A Bk R 7%

[0096] 5T+ Fa KB AN/ B LAANE ShA) i B v B oA S (AR AR 35 . 518 5 5% S A A
KN VF 22 8 R ARAE /N R R BR AN N 18] 2 ey FEE R 5 1), I HLDRL I T 49 /)8 B, IO bR A 32
WO E PR WA EATEA BN o B % 2448 A o 1E = Wi, X A a) @ a]
Wb . 2 WL WRoss14% , Am. J.Clin. Pathol ., 124,295-302, 2005

(00971 FH T8 Rl AR S8 T 0 AR 77 A R i e 5 7 PUAA ) T VR AE A Q5T rp A2 5 B DA B BT
FEARFR fil SE i, /NG BT H bR B B 08 IS B R 0 40 B G 2 - — BRI 3 e e B 2
AN AE /I BRI AR W 26T B AR R Rt B A, RIS /NSRBI HL o3 B R A i
10 3 RN B AR AT L 240 P 5 A A P S T 4 Y o e R o A R a2 3 R e i 2 A8
I o 2 4 A Ik AR AT O N K 7 VR I S R v B R A WA RE 8 4 A LR IR AR R 48 G . AT
T Tk FH IS 4 23 5 8 o o J G PN B /I B SR 7 ARS8 5 A s KPR AR ) I AR

(00981 W] A T-Hufa p= A 77 v R (R A AR B HE AR AN PR T B 1 B A2 7 s A R A2 7 5 48] e R 4
B (BCG &5 /NI A B (Corynebacterium parvum)BH B 1A VP TIK I (Salmonella
minnesota) ) FYHER ZH 53, £045 20 M BE - 28 g 0 — 5 T TR I B I R IR 0T A 5 A% R 1Y
HBE ] $E AR R ) (MER) \ 58 2 BA 58 22 35 IR (Freund s ad juvant ) s i B4 71 s (224
A B S A AR 2R TR AT R o] e 15 5 B R DNAYAE 51 o T AR B 7 VR 1)
HekA et EIL SR BIEEA H MF-59(Chiron Corporation;thZ H.BiegZ (1999)
“GAD65And Insulin B Chain Peptide(9-23)Are Not Primary Autoantigens In The
Type 1Diabetes Syndrome Of The BB Rat,”Autoimmunity,31(1):15-24,H DL 5| FHKI /T
HIFAA L) .MPL® (Corixa Corporation;thZ M.Lodmel1%5(2000) “DNA Vaccination
Of Mice Against Rabies Virus:Effects Of The Route Of Vaccination And The
Ad juvant Monophosphoryl Lipid A(MPL),”Vaccine, 18:1059-1066; JohnsonZ$(1999) “3-
O-Desacyl Monophosphoryl Lipid A Derivatives:Synthesis And Immunostimulant
Activities,” Journal of Medicinal Chemistry,42:4640-4649;BaldridgeZ%(1999)
“Monophosphoryl Lipid A(MPL)Formulations For The Next Generation Of
Vaccines, ’Methods,19:103-107, H4# L 5 FAT 77 :H AN A L) \RC-52944 7] (Corixa
Corporation; K H Corixalf]2a F b FE i %) I s 1 4-BE R s (AGP) A2 SLEE ) 28 AL &
2 Wwww. corixa.com) FIDETOX™{£ 71 (CorixaCorporation; DETOX ™ 7 f14E MPL® 1
71 CER- Bl I 22 I R A ) A 29 SOFT T 4 PR B B 42 5 .2 ILEton%5: (1998 ) “Active Tmmunotherapy
With Ultraviolet B-Irradiated Autologous Whole Melanoma Cells Plus DETOX In
Patients With Metastatic Melanoma,”Clin.Cancer Res.4(3):619-627; LA KGuptaZs
(1995) “Ad juvants For Human Vaccines—Current Status,Problems And Future
Prospects,”Vaccine, 13(14):1263-1276, P& L 5| HE T XIEAEK ).

(00991 AR 22 HHRRAD) T V0 458 PR 81 A JR s g AR 7™ A2 NG 128 45 5 BT 3k 70 AT 0 ) 22 RS - 2
LB IICwirla®s  Proc.Natl.Acad.Sci.USA 87,6378-82,1990;Dev]in%%,Science 249,
404-6,1990;Scott fiSmith,Science 249,386-88,1990; A JzLadner®s, [ % F|%55,571,
698 o Wik T 15 F 7 77 V25 1) 2 AR M 8 A AE G i 457 075 0 1 22 IR V) DNA S ik 22 IR 2 T 2 ST S A 5%
I o I AN S A O I ph s A AR BRI, i Rr -8 22 IR R 7 o 38 P G B ks 22 JOK 1) s T A
FERH IR FE) — 577 o 75 2 K5 AT B A% 4 Jo2 2 [R]E S7 S AR S IR Fo V1 [R) IN OR & 7 Ak A
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HRE W HET AR 22 K W TR A2 o Ji 7 0 BE AR LA 2% AT 16 22 KT Wk 71 4R 285 5 i i B A
LI I B A 388 3 6o B SRR 119 236 A 0 0 T A 4 o 3% S B A F 7 1) 22 KT
Sy T HH AT TR AH S DR 2E A S o AT IR B8 7 3, 9 45 e o B e R AR B 4 G R A0
Z AT @ I T BORHE S i 2 A5 i 35 1B & R 56,057,098, HoAg itk DL FE B A 3%
T B B RS 5K 1) 07 U AR I AT

(01001  myag I DA R 77 AU 30l i X e 07 v 7 AR I oA < i e e oC Tai ki B b 2
BRI SR A0 g AR e, DL A SR 7R 22, IS A S5 R SPuikoc T ZE G & HER 1) 2 Ik 6
17 FNRE S HEAT LU A8 o i I A2 7 ] W5 RRs Al AR 110 22 K ] 5 0 105 3 o AR 1 B L A o B2
FHR A — PSP IR B H PR 3 B0 B 2 AH N 8 fL R, IF B B 25304 b 2
2/NE B Y R e AL, I B bR e i) oAk (5 i SRR AR I AR N R B
W72 86 TP E BERR BE 1) o/ BR Bl ) 22 &AL 3100 & 203040 8, B Vel N IR 22
FALH, I H AT [ 5E 1 22 IR PSS, R tH I € [ B

(01011 WJ 435 78 P I i v v A 3k — 28 20 B W b 68 5 I PO AR 1R 58 R0 3 R e o 2T R
BT EERR AR BT G2 i E B, 240 I BE AR B 5T A 2 4 A A DL FG T B 2 W E )
RGUEANEE R B BR D o RN BRI 45 6 55 A AT AR 5 R4 0f (1 an /e &0 X
5w ) AT A 7S (8] EAR T AE , B DA 50 e 4 B8 T 9 Bl oA | 4 06k 235 A 77 FHARs S 1
HEEMEE,

[0102] Al {f A RE RIS DRt N IR PE e BRER 1, (H AT I8 N G B Bk AR 1 JE PR 1Y) 2 Ak
PRI /N B8R 72 AR AR o 284510 >R 10, AT o L e o ) ) e 0 Ao N B A AN A i S e Bk il 1 R TR
HAEWGINDNR IR T 80, B N BB AR FE L R 2 Ah, ) N TR XL E 2 (X
A2 R DX 35 TN/ ROV G TF H H H o mT Bl b e s ) 51 B 2 51 N N S e Bk 1 2 A
Jais [E] o S5CAE /)N B A R e e e IR B 1 R i AR D RE I I o FLAA |, 4 S PR R R THIX 22
b7 1 VRS P AR TGS B R R T 4R AR, IF B R RO ST B R DL AR R
B o A I R /N BR AC T DA = AR 38 N BRI 2G4 S5 AR A FH S 073, A B ade 0 e, 461
UNAS I BH 22 JOR ) e 38 Bl — 0 40 A 2 2 IR /) B B 28 o TS8P 0 R 2 5 R 5 R D e 2 1 B A
/INBRRAF T B S 1) B e B A o A R R /N BR B IR N S B BR AR 1 A R R AE B L 4 Ak
TR SEHE , H HLBE )5 20 52 280 e e AR 40 B SR AR o DRIt S0 P SRR, A T e P2 AR VR 9T I
HEITgG TgA TgMFTgEHUAR X T H T 72 42 APuAR I X N ER B , 2 WLonberg%s
(1995) “Human Antibodies From Transgenic Mice,” Int.Rev.Immunol.13:65-93,FH.DL 5]
R 7 B FE NS0T T 72 A NPT RN S e BE BRI IX AN R BL A R T 7= AR 1t
RKHUER) 7 ZVEAN 8, Z WA a0 [E Br A 465 W0 98/24893.W0 96/34096 F1W0 96/
33735 LA R EEEF|S5,413,923.5,625,126.5,633,425.5,569,825.5,661,016.5,545,
806.5,814,318415,939,598, LA 5| A1) J7 sUBAA I ANA L BB 4k, i WAbgenix, Inc.
(Freemont,Calif.)fiMedarex(Princeton,N.J.) /A @ o] #% @ LAE H 5 B H AR
AR SR E X Fride P S5 AN ik

[0103]  PHifkpy HLH KA

[0104]  — H SRSt A K B PR RIAZ IR 7 41, B vl a8 ik B ZH DNAFE AR , 45 A A 53k
BRI A K P 4 T 7= A AT iR TR I #0483 BRI 5 v e T 7
A YA gAY 51 NS 2 5 s AR RS S 5 0 SRR B o 1K 48 7 5 4 4 fn Ak A EEL2H
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DNAFEAR & B AR A Py a8t A B 20 . (2 A7l dnSambrook 4§, 1990 ,MOLECULAR CLONING, A
LABORATORY MANUAL, 252z ,Cold Spring Harbor Laboratory,Cold Spring Harbor,N.Y.
DL M AusubelZ£4,1998, CURRENT PROTOCOLS IN MOLECULAR BIOLOGY,John Wiley&Sons,
NYH TR 4 )

(01051  m3d b &5 A2 A (4] v e, 2 L I o A e G AR PR 25 U V€ ) B0 &5 BRI X 1 IR T
HI IR BRI 72 221 b, I HB G 8 IR OR 55 7R e G i A M DL = AR AR R B 1)
U AR E St 7 2P, PUAR R Rk A A 5 5 T Bl 2R 3 Y S 3 T RS

(01061  FH T 3Rk A Jk B 1Y 2 40 $i Ak 10 1 32 40 M o] D 40 B 40 B, 1 W oK g AT
(Escherichia coli), sk /2 EAZ AN, JUH X T KRB e B HA G IREH 70 1 A Ak
Hb L 3 R G R OR ST B (CHO ) ) AL sh A0 41 B 5 1 ok BN 40 A s 23 1 32 2 rp
WIE R 5 3 7 oA I BAR RS R IR E B A AR IL RS (FoeckingZ5(1986)
“Powerful And Versatile Enhancer-Promoter Unit For Mammalian Expression
Vectors.” Gene 45:101-105;CockettZ£(1990) “High Level Expression Of Tissue
Inhibitor Of Metalloproteinases In Chinese Hamster Ovary Cells Using
Glutamine Synthetase Gene Amplification,”Biotechnology 8:662-667).

[0107]  Z i FRIAF AR RG] F T RIEAR KB P 218 E 1K RGEAEK 74
A % B J AR AP AR 0 G 7 20 B R FE I 2804, T HL AR AE FHIE 4% B IR b 17 1) % A B
B ey m] JEA FRIE A R B BT I 40 X S B FE AR TR0, i H & A e e Bk R
1 g 7 21 Fr) B 2E 0 T AAKDNA - SR DNABSORE AL DNA 2 I8 8 A4 5 A0 1) 4 B (491 Gam K B A T A
EFIAT B (B.subtilis) ) s & A S B BRER E G i 7 51 () B 2H 19 BF 3 0 F A4 375 A 1) 19 B
(BIUnEeFRIERE) s & A S BR AR E Ya i 7 H1 1 25 20 5 5 308 200 (1 oA IR w25 ) SR 4L 1
B MRS & A R Bk E A g b 7 51 1 2 4 85 Rk 2 ik (] o 18 88 S 18 - s 25
(CaMV) A B8 -5 25 (TMV ) ) SR G B & G % BR AR 1 G i 7 910 1) 22 40 ook Rk 244 (441
T BORL) AL AE YD A SR 4t s BCEAE & T T LBl Y 4 e () B R AH ) 3 31 (g an <
JEB R E B3 ) BE T AL SR EE Y A Bl (B a0 B e JE 230 1 S R EET L 5K S
)1 ) B B2 AR R AR ) AL Sh VD 4 S Z: 4 (1] 4nCOS L CHO L BHK . 293, 293T \ 3T341 i L ik (2
i (= Wk E L F]55,807,715) Per C.640L(FHCrucel 1FF A1 R ER AL BEAN AR ) )
[0108]  FEAHE RS , ML R IA B LR I T I 1T 5E , AT J7 (8 b £V 2 ik #idh . 28
I Sl Y S st Y I R ta sE 7 R NS 2T /R R 7/ NG = | vy e = WY I R =1 G S D A
Al G B PRI B AR I AR P RGP 7R 8 R EAR R E AR T K AT o Rk 3%
R pUR278 (Ruther®£(1983) “Fasy Identification Of c¢DNA Clones,”EMBO J.2:1791-
1794) , Kb HiiAk g FF vl 5 lac Z49mh5 X [RIHEAS ) 3% 52 22 2 A b DL 77 AR il & 2R
pINZAA (TnouyeZ5(1985) “Up—Promoter Mutations In The Lpp Gene Of Escherichia
coli,”Nucleic Acids Res.13:3101-3110;Van HeekeZ5(1989) “Expression Of Human
Asparagine Synthetase In Escherichia coli,”J.Biol.Chem.24:5503-5509) ;%% .pGEX
AR T T L S B M H RS 2  (GST) il & 25 B TR AR AR 2 Ik — ek U, Ih 28
filG R TR, FF HAT 2 T I sk W B DL A & G R o e TR B TR B R , B S 7V S
o H IRAFAE T 3 5 R M\ V5 e ) 44T B 24, o pGEXBAA Y ¥ 11 DA A0 355 ke 1fn iy =% [X] - Xa 2 9 T
FA AT KT DA b B 1 B bR 2 DR = Rl AAGS TR 43 BT
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[0109] R B ARG, Hi5HRSK M (Autographa californica )% % A& 2 (AcNPV)
B FAE F DL 3R K A1 ke 22 DR 1) 84k o BT IR 0 25 A K AR B DTk (Spodoptera frugiperda)
A o B S 51 AT A A ) v B 2R R AR 7 XS (9 0 22 AR B R ) L I
HE TANPV ¥ (B2 Mkt 8 a8 1) 13

[0110]  ZEMHFLBN W18 L4 b, AT A FHVF 2 25 TR 5 I R0k R Gt 78 H i s 754 AR
KIEFARBITEOLT , AT H brPeiR g e 5155 T I B8 4% 5% /e VR I 260 » 191 n e 341
JE BT A =TRET TP 81 o 3R A ik = DR AT 38 20 0 A A Bl Py 28 20 4 AN s 1 RE DR 2 b
3 N AE T B3 2L DR A A A 0 77 X380 (91 Gn X SBE 1 BRE ) ot 77 AR A 32 S g 1 b B /91
R RIA LBk A 2 T EA W . (S I iLogan%: (1984) “Adenovirus Tripartite
Leader Sequence Enhances Translation Of mRNAs Late After Infection,”
Proc.Natl.Acad.Sci.(U.S.A.)81:3655-3659) K& LA 15 5 tH v] Ay i B0 B4 A (K Bt A
G 7 AN T o X L5 5 R AEATCAS UG 5 i 1 AN ARIL 7 71 o b Ab , JES 46 5 1 06 23 5 P 75 O
B 7 A7 P 5] TS HEE 1) A DA PR IBH B AN 9 A\ o I S8 AR B i 15 5 AR 4 250 - v L
HZMRIRKIES G BRI BT E S N IE G e G081 oo e k4 k1
e (2 WBitterZ:(1987) “Expression And Secretion Vectors For Yeast,”
Methods in Enzymol.153:516-544).

(01111 b Ah, ATk B 1 715 4 P 21 B 2Rk, sl DA I 75 45 58 77 2AB A LA A T 285 BR] = )
T = AR B - X B 5 A R SRS A (451 G A ) Fhn T (4] an e ) o T 2R 1 B Dl e
A] N EE B CAN[E] fE 32 40 B T B S N A B 5 R AL A AR AR M R
PEALEE AT 18 M A i FR kg £ R0 LA R Rk B AR 3 s i IR A A AN T . N
I, A B T IE 2N AR % s BB A DL R Al T R 7 g R A 1) 4 BT AA) 7 3
1% T 5 20 i 1t 280 2L 30 T = 48 AL 45 (H ASBR -T-CHO L VERY . BHK \He 1a . COS \MDCK . 293 ,
293T.3T3.WI38.BT483.Hs578T HTB2.BT20LA f2T47D.CRL7030F1Hs578Bst -

(o112] XK m A EHE D, 0 RIS IER 2861k u, o TR S 2 0E £
IR AR B PR B A 2R o o T8 FH 3 0 B3 A2 RS A ) SRR A, 1 A T FH EH IE Y
KisEd o (FWm B g R T 7 H) R 4R R IR TR AL ) MR BRI
2 HIl I DNAFE AL o 7E 5] N MSRDNAZ &, AT AE TR S I A M AE & SR e i AR K 1-2 K%, 4%
AN I 5 R A E A IR R A T IR SR AR IO T IR B P, I H o V4R B
FiteE B 2 e g tafarh , 3F A KU efE i, T IR £ md e T g v P DL Ry 3 &2
R R XA VAR A R A T TR OSSR IE AR K B B PUAR ) 40H & - LR T AR UE
A 0] RIS T 0 Ik AV B B R S AR B BT A AR B A -

[0113] Wi FHVF 2 164 R4, BAE(H AN PR T+ PR 4l 6 92 i 25 M il (Wigler &5 (1977)
“Transfer Of Purified Herpes Virus Thymidine Kinase Gene To Cultured Mouse
Cells,”Cell 11:223-232) IR 3gMEM — 15 NS i R A% i BL 45 A2 g (SzybalskaZs (1962)
“Genetics Of Human Cess Line.IV.DNA-Mediated Heritable Transformation Of A
Biochemical Trait,”Proc.Natl.Acad.Sci.(U.S.A.)48:2026-2034 ) F¥ i 2= A ik 5 4% i ik
W (Lowy2£(1980) “Isolation Of Transforming DNA:Cloning The Hamster Aprt
Gene,”Cell 22:817-823)3EK 4 HI AT F T tk—hgprt-BRaprt-4ufErh . sb ok, FrA ST IE
AT AT X6 LR 3 (R EAT 3 350 A S Al - dh e, B %oF FR U4 A B (Wi g Ter 2 (1980)
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“Transformation Of Mammalian Cells With An Amplfiable Dominant-Acting Gene,”
Proc.Natl.Acad.Sci.(U.S.A.)77:3567-3570;0 Hare%5(1981) “Transformation Of
Mouse Fibroblasts To Methotrexate Resistance By ARecombinant Plasmid
Expressing A Prokaryotic Dihydrofolate Reductase,”Proc.Natl.Acad.Sci.(U.S.A.)
78:1527-1531) ;gpt, FHI T X E R HIPLrE (Mul1igan®$(1981) “Selection For Animal
Cells That Express The Escherichia coli Gene Coding For Xanthine—Guanine
Phosphoribosyltransferase,”Proc.Natl.Acad.Sci.(U.S.A.)78:2072-2076) ;neo, HMxK
TR IENHFGC-4181 P (Tachibana® (1991) “Altered Reactivity Of
Immunoglobutin Produced By Human-Human Hybridoma Cells Transfected By pSV2-
Neo Gene,”Cytotechnology 6(3):219-226;Tolstoshev(1993) “Gene Therapy,Concepts,
Current Trials And Future Directions,” Ann.Rev.Pharmacol.Toxicol.32:573-596;
Mulligan(1993) “The Basic Science Of Gene Therapy,”’Science 260:926-932; L &
MorganZ$(1993) “Human gene therapy,” Ann.Rev.Biochem.62:191-217) .5 ZHDNAFS AR
AR AT R 38 R O A R R 7 AR T LR s Ausube 145 (%) , 1993, CURRENT
PROTOCOLS IN MOLECULAR BIOLOGY, John Wiley&Sons,NY;Kriegler,1990,GENE TRANSFER
AND EXPRESSION,A LABORATORY MANUAL,Stockton Press,NY;PA M Z512F113% ,Dracopoli
22 (4%),1994, CURRENT PROTOCOLS IN HUMAN GENETICS, John Wiley&Sons,NY.;Colbere—
GarapinZ$(1981) “A New Dominant Hybrid Selective Marker For Higher Eukaryotic
Cells,” J.Mol.Biol.150:1-14 ;LA Khygro, HIR T %1% R HitE (Santerre®5(1984)
“Expression Of Prokaryotic Genes For Hygromycin B And G418Resistance As
Dominant—Selection Markers In Mouse L Cells,”Gene30:147-156).

(01141 AR BRI PUARI R B AKF Al @ i gk 3 35 ok 38 in (X 12538 , 22 W.Bebbington Al
Hentschel, “The Use Of Vectors Based On Gene Amplification For The Expression
Of Cloned Genes In Mammaian Cells,”DNACLONING, %53%: (Academic Press,New York,
1987)) . MRIEFURIN 24k R G B bRic vl 4 BGIF , 3804745 118 3 A 1 35 729 v i 40
1) 770 R0 A ST Al A 1 S AT ) 8 DSOS o DR 38 1 DX IR A PR A% B R 7 51, B DAL
RH P2 A BB 3 N (Crouse 2% (1983) “Expression And Amplification Of Engineered
Mouse Dihydrofolate Reductase Minigenes, ’Mol.Cell.Biol.3:257-266),

(01151 1 F= 4w FH A i BH () 9 b SR a8 AR LA e, U 5 — sk g B BB 12 22 K
I HLAE — 3R g b A B IR 1 22 K P P A T A A4S E A R B 22 IR RR 08 AH S SRR I A
A AT s bR g - B, T8 g b5 21 55 2 IR 5 320 4 22 KR 3 10 B — 04K AR SR L L 82
Bl N Y TICE E BB 2 BT DL op 75 MR U S B i B (Proudfoot(1986) “Expression And
Amplification Of Engineered Mouse Dihydrofolate Reductase Minigenes,”Nature
322:562-565;Kohler(1980) “Immunoglobulin Chain Loss In Hybridoma Lines,”
Proc.Natl.Acad.Sci.(U.S.A.)77:2197-2199) . F 4 AL HE ) 4t 17 51 ] £0,455 c DNA B S [A]
ZHDNA.

(01161  — H AR BRPUIAR C 4 B2 3Rk, & R nlad ik A 4ids b 2 % AT 24k B A A E AT
JTiEAAL 5 e vk () 55 28 3 55 F1 g CRe il 72 R B A Ja il i e R sE Bt SR i)
SRATD AR 7 BAE TR B9 O A AR FE 22 5, Bl i T 44k 2R B i AT ArT HL e bm
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Bk,

SC it 5

(0117] St fyl 1 : 76 S Hp =28 B e BE Pk

(01181 sdak FHHL IR /A 77 L B2 T 33 5 (SQ) >R A iE 14 38 14 == 4 B %8 - W 2% B % FH 56 4 B
IRAEFNHEAT , 3 HA 58 4 95 IR AR T Br & B fa i B = J8 L4 R % 250ung i H FHi s
FES G (PSSR, B A B IR ) 28 ) o 7228 N 2 i B R NI 2% B ik R Bt
I o 38 3 (] 42 EL TS A 5 >R 8 33 A I s i, (A 28 0375 ) DA AR S e PR 9 88 I 25 15 2 DL
A B T B AR o [ B A B B S i 5 A 44 SQIN iR , FF HLDY IR 3 ek 78 >k 22 SR Ak o i@ ik oo JUiE
28 S A5 4 1ML o 3 1 56 T #E AR BT S 1 18] 2EL TSA S 58 P2 A H AR BRI B4 G , 3 HL4) 55 4 %%
BRAE B RN g B AR SO B A B P S )RR AR, B G R HEK A8 i (I N %
), I HBGR A R e FE DRI A 2385 55 Hig .

(01191 SEZiif2 : 76 /NBR P = AR B v FE g

(01201 ik AR 4 b e R AR A2 P T B0 5/ 42 770 FL RIS PN v 59 (TP ) SR A5 EPEBALB/ ¢ /M B
(60K 1% ) T 388 o W12 T 3 FH 56 4 30 IR A FRIE AT, I HAS 52 42 35 IRV 55 - B G T s et «
3FECARE R /N 25ug BT IR TPy /N B (B RN R s AR AR 1250l ) FE 38 IR s 2 J5 TR 10K,
30 ik B ik 2 o A 0 TR I o 3R e () B E L T SAII 52 Sk I3k 336 AN 0 e oL, (B 28 LT ) LA R
SE /N BRI B 8 N 15 e AR o Ja st e 8 i Bk 1) 2 R e A LB PR /INRR 28 58 /R
T TC B R 7K H A 10ug 370 5L ) e & B K N N o ZE TVINBR 2 G 4K, 4 /N 22 SR BE , 7+ HURER
JEE o ML 3 B ) 9k 2L 4 G A i & ek B b B T8 FHKohler,G. sMilstein,C. (1975).”
Continuous cultures of fused cells secreting antibody of predefined
specificity”.Nature 256(5517):495-4971) J5 %= 224898 o ff FHPEG1 500/ & i #4277 A
(01211 S fg3 « FH AR A i e pi Ak (O -l i e I ELTSA T ¥25)

(01221  Ftkl.

[0123] 964l 45 & ELISAK—Costar 3590(Corning)

[0124]  ELISAIf: A 2% ik : PBS

[0125]  ELISABRMEZEM : B A50.02% 7R -20(Tween—20) [ PBS

[0126]  ELISAFAZZ MK (Thermo Pierce, H 3% 5N502)

[0127]  ELISARRFIR B : 200mM Tris.1%BSA(BioFx).0.05%H:i&-20,pH 8.1

[0128]  HHANSEFIZ-HRPZE &) (Thermo Pierce, H%%531001)

[0129] 1B ABETMBIEY) (R&D systems, H 3% 534028)

[0130] 2% VAR : ONTR IR

[0131]  Hfzkpuik

[0132]  AEWRZK A IR MBI

[0133]  #ZH N IGFBP7(Peprotech, Hx5410-02)

[0134]  EXLx4058{tik#s (Biotek)

[0135] ZHMFCHOILEN#S (Fisher Scientific)

[0136]  JliAFE 7
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(01371 W 4lifk. 1) 5 41 TGFBP7 43 My s 2 ik A R 75w, I ELZE S pfoRE DA = A — AL i 7
— 7 30 ] P9 B I B EEAE i o F S KU AR R SR R VA R B A R 55 iR 10
gy, B AR RRE AR RE 22 Il 75 /K-

[0138] VRN T 1440 22 iyl T 45 FR 100l Sug/mLIf SR HLAR AR 96 7L 45 S ELISAR I
&L, I HAEE R (22°C225°C) T & 1% - i &1L, I H AL A B shEe L H300ul
Vel G TR MR = IR B35 R IN250ul. ELTSAS A 2k & & FL AE IR NI E 2/ 2
o, BE PRI/ TP IR

[0139] ¥R IO 1OOLLAR #E M) Bl 1 i 22 i & AR ) &AL, I HLAE = IR S AEK 3B IR
Vi LW E AR B 27NN 2 S5, a0 B RIS Bk B TS N T R RRORE 7 R 1 £ X 100uL
0. lug/mLAT MPTARIEHR 2 &L AEEWR NI E VNN 25, FRICR IR B3 o« T 355 F R 57)
Hr il €0 . g /mLHH FISE FZK-HRPER & 0V, HF B IN100uL X Al 2 &AL AE ST T
AR B 1N RS AR IN100uL 5 B TMBIRY) 2 & L , 7E % i T BT & 1053 B,
B J5 78 50L& 1E IR o FH 5 B 84 50nmis K R AROR 12 B 2 U B % FL ) e 35

(01401  SEjiifs4 « FH A A 0 e Ak (O e e s 2 iy A v6)

(01411  Fkl.

[0142]  fHALLF4E FR

[0143] HFatf

[0144]  FESL#

[0145] NI 3

[0146]  Jis:dh A 22 itk - LOmMB A4 0. 1% Bk .0 1 % BSAL0.2%PVP-40,pH 8.0

(01471 F/ t8F PH 22 P - SmMBEE 25 .0 1% i 35.-20.0.. 25 % PVP-40.0.5%BSA,pH 8.5
[0148]  #EAEZEMIRT :500mM Tris.0.2%106.0.35% M iE-20.0.25%PVP-40,pH 8.5
(01491  RILEEPiA

fo150] ke piik

(01511 L=Edu N FH P e A

[0152] =4 NIGFBP7

[0153] 2kt A

[0154]  {i FHAD30504H 43 it 72 4t FH M G i A A 2 4 25 1 o 2%, PGS P 42 o
i, I HAE3TCR T 305 Bl o 7 T as Hh B AL IS I 2 JiT » 73 5% FE B T B i AL 41 4 2= B2
JE T LA E IR A RN B RE i B P 22 R T A B TR R i B TS A R B B R D0 5 mm B 1)
MRS, B W T E A .

[0155]  F¥5h hi4%

[0156] Mg alifv. 1) H L IGFBPT /3 AT W ks A F G2 P T, I HL I Sl R DL P= A2 — 2 I
58 0 Bl PR FEE R AR TR A il o 76 2 T 7K T Hh 0 R 6 A o 110 ¥4 R ) B 088 P ) 55 0 1R
107351, 236 ARG ph R MR 22 P i KF o

(01571 JHAFEF

[0158] K5 10uL &2 WA il (0.025ug/ul) FIPBSHR INZE 100uLAE S b o 25 4 100uLiX
Pl S AR N O R 7Rt =205 8RB, 4 P22 6 152 U238 AR S 844 5 B 45
(01591  SEjiifs15 : BRAE
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[0160]  #Fk}: 96 4L 45 A R E R  HF REERR EM R R S PR IR TG R
1gG. L =FTgG HRPLE & T-Hi/ N i TeGHIHRPER &4 Hi % 1eG HRPEEG ) Bl £ 1eG HRPEE &
V) TMBJEEA)  2NBR R FH TR A A B 5256

[0161] g F RNy F 2 [ 8 7296 FL = 45 & T T e AR A T FL A o B 35 A DA RS B oK I B
[y R RIS AN ER , B 5 2R AT B0 0 R K AR ) 2 A A R T /K R 22 b R LIS 31 10ng /mLIF) 94
J5 o VR N5 ORL P V45 R 22 H R 512 0 2R % AT 1 TR VR AT 25 FL AP o 7R IR T O B X e A 1)
I, B P ik LARERR R 25 A K B R G4 1 /NS RN BB B 22 50g /mL , 31 H LA 100nL/FLER
It PN R TG (FE /N R PTIGFBPT R G O T ) Bt % 1eG (FE SR HLIGFBPTH -t T ) A
9 IPERT REAR I Z AR AT FL A o 7 SR AR B 1IN 00 B HRPER A 1 P/ B TG (T
/N BUIGFBPT AN /N R TG RA 1 X6t HE A 15 470 ) FIHRPZR & 1 370 S T g G (7E S L IGFBP7 Al e 1 G
BF A6 BRI 0 ) BB 220 . 2ug/mL, JF HES IN100RL 2 AR (19 25 FL P o 75 550 T F X e Al i
B 205 Bh I YRS I M L00uL/ FLE TMBJEH) , - HL7E kG 52 8% T 6 B KA & 20 731 . R
IN50uL/FLAY 2 1R (2NBR IR ) 28 &AL &4 DA 2% b B o £ 18 B R PE450nm il & ' %5
FER 43 G FE P 96 F LA e B 2 E sz U O B

[0162]  szjitifpl6 - P &R I BRAE

[0163]  PNERRIAR & —FhT V2 A8 548 7%, o il e s A8 1 pirade o7 B A 5 A
A U IR A R G R R T R FRIA I E ThAg o FH PR R R A A 2 i B % A
A T AS S50 32 B A8 G B8 5| N AR B R R A B S AR 5 R AR 2 Ik A
B A AR R TR U 5 3 L M i o ) RS AR 5 5 42 Al PR D B R e

[0164]  Sjitafs|7 - 45

(01651 i FH PN 20 IR 41 44l AR AR B R 245 &5 2R, SRR ) TGFBP7 B b P ik A5 DL 45 5 FE AL T
Sy BT RE LR -

FAR Rk 3248 7)) #LEF 7] (Astute Sequence)(E: K3K)
210PGDRD3y 4 201 YGVQRTELLPGDRDNL;;4
[0166] 7G2.1 (SEQ ID NO: 6) (SEQ ID NO: 6)
206 TELLPGDR 3 10 LIWNKVKRGHYGVQRT 4
6D2.1 (SEQ ID NO: 3) (SEQ ID NO: 7)
36EPASCy (SEQ ID 25SSSSSDTCGPCEPASCPPLP,, SEQ
1IC9E4.1 | NO: 4) ID NO: 8)

(01671  sZHBHIS : I 7 E s
[0168]  PUARTCIEA . 11 [F) T 2R 45 ff N BR 2R T gG 1/ xfiAR o 3RA5 K B B v [ 411 B A2 1Y cDNA
LB o b v 7 9200 P o R B T AR XA B T AR XA R A AN
[0169]  Viz(SEQ ID NO:9)
DVVMTQTPLT LSVTIGQPAS ISCKSSQSLL YSNGETYLHW LLQRPGQSPK 50
[m70] RLIYLVSKLD SGVPDREFTGS GSRTDFTLKI SRVEAEDLGV YYCAQGTHFP 100
HTFGGGTKLE
(01711 V&(SEQ ID NO:10)
QIQLVQSGPE LKKPGETVKI SCKASGYSFT DYSIHWVKQA PGKGLKWMGL 50
[m72] INTETGEPIY VDDFKGRFAF SLETSARTAY LQINNLKNED TATYFCARAY 100

YWAYWGQGTL V
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[0173]  $Hifk1D6
[0174]  HiAA& 1D6I [F] Fh AR 45 A & 9 BRI TeG L/ xhifhk ik R A AF &, 1€ 1D6PLAR 45 &
TGFBPT A4 5 A o 3R A5 5K ] BA. 70 [ 21 L 2R A0 c DNA DA SE 3o v 4 7 92 00 7 o B ] AR [X N2
A X AW
[0175]  Vix(SEQ ID NO:11)

QIVLTQSPAI MSASPGEKVT MTCSASSSVS YMHWYQQKSG TSPKRWIYDT 50

[0176] SELASGVPAR FSGSGSGTSY SLTISSMEAE DAATYYCQQW SSSPFTFGSG 100
TKLEIKR
[0177]  V&(SEQ ID NO:12)
QIQLVQSGPE LKKPGETVKI SCKASGYTFK KYGMNWVKQA PGKGLKWMGW 50
[0178] INTYTGEPIY ADDFKGRFAF SLETSASTAY LQISNLKNED TATYFCAREE
YGPFYAMDYW GQGTSVTVSS
(01791 R AR BT & 0% T At 43k 1R A1 7 DAL AR S0 B R N SR AT AAS A & B
{EHAEAN I B AR B R RS A RS B T, & A AR T R B SO SUE R S T R o AR SC AR A
1) SIZ Tt AR R A e S 77 28, A2 s B 1, FH HAS = AR Do A ke BH 1R 98 B 7 BR o] o e 42
SR I AR AR N T BT RE 3 o 33X A 2R 1 7R AR B IR RS A A, S H B BUR]
BORIVG I PIIR 5€
(01801  ERdAE 4RI , 15 MIAE A ST f8 A “Bl” 248 “FH /807 Rl , “65 (comprise/
comprises/comprising/include/includes)” F1 “Al#E (including)” 7] B #t, 3 HAZ K A
A BRI o
(01811  Rigdk—20 1 fif 240 5 P STt 77 S F R A PR TR “B 37 i), ARG E AR N 06 T
fRAE — S B TG OL T, STt 7 ST R T TR AR b - 2 BRI DA AR
[0182]  BRAE 7 AME X, 15 WA I A B AR MR A ARG # B A 5 A 2T i J8 s
HH R R RN DR S B A A R ) 5 S R S AR ST IR 1 T v AR R AL B A R ) A AT
J7E AN AT T S0t A T 7 VA S AR B S IR s B P v AR R
[0183]  ASCHR MM FT A RS H T4 18 A T A BT iR 1) 7] g -5 ARSI S Bk
5 FHIP 773600 B UL 51 7 24N R S Ui B T 32 S 10 BT & R A i #5487~
TEAR 2 T $ESE HIH 11T, A BA Pt & A53s b 10 35 3@ 52 RN SRR 7K P o AR SO B N 25
fERE AR AR B 3 R T e BT A I e T R AT
[0184] M4 AAMBEL AR N 5132 1117 By R0 8 A2 ] AEAS M 125 A K BH 1 3 6] AR #1048 S A
FEI A B AT AN R B AR AL
[0185] W FEANAFELE A SR A B A T BATAR] — il 22 P2 3R L — il 22 FhBR ] R o & Hh S
it AR ST LA 5 BH 7 S IR B A B o PR, B ANFE AR SC S 100 T RIS “B 37 VAR B
B A CH - 2R H AT — AT S AN ARE AT — AN e SR I RAE IR 4
FAAE SR ARAE T AR FR AR TE , H HLAS 5 A8 P I SRR 15 A I HRBR P A0 i 3 e A1k B
FLAES I BIARART S5 28000 , T LA TR 21 & P LT BE AR 2R ORGP A BH IS B Y« BT U
TRV AR e B 8 I I g S it 7 S AT IR R B A A T, AN AR S R IR A R B 2
AIARAL AT A SRS AR N DR AN, H HL IS8 ORI A% A0 A 78 24 K B 7R 2 E i B SR 22
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SRR 52 FIVE R
(01861 &5t 7 R IR LE UL FALRIE KR -
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