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An object of the present invention is to provide an antibody
that can be stably supplied and can react with prostasin under
non-denaturation and denaturation conditions, and an antigen
peptide for preparation of the antibody. The present invention
relates to a peptide consisting of the amino acid sequence
shown in SEQ ID NO: 1 or a peptide consisting of an amino
acid sequence that has a deletion, a substitution, or an addition
of one or several amino acids with respect to the amino acid
sequence shown in SEQ ID NO: 1 and having antigenicity of
prostasin. Furthermore, the present invention relates to an
antibody prepared using the peptide as an antigen.
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Fig. 2
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Fig. 3
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Fig. 4
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Fig. 5
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Fig. 7
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Fig. 8
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Fig. 9
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Fig. 10
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1
PROSTASIN PARTIAL PEPTIDE AND
ANTI-PROSTASIN ANTIBODY

TECHNICAL FIELD

The present invention relates to a peptide consisting of a
specific amino acid sequence of prostasin and an antibody
against the peptide. Moreover, the present invention relates to
a reagent for immunological assay containing the antibody
and an immunological assay method using the antibody. Fur-
thermore, the present invention relates to a diagnostic kit for
prostasin-associated disease.

BACKGROUND ART

Prostasin is a serine protease which has been isolated from
human seminal fluid. Prostasin localization in body fluids
(seminal fluid and urine) of tissues has been reported, as
revealed by radioimmunoassay (RIA) using an antiserum
which was obtained with the use of purified prostasin as an
antigen (Yu, J. X. et al., J. Biol. Chem., Vol. 269, pp. 18843-
18848, 1994). Furthermore, full-length ¢cDNA encoding
human prostasin, the amino acid sequence thereof, and the
structure thereof have already been reported (Yu, J. X. et al.,
J. Biol. Chem., Vol. 270, pp. 13483-13489, 1995).

Prostasin is present in the nature in the form of a complex
formed by binding to an inhibitor protein or in a free form as
in the case of other serine proteases. As prostasin inhibitor
proteins, a prostasin-binding protein (PBP; PN-1) or hepato-
cyte growth factor activator inhibitor-1B (HAI-1) has been
reported (Chen, L-M. et al., The Prostate, Vol. 59, pp. 1-12,
2004; and Fan B. et al., J. Biol. Chem., Vol. 280, pp. 34513-
34520, 2005). A complex of prostasin with PBP has a molecu-
lar weight of approximately 82 kDa and is thermostable in the
presence of SDS and a reducing agent. However, the presence
of other inhibitors is predicted, in addition to the inhibitor
proteins reported above. It is unknown that to what kinds of
inhibitor proteins prostasin binds to form complexes in body
fluids such as urine, seminal fluid, and blood.

The clinical significances of the measurement of prostasin,
which have been reported, are: 1) the possible use thereof for
diagnosis of hypertension; and 2) the possible use thereof as
tumor marker for diagnosis, for example. Diagnosis of hyper-
tension with the use of the measurement of prostasin has been
suggested, since prostasin has effects on the activation of the
epithelial Na channel (ENaC) which is important for regula-
tion of renal tubular Na reabsorption and body fluid volume
(Narikiyo, T. et al., J. Clin. Invest., Vol. 109, pp. 401-408,
2002; and Olivieri, O. et al., Hypertension, Vol. 46, pp. 683-
688, 2005). Moreover, the use of prostasin as a tumor marker
has been suggested, since serum prostasin levels in epithelial
ovarian cancer patients are found to be significantly higher
than those in normal groups (Mok, S. C. et al., J. Natl. Cancer
Inst., Vol. 93, pp. 1458-1464, 2001). For measurement of
prostasin, immunoassays (e.g., radioimmunoassay, immuno-
blotting, ELISA, and Western blotting) have been performed
using an antiserum or a monoclonal antibody. which are
obtained by immunization with the use of purified natural
prostasin as an antigen (for example, Yu, J. X. et al., 1994;
Narikiyo, T. et al., 2002; Mok, S. C. et al., 2001; and Chen,
L-M. et al., Prostate, Vol. 59, pp. 1-12, 2004). In addition a
peptide is designed based on the amino acid sequence of a
known prostasin, an antiserum or a monoclonal antibody is
prepared using the peptide as an antigen for immunization,
and the antiserum or the monoclonal antibody is used in
immunoassays (e.g., Western blotting) (for example, Olivieri,
O. et al., 2005).

However, natural prostasin can not be stably obtained. So,
it has been difficult to obtain an antibody using natural pros-
tasin as an antigen. In addition, prostasin has 6 disulfide
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bonds, making it difficult to obtain a protein having a correct
conformation when recombinantly expressed. Therefore, an
antibody generated against the recombinant prostasin does
not always react with natural prostasin. Furthermore,
although an antibody against a partial peptide of prostasin is
known to react with prostasin under denaturation conditions
(for example, in Western blotting) (for example, Production
Information of Mouse Anti-Human Prostasin Antibody
(Catalog No. 612173, produced by BD Biosciences), such
antibody could not be used in immunoassays under non-
denaturation conditions.

DISCLOSURE OF THE INVENTION

An object of the present invention is to provide an antibody
that can be stably supplied and has high reactivity with pros-
tasin under non-denaturation and denaturation conditions and
an antigenic peptide for preparation of the antibody. Another
object ofthe present invention is to provide an immunological
assay method using the above antibody.

As a result of intensive studies to solve the objects, the
present inventors have prepared an anti-prostasin antibody
using a peptide comprising a specific amino acid sequence of
human prostasin, and have found that the anti-prostasin anti-
body can specifically bind to prostasin under denaturation
and non-denaturation conditions. Moreover, the present
inventors have found that the above peptide can be used as a
competitive substance in a competitive immunoassay using
such anti-prostasin antibody. Based on these findings, the
present inventors have completed the present invention.

The present invention encompasses the following (1) to

®).
(1) A peptide consisting of the amino acid sequence shown in
SEQ ID NO: 1 or a peptide consisting of an amino acid
sequence that has a deletion, a substitution, or an addition of
one or several amino acids with respect to the amino acid
sequence shown in SEQ ID NO: 1, and having antigenicity of
prostasin.

The peptide can be used for preparation of an antibody
against prostasin or purification of an antibody against pros-
tasin. Also, a carrier protein may be bound to the peptide.

Furthermore, the peptide can be used as a competitive
substance in a competitive immunoassay of prostasin. A label
may be bound to the peptide.

(2) An antibody, which is prepared using the peptide accord-
ing to (1) above as an antigen.

The antibody may be a polyclonal antibody or a mono-
clonal antibody. Furthermore, a label may be bound to the
antibody. For example, a radioactive label, an enzyme label,
or biotin may be bound thereto.

(3) A reagent for immunological assay for prostasin, contain-
ing the antibody according to (2) above.

The reagent for immunological assay may further contain
the peptide according to (1) above.

(4) A method for detecting prostasin in a sample, comprising
the following steps of:

(a) contacting the antibody according to (2) above with a
sample; and

(b) detecting whether or not the antibody binds to prostasin
in a sample.

Instep (a) of the above method, the peptideaccording to (1)
above may also be added as a competitive substance.

Also, in the above method, the antibody is preferably
bound to a solid phase. Furthermore, examples of a sample
include, but are not limited to, urine, blood, serum, and
plasma.

(5) A diagnostic kit for prostasin-associated disease, contain-
ing the antibody according to (2) above.

The diagnostic kit can be used for diagnosis of a prostasin-
associated disease such as a disease selected from the group
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consisting of, but are not limited to, hypertension, ovarian
cancer, prostate cancer, and breast cancer. Moreover, the
diagnostic kit can also be used for more precise diagnosis of
pathological conditions of hypertension due to hyperaldos-
teronemia such as primary aldosteronism.

This description includes part or all of the contents as
disclosed in the description and/or drawings of Japanese
Patent Application No. 2006-127575, which is a priority
document of the present application.

BRIEF DESCRIPTION OF THE DRAWINGS

The patent or application filed contains at least one drawing
executed in color. Copies of this patent or patent application
publication with color drawing(s) will be provided by the
Office upon request and payment of the necessary fee.

FIG. 1 shows the results of evaluating by a Western blotting
method the reactivity of antisera (a) to (¢) (obtained by immu-
nization with partial peptides of prostasin) and the reactivity
of a commercially available monoclonal antibody against
prostasin-positive urine samples.

FIG. 2 shows the results of examining the optimum con-
centration for POD-labeled partial peptide (a).

FIG. 3 shows a calibration curve obtained by a competitive
immunoassay using POD-labeled partial peptide (c) and
affinity-purified antibody (c).

FIG. 4 shows a calibration curve obtained by a competitive
immunoassay using POD-labeled partial peptide (e) and
affinity-purified antibody (e).

FIG. 5 shows a calibration curve obtained by a competitive
immunoassay using a POD-labeled full-length prostasin
recombinant protein and a commercially available anti-pros-
tasin mouse monoclonal antibody.

FIG. 6 shows a calibration curve obtained by a competitive
immunoassay using POD-labeled partial peptide (a).

FIG. 7 shows a calibration curve obtained by a competitive
immunoassay using biotin-labeled partial peptide (a).

FIG. 8 shows a calibration curve obtained by a competitive
immunoassay using biotin-labeled partial peptide (a).

FIG. 9 shows a calibration curve obtained by an enzyme-
linked immunosorbent assay using a POD-labeled affinity-
purified antibody (a) (obtained by immunization with the
partial peptide (a)) as a labeled secondary antibody.

FIG. 10 shows a calibration curve obtained by an enzyme-
linked immunosorbent assay using a POD-labeled affinity-
purified antibody (e) (obtained by immunization with the
partial peptide (e)) as a labeled secondary antibody.

FIG. 11 shows the results of measuring prostasin in the
urine specimen of each patient by the RTA method and the
results of detecting prostasin in patient urine specimens by
Western blotting using a commercially available anti-prosta-
sin mouse monoclonal antibody.

FIG. 12 shows the correlation between prostasin concen-
trations and aldosteron concentrations in patient urine speci-
mens.

BEST MODE FOR CARRYING OUT THE
INVENTION

The present invention will be explained in detail as follows.
1. Partial Peptide of Human Prostasin

Prostasin is a serine protease involved in regulation of
vasoconstriction and regulation of body fluid volume. It is
also known that the expression of prostasin decreases in pros-
tate cancer but increases in ovarian cancer. Human prostasin
has the amino acid sequence shown in SEQ ID NO: 3, which
is encoded by the nucleotide sequence shown in SEQ ID NO:
2 (GenBank accession No. [.41351). Human prostasin com-
prises a light chain (amino acids 1 to 12 in SEQ IDNO: 3) and
aheavy chain (amino acids 13 to 252 in SEQ ID NO: 3). When
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the light chain is cleaved from the heavy chain (between
amino acids 12 and 13 in SEQ ID NO: 3), an amino acid
sequence comprising ITGG existing in the heavy chain is
exposed so that it becomes an active serine protease.

The present invention relates to a partial peptide of the
human prostasin, specifically a peptide consisting of 19
amino acids (SEQ ID NO: 1) which corresponds to amino
acids 70 to 88 of the human prostasin shown in SEQ ID NO:
3. The peptide according to the present invention is herein
referred to as a “partial peptide ofhuman prostasin,” or simply
referred to as a “partial peptide.” When an antibody is pre-
pared using such partial peptide as an antigen, the thus
obtained antibody can react not only with the partial peptide,
but also with full-length human prostasin.

According to the present invention, the partial peptide may
be a peptide consisting of an amino acid sequence that has a
deletion, a substitution, or an addition of one or several amino
acids with respect to the amino acid sequence shown in SEQ
ID NO: 1, as long as the peptide has antigenicity of prostasin.
For example, 1 to 5 amino acids, or preferably 1 to 3 amino
acids may be deleted from the amino acid sequence shown in
SEQIDNO: 1,1 to 5 amino acids, or preferably 1 to 3 amino
acids may be added to the amino acid sequence shown in SEQ
IDNO: 1, or 1 to 5 amino acids, and preferably 1 to 3 amino
acids in the amino acid sequence shown in SEQ IDNO: 1 may
be substituted with (an)other amino acids. The thus prepared
amino acid sequences can be used in the present invention. In
particular, conservative substitution of 1 or several amino
acids in the amino acid sequence shown in SEQ ID NO: 1 is
preferable. The term “conservative substitution” is known in
the art and refers to that an amino acid is substituted with an
amino acid having properties equivalent to those of the amino
acid. For example, a neutral (polar) amino acid (Asn, Ser,
Gln, Thr, Tyr, or Cys), a neutral (non-polar; that is, hydropho-
bic) amino acid (Gly, Trp, Met, Pro, Phe, Ala, Val, Leu, or Ile),
an acidic (polar) amino acid (Asp or Glu), a basic (polar)
amino acid (Arg, His, or Lys) is substituted with an amino
acid having the equivalent properties.

Furthermore, for example, a peptide consisting of an amino
acid sequence having at least 80% or more, preferably 90% or
more, and particularly preferably 95% or more sequence
homology or identity with the amino acid sequence shown in
SEQ ID NO: 1 can also be used in the present invention. In
addition, the homology or identity of an amino acid sequence
can be easily determined by a method known in the art.

The term “antigenicity of prostasin” refers to the capability
of an antigen, with which an anti-prostasin antibody can be
prepared, and the capability of an antigen to react with an
anti-prostasin antibody. Whether or not a peptide has antige-
nicity of prostasin can be confirmed by preparing an antibody
against the peptide and then detecting whether or not the thus
prepared antibody reacts with full-length (wild-type) prosta-
sin, or detecting whether or not a peptide reacts with an
anti-prostasin antibody.

The partial peptide of human prostasin may be chemically
synthesized based on the amino acid sequence shown in SEQ
ID NO: 1 or generated by transformation of a host using a
nucleic acid encoding the partial peptide followed by collec-
tion of the peptide expressed in the host.

In the case of chemical synthesis, according to a known
peptide synthesis technique, for example, the partial peptide
of human prostasin can be synthesized using a commercially
available peptide synthesizer or a commercially available
peptide synthesis kit. Peptide synthesis techniques are
described in literatures such as Peptide Synthesis, Inter-
science, New York, 1996; The Proteins, Vol. 2, Academic
Press Inc., New York, 1976, Peptide Synthesis, MARUZEN
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Co., Ltd., 1975; and Basics and Experiments for Peptide
Synthesis, MARUZEN Co., Ltd., 1985 or patent documents
such as International Publication W099/67288 (pamphlet),
for example.

A peptide synthesis method may be either a solid phase
method or a liquid phase method, as long as a target partial
peptide sequence can be obtained. A solid-phase synthesis
method s preferable in view of rapid synthesis of acompound
(within a short time) on a solid-phase carrier (mainly a poly-
styrene resin: 100- to 500-mesh particles) and simple post
treatment (because the carrier is insoluble in a solvent, and
thus reagents after reaction can be removed only by washing
with the solvent). For example, a partial peptide can be syn-
thesized by a solid phase method based on an Fmoc (9-fluo-
renylmethoxycarbonyl)/PyBOP (benzoyl triazole-1-yl-oxy-
tris-pyrrolidino-phosphonium-hexafluorophosphate)
method. Specifically, synthesis can be performed by a step-
wise extension method that involves repeating each step of
deprotecting o amino group, washing, coupling, and washing
with the use of a conventional Fmoc-wang resin, Fmoc-amino
acid-wang resin, or the like as a starting resin and a protected
amino acid corresponding to the sequence of a target partial
peptide. Finally, the thus obtained peptide having a target
sequence can be obtained by excising it from a resin binding
thereto, washing, and then freeze-drying.

The partial peptide as an antigen for immunization can also
be synthesized according to a MAP (Multiple Antigen Pep-
tides) method (James P. Tam, Journal of Immunological
Methods, vol. 196, 17-32 (1996)) so as to increase the anti-
body titer, in which synthesis is carried out using an Fmoc-
MAP wang resin or the like instead of the above starting resin
(e.g., an Fmoc-wang resin) in a manner similar to the above.

Moreover, when a gene recombination technique is
employed, a nucleic acid encoding the partial peptide can be
obtained by: extraction of RNA from a tissue or a cell of the
prostate, bronchi, lungs, colon, salivary gland, pancreas, kid-
ney, liver, or the like, or seminal fluid, and reverse transcrip-
tion polymerase chain reaction (RT-PCR) using mRNA puri-
fied from the RNA and primers designed based on the human
prostasin gene sequence; or screening of cDNA library using
a probe designed based on the human prostasin gene
sequence. Alternatively, a nucleic acid encoding the partial
peptide can be obtained by extraction of DNA from a tissue or
a cell of the prostate, bronchi, lungs, colon, salivary gland,
pancreas, kidney, liver, or the like or seminal fluid, and
nucleic acid amplification reaction (e.g., PCR) using the
DNA as a template and primers designed based on the human
prostasin gene sequence. Moreover, a method for preparation
of anucleic acid encoding the partial peptide with a mutation
is known in the art.

In the present invention, an expression vector for recom-
binant expression of the partial peptide can be obtained by
ligating the above nucleic acid to an appropriate vector. Fur-
thermore, a transformant can be prepared by introducing the
above nucleic acid or expression vector into host cells so that
a peptide of interest can be expressed.

Any vector can be used and the vector includes a plasmid,
aphagemid, or a virus-based vector or a known vector such as
an artificial chromosome. Examples of plasmid DNA include
plasmids derived from bacteria (e.g., pBluescript-based) and
plasmids derived from yeast. Examples of phagemid DNA
include A phages (e.g., Agt10 and AZAP). Furthermore, trans-
formants can be prepared using vectors based on animal
viruses, such as retroviruses, adenoviruses, and vaccinia
viruses, vectors based on insect viruses such as baculoviruses,

15

20

25

40

45

60

65

6

bacterial artificial chromosomes (BACs), yeast artificial
chromosomes (YACs), human artificial chromosomes
(HACs), and the like.

For insertion of a nucleic acid into a vector, for example, a
purified nucleic acid is cleaved with an appropriate restriction
enzyme and inserted into a restriction enzyme site or a mul-
ticloning site of vector DNA, so as to ligate the insert to the
vector. A vector should be constructed so that the vector is
autonomously replicated in host cells or a nucleic acid on the
vector is integrated into the genome of host cells and then the
partial peptide of human prostasin is expressed in the host
cells. Accordingly, in addition to a promoter and a nucleic
acid, if desired a cis element such as an enhancer, a splicing
signal, a polyA addition signal, a selection marker, a ribo-
some binding sequence (SD sequence), a homologous
sequence, and the like are preferably ligated to a vector. In
addition, examples of a selection marker include a dihydro-
folate reductase gene, an ampicillin resistance gene, and a
neomycin resistance gene. Furthermore, sequences such as a
signal sequence, a His tag may also be added to facilitate the
purification of the partial peptide. Known DNA ligase is used
to ligate these various sequences to a vector. The above vari-
ous sequences and a vector are annealed and then linked, so
that an expression vector is constructed.

A host to be used for transformation is not particularly
limited as long as it enables the expression of an introduced
nucleic acid and is capable of producing the partial peptide of
human prostasin. Examples of such a host include bacteria
(e.g., Escherichia coli), yeast (e.g., Saccharomyces cerevi-
siae), animal cells (e.g., COS cells and CHO cells), and
insects (e.g., silkworms, Sf9 cells, and Sf21 cells).

A method for introducing a nucleic acid or an expression
vector into bacteria is not particularly limited, as long as such
a method is used for introducing DNA into bacteria.
Examples of such a method include a method using calcium
ions and an electroporation. Furthermore, a method for intro-
ducing a nucleic acid or an expression vector into yeast is not
particularly limited, as long as the method is used for intro-
ducing DNA into yeast. Examples of such a method include
an electroporation, a method using spheroplast, and a method
using lithium acetate. Furthermore, examples of a method for
introducing a nucleic acid or an expression vector into animal
cells, insects, or insect cells include an electroporation, a
method using calcium phosphate, and a lipofection.

A transformant is selected using the properties of a marker
gene that is contained within a gene to be introduced. For
example, when a neomycin resistance gene is used, a cell
showing resistance to a G418 drug is selected.

The partial peptide of human prostasin can be obtained by
culturing the above transformant in which a nucleic acid
encoding the partial peptide has been introduced and then
collecting the partial peptide from the culture. The term “cul-
ture” refers to any of a culture supernatant, a cultured cell, and
a cell lysate. A method for culturing a transformant in a
medium is carried out according to a method generally
employed for culturing hosts.

As a medium for culturing transformants obtained using
bacteria or yeast as hosts, either a natural or a synthetic
medium may be used which contains carbon sources, nitro-
gen sources, inorganic salts, and the like, and enables efficient
culture of transformants. Culture is generally performed
under aerobic conditions such as shaking culture or aerobic
and stirred culture at approximately 20° C. to 40° C. for
approximately 1 to 24 hours. During a culture period, pH is
maintained around neutral pH. During culture, antibiotics
such as ampicillin or tetracycline may be added to a medium,
if necessary. Examples of a medium that is used for culturing
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a transformant obtained using animal cells as hosts include
conventionally employed RPMI1640 and DMEM media and
such media supplemented with a fetal calf serum and the like.
Culture is generally carried out in the presence of 5% CO, at
approximately 37° C. for approximately 1 to 7 days. During
culture, if necessary an antibiotic such as kanamyein or peni-
cillin may be added to a medium.

After culture, when the partial peptide is produced within
cells or microorganisms, the protein (peptide) is extracted by
disrupting the cells or microorganisms. In addition, when the
partial peptide is produced outside the cells or microorgan-
isms, the culture solution is used without any treatment or the
cells or the microorganisms are removed by, for example,
centrifugation.

The partial peptide chemically synthesized or generated by
a gene recombination technique can be isolated and purified
by one of or an adequate combination of biochemical meth-
ods generally employed for protein isolation and purification,
such as ammonium sulfate precipitation, gel chromatogra-
phy, ion exchange chromatography, and affinity chromatog-
raphy.

Whether or not the partial peptide of interest is obtained
can be confirmed by polyacrylamide gel electrophoresis,
sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE), or the like.

The peptide according to the present invention can be used
for preparing an antibody against prostasin. In this case, the
peptide may be conjugated (bound) to a carrier protein to
enhance the antigenicity. For example, the peptide can be
conjugated to a carrier protein such as keyhole limpet
hemocyanin (KLH), bovine serum albumin (BSA), or oval-
bumin (OVA). These carrier proteins are known in the art and
acommercially availablekitis also marketed. Therefore, with
the use of such a known method or kit, one or more of carrier
proteins can be conjugated to the peptide according to the
present invention. Moreover, the peptide according to the
present invention can also be used for purification of an anti-
body against prostasin. In this case, the peptide according to
the present invention is preferably immobilized on a solid
phase such as beads or membranes.

Furthermore, the peptide according to the present inven-
tion can be used as a competitive substance in a competitive
immunoassay for prostasin. For example, in a competitive
immunoassay based on an anti-prostasin antibody and pros-
tasin, as described below, the addition ofthe partial peptide as
a competitive substance makes it possible to measure the
amount of prostasin that has reacted with an anti-prostasin
antibody. A label or 1abels may be bound to the partial peptide
of prostasin in order to facilitate detection. For example,
biotin, a radioactive label, an enzyme label, or a fluorescent
label can be bounded. The partial peptide of prostasin is
preferably labeled with a radioisotope, a fluorescent sub-
stance, or biotin in view of avoidance of steric hindrance
resulting from increases in the molecular weight of a label
molecule during antigen-antibody reactions. In particular, the
partial peptide is preferably labeled with biotin in view of
reproducibility.

2. Antibody Against Partial Peptide

The present invention relates to an anti-prostasin antibody
that is prepared using the above partial peptide of prostasin as
an antigen. The thus obtained anti-prostasin antibody can
specifically react not only with the partial peptide used as an
antigen, but also with full-length prostasin.

(1) Preparation of Immunogen

An immunogen is prepared by dissolving the partial pep-
tide of human prostasin or such partial peptide conjugate with
a carrier protein obtained as described above as an antigen in
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a buffer. In addition, if necessary, an adjuvant may also be
added to carry out immunization effectively. Examples of
such an adjuvant include commercially available complete
Freund’s adjuvant (FCA) and incomplete Freund’s adjuvant
(FIA). These adjuvants can be used independently or used
after mixing them.

(2) Preparation of Polyclonal Antibody

When a polyclonal antibody is prepared, an immunogen is
administered to an animal such as a mammal or a bird (e.g., a
rabbit, a rat, a mouse, a goat, a chicken, or a duck). Immuni-
zation is mainly performed by intravenous injection, subcu-
taneous injection, intraperitoneal injection, or injectioninto a
footpad. Furthermore, immunization intervals are not par-
ticularly limited, and immunization is carried out once to 5
times at intervals of several days to several weeks. Subse-
quently, on days 20 to 90 after final immunization, serum or
egg yolk is collected, the antibody titer is measured by an
immunoassay such as an enzyme-linked immunosorbent
assay (ELISA), an enzyme immunoassay (EIA), or a radio-
immunoassay (RIA). The antibodies are collected on the day
at which the maximum antibody titer is observed. Thereafter,
the reactivity of a polyclonal antibody specific to the partial
peptide of prostasin in the serum or the egg yolk is measured
by the above immunoassay or the like.

An antiserum can also be directly used for an immunologi-
cal assay method. However, it is preferable to purify and then
use an antibody or antibodies in an antiserum by performing
affinity chromatography, protein A or protein G affinity chro-
matography, or the like using a partial peptide of prostasin.
(3) Preparation of Monoclonal Antibody

When a monoclonal antibody is prepared, an immunogen
1s administered to a mammal such as a rabbit, a rat, or a
mouse. Immunization is mainly performed by intravenous
injection, subcutaneous injection, intraperitoneal injection,
or injection into a footpad. Furthermore, immunization inter-
vals are not particularly limited, and immunization is carried
out once to 5 times at intervals of several days to several
weeks. Subsequently, on days 20 to 90 after final immuniza-
tion, antibody-producing cells are collected. Examples of
antibody-producing cells include spleen cells, lymph node
cells, and peripheral blood cells.

To establish hybridomas, antibody-producing cells can be
fused with myeloma cells. As myeloma cells to be fused to
antibody-producing cells, cells of generally available estab-
lished cell lines can be used. Cell lines that are preferably used
herein have drug selectivity and properties such that they
cannot survive in an HAT selection medium (containing
hypoxanthine, aminopterin, and thymidine) in an unfused
state, but can survive only in a state of being fused to anti-
body-producing cells. Examples of myeloma cells include
cells of mouse myeloma cell lines such as P3X63-Ag.8.Ul
(P3U1) and NS-L.

Next, the above myeloma cells are fused to antibody-pro-
ducing cells. Cell fusion is carried out by mixing antibody-
producing cells with myeloma cells in a medium for culturing
animal cells, such as a serum-free DMEM or RPMI-1640
medium, and then carrying out fusion reaction in the presence
of a cell fusion promoter (e.g., polyethylene glycol). More-
over, cell fusion can also be carried out using a commercially
available cell fusion apparatus using electroporation.

Hybridomas of interest can be selected from cells after cell
fusion treatment. For example, a cell suspension is adequately
diluted with an RPMI-1640 medium or the like containing
fetal calf serum and then seeded on a microtiter plate. A
selection medium is added to each well and then cells are
cultured while exchanging selection media appropriately. As
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aresult, cells that grow on roughly day 30 after the initiation
of culture using selection media can be obtained as hybrido-
mas.

Next, culture supernatants of hybridomas that have grown
are screened for the presence of antibodies reacting with a
partial peptide of human prostasin. Screening of hybridomas
can be performed according to a conventional method. For
example, an enzyme-linked immunosorbent assay (ELISA),
an enzyme immunoassay (ETA), a radioimmunoassay (R1A),
or the like can be employed. Cloning of fused cells can be
carried out by a limiting dilution or the like, so that a hybri-
doma producing a monoclonal antibody of interest is estab-
lished.

As amethod for collecting amonoclonal antibody from the
thus established hybridoma, a general cell culture method, an
ascite-formation method, or the like can be employed. When
such method for collecting an antibody requires purification
of the antibody, purification can be carried out by adequately
selecting or adequately combining known methods such as an
ammonium sulfate precipitation method, ion exchange chro-
matography, gel filtration, and affinity chromatography.

Globulin types of monoclonal antibodies, which can be
used in the present invention, are not particularly limited, as
long as they have activity of binding specifically to human
prostasin. Globulin types may be any of IgG, IgM, IgA, IgE,
and IgD and are preferably IgG and IgM.

(4) Other Antibodies

Furthermore, a nucleic acid based on the antibody mol-
ecule (prepared as described above) having antigen specific-
ity to human prostasin is spliced together with a nucleic acid
based on a human antibody molecule having appropriate
biological activity to generate a chimeric antibody (Morrison
etal., 1984, Proc. Natl. Acad. Sci., 81: 6851-6855; Neuberger
et al., 1984, Nature, 312: 604-608; Takeda et al, 1985,
Nature, 314: 452-454) can be prepared. Moreover, a single-
chain antibody (U.S. Pat. No. 4,946,778; Bird, 1988, Science
242: 423-426; Huston et al., 1988, Proc. Natl. Acad. Sci.
U.S.A. 85: 5879-5883; Ward et al., 1989, Nature 334: 544-
546), aF(ab'), fragment, a Fab fragment, and the like can also
be prepared using techniques known in the art.

An antibody that is prepared using the peptide according to
the present invention as an antigen can specifically bind to
natural (wild-type) human prostasin under denaturation con-
ditions and non-denaturation conditions.

3. Reagent for Immunological Assay and Immunoassay for
Prostasin

Prostasin can be detected in a sample using an antibody
prepared as described above. The detection can be carried out
based on any method, as long as it is a measurement method
using antibodies; that is, an immunological assay. For
example, prostasin can be detected using an immunohis-
tochemical staining and an immunoelectron microscopy, and
an immunoassay (e.g., an enzyme immunoassay (ELISA or
EIA), a fluorescence immunoassay, a radioimmunoassay
(RIA), an immunochromatography, and a Western blotting),
for example.

Examples of test samples include, but are not particularly
limited to, tissue or cell samples (such as prostate, bronchi,
lungs, colon, salivary gland, pancreas, kidney, liver, cancer
tissues, or cells), biological fluid samples (e.g., blood, serum,
plasma, urine, spinal fluid, saliva, sweat, and ascites). For
example, urine, blood, serum, plasma, orthe like is preferably
used as a sample. Particularly, urine or blood is more prefer-
able in view of easiness for collection. Furthermore, a urine
sample is further more preferable in view of liability relief for
patients.
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In the immunological assay of the present invention, pros-
tasin is detected by causing prostasin in a sample to bind to the
antibody according to the present invention and then detect-
ing the bonds. The term “detection” in the present invention
refers to simple detection of the presence or the absence of
prostasin and also quantitative detection of prostasin.

Immunoassay for prostasin typically comprises contacting
atest target sample with the antibody according to the present
invention and then detecting the antibody binding to prostasin
using a technique known in the art. By contact (contacting), it
means that a condition is realized by which prostasin existing
in a sample can come close to the antibody according to the
present invention to bind to each other. For example, contact-
ing includes procedures such as mixing of a liquid sample
with an antibody-containing solution, coating a solid sample
with an antibody-containing solution, and immersing a solid
sample in an antibody-containing solution.

Immunoassay may be carried out using either a liquid
phase system or a solid phase system. In view of the easiness
of detection, the use of a solid phase system is preferred.
Moreover, the format of an immunoassay is also not limited
and may be, in addition to a direct solid phase method, a
sandwich method, a competitive method, or the like.

The anti-prostasin antibody according to the present inven-
tion can specifically bind to and detect prostasin under either
denaturation conditions (reducing conditions) or non-dena-
turation conditions. The anti-prostasin antibody according to
the present invention can bind to prostasin in any form (for
example, a form of a complex with an inhibitor protein and a
free form). Therefore, the anti-prostasin antibody according
to the present invention can be used in various formats of
immunoassay, in addition to Western blotting using denatur-
ation conditions.

Assay procedures can be performed by known methods
(Ausubel, F. M. et al. (eds), Short Protocols in Molecular
Biology, Chapter 11 “immunology” John Wiley & Sons, Inc.
1995). For example, Western blotting can be used. Alterna-
tively, a complex of prostasin and an antibody can be sepa-
rated by a known separation means (e.g., a chromatography
method, a salting-out, an alcohol precipitation, an enzyme
method, and a solid phase method) and then the signal of the
label can be detected.

As an example of an immunoassay, when a solid-phase
system is used, for example, antibodies may be immobilized
onto a solid-phase support or carrier (e.g., a resin plate, a
membrane, or a bead) or a sample may also be immobilized
thereon. For example, antibodies are immobilized onto a
solid-phase support, the support is washed with an appropri-
ate buffer, and then the support is treated using the anti-
prostasin antibody of the present invention. Next, the solid-
phase support is subjected to second washing using a buffer,
so as to remove unbound antibodies. The amount of bound
antibodies on the solid support is detected by conventional
means, and the binding of prostasin in a sample with the
antibodies can be detected.

The binding activity of an antibody can be measured
according to a known method. A measurement method effec-
tive and optimum for each assay can be determined by a
person skilled in the art depending on the type and the format
of immunoassay to be employed, the type and the subject of
a label to be used, and the like.

In an embodiment of the present invention, to easily detect
reaction of the anti-prostasin antibody of the present inven-
tion with prostasin existing in a sample, such reaction is
directly detected by labeling the antibody of the present
invention or such reaction is indirectly detected using a
labeled secondary antibody, a biotin-avidin complex, or the
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like. Examples of labels and methods for detecting such
labels, which can be used in the present invention, are as
described below.

In the case of an enzyme immunoassay, peroxidase, f-ga-
lactosidase, alkaline phosphatase, glucoseoxidase, acetyl-
cholinesterase, lactate dehydrogenase, and amylase can be
used, for example. Furthermore, an enzyme inhibitor, a coen-
zyme, or the like can also be used. These enzymes can be
bound to antibodies by a known method using a cross-linking
agent such as glutaraldehyde or a maleimide compound.

In the case of a fluorescence immunoassay, fluorescein
isothiocyanate (FITC), tetramethylrhodamineisothiocyanate
(TRITC), and the like can be used. These fluorescent labels
can be bound to antibodies by conventional techniques.

In the case of a radioimmunoassay, tritium, iodine™**,
iodine™!, and the like can be used. Radioactive labels can be
bound to antibodies by a known method such as a chloramine
T method or Bolton-Hunter method.

For example, when the antibody of the present invention is
directly labeled with a label or labels as described above, a
sample is caused to come into contact with the labeled anti-
body of the present invention to form a prostasin-antibody
complex. Unbound labeled antibodies are then separated and
then the amount of prostasin in the sample can be measured
based on the amount of the bound labeled antibodies or the
amount of unbound labeled antibodies.

Furthermore, for example, when a labeled secondary anti-
body is used, the antibody of the present invention is reacted
with a sample (primary reaction), and then the labeled sec-
ondary antibody is reacted with the obtained complex (sec-
ondary reaction). The primary reaction and the secondary
reaction may be performed in reverse order, simultaneously,
or at different times. By the primary reaction and the second-
ary reaction, the complex of prostasin—the antibody of the
present invention—a labeled secondary antibody, or the com-
plex of the antibody of the present invention—prostasin—a
prostasin-labeled secondary antibody is formed. Unbound
labeled secondary antibodies are separated from and then the
amount of prostasin in the sample can be measured based on
the amount of the bound labeled secondary antibodies or the
amount of unbound labeled secondary antibodies.

When a biotin-avidin complex system is used, biotinylated
antibodies are reacted with a sample and then labeled avidin
is reacted with the thus obtained complexes. Avidin can spe-
cifically bind to biotin. Hence, binding of antibodies with
prostasin can be measured by detecting signals from the
labels added to avidin. Labels to be added to avidin are not
particularly limited. For example, an enzyme label (e.g., per-
oxidase or alkaline phosphatase) is preferable.

Signals from labels can be detected according to a method
known in the art. For example, when enzyme labels are used,
enzyme activity is determined by adding substrates that cause
color development as a result of degradation via enzymatic
action and optically measuring the amount of the substrates
degraded. Then, the obtained enzyme activity is converted
into an amount of bound antibodies such that the amount of
antibodies is calculated based on comparison with a standard
level. Substrates may vary depending on types of enzyme to
be used. For example, when peroxidase is used as an enzyme,
3,3',5,5-tetramethylbenzidine (TMB), diaminobenzidine
(DAB), or the like can be used. When alkaline phosphatase is
used as an enzyme, paranitrophenol or the like can be used.
Fluorescent labels can be detected and quantified using a
fluorescence microscope, a plate reader, or the like. When a
radioactive label is used, the radiation dose emitted from a
radioactive label is measured using a scintillation counter, or
the like.
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In the present invention, it is preferable to detect prostasin
in a sample using a competitive immunoassay. In this case,
competitive substances or antibodies are labeled. Competi-
tive substances to be used herein are not particularly limited,
as long as they can bind to the anti-prostasin antibody of the
present invention. For example, the partial peptide as
described in the previous section, “1. Partial peptide of human
prostasin,” can be used. Preferably, a partial peptide used for
preparation of an antibody to be used in a competitive immu-
noassay is used. Furthermore, a biotin-labeled partial peptide
of prostasin is preferable as a competitive substance.

In an embodiment of the competitive immunoassay, com-
petitive substances are immobilized onto a solid phase, block-
ing is performed, and then labeled antibodies and a sample are
added. After a given time of reaction, the solid phase is
washed to remove unbound antibodies and the sample and
then signals from the labels on the solid phase are detected.
The amount of prostasin in the sample can be measured by
measuring the degree of inhibition of binding between
labeled antibodies and competitive substances due to addition
of the sample. In another embodiment, after immobilization
of antibodies onto a solid phase, a sample and labeled com-
petitive substances are added to carry out reaction for a given
period of time, unbound competitive substances and the
sample are removed by washing, and then signals from the
labels on the solid phase are detected. Thus, the amount of
prostasin in the sample can be measured by measuring the
degree of inhibition of binding between the labeled competi-
tive substances and the antibodies due to the addition of the
sample.

The antibody according to the present invention can also be
used histologically for in situ detection of prostasin, as in the
case of an immunohistochemical staining (for example, an
immunostaining) or immunoelectron microscopy. In situ
detection can be carried out by excising a histological sample
from a subject (e.g., a paraffin-embedded tissue section) and
then causing a labeled antibody to come into contact with the
sample.

Furthermore, the present invention relates to a reagent for
immunological assay for prostasin containing the anti-pros-
tasin antibody of the present invention. In the reagent for
immunological assay of the present invention, the anti-pros-
tasin antibody may be labeled. Moreover, the anti-prostasin
antibody may be immobilized on a solid-phase support (for
example, membranes and beads).

The reagent for immunological assay may contain, in addi-
tion to the anti-prostasin antibody of the present invention,
components useful for implementation of an immunological
assay. Examples of such components include a competitive
substance, a buffer, a reagent for treatment of a sample, and a
label, which are used in immunoassays. A competitive sub-
stance contained in the reagent for immunological assay may
be labeled and/or immobilized on a solid-phase support.

The above-described detection of prostasin can be easily
and simply carried out using the reagent for immunological
assay of the present invention.

4. Other Applications

Furthermore, the antibody of the present invention specifi-
cally reacts with prostasin as described above, so it can be
used for a diagnostic kit for diseases associated with prosta-
sin. The term “disease(s) associated with prostasin” refers to
a disease(s) characterized in that the conditions of the disease
correlate with the overexpression or the underexpression of
prostasin. For example, hypertension, ovarian cancer, or the
like can be diagnosed by detection of the overexpression of
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prostasin. Moreover, prostate cancer, breast cancer, or the like
can be diagnosed by detection of the underexpression of
prostasin.

Furthermore, in blood (for example, plasma) or urine, a
prostasin level positively correlates with an aldosteron level.
Here, aldosteron, which is a type of adrenal cortex hormone,
is a mineral corticoid that exerts the action of strong electro-
lyte metabolism, by which sodium ions and water in body are
maintained and excretion of potassium ions are promoted.
Aldosteron promotes the expression of prostasin. Hence, it
has been reported that the overexpression of prostasin may
lead to the positive feedback of the production of aldosteron
(Narikiyo, T. et al., 2002, supra; Olivieri, O. et al., 2005,
supra; and Wang C et al., Am J Physiol Regul Integr Comp
Physiol., Vol. 284, No. 4, pp. 1031-1036, 2003). Therefore,
through detection of the overexpression of prostasin, the
pathological conditions of hypertension due to hyperaldos-
teronemia such as primary aldosteronism can be diagnosed
more precisely.

The diagnostic kit of the present invention comprises the
above described anti-prostasin antibody of the present inven-
tion. Therefore, prostasin in a sample collected from a subject
suspected of being affected with a disease is detected with the
use of the diagnostic kit of the present invention, so that
whether the subject is affected with the disease can be rapidly
and simply determined. Such diagnostic kit for diseases using
an immunological assay is known. Persons skilled in the art
can easily select appropriate components other than antibod-
ies. Moreover, the diagnostic kit of the present invention can
also be used in any techniques, as long as they are techniques
to carry out immunological assays.

The present invention will be described in detail by
examples as follows, but the present invention is not limited
by these examples.

Example 1

In this example, a partial peptide of human prostasin was
synthesized.

First, a partial peptide (a) of prostasin having the amino
acid sequence of SEQ ID NO: 1 indicated below was synthe-
sized:

a):
(SEQ ID NO:
Ala-His-Gln-Leu-Asp-Ser-Tyr-Ser-Glu-Asp-Ala-Lys-

1)

Val-Ser-Thr-Leu-Lys-Asp-Ile

The partial peptide (a) was synthesized by the Fmoc
(9-fluorenylmethoxycarbonyl YPyBOP (benzoyl triazole-1-
yl-oxy-tris-pyrrolidino-phosphonium-hexafluorophosphate)
solid phase peptide method using an automated peptide syn-
thesizer (PSSM-8, produced by Shimadzu Corporation).

Specifically, an Fmoc-Ile-wang resin was used as a starting
resin after initial washing thereof (DMF 600 uL, 180 seconds,
once). A stepwise extension method was carried out, by
which the steps of deprotection of a amino group (30% pip-
eridine/DMF (500 uL). 180 seconds, twice), washing (DMF
(600 pL), 60 seconds, 5 times), coupling (each o amino
group-protected amino acid (1 mmol), 30 minutes), and
washing (DMF 600 L, 60 seconds, 5 times) were repeated by
sequentially using the protected amino acids, Fmoc-Asp
(OtBu)-OH, Fmoc-Lys(Boc)-OH, Fmoc-Leu-OH, Fmoc-Thr
(tBu)-OH, Fmoc-Ser(tBu)-OH, Fmoc-Val-OH, Fmoc-Lys
(Boc)-OH, Fmoc-Ala-OH, Fmoc-Asp(OtBu)-OH, Fmoc-
Glu(OtBu)-OH, Fmoc-Ser(tBu)-OH, Fmoc-Tyr(tBu)-OH,
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Fmoc-Ser(tBu)-OH, Fmoc-Asp(OtBu)-OH, Fmoc-Leu-OH,
Fmoc-Gln(Trt)-OH, Fmoc-His(Trt)-OH, and Fmoc-Ala-OH.
Finally, the thus obtained peptide was excised from the bind-
ing resin using 4.7 mL of trifluoroacetic acid, 0.25 mL of
anisole, 0.05 mL of ethanedithiol, washed twice using anhy-
drous ether, and then freeze-dried.

The thus obtained peptides were each analyzed and frac-
tionated using an HPLC system (produced by Waters, Waters
600E) and pBondasphere Spu C18 100A column (150x3.9 mm
for fractionation and 150x19 mm for analysis). Furthermore,
amino acid analysis was carried out by the Pico-Tag method.
Identity was confirmed by FAB mass spectroscopy. As a
result, the partial peptide (a) with purity of 98.3% was
obtained.

Subsequently, partial peptides (b) to (h) of prostasin were
synthesized according to processes similar to those employed
for (a) above:

b):
(SEQ ID NO: 4
Pro-Hig-Pro-Ser-Tyr-Leu-Gln-Glu-Gly-Ser-Gln-Gly-

Asp-Ile-Ala-Leu-Leu-Gln-Leu

C):
(SEQ ID NO:
Asn-Cys-Leu-Tyr-Asn-Ile-Asp-Ala-Lys-Pro-Glu-Glu-

Pro-Hig-Phe-Val-Gln-Glu-Asp

4 :
(SEQ ID NO:
Ala-Gly-Tyr-Val-Glu-Gly-Gly-Lys-Asp-Ala-Cys-Gln-

Gly-Asp-Ser-Gly-Gly-Pro-Leu

e):
(SEQ ID NO:
Pro-Gln-Thr-Gln-Glu-Ser-Gln-Pro-ASp-Ser-Asn

£):
(SEQ ID NO:
Ala-Hig-Gln-Leu-Asp-Ser-Tyr-Ser-Glu-Asp-Ala-Lys

g):
(SEQ ID NO:
Asp-Ser-Tyr-Ser-Glu-Asp-Ala-Lys-Val-Ser-Thr-Leu

h):
(SEQ ID NO:
Ser-Glu-Asp-Ala-Lys-Val-Ser-Thr-Leu-Lys-Asp-Ile.

10)

As aresult, all of the partial peptides (b) to (h) had purity of
95% or higher.

Example 2

In this example, anti-prostasin antibodies were prepared.
(1) Immunization of Rabbit

Three rabbits were each immunized by a known method
using the 5 types of partial peptide, (a) to (e), obtained in
Example 1 above. Specifically, Freund’s complete adjuvant
(FCA) and a solution of each of the 5 types of partial peptide,
(a) to (e), obtained in Example 1 above were stirred in a
syringe to prepare emulsions. Each rabbit (Japanese white)
was immunized four times in total by intradermal adminis-
tration of 0.5 mg per animal of the emulsion every 2 weeks.
However, from the second immunization, Freund’s incom-
plete adjuvant was used instead of FCA.

Seventy days after primary immunization, small amounts
of blood were collected from the immunized rabbits.
Increases in antiserum titer were confirmed by the ELASA
method using partial peptide-immobilized plates. Thereafter,
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large amounts of blood were collected from the rabbits. The
collected blood was kept at room temperature for 3.5 hours
and then transferred to a low-temperature room for 48 hours
to cause clot formation. Subsequently, centrifugation was
performed at 3,000 g, so that sera were obtained.

Asaresult, strong increases in antibody titer were observed
when immunization with the 3 types of partial peptide, (a),
(¢), and (e), had been performed. The antisera obtained by
immunization with the partial peptides (a) to (e) were deter-
mined to be antisera (a) to (e), respectively.

(2) Reactivity of Antibody

Trichloroacetic acid (final: 15%) was previously added to a
prostasin urine sample and then the sample was allowed to
stand for 1 hour. The protein was spun down at 12000 r.p.m.,
cold ethanol (-40° C.) was added to the sample, centrifuga-
tion was repeated at 12000 r.p.m. for 3 times. And then the
sample was finally treated with an SDS sample treatment
solutions containing or not containing a reducing agent.

To examine the reaction specificity of the rabbit antisera
obtained in (1) above, the samples treated with the SDS
sample treatment solution containing the reducing agent or
the samples treated with the SDS sample treatment solution
containing no reducing agent were subjected to SDS electro-
phoresis. The Western blotting was then carried out using the
antisera. In addition, the amount of the solution applied to one
lane was 10 uL. or 1 mL in terms of original urine volume.

Specifically, samples were each subjected to an electro-
phoresis on 4% to 20% gradient acrylamide gel (produced by
Daiichi Pure Chemicals Co., [td.) with constant current.
Moreover, regarding samples for electrophoresis, one volume
of a sample treatment solution (312.5 mM Tris-hydrochloric
acid, pH 6.8, 0.1% BPB, 10% SDS, 25% 2-mercaptoethanol,
and 20% glycerin) containing a 5-fold reducing agent (met-
captoethanol) or a sample treatment solution containing no
reducing agent was previously added to four volumes of a test
sample solution and then heat treatment was carried out at 95°
C. for 3 minutes. A protein molecular weight marker I1 “Daii-
chi” (Daiichi Pure Chemicals) was used as a standard molecu-
lar weight marker.

After electrophoresis, the resultant was transferred onto a
nitrocellulose membrane (BIO RAD, pore size 0.45 um).
After transfer, the nitrocellulose membrane was blocked with
a 5% bovine serum albumin solution. After blocking, 5 types
of rabbit antiserum, (a) to (e), diluted 50 folds with a Tris
buffer containing 0.2% bovine serum albumin and a commer-
cially available anti-prostasin mouse monoclonal antibody
(BD Biosciences, catalog No. 612173) diluted 250 folds with
the same were each added to react at room temperature for 1.5
hours. After reaction, washing was carried out. A POD-la-
beled anti-rabbit IgG antibody (Amersham Pharmacia, code
No. NA9340) and a POD-labeled anti-mouse 1gG antibody
(Amersham Pharmacia, code No. NA9310V), which had
been diluted 500 folds with a Tris buffer containing 0.2%
bovine serum albumin, were added to react at room tempera-
ture for 1 hour. After reaction, the nitrocellulose membranes
were washed. Color developing was carried out with a TMB
Membrane Peroxidase Substrate System (3-C) (KPL).

The results are shown in FIG. 1. FIG. 1A shows the results
obtained under reducing conditions. “Mr” denotes a molecu-
lar weight marker, lane 1 denotes the reaction using the com-
mercially available mouse monoclonal antibody (250 folds
dilutions), lanes 2 to 6 denote the results of the reaction of the
rabbit antisera (a) to (e) (100 folds dilutions), respectively.
FIG. 1B shows the results obtained under nonreducing con-
ditions. “Mr” denotes a molecular weight marker, lane 1
denotes the commercially available monoclonal antibody
(BD Biosciences, catalog No. 612173) (250 folds dilutions),

5

10

15

20

25

30

35

40

45

50

55

60

65

16

and lanes 2 to 6 denote the results of the reaction of the rabbit
antisera (a) to () (100 folds dilutions), respectively. For the
rabbitantisera, a POD-labeled anti-rabbit antibody (500 folds
dilutions) was used as a secondary antibody. For the commer-
cially available mouse monoclonal antibody, a POD-1abeled
anti-mouse antibody (500 folds dilutions) was used.

As shown in FIG. 1, when the antiserum (a) obtained by
immunization with the partial peptide (a) of SEQ ID NO: 1
was used, a single band of approximately 40 kDa was clearly
observed under reducing conditions and two bands (a band of
approximately 37 kDa and a band of 200 kDa or more) were
clearly observed under non-reducing conditions. On the other
hand, when the commercially available mouse monoclonal
antibody was used, under reducing conditions, a single band
of approximately 40 kDa was confirmed similarly to the case
of the antiserum (a). However, under non-reducing condi-
tions, only a band of approximately 37 kDa was confirmed,
and no reactivity with respect to the bands of 200 kDa or more
was observed. Based on these results, it was revealed that the
antiserum (a) obtained by immunization with the partial pep-
tide (a) prepared in Example 1 has strong reactivity to pros-
tasin even in a higher-molecular-weight form under non-
reducing conditions.

Example 3

In this example, antibodies were purified from the antisera
prepared in Example 2.

According to general procedures, 6.0 mg of the partial
peptide (a) of SEQ ID NO: 1 was bound to 4 mL of CNBr-
activated Sepharose 4B (Amersham Pharmacia Biotec) to
prepare an immunosorbent column. Five mL each of the
rabbitantiserum (a) (rabbit No. 1,No. 2, or No. 3) was applied
to the above column. After application, the column was
washed with an equilibrated phosphate buffer (PBS; 0.15 M
NaCl, pH 7.3) until the absorbance at 280 nm reached <0.01
(in 5 volumes of the column). Next, elution was carried out
witha 0.1 M glycine-0.5 M NaCl elution buffer (pH 2.8) and
then the eluate was dialysed against an equilibrated PBS
buffer.

The yields of specific antibodies eluted from the antisera (5
mL each); that is, from rabbit No. 1, No. 2, and No. 3, were
2.93 mg (0.122 mg/m[.x24 mL), 2.72 mg (0.124 mg/m[.x22
mL), and 3.05 mg (0.117 mg/mLx26 mL), respectively.

Similarly to the case of the above partial peptide (a) and
antiserum (a), purification was carried out for the partial
peptides (c) and (e) obtained in Example 1 and the two types
of antiserum, (¢) and (), obtained in Example 2. Purified
antibodies obtained as described above from the antisera (a),
(¢), and (e) were determined to be affinity-purified antibodies
(), (c), and (e), respectively.

Example 4

In this example, competitive immunoassays were carried
out using antibodies prepared in Examples 2 and 3.
(1) Preparation of Antibody-Immobilized Plate

Three types of affinity-purified antibody, (a), (c¢), and (e)
(protein concentration: 10 pg/ml) prepared in Example 3
were each diluted with a phosphate buffer (PBS; 0.15 M
NaCl, pH 7.3), and dispensed at 100 pL per well in a micro-
titer plate (Nunc, Maxisorp). The plate was placed under
refrigeration for 16 hours for immobilization. Subsequently,
1% BSA diluted with PBS (pH 7.3) was dispensed at 300 pl,
per well and then the plate was allowed to stand at room
temperature for 2 hours for blocking.
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Then, a 20% blocking reagent N101 for immunological
assay (produced by NOF CORPORATION: code: S410-
03012) diluted with PBS (pH 7.3) was dispensed at 300 uL,
per well and then allowed to stand at room temperature for 2
hours for blocking.

(2) Preparation of Pod-Labeled Antigen and Confirmation of
Optimum Antigen Concentration

Partial peptides (a), (), and (e), and a recombinant protein
of full-length prostasin, which correspond to the affinity-
purified antibodies (), (¢), and (e) obtained in Example 3, and
a commercially available anti-prostasin mouse monoclonal
antibody (BD Biosciences, catalog No. 612173), respec-
tively, were labeled with peroxidase (POD). They were pre-
pared as POD-labeled antigens.

Prior to the competitive immunoassay, with the use of
plates onto which the affinity-purified antibodies (a), (c), and
(e) obtained in Example 3 and the commercially available
anti-prostasin mouse monoclonal antibody (BD Biosciences,
catalog No. 612173) had been immobilized, predetermined
levels (0, 50, 100, and 500 ng/mL) of the partial peptides (a),
(¢), and (e) and the recombinant protein of full-length pros-
tasin (prepared according to the method of Chen, L-M. et al.,
J. Biol. Chem., Vol. 276, pp. 21434-21442,2001, specifically
described on page 21435)) were added as antigens to carry out
the invention. Furthermore, the above-prepared POD-labeled
partial peptides (a), (), and (e), and the POD-labeled recom-
binant protein of full-length prostasin were added as competi-
tive substances while varying the concentrations (0.025, 0.05,
0.10, 0.15, 0.20, and 0.25 pg/mL) in the reaction. The pres-
ence or the absence of competitive reaction and the optimum
concentrations of the POD-labeled antigens (competitive
substances) for use were examined.

As a result, competitive reaction was observed when the
combination of the partial peptide (a) and the POD-labeled
competitive substance thereof was used. No competitive reac-
tion was observed in the combinations of other partial pep-
tides (c) and (e) and the recombinant protein of full-length
prostasin with the POD-labeled competitive substances
thereof.

The results obtained when the affinity-purified antibody
(a)-immobilized plate was used and the varying concentra-
tion (0.025, 0.05, 0.1, 0.15, 0.20, and 0.25 pg/mL) of the
POD-labeled partial peptide (&) was added in the presence of
the predetermined levels of the unlabeled partial peptide (a)
(0 and 50 ng/mL) are shown in the following Table 1 and FIG.
2.
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TABLE 1

POD-labeled peptide concentration [ug/ml]

0.025 005 010 015 020 025
Unlabeled partial 0418 0815 1.405 2.044 2.399 2913
peptide (a) 0 ng/mL
[absorbance (Abs)]
Unlabeled partial 0231 0477 0.809 1254 1.498 1.989
peptide (a) 50 ng/mL
[absorbance (Abs)]
AOD 0.187 0338 0.596 0.790 0.901 0.925

[absorbance (Abs)]

In addition, concerning the above combinations of the par-
tial peptides (¢) and (e) and the recombinant protein of full-
length prostasin with the POD-labeled competitive sub-
stances thereof, for which no competitive reaction had been
observed, reactions were carried out with the use of plates
onto which the affinity-purified antibodies (c¢) and (e)
obtained in Example 3 and a commercially available anti-
prostasin mouse monoclonal antibody (BD Biosciences,
catalog No. 612173) had been immobilized. In such reac-
tions, varying concentrations of partial peptides and the
recombinant protein of the full-length prostasin and varying
concentrations of the above-prepared POD-labeled partial
peptides and the POD-labeled recombinant protein of full-
length prostasin were added. However, no competitive reac-
tion was observed. The results obtained when varying con-
centrations (0, 5, 10, 25, 50, and 100 ng/mL) of the unlabeled
partial peptides (c) and (e) and the unlabeled recombinant
protein of full-length prostasin were added in the presence of
the predetermined levels (the concentrations were 0.35, 0.30,
and 6.4 pg/ml, respectively) of the POD-labeled partial pep-
tides (¢) and (e) and the POD-labeled recombinant protein of
full-length prostasin, are shown in the following Table 2 and
FIGS.3t0 5.

FIG. 3 shows a calibration curve obtained by a competitive
immunoassay using the POD-labeled partial peptide (c) and
the affinity-purified antibody (c). FIG. 4 shows a calibration
curve obtained by competitive immunoassay using the POD-
labeled partial peptide (e) and the affinity-purified antibody
(e). FIG. 5 shows a calibration curve obtained by a competi-
tive immunoassay using the POD-labeled recombinant pro-
tein of full-length prostasin and the commercially available
anti-prostasin mouse monoclonal antibody.

TABLE 2

Unlabeled partial peptide (protein) concentration [ng/mL]

10 25 50 100

Labeled partial peptide (c)

0.35 pg/mL
[absorbance (Abs)]

Labeled partial peptide (e)

0.30 ug/mlL
[absorbance (Abs)]

Labeled full-length prostasin

1.091 1.079 1115  1.122 0938  0.943

1972 1964 1.616  1.548 1406  1.494

1.178  1.213 1192 1.122 1.087  1.220

(recombinant protein)

6.4 pg/mL

[absorbance (Abs)]
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(3) Competitive Immunoassay Using Pod-Labeled Partial
Peptide (a)

Based on the above results shown in Table 1 and FIG. 2, the
following competitive immunoassay was carried out using
the POD-labeled partial peptide (a) with a concentration of
0.20 pg/mlL.

Prostasin was measured in 3 negative samples, 1 false
positive sample, and 2 positive samples as urine test samples,
which had been previously measured by the Western blotting,
by the following procedures.

1) The POD-labeled partial peptide (a) (120 pL) was mixed
with 120 uL of a standard solution (concentration: 0, 5, 10, 25,
50, or 100 ng/mL) or a test sample.

2) The mixed solution in 1) above was dispensed at 100 uL
per well onto an antibody-immobilized plate.

3) Reaction was carried out at room temperature for | hour
with stirring.

4) Washing was carried out 3 times with 300 pLL of 0.1%
Tween20/PBS (pH 7.3).

5) TMB coloring solution was dispensed at 100 pl per
well.

6) Static reaction was carried out at room temperature for
30 minutes.

7) IN sulfuric acid was dispensed at 100 uL, per well.

8) Absorbance was measured at 450 nm/650 nm.

The calibration curve obtained above is shown in FIG. 6.
Moreover, test samples were similarly examined by the above
measurement method and then the prostasin concentrations
of the test samples were calculated based on the calibration
curve.

The results are shown in Table 3. The concentration in a test
sample was converted by multiplying the concentration cal-
culated from the calibration curve by the molecular weight
ratio of the full-length prostasin to the partial peptide (a) as a
coefficient.

TABLE 3

Measurement results of competitive
immunoassay of urine test samples

Sample No. 1 2 3 4 5 6
Western - - - = ++ +++
blotting

Abs 1.250 1306 1.156 0993 0897 0.844
ng/mL 6.2 4.6 8.9 20.6 33.7 44.0
ng/mL* 118 86 167 388 635 831

*Converted in terms of full-length prostasin

As aresult, it was confirmed that the results determined by
the Western blotting were almost completely consistent and
correlated with the measurement results obtained by the com-
petitive immunoassay.

Example 5

In this example, a competitive immunoassay was carried
out using an affinity-purified antibody (a).
(1) Preparation of Antibody-Immobilized Plate

The affinity-purified antibody (a) (protein concentration: 1
ug/mL) prepared in Example 3, which had been diluted with
a carbonate buffer (pH 8.5), was dispensed onto a microtiter
plate (Nunc, Maxisorp) at 100 uL. per well and then the plate
was placed under refrigeration for 16 hours for immobiliza-
tion. Subsequently, 1% BSA diluted with PBS (pH 7.3) was
dispensed at 300 pL per well and then the plate was allowed
to stand at room temperature for 2 hours for blocking.
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Then, a 2% saccharose solution was dispensed at 300 pl
per well and then the plate was allowed to stand at room
temperature for 1 hour for blocking. The solutions within the
wells were completely discarded and then the wells were
dried completely.

(2) Preparation of Biotin-Labeled Antigen

A partial peptide (a) corresponding to the affinity-purified
antibody (a) obtained in Example 3 was labeled with biotin,
so that the partial peptide (a) was prepared as a biotin-labeled
antigen.

(3) Competitive Immunoassay

Prostasin was measured in 2 negative samples, 2 false
positive samples, and 1 positive sample as urine test samples,
which had been previously measured by the Western blotting,
by the following procedures.

1) The biotin-labeled partial peptide (a) (120 pL) was
mixed with 120 uLL of a standard solution (concentration: 0, 5,
10, 25, 50, 100, or 200 ng/mL) or a test sample.

2) The mixed solution in 1) above was dispensed at 100 ul,
per well of an antibody-immobilized plate.

3) Reaction was carried out at room temperature for 1 hour
with stirring.

4) Washing was carried out 3 times with 300 ul, of 0.1%
Tween20/PBS (pH 7.3).

5) Streptavidin-labeled peroxidase (Roche Diagnostics
GmbH catalog No. 1089153) was diluted 1:20000 with PBS
(pH 7.3) containing 0.4% BlockAce (Dainippon Sumitomo
Pharma: catalog No. UK-B80) and 0.1% Tween20, and then
the solution was dispensed at 100 ul, per well of the antibody-
immobilized plate.

6) TMB coloring solution was dispensed at 100 ul, per
well.

7) Static reaction was carried out at room temperature for
30 minutes.

8) IN sulfuric acid was dispensed at 100 uL per well.

9) Absorbance was measured at 450 nm/650 nm.

The calibration curve obtained above is shown in FIG. 7.
Moreover, test samples were similarly examined by the above
measurement method and then the concentrations of prosta-
sin in the test samples were calculated based on the calibra-
tion curve.

The results are shown in Table 4. The concentration in a test
sample was converted by multiplying a concentration calcu-
lated from the calibration curve by the molecular weight ratio
of the full-length prostasin to the partial peptide (a) as a
coefficient.

TABLE 4

Measurement results of competitive
immunoassay of urine test samples

Sample No. 1 2 3 4 3
Western blotting - - E E +
Abs 1.853 1.962 1.405 1.439 0.878
ng/mL 2.0 1.3 3.9 3.6 9.0
ng/mL* 37.0 28.3 73.1 68.7 169.2

*Comverted in terms of full-length prostasin

As aresult, it was confirmed that the results determined by
the Western blotting were almost consistent and correlated
with the measurement results obtained by the competitive
immunoassay.

Example 6

In this example, the within-run reproducibility and the
day-to-day reproducibility of prostasin concentrations in 3
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specimens (urine samples) were examined by a competitive

immunoassay using the affinity-purified antibody (a) and the

biotin-labeled partial peptide (a).

(1) Preparation of Antibody-Immobilized Plate and (2)

Preparation of Biotin-Labeled Antigen
Antibody-immobilized plates and biotin-labeled antigens

were prepared in a manner similar to that in Example 3.

(3) Competitive Immunoassay

Prostasin was measured in 3 specimens, A, B, and C (urine
samples) by the following procedures.

1) The biotin-labeled partial peptide (a) (50 pl.) was mixed
with 50 plL of a standard solution (concentration: 0, 5, 10, 25,
50, 100, or 200 ng/mL) or each specimen.

2) The mixed solution in 1) above was dispensed at 100 UL,
per well of an antibody-immobilized plate.

3) Reaction was carried out at 25° C. for 1 hour with
stirring.

4) Washing was carried out 3 times with 300 pLL of 0.1%
Tween20/PBS (pH 7.3).

5) Streptavidin-labeled peroxidase (Roche Diagnostics
GmbH catalog No. 1089153) was diluted 1:20000 with PBS
(pH 7.3) containing 0.4% BlockAce (Dainippon Suminomo
Pharma: catalog No. UK-B80) and 0.1% Tween20, and then
the solution was dispensed at 100 ul, per well of the antibody-
immobilized plate.

6) Reaction was carried out at 25° C. for 1 hour with
stirring.

7) Washing was carried out 3 times with 300 plL of 0.1%
Tween20/PBS (pH 7.3).

8) TMB coloring solution was dispensed at 100 pL per
well.

9) Static reaction was carried out at 25° C. for 30 minutes.
10) IN sulfuric acid was dispensed at 100 ulL per well.
11) Absorbance was measured at 450 nm/650 nm.

The calibration curve obtained above is shown in FIG. 8.
Moreover, specimens A, B, and C were examined by the
above measurement method simultaneously or for 1 to 3 days
and then the prostasin concentration in each specimen was
calculated based on the calibration curve.

The results are shown in Tables 5 and 6. The prostasin
concentration in each specimen was converted by multiplying
a concentration calculated from the calibration curve by the
molecular weight ratio of the full-length prostasin to the
partial peptide (a) as a coefficient. Table 5 shows the results of
within-run reproducibility, while Table 6 shows the results of
day-to-day reproducibility.

TABLE 5

Within-run reproducibility

(ng/mL)
No. Specimen A Specimen B Specimen C
1 2.1 22 4.7
2 1.9 1.8 3.9
3 1.9 1.9 4
4 1.9 1.9 3.9
5 2 1.9 3.9
6 1.9 1.8 3.8
7 2 1.9 4.1
8 1.8 1.6 4.2
Average 1.9 19 4.1
SD 0.099 0.16 0.28
CV (%) 5.1 8.6 6.9
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TABLE 6

Day-to-day reproducibility

(ng/mL)
Day Specimen A Specimen B Specimen C
1 1.9 19 4.1
2 1.7 1.8 4.2
3 2.1 2 4.6
Average 1.9 1.9 4.3
SD 0.182 0.092 0.265
CV (%) 9.5 48 6.2

As shown in Tables 5 and 6, good results could be obtained
such that coefficient of variation (CV) was found to be 10% or
lower in both the test concerning within-run reproducibility
and the test concerning day-to-day reproducibility.

Example 7

In this example, an enzyme-linked immunosorbent assay
(ELISA) was carried out using the recombinant protein of
full-length prostasin (used in Example 3) as an antigen, a
monoclonal antibody corresponding to the antigen as a pri-
mary antibody, and the affinity-purified antibodies (a) and (¢)
obtained in Example 3, which had been labeled with POD, as
labeled secondary antibodies.

(1) Preparation of Antibody-Immobilized Plate

A purified monoclonal antibody [KITAYAMA LABES
Co., Ltd.] against the recombinant protein of full-length pros-
tasin used in Example 3 had been customly generated by:
preparing a hybridoma strain (2A2C1) by a short-term immu-
nization method using a recombinant protein of full-length
prostasin; and then subjecting antibodies obtained from the
culture medium to affinity purification using a protein A
column. The purified monoclonal antibody was diluted witha
phosphate buffer (PBS; 0.15 M NaCl, pH 7.3). Then the
solution (protein concentration: 10 pg/ml) was dispensed at
100 pL, per well of a microtiter plate (Nunc, Maxisorp) and
placed under refrigeration for 16 hours for immobilization.
Subsequently, 1% BSA diluted with PBS (pH 7.3) was dis-
pensed at 300 uL per well. The plate was then allowed to stand
at room temperature for 2 hours for blocking.

Then, a 20% blocking reagent N101 for immunological
assay (produced by NOF CORPORATION: code: S410-
03012) diluted with PBS (pH7.3) was dispensed at 300 uL per
well. The plate was allowed to stand at room temperature for
2 hours for blocking.

(2) Preparation of POD-Labeled Secondary Antibody

The affinity-purified antibodies (a) and (e) obtained in
Example 3 were labeled with peroxidase (POD) and then the
affinity-purified antibodies (a) and (e) were prepared as POD-
labeled secondary antibodies.

(3) Preparation of Standard Solution

The recombinant protein of full-length prostasin used in
Example 3 was diluted with a phosphate buffer (PBS; 0.15 M
NaCl, pH 7.3), so as to prepare solutions having different
concentrations (0, 25, 50, 100, 200, and 400 ng/mL).

(4) Enzyme-Linked Immunosorbent Assay Method

Measurement was carried out by the following procedures.

1) The standard solution (concentration: 0, 50, 100, 200, or
400 ng/mL) was dispensed at 100 pLL per well of an antibody-
immobilized plate to carry out reaction at 37° C. for 2 hours.

2) Washing was carried out 3 times with 300 pL, of 0.1%
Tween20/PBS (pH 7.3).

3) POD-labeled secondary antibodies (protein concentra-
tion: 10 pg/mL) of affinity-purified antibodies (a) and (e)
were dispensed at 100 puL per well to carry out reaction at 37°
C. for 2 hours.
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4) Washing was carried out 3 times with 300 pLL of 0.1%
Tween20/PBS (pH 7.3).

5) TMB coloring solution was dispensed at 100 pL per
well.

6) Static reaction was carried out at room temperature for
10 minutes.

7) 1M phosphoric acid was dispensed at 100 plL per well.

8) Absorbance was measured at 450 nm/650 nm.

Calibration curves obtained as described above are shown
in Table 7 and FIGS. 9 and 10. FIG. 9 shows a calibration
curve obtained by an enzyme-linked immunosorbent assay
using the affinity-purified antibody (a) (obtained by immuni-
zation with the partial peptide (a)) labeled with POD as a
labeled secondary antibody. FIG. 10 shows a calibration
curve obtained by the enzyme-linked immunosorbent assay
using the affinity-purified antibody (e) (obtained by immuni-
zation with the partial peptide (e)) labeled with POD as a
labeled secondary antibody.

TABLE 7

Concentration of standard solution [ng/ml]

400 200 100 50 25 0

Affinity-purified
antibody (a)
(POD-labeled
secondary antibody)
[absorbance (Abs)]
Affinity-purified
antibody (e)
(POD-labeled
secondary antibody)
[absorbance (Abs)]

1.345 0787 0.532 0.371 0.294 0.205

0.196 0191 0.192 0.190 0.181 0.176

As a result, in the enzyme-linked immunosorbent assay
system using the affinity-purified antibody (a) labeled with
POD as a labeled secondary antibody, good reaction was
observed in proportional to antigen concentration of the
recombinant protein of full-length prostasin and good cali-
bration curve could be obtained. However, in the enzyme-
linked immunosorbent assay system using the affinity-puri-
fied antibody (e) labeled with POD as a labeled secondary
antibody, good reactivity proportional to the antigen concen-
tration of the recombinant protein of full-length prostasin
could not be obtained.

Example 8

In this example, with the use of the affinity-purified anti-
bodies (a), (c), and (e) obtained in Example 3, affinity-puri-
fied antibodies (b) and (d) obtained by the method similar to
that in Example 3, and a commercially available anti-prosta-
sin mouse monoclonal antibody (BD Biosciences, catalog
No. 612173), competitive reaction was carried out by the
radioimmunoassay (RIA) using a combination of the unla-
beled partial peptides (a) to (e) and a recombinant protein of
full-length prostasin (however, expressed and purified using
silkworm as a host) with the radioisotope (125I)-labeled
products thereof or a combination of unlabeled partial pep-
tides (a) to (e) and the radioisotope (125])-labeled recombi-
nant protein of full-length prostasin.

Measurement was carried out by the following procedures.

1) 1% BSA/PBS (not containing potassium) (300 pL), 100
pL of an affinity-purified antibody (or a commercially avail-
able anti-prostasin mouse monoclonal antibody) (containing
1% NRS (normal rabbit serum)) as a primary antibody, and
200 uL, of a standard solution (unlabeled partial peptide or
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recombinant protein of full-length prostasin; concentration:
3.9,7.8, 15.6,31.3, or 62.5 ug/ml) were dispensed in this
order and then finally 100 pL of a radioisotope (1251)-1abeled
product was dispensed. The solutions were vortexed shortly
for mixing.

2) Incubation was carried out for 16 to 24 hours.

3) A secondary antibody (200 pl, anti-rabbit IgG goat
serum (containing approximately 3.2% PEG)) against an
affinity-purified antibody (or a commercially available anti-
prostasin mouse monoclonal antibody) was dispensed. The
solution was vortexed and then incubated overnight.

4) A sample tube was centrifuged at 3500 rpm at 4° C. to 6°
C. for 45 to 90 minutes.

5) After centrifugation, the supernatant was aspirated using
an aspirator.

6) Gamma ray (125I) was measured using a gamma
counter (ALOKA vy system ARC5000).

As a result, competitive reaction was observed when the
affinity-purified antibody (a) (obtained using the partial pep-
tide (a) as an antigen) had been used. No competitive reaction
was observed when other affinity-purified antibodies (ob-
tained using other partial peptides as antigens) or the com-
mercially available monoclonal antibody had been used.

Specifically, when the affinity-purified antibody (a) had
been used, competitive reaction was observed in all combi-
nations including the combination of the partial peptide (a)
with the labeled product thereof, the combination of the par-
tial peptide (a) with the labeled recombinant protein of full-
length prostasin, and the combination of the recombinant
protein of full-length prostasin with the labeled product
thereof. However, when other antibodies or partial peptides
had been used, no competitive reaction was observed.

Example 9

In this example, in competitive reaction carried out by the
RIA method using the affinity-purified antibody (a) obtained
in Example 3 and the radioisotope (1251)-labeled partial pep-
tide (a), prostasin was measured in the patient urine speci-
mens. Inaddition, a calibration curve was generated based on
a competitive reaction curve with respect to the radioisotope
(125T)-1abeled partial peptide (a) using a recombinant protein
of full-length prostasin (expressed in silkworm and then puri-
fied) as a standard.

Measurement was carried out according to the measure-
ment procedures described in Example 8, except that the
affinity-purified antibody (a) was used as a primary antibody,
200 pL of the urine specimen of each patient was used instead
of an unlabeled partial peptide or a recombinant protein of
full-length prostasin, and a radioisotope (1251)-labeled par-
tial peptide (a) was used as a labeled product.

The results are shown in FIG. 11. FIG. 11 shows the results
of measuring prostasin in the urine specimen of each patient
by the RIA method (A: numerical figures on the longitudinal
axis denote prostasin concentrations (ng/mL) in urine) and
the results of detecting prostasin in the patient urine speci-
mens by Western blotting using a commercially available
anti-prostasin mouse monoclonal antibody (BD Biosciences,
catalog No. 612173) (B: the lower graph shows the relative
intensities based on the bands obtained by the above Western
blotting). In FIG. 11, each No. denotes the number of the
urine specimen of each patient.

As shown in FIG. 11, when the urine specimens of 9
patients were measured, the results of measuring prostasin in
the urine specimen of each patient by the RIA method were
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similar to the results obtained by Western blotting using the
commercially available monoclonal antibody.

Example 10

In this example, prostasin concentrations and aldosteron
concentrations in patient urine specimens were measured and
compared. The patients were those with normal blood pres-
sure (less than 140/90 mmHg) and hypertension patients
(140/90 mmHg or higher; A patient under treatment using a
drug was considered as a hypertension patient even if the
blood pressure was less than 140/90 mmHg). The total num-
ber of the patients was 121 (Age: 20-86 years old, Average
age: 57.9, Male: 55, and Female: 66).

Prostasin concentrations in the urine specimens of the
patients were measured according to Example 9. Meanwhile,
aldosteron concentrations in the urine specimens of the
patients were measured by the RIA solid phase method.

The results are shown in FIG. 12. FIG. 12 shows the cor-
relation between prostasin concentrations and aldosteron
concentrations in the patient urine specimens.

As shown in FIG. 12. positive correlation, correlation coef-
ficient of R=0.729 (significance level: P<0.0001), was
observed between prostasin concentrations and aldosteron
concentrations in the patient urine specimens.
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INDUSTRIAL APPLICABILITY

The present invention provides a partial peptide of human
prostasin and an anti-prostasin antibody. The partial peptide
of the present invention can be used to provide a peptide
antigen that has steady quality as an antigen for detection and
diagnosis of prostasin and thus can be stably available. More-
over, an antibody having reactivity to the partial peptide of the
present invention can be used to analyze, detect, or measure
free low-molecular-weight prostasin, high-molecular-weight
prostasin binding to inhibitor proteins, and the like in samples
under denaturation conditions and non-denaturation condi-
tions. Furthermore, an immunological assay using an anti-
body that has reactivity to the partial peptide of the present
invention makes it possible to provide new data for the wider
range of detection of prostasin in various samples and thus to
establish a clinical significance.

Furthermore, the partial peptide and the anti-prostasin anti-
body of the present invention can be used to rapidly, effi-
ciently, and precisely measuring prostasin. Thus, they are
useful in diagnosis and the like of prostasin-associated dis-
eases.

All publications, patents, and patent applications cited
herein are incorporated herein by reference in their entirety.

SEQUENCE LISTING FREE TEXT

SEQ ID NOS: 1 and 4 to 10: Synthetic peptides

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 10
<210>
<211>
<212>
<213>
«220>
<223>

SEQ ID NO 1
LENGTH: 19
TYPE: PRT
ORGANISH:
FEATURE:
OTHER INFORMATION: synthetic peptide

Artificial

<400> SEQUENCE: 1

Ala His Gln Leu Asp Ser Tyr Ser Glu Asp Ala Lys Val Ser Thr Leu

1 5 10

Lys Asp Ile

«210>
<211>
<212>
<213>
«220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
«220>
«221>
<222>
<223>

SEQ ID NO 2

LENGTH: 1834

TYPE: DNA

ORGANISM: Homo sapiens
FEATURE:

NAME/KEY: CDS

LOCATION: (229)..(1257
OTHER INFORMATION:
FEATURE:

NAME/KEY: mat_peptide
LOCATION: (325)..(1257
OTHER INFORMATION:
FEATURE:

NAME/KEY: misc_feature
LOCATION: (361)..(1080)
OTHER INFORMATION: serine protease
FEATURE:

NAME/KEY: sig peptide
LOCATION: (229)..(324)
OTHER INFORMATION:

<400> SEQUENCE: 2

agacggtgct ggtgactegt ccacactget cgcetteggat actccaggeg tctccegttyg

cggecgetee ctgecttaga ggecagectt ggacacttge tgececttte cageccggat

15

60

120
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-continued
tctgggatce ttccctcetga gccaacatet gggtectgee ttegacacca ccccaagget 180
tcctaccttyg cgtgectgga gtetgcccca ggggeccttg teetggec atg gec cag 237
Met Ala Gln
-30
aag ggg gtc ctg ggg cct ggg cag ctg ggg gct gtg gce att ctg cte 285
Lys Gly Val Leu Gly Pro Gly Gln Leu Gly Ala Val Ala Ile Leu Leu
-25 -20 -15
tat ctt gga tta ctc cgg tcg ggg aca gga gcg dgaa ggg gca gaa get 333
Tyr Leu Gly Leu Leu Arg Ser Gly Thr Gly Ala Glu Gly Ala Glu 2la
-10 -5 -101
cce tge ggt gtg goc ccc caa gea ¢ge atc aca ggt gge age agt gca 38l
Pro Cys Gly Val Ala Pro Gln Ala Arg Ile Thr Gly Gly Ser Ser Ala
5 10 15
gtc goc ggt cag tgg ccc tgg cag gtc agc atc acc tat gaa ggc gte 429
Val Ala Gly Gln Trp Pro Trp Gln Val Ser Ile Thr Tyr Glu Gly Val
20 25 30 35
cat gtg tgt ggt ggc tct cte gtg tet gag cag tgg gtg ¢tg teca get 477
His Val Cys Gly Gly Ser Leu Val Ser Glu Gln Trp Val Leu Ser Ala
40 45 50
gcet cac tgce ttc ccc age gag cac cac aag gaa gcc tat gag gtc aag 525
Ala His Cys Phe Pro Ser Glu His His Lys Glu Ala Tyr Glu Val Lys
55 60 €5
ctg ggg gcc cac cag cta gac tce tac tec gag gac goc aag gtc agce 573
Leu Gly Ala His Gln Leu Asp Ser Tyr Ser Glu Asp Ala Lys Val Ser
70 75 80
acc ctg aag gac atc ate cce cac cce age tac cte cag gag ggc tce 621
Thr Leu Lys Asp Ile Ile Pro His Pro Ser Tyr Leu Gln Glu Gly Ser
85 90 95
cag ggc gac att gca cte cte caa cte age aga cce atce acc tte tce 669
Gln Gly Asp Ile Ala Leu Leu Gln Leu Ser Arg Pro Ile Thr Phe Ser
100 105 110 115
cge tac atc cgg cce ate tge cte cct gea gee aac gee tee tte cee 717
Arg Tyr Ile Arg Pro Ile Cys Leu Pro Ala Ala Asn Ala Ser Phe Pro
120 125 130
aac ggc cte cac tge act gte act gge tgg ggt cat gtg gee cce tca 765
Asn Gly Leu His Cys Thr Val Thr Gly Trp Gly His Val Ala Pro Ser
135 140 145
gtg agc ctc ctg acg ccc aag cca ctg cag caa ctc gag gtg cct ctg 813
Val Ser Leu Leu Thr Pro Lys Pro Leu Gln Gln Leu Glu Val Pro Leu
150 155 160
atc agt cgt gag acg tgt aac tgc ctg tac aac atc gac gcc aag cct 861
Ile Ser Arg Glu Thr Cys Asn Cys Leu Tyr Asn Ile Asp Ala Lys Pro
165 170 175
gag gag ccg cac ttt gtc caa gag gac atg gtg tgt gct ggc tat gtg 909
Glu Glu Pro His Phe Val Gln Glu Asp Met Val Cys Ala Gly Tyr Val
180 185 190 195
gag ggg ggc aag gac gcc tge cag ggt gac tet ggg gge cca cte tece 957
Glu Gly Gly Lys Asp Ala Cys Gln Gly Asp Ser Gly Gly Pro Leu Ser
200 205 210
tgc cct gtg gag ggt ctc tgg tac ctg acg ggc att gtg agc tgg gga 1005
Cys Pro Val Glu Gly Leu Trp Tyr Leu Thr Gly Ile Val Ser Trp Gly
215 220 225
gat gcc tgt ggg gec cgc aac agg cct ggt gtg tac act ctg gcec tcc 1053
Asp Ala Cys Gly Ala Arg Asn Arg Pro Gly Val Tyr Thr Leu Ala Ser
230 235 240
agc tat gcc tcc tgg atc caa agc aag gtg aca gaa ctc cag cct cgt 1101

Ser Tyr Ala Ser Trp Ile Gln Ser Lys Val Thr Glu Leu Gln Pro Arg
245 250 255
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gtg gtg ccc
Val Val Pro
260

agc cac ctyg
Ser His Leu

atc c¢tt ttc
Ile Leu Phe

cte age gag
Leu Ser Glu
310

ggacaggagce

cttectteay

gggtgtgett

agagcctety

ctgggacect

cggecegect

gggccaccett

agcgeceecy

ggcgcettgga

<210> SEQ I

<211> LENGT
<212> TYPE:

caa acc cag gag tcc
Gln Thr Gln Glu Ser
265

gcee tte age tet gee
Ala Phe Ser Ser Ala

280

ctg cct ctg ggc ctg
Leu Pro Leu Gly Leu

295

cag ccc gac
Gln Pro Asp
270

cca gec cag
Pro Ala Gln
285

gct ctg gge
Ala Leu Gly
300

age
Ser

gge
Gly

cte
Leu

aac
Asn

ttg
Leu

cte
Leu

cte
Leu

ctyg
Leu

tee
Ser
305

tgt ggc
Cys Gly
275

agg ccc
Arg Pro
290

cca tygg
Pro Trp

cac tgagctggee ctacttccag gatggatgcea tcacactcaa

His

ctggtectte

gactetygegy

tttgggacca

gecececeteace

tggctatgaa

gcecagacty

tgtgeagett

agccctgact

tctggggtyg

D NO 3
H: 343
PRT

cctgatggec

gaggetggay

tcactgagay

caccatggac

aatgageccct

atgagcacat

¢gaggacagg

cctggactee

gagtaacagyg

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 3

Met Ala Gln
-30

Ile Leu Leu
-15

Ala Glu Ala

Ser Ser Ala

Glu Gly Val

35

Leu Ser Ala
50

Glu Val Lys
65

Lys Val Ser

Glu Gly Ser

Thr Phe Ser
115

Ser Phe Pro
130

Ala Pro Ser
145

Lys Gly Val Leu Gly

-25

Tyr Leu Gly Leu Leu

-10

Pro Cys Gly Val Ala

Val Ala Gly Gln Trp

20

His Val Cys Gly Gly

40

Ala His Cys Phe Pro

55

Leu Gly Ala His Gln

70

Thr Leu Lys Asp Ile

85

Gln Gly Asp Ile Ala

100

Arg Tyr Ile Arg Pro

120

Asn Gly Leu His Cys

135

Val Ser Leu Leu Thr
150

tttggaccca
ccecatetty
tcaggagttt
cagcccatty
ggcteccace
ctetetygeee
aaaggcccca
ggaggactga

gcagaaatga

Pro Gly Gln

Arg Ser Gly

Pro Gln Ala

10

Pro Trp Gln
25

Ser Leu Val

Ser Glu His

Leu Asp Ser
75

Ile Pro His
90

Leu Leu Gln
105

Ile Cys Leu

Thr Val Thr

Pro Lys Pro
155

gggectgact

atctttgage

tactgcctgt

gcegagetee

tgtttetgga

tcteectgty

atcttgecca

gcecccacey

ttaaaatgtt

Leu

Thr

-5

Arg

Val

Ser

His

60

Tyr

Pro

Leu

Pro

Gly

140

Leu

Gly

-20

Gly

Ile

Ser

Glu

45

Lys

Ser

Ser

Ser

Ala

125

Trp

Gln

Ala

Ala

Thr

Ile

30

Gln

Glu

Glu

Tyr

Arg

110

Ala

Gly

Gln

tgagccacte
ccattcttct
agcaatggece
tggggagete
agactgctee
ttetgggcety
ctggeegety
gaactggget

tgagcac

Val 2la

Glu Gly
-1

Gly Gly
15

Thr Tyr

Trp Val

Ala Tyr

Asp Ala

80

Leu Gln

95

Pro Ile

Asn Ala

His Val

Leu Glu
160

1149

1197

1245

1297

1357

1417

1477

1537

1597

1657

1717

1777

1834
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Val Pro Leu Ile Ser Arg Glu Thr

165

Ala Lys Pro Glu Glu Pro His Phe

180

Gly Tyr Val Glu Gly Gly Lys Asp

195 200

Pro Leu Ser Cys Pro Val Glu Gly
210 215

Ser Trp Gly Asp Ala Cys Gly Ala

225

230

Leu Ala Ser Ser Tyr Ala Ser Trp

245

Gln Pro Arg Val Val Pro Gln Thr

260

Leu Cys Gly Ser His Leu Ala Phe

275 280

Leu Arg Pro Ile Leu Phe Leu Pro
290 295

Ser Pro Trp Leu Ser Glu His

305

<210>
<211>
<212>
<213>
<220>
<223>

<400>

310

SEQ ID NO 4

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial
FEATURE:

Cys

Val

185

Ala

Leu

Arg

Ile

Gln

265

Ser

Leu

Asn

170

Gln

Cys

Trp

Asn

Gln

250

Glu

Ser

Gly

Cys

Glu

Gln

Tyr

Arg

235

Ser

Ser

Ala

Leu

OTHER INFORMATION: synthetic peptide

SEQUENCE: 4

Leu Tyr Asn Ile

Asp

Gly

Leu

220

Pro

Lys

Gln

Pro

Ala
300

Met

Asp

205

Thr

Gly

Val

Pro

Ala

285

Leu

Val

190

Ser

Gly

Val

Thr

Asp

270

Gln

Gly

175

Cys

Gly

Ile

Tyr

Glu

255

Ser

Gly

Leu

Asp

Ala

Gly

Val

Thr

240

Leu

Asn

Leu

Leu

Pro His Pro Ser Tyr Leu Gln Glu Gly Ser Gln Gly Asp Ile Ala Leu

1

5

Leu Gln Leu

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 5

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial
FEATURE:

10

OTHER INFORMATION: synthetic peptide

SEQUENCE: 5

15

Asn Cys Leu Tyr Asn Ile Asp Ala Lys Pro Glu Glu Pro His Phe Val

10

1 5

Gln Glu Asp

<210> SEQ ID NO 6

<211> LENGTH: 19

<212> TYPE: PRT

<213> ORGANISM: Artificial

<220> FEATURE:

<223> OTHER INFORMATION: synthetic peptide
<400> SEQUENCE: 6

15

Ala Gly Tyr Val Glu Gly Gly Lys Asp Ala Cys Gln Gly Asp Ser CGly

1

5

Gly Pro Leu

10

15
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-continued

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 7

LENGTH: 11

TYPE: PRT

ORGANISM: Artificial

FEATURE:

OTHER INFORMATION: synthetic peptide
<400> SEQUENCE: 7

Pro Gln Thr Gln Glu Ser Gln Pro Asp Ser Asn
1 5 10

<210>
<21ll>
<212>
<213>
<220>
<223>

SEQ ID NO 8

LENGTH: 12

TYPE: PRT

ORGANISM: Artificial

FEATURE:

OTHER INFORMATION: synthetic peptide
<400> SEQUENCE: 8

Ala His Gln Leu Asp Ser Tyr Ser Glu Asp Ala Lys
1 5 10

<210>
<21ll>
<212>
<213>
<220>
<223>

SEQ ID NO 9

LENGTH: 12

TYPE: PRT

ORGANISM: Artificial

FEATURE:

OTHER INFORMATION: synthetic peptide
<400> SEQUENCE: 9

Asp Ser Tyr Ser Glu Asp Ala Lys Val Ser Thr Leu
1 5 10

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 10

LENGTH: 12

TYPE: PRT

ORGANISM: Artificial

FEATURE:

OTHER INFORMATION: synthetic peptide
<400> SEQUENCE: 10

Ser Glu Asp Ala Lys Val Ser Thr Leu Lys Asp Ile
1 5 10

The invention claimed is:

1. A peptide consisting of an amino acid sequence that has
a deletion, a substitution, or an addition consisting of one to
five amino acids with respect to the amino acid sequence
shown in SEQ ID NO: 1, and having antigenicity of prostasin.

2. The peptide according to claim 1, wherein said amino
acid sequence has a deletion, a substitution or an addition
consisting of one to three amino acids with respect to the
amino acid sequence shown in SEQ ID NO: 1.

3. A peptide having a carrier protein bound thereto, the
peptide being the peptide according to claim 1.

4. A peptide having a label bound thereto, the peptide being
the peptide according to claim 1.

5. An antibody, which is prepared using the peptide accord-
ing to claim 1 as an antigen, wherein the antibody reacts with
the peptide and/or specifically binds to a prostasin under
denaturation and non-denaturation conditions, and wherein
the antibody is a monoclonal antibody.

6. The antibody according to claim 5, wherein a label is
bound to the antibody.

7. The antibody according to claim 5, wherein a radioactive
label, an enzyme label, or biotin is bound to the antibody.

Y8 A reagent for an immunological assay for prostasin,

comprising the antibody according to claim 5.
9. A diagnostic kit for a prostasin-associated disease, com-
prising the antibody according to claim 5.

10. A reagent for an immunological assay for prostasin,

comprising:

(a) an antibody, which is prepared using the peptide
according to claim 1 as an antigen, wherein the antibody
reacts with the peptide and/or specifically binds to a
prostasin under denaturation and non-denaturation con-
ditions; and

(b) a peptide consisting of the amino acid sequence that has
adeletion, a substitution, or an addition consisting ofnot
more than one to five amino acids with respect to the
amino acid sequence shown in SEQ ID NO: 1, and
having antigenicity of prostasin, which is used as a com-
petitive substance in a competitive immunoassay for
prostasin.

11. A method for detecting prostasin in a sample, compris-

65 ing the steps of:
(a) contacting the antibody according to claim 5 with a
sample; and

50

55

60
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(b) detecting whether or not the antibody binds to prostasin

in the sample.

12. The method according to claim 11, wherein the sample
is selected from the group consisting of urine, blood, serum,
and plasma.

13. The method according to claim 11, wherein the method
is for diagnosing a prostasin-associated disease, wherein in
the detecting step it is detected whether there is an overex-
pression or underexpression of prostasin, the overexpression
or underexpression of prostasin showing the existence of the
disease, and wherein the prostasin-associated disease is
selected from the group consisting of hypertension, ovarian
cancer, prostate cancer, and breast cancer.

14. A method for detecting prostasin in a sample, compris-
ing the steps of’:

(a) contacting an antibody with a sample; and

(b) detecting whether or not the antibody binds to prostasin

in the sample,

wherein the antibody is prepared using the peptide accord-

ing to claim 1 as an antigen,

wherein the antibody reacts with the peptide and/or spe-

cifically binds to a prostasin under denaturation and
non-denaturation conditions, and

wherein a peptide consisting of the amino acid sequence

that has a deletion, a substitution, or an addition consist-
ing of not more than one to five amino acids with respect
to the amino acid sequence shown in SEQ IDNO: 1, and
having antigenicity of prostasin, which is used as a com-
petitive substance in a competitive immunoassay for
prostasin is added as a competitive substance in step (a).

15. A method for detecting prostasin in a sample, compris-
ing the steps of:

(a) contacting an antibody with a sample; and

(b) detecting whether or not the antibody binds to prostasin

in the sample,

wherein the antibody is prepared using the peptide accord-

ing to claim 1 as an antigen,

wherein the antibody reacts with the peptide and/or spe-

cifically binds to a prostasin under denaturation and
non-denaturation conditions, and

wherein the antibody is bound to a solid phase.

16. A diagnostic method for a prostasin-associated disease
in a subject, comprising the steps of:

(a) contacting the antibody according to claim 5 with a

sample from the subject;

(b) detecting whether or not the antibody binds to prostasin

in the sample; and

(c) determining whether the subject is affected with the

disease based on the result of step (b).

17. The diagnostic method of claim 16, wherein the pros-
tasin-associated disease is selected from the group consisting
of hypertension, ovarian cancer, prostate cancer, and breast
cancer.

18. A peptide having a label bound thereto, the peptide
being the peptide consisting of the amino acid sequence
shown in SEQ ID NO: 1.

19. A peptide having a carrier protein bound thereto, the
peptide being the peptide consisting of the amino acid
sequence shown in SEQ ID NO: 1.

20. An antibody, which is prepared using a peptide consist-
ing of the amino acid sequence shown in SEQ ID NO: 1 as an
antigen, wherein the antibody reacts with the peptide and/or
specifically binds to a prostasin under denaturation and non-
denaturation conditions, and wherein the antibody is a mono-
clonal antibody.

21. The antibody according to claim 20, wherein a label is
bound to the antibody.
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22. The antibody according to claim 20, wherein a radio-
active label, an enzyme label, or biotin is bound to the anti-
body.

23. A reagent for an immunological assay for prostasin,
comprising the antibody according to claim 20.

24. A diagnostic kit for a prostasin-associated disease,
comprising the antibody according to claim 20.

25. A reagent for an immunological assay for prostasin,
comprising:

(a) an antibody, which is prepared using a peptide consist-
ing of the amino acid sequence shown in SEQ ID NO: 1
as an antigen, wherein the antibody reacts with the pep-
tide and/or specifically binds to a prostasin under dena-
turation and non-denaturation conditions; and

(b) a peptide consisting of the amino acid sequence shown
in SEQ ID NO: 1, which is used as a competitive sub-
stance in a competitive immunoassay for prostasin.

26. A method for detecting prostasin in a sample, compris-

ing the steps of:

(a) contacting the antibody according to claim 20 with a
sample; and

(b) detecting whether or not the antibody binds to prostasin
in the sample.

27. The method according to claim 26, wherein the sample
is selected from the group consisting of urine, blood, serum,
and plasma.

28. The method according to claim 26, wherein the method
is for diagnosing a prostasin-associated disease, wherein in
the detecting step it is detected whether there is an overex-
pression or underexpression of prostasin, the overexpression
or underexpression of prostasin showing the existence of the
disease, and wherein the prostasin-associated disease is
selected from the group consisting of hypertension, ovarian
cancer, prostate cancer, and breast cancer.

29. A method for detecting prostasin in a sample, compris-
ing the steps of:

(a) contacting an antibody with a sample; and

(b) detecting whether or not the antibody binds to prostasin
in the sample,

wherein the antibody is prepared using a peptide consisting
of theamino acid sequence shown in SEQ IDNO: 1 as an
antigen,

wherein the antibody reacts with the peptide and/or spe-
cifically binds to a prostasin under denaturation and
non-denaturation conditions, and

wherein a peptide consisting of the amino acid sequence
shown in SEQ ID NO: 1, which is used as a competitive
substance in a competitive immunoassay for prostasin,
is added as a competitive substance in step (a).

30. A method for detecting prostasin in a sample, compris-

ing the steps of:

(a) contacting an antibody with a sample; and

(b) detecting whether or not the antibody binds to prostasin
in the sample,

wherein the antibody is prepared using a peptide consisting
of theamino acid sequence shownin SEQIDNO: 1 as an
antigen,

wherein the antibody reacts with the peptide and/or spe-
cifically binds to a prostasin under denaturation and
non-denaturation conditions, and

wherein the antibody is bound to a solid phase.

31. A diagnostic method for a prostasin-associated disease
in a subject, comprising the steps of:

(a) contacting the antibody according to claim 20 with a

sample from the subject;

(b) detecting whether or not the antibody binds to prostasin
in the sample; and
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(¢) determining whether the subject is affected with the
disease based on the result of step (b).

32. The diagnostic method of claim 31, wherein the pros-

tasin-associated disease is selected from the group consisting

of hypertension, ovarian cancer, prostate cancer, and breast

cancer.

33. A method for producing an antibody against prostasin,

comprising the steps of:

(a) preparing (i) a peptide consisting of the amino acid
sequence shown in SEQ ID NO: 1, or (ii) a peptide
consisting of an amino acid sequence that has a deletion,
asubstitution, or an addition consisting of not more than
one to five amino acids with respect to the amino acid
sequence shown in SEQ ID NO: 1, and having antige-
nicity of prostasin;

(b) administering the peptide to an animal; and

(¢) collecting the antibody against the peptide from the
animal.

10
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34. A method for producing an antibody against prostasin,

comprising the steps of:

(a) preparing (i) a peptide consisting of the amino acid
sequence shown in SEQ ID NO: 1, or (ii) a peptide
consisting of an amino acid sequence that has a deletion,
asubstitution, or an addition consisting of not more than
one to five amino acids with respect to the amino acid
sequence shown in SEQ ID NO: 1, and having antige-
nicity of prostasin;

(b) administering the peptide to an animal;

(¢) collecting antibody-producing cells from the animal;

(d) fusing the antibody-producing cells with myeloma cells
to obtain hybridomas; and

(e) collecting then antibody against the peptide from the
hybridomas.
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