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Description

Technical Field

[0001] The present invention relates to medical uses of a cancer-suppressing gene and of a protein encoded by the
gene.

Background Art

[0002] It has been known that onset of cancer is induced by mutation or quantitative change of a cell protein. Along
with recent development in genetic engineering, it has become possible to amplify a gene encoding a specific protein
and to analyze gene mutation in cancer cells, resulting in breakthroughs in the field of cancer research. Hitherto, analysis
and identification of oncogenes involved in the canceration of cells and the abnormal growth of cancer cells have made
progress. Meanwhile, in recent years, cancer-suppressing genes have been gaining attention. Mutation or the decreased
expression level of cancer-suppressing gene leads to canceration of cells. Examples of cancer-suppressing genes that
have been identified include Rb gene of retinoblastoma, p53 gene and APC gene of large-bowel cancer, and WT1 gene
of Wilms tumor. For instance, an example of a cancer-suppressing agent that uses WT1 gene has been reported
(WO2003/002142).
[0003] In addition, it has been gradually revealed that cancer development, malignant progression, and metastasis
are caused by abnormalities of not only a single gene but also a plurality of genes. In addition, a greater number of
unidentified oncogenes and cancer-suppressing genes are now believed to exist. There are many genes known to have
effects that suppress cancer. In most cases, screening for such genes has been carried out by an approach of visually
detecting mutation of a patient’s gene via staining of chromosomal DNA (Yasuhide Yamashita, et al., World J Gastro-
enterol, 11 (33): 5129-5135, 2005) or by a method wherein a region of gene deletion is roughly selected based on LOH
(loss of heterozygosity) analysis so that important gene regions are narrowed down (WO01/032859). However, such
methods are not sufficient as means of discovering cancer-suppressing genes. This is because a tremendous number
of DNA deletion regions are detected, so that narrowing them down into important gene regions is extremely time- and
labor-consuming, which has been a drawback. Further, conventional separation and discrimination methods for patho-
logical conditions of cancer have only been able to determine malignancy with difficulty.
[0004] WO 02/072771 describes pharmaceutical compositions that include a therapeutic and a pharmaceutically active
carrier. The therapeutic can be a NOVX nucleic acid, a NOVX polypeptide or an antibody specific for a NOVX polypeptide
as well as the use of the therapeutic in the manufacture of a medicament for treating a syndrome associated with a
human disease that is associated with a NOVX polypeptide. Further disclosed is a method for determining the presence
of or predisposition to a disease associated with altered levels of a NOVX polypeptide as well as diagnostic and prognostic
assays. The use of the PCDH20 gene and protein in the treatment of non-small cell lung cancer is not disclosed in said
document.
[0005] WO 06/009915 discloses a method for determining whether a subject has neoplasia, comprising assaying a
diagnostic sample of the subject for expression of at least one protocadherin selected from the group consisting of
PCDH8, PCDH9 and PCDH17, wherein the expression levels are indicative of neoplasia in the subject. The neoplasia
may be a carcinoma, a lymphocytic leukaemia, a myeloid leukaemia, a malignant lymphoma, a malignant melanoma,
a myeloproliferative disease, a sarcoma, or a mixed type of neoplasia as well as breast cancer or prostate cancer.

Disclosure of the Invention

[0006] It is an object of the present invention to provide an agent for suppressing non-small cell lung cancer comprising
a cancer-suppressing gene. Another object of the present invention is to provide an agent for suppressing non-small
cell lung cancer comprising a protein encoded by the cancer-suppressing gene. Further another object of the present
invention is to provide a method for diagnosing the malignancy of the pathological conditions of a cancer patient through
measurement of the expression level of the cancer-suppressing gene and methylation of genomic DNA.
[0007] To achieve the above objects, the present inventors have intensively searched for partially deleted DNA regions
in non-small cell lung cancer cases and identified genes differing in methylation degree. Non-small cell lung cancer is
further classified by tissue type, including adenocarcinoma, carcinoma planoepitheliale, large cell carcinoma, adenos-
quamous carcinoma, and the like, and it accounts for 80% or more of lung cancer cases. In cancer cells, a genomic
region (CpG island) dense with CpG sites existing in the 5’ region of a gene (cancer-suppressing gene) suppressing
carcinogenesis is abnormally methylated and expression of the messenger RNA may be suppressed, although the major
part of such region is normally unmethylated. Such abnormal methylation has recently been recognized as an important
carcinogenic mechanism, in addition to gene mutation. In the case of the present invention, in order to specify methylated
DNA in non-small cell lung cancer, genes deleted at high frequencies in cancer were screened for via a newly developed
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array CGH method (Inazawa J., et al., Cancer Sci. 95 (7), 559, 2004). Further, the present inventors have succeeded
in identifying a gene exhibiting a high degree of DNA methylation and significantly suppressed expression thereof in
non-small cell lung cancer through the use of a combination of COBRA (combined bisulfite restriction analysis) (Toyota
M., et al., Cancer Res. 59, 2307, 1999) and RT-PCR methods. This has led to the completion of the present invention.
[0008] Thus, the present invention provides the use of PCDH20 gene (Protocadherin 20: PCDH20, Protocadherin 13)
for the production of an agent for suppressing non-small cell lung cancer.
[0009] Preferably, the gene is incorporated into a vector.
[0010] Preferably, the vector is a viral vector or plasmid vector for expression in animal cell.
[0011] Preferably, the viral vector is a retroviral vector, adenoviral vector, adeno-associated viral vector, baculovirus
vector, vaccinia vector, or lentiviral vector.
[0012] Preferably, the gene or a homologous gene thereof is encapsulated in a liposome.
[0013] Another embodiment of the present invention provides the use of PCDH20 protein for the production of an
agent for suppressing non-small cell lung cancer.
[0014] Further another embodiment of the present invention provides a method for diagnosing non-small cell lung
cancer, which comprises a step of analyzing PCDH20 gene in a test sample using DNA or RNA containing PCDH20
gene in its entirety.
[0015] Preferably, the analysis involves detection of mutation of the gene or detection of abnormal expression level
of the gene.
[0016] Preferably, the above diagnostic method of the present invention comprises a step of analyzing methylation of
PCDH20 gene in a test sample using DNA containing PCDH20 gene in its entirety.
[0017] Further another embodiment of the present invention provides a method for diagnosing non-small cell lung
cancer, which comprises a step of analyzing PCDH20 protein in a test sample using an antibody against PCDH20 protein.
[0018] Preferably, the analysis involves detection of abnormal expression level of the protein.

Brief Description of the Drawings

[0019]

Fig. 1 shows the gene structures of the 21.2 to 21.31 regions of chromosome 13, which are deleted in the VMRC-
LCD non-small cell lung cancer cell line as obtained by the array CGH method, RP-11 BAC clone existing in the
gene regions, and gene.
Fig. 2 shows the results of extracting DNAs from adenocarcinoma cell lines (Adeno)11-18, A549, VMRC-LCD, SK-
LC-3, ABC-1, RERF-LC-OK, and RERF-LC-KJ; squamous cell lines (SCC) EBC-1, LK-2, PC10, VMRC-LCP, LC-
1 sq, and ACC-LC-73; large cell carcinoma cell lines (Large) KNS-62, 86-2, LU65, PC-13, NCI-H460, and ACC-LC-
33; and LU99A cell lines; carrying out PCR using specific primers of the TDRD3 and PCDH20 gene regions; and
then detecting the presence of each gene in the genomes by electrophoresis. The lower column shows the result
of detection using GAPDH as a positive control.
Fig. 3 shows electrophoresis images obtained by carrying out RT-PCR of the TDRD3 and PCDH20 genes. Specif-
ically, RT-PCR was carried out for 20 non-small cell lung cancer cell lines (11-18, A549, VMRC-LCD, SK-LC3, ABC-
1, RERF-LC-OK, RERF-LC-KJ, EBC-1, LK2, PC10, VMRC-LCP, LC-1 sq, ACC-LC-73, KNS-62, 86-2, LU65, PC-
13, NCI-H460, ACC-LC-33, and LU99A) and a normal lung sample as a control in order to measure the expression
of messenger RNA of PCDH20 gene. GAPDH was used as a control for the expression levels determined by RT-PCR.
Fig. 4 shows the results of comparing 2 cell lines (ABC-1 and LU65) in terms of the expression levels of messenger
RNA of PCDH20 gene. Specifically, the results were obtained by adding either 5-aza-deoxycytidine (5-aza-dCyd)
serving as a DNA methyltransferase inhibitor to each cell type at concentrations of 5 or 10 PM for 5 days and/or
trichostatin A (TSA) serving as a non-specific inhibitory substance for histone deacetylase to each cell type at
concentrations of 100 ng/ml or 100 ng/ml for 12 hours before cell harvest during culture, and then carrying out RT-
PCR, followed by comparison of the expression levels of PCDH20 gene messenger RNA via electrophoresis. The
expression level of GAPDH was used as a control in RT-PCR.
Fig. 5A shows the DNA structure in the vicinity of exon 1 of the PCDH20 gene. "CG sites" are sites where CpG
sequences are present in this gene region. A "bisulfite sequence" is a region (specifically, a 494-nucleotide range
(region between -314 and +180) within the DNA region in the vicinity of exon 1 of the PCDH20 gene of a cancer
cell) for which methylation in the CpG sites; that is, changes in the nucleotide sequence were analyzed after treatment
with sodium hydrogen sulfite. A region indicated with the term "bisulfite-PCR assay" is a region for which methylation
in the CpG sites was analyzed via cleavage with restriction enzymes Taq I and Hha I capable of recognizing
conversion of cytosine (C) to uracil (U) following treatment with sodium hydrogen sulfite. A site indicated with the
term "Bisulfite-PCR assay" is a site cleaved by each of these restriction enzymes. A position indicated with the term
"MSP" is a forward primer position or a reverse primer position, by which nucleotide mutation that takes place before
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or after treatment with sodium hydrogen sulfite at positions ranging from CpG10 to CpG15 can be precisely recog-
nized. "Promoter assay regions" are 4 types of gene region, which were used for reporter assay carried out for
regions in the vicinity of the transcription initiation point of the PCDH20 gene. Fig. 5B shows the results of analyzing
methylation (via nucleotide sequence analysis following treatment with sodium hydrogen sulfite) in the 25 CpG sites
existing within the DNA region in the vicinity of exon 1 of the PCDH20 gene. Specifically, DNA derived from LU65,
ABC-1, 11-18, and EBC-1 which were observed not to express the PCDH20 gene, LU99A expressing the PCDH20
gene, and a normal lung tissue were subjected to the analysis. Methylated regions are indicated with a black color.
Fig. 5C shows the electrophoresis images obtained by analyzing 11-18, ABC-1, EBC-1, LU65, PC-13, and ACC-
LC-33 cell lines expressing the PCDH20 gene at low levels (Expression(-)), SK-LC-3, LK-2, and LU99A observed
to express the PCDH20 gene (Expression(+)), and a normal lung sample by the COBRA method using cleavage
patterns resulting from the use of restriction enzymes Taq I and Hha I. Fragment positions generated by C-to-U
conversion in CpG followed by cleavage with the restriction enzymes are indicated with arrows. Fragment positions
with no cleavage points are indicated with wedge marks.
Fig. 6A shows the results of reporter assays for determining the presence or the absence of transcription-promoting
activity in ABC-1 or LU65 cells using luciferase enzyme activity. Specifically, the reporter assays were carried out
after the transfer of a 494-nucleotide region (region between -314 and +180) in the vicinity of exon 1 of the PCDH20
gene or a fragment (Fig. 5A) thereof into the ABC-1 or LU65 cells observed not to express the PCDH20 gene.
Fig. 7A shows the results of analyzing the following 6 samples via the MSP method: lung cancer cell lines LU99A,
LU65, EBC1, and VMRC-LCD; a clinically derived normal tissue sample; and a clinically derived cancer tissue
sample (both were analyzable). Fig. 7A also shows the results of analyzing 16 cancer tissue samples using MSP
primers shown in Fig. 5A (U: unmethylated, M: methylated, N: normal site, and T: tumor site). Fig. 7B shows the
results of analyzing methylation in 420 and 425, regarding which differences in methylation were detected, and 434,
regarding which no differences in methylation were detected, by the Bisulfite-sequence method. Methylated sites
are indicated with a black color. Fig. 7C shows the results of detecting PCDH20 gene messenger RNA in 420, 425,
and 434 via RT-PCR. The lower column indicates the expression level of GAPDH used as a control.
Fig. 8A shows the results of observation of the expression of an myc protein and the expression of a β-actin protein
as a positive control via the Western-blot method using 10 Pg of a cell lysis solution at 48 hours after the transfer
of pCMV3.1 or pCMV3.1-PCDH20-Myc into ABC-1 or A549 cells. Fig. 8B shows the results of determination of the
number of colonies obtained by 3 weeks of culture of the 4 above types in combination in soft agar media, followed
by crystal violet staining.
Fig. 9A shows the survival information upon and after sampling according to the Kaplan-Meier method. Specifically,
the survival information was obtained after MSP analyses had been conducted on 59 clinical samples derived from
non-small cell lung cancer patients. Survival rates are plotted on the longitudinal axis and survival periods are plotted
on the horizontal axis. A thin line indicates a patient for which no methylation was detected in the PCDH20 gene
promoter region and a thick line indicates a patient for which methylation was detected in the PCDH20 gene promoter
region. Fig. 9B shows the analytical results obtained in a manner similar to that of Fig. 9A, concerning the survival
information of 39 samples of stage I patients alone.

Best Mode for Carrying Out the Invention

[0020] Hereafter, the embodiments and implementation of the present invention will be described in detail.

(1) Cancer-suppressing agent

[0021] In accordance with one embodiment of the present invention, the cancer-suppressing agent of the present
invention comprises as an active ingredient PCDH20 (Protocadherin 20: PCDH20, Protocadherin 13) gene. Further
described is a homologous gene thereof. In accordance with another embodiment of the present invention, the cancer-
suppressing agent of the present invention comprises as an active ingredient PCDH20 protein. Further described is a
homologous protein thereof.
[0022] The nucleotide sequence of PCDH20 gene and the amino acid sequence of PCDH20 protein have already
been known (Kools, P.F.J., Van Roy, F., 1999). The nucleotide sequence of PCDH20 gene has been registered with
the database of the National Center for Biotechnology Information (accession no. AF16963). Also, the amino acid
sequence of PCDH20 protein has been registered with the same database (accession no. NP073754). The nucleotide
sequence of PCDH20 gene is set forth in SEQ ID NO: 1. PCDH20 protein is encoded by the region between positions
72 and 2846 of the nucleotide sequence set forth in SEQ ID NO: 1. The amino acid sequence thereof is set forth in SEQ
ID NO: 2.
[0023] Herein, the term "PCDH20 gene" refers to a human-derived gene that is specified with the above nucleotide
sequence. The term "PCDH20 protein" refers to a protein that is specified with the above amino acid sequence and
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encoded by PCDH20 gene.
[0024] PCDH20 gene may be cDNA obtained from cultured cells using a technique known by persons skilled in the
art, or may be synthesized by PCR or the like based on the nucleotide sequence set forth in SEQ ID NO: 1. When DNA
having the nucleotide sequence set forth in SEQ ID NO: 1 is obtained by PCR, PCR is carried out using a human
chromosomal DNA or a cDNA library as a template and a pair of primers designed to be able to amplify the nucleotide
sequence set forth in SEQ ID NO: 1. DNA fragments amplified by PCR can be cloned into an adequate vector that can
be amplified in a host such as Escherichia coli.
[0025] The aforementioned operations, such as probe or primer preparation, cDNA library construction, screening of
a cDNA library, and cloning of a target gene, are known to persons skilled in the art. Such operations can be carried out
in accordance with methods described in Molecular Cloning: A laboratory Manual, 2nd Ed., Cold Spring Harbor Labo-
ratory, Cold Spring Harbor, NY, 1989, Current Protocols in Molecular Biology, Supplement 1-38, John Wiley & Sons
(1987-1997) and the like.
[0026] The term "homologous gene of PCDH20 gene" refers to: a gene having a nucleotide sequence encoding a
protein having cancer-suppressing activity, such nucleotide sequence being derived from the nucleotide sequence set
forth in SEQ ID NO: 1 by deletion, addition, or substitution of one or several nucleotides; or a gene having a nucleotide
sequence encoding a protein having cancer-suppressing activity, such nucleotide sequence being hybridized with the
nucleotide sequence set forth in SEQ ID NO: 1 under stringent conditions. In addition, a fragment of PCDH20 gene is
included in the definition of homologous gene of PCDH20 gene.
[0027] Regarding the above "nucleotide sequence derived from the nucleotide sequence set forth in SEQ ID NO: 1
by deletion, addition, or substitution of one or several nucleotides," the range of "one to several amino acids" is not
particularly limited. For instance, such description indicates 1 to 60 nucleotides, preferably 1 to 30 nucleotides, more
preferably 1 to 20 nucleotides, further preferably 1 to 10 nucleotides, and particularly preferably 1 to 5 nucleotides.
[0028] The level of "cancer-suppressing activity" above is not particularly limited. However, preferably, such level of
cancer-suppressing activity is substantially equivalent to or higher than cancer-suppressing activity of PCDH20 protein
(hereafter, the term "cancer-suppressing activity" herein has the meaning given above).
[0029] Thus, as long as the "homologous gene of PCDH20 gene" has the structure and function described above, its
origin is not particularly limited. Therefore, it may be derived from mammals excluding humans, or may be obtained by
artificially introducing mutation into a gene derived from mammals such as humans. Note that when the gene is used
as a cancer-suppressing agent as described below, it is preferable that the gene be derived from humans in view of
clinical safety.
[0030] The aforementioned "gene having a nucleotide sequence encoding a protein having cancer-suppressing ac-
tivity, such nucleotide sequence being derived from the nucleotide sequence set forth in SEQ ID NO: 1 by deletion,
addition, or substitution of one or several nucleotides" can be produced by any methods known by persons skilled in
the art such as chemical synthesis, gene engineering techniques, and mutagenesis methods. Specifically, the afore-
mentioned gene can be obtained by utilizing DNA having the nucleotide sequence set forth in SEQ ID NO: 1 and
introducing mutation into the DNA. For instance, a method wherein DNA having the nucleotide sequence set forth in
SEQ ID NO: 1 is allowed to come into contact with an agent serving as a mutagen, a method of UV irradiation, a gene
engineering technique, and the like can be used. Site-directed mutagenesis is one of gene engineering techniques. It
is useful because a specific mutation can be introduced into a specific site. This technique can be carried out in accordance
with, for example, Molecular Cloning, A laboratory Manual, 2nd Ed., Cold Spring Harbor Laboratory, Cold Spring Harbor,
NY, 1989; Current Protocols in Molecular Biology, Supplements 1-38, John Wiley & Sons (1987-1997).
[0031] The aforementioned "nucleotide sequence being hybridized under stringent conditions" refers to a nucleotide
sequence of DNA obtained by colony hybridization, plaque hybridization, Southern hybridization, or the like using DNA
as a probe. For instance, an example of the DNA used is DNA that can be identified by carrying out hybridization at
65°C in the presence of 0.7 to 1.0 M NaCl using a filter in which DNA derived from a colony or plaque or a fragment
thereof is immobilized, followed by washing of the filter at 65°C using 0.1 to 2 x SSC solution (1 x SSC solution comprises
150 mM sodium chloride and 15 mM sodium citrate). Hybridization can be carried out in accordance with methods
described in Molecular Cloning: A laboratory Manual, 2nd Ed., Cold Spring Harbor Laboratory, Cold Spring Harbor, NY,
1989.
[0032] An example of DNA hybridized under stringent conditions is DNA having a certain level or more of homology
to the nucleotide sequence of DNA used as a probe. For instance, such DNA has a homology of 70% or more, preferably
80% or more, more preferably 90% or more, further preferably 93% or more, and particularly preferably 95% or more
to the DNA used as a probe.
[0033] The aforementioned "gene having a nucleotide sequence encoding a protein having cancer-suppressing ac-
tivity, such nucleotide sequence being hybridized with the nucleotide sequence set forth in SEQ ID NO: 1 under stringent
conditions" can be obtained as described above by colony hybridization, plaque hybridization, or Southern hybridization
under certain hybridization conditions.
[0034] The term "homologous protein of PCDH20 protein" refers to: a protein having an amino acid sequence derived
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from the amino acid sequence set forth in SEQ ID NO: 2 by deletion, substitution, and/or insertion of one to several
amino acids, the amino acid sequence having cancer-suppressing activity; or a protein having an amino acid sequence
which is 70% or more homologous to the amino acid sequence set forth in SEQ ID NO: 2, the amino acid having cancer-
suppressing activity.
[0035] Regarding the above "nucleotide sequence derived from the nucleotide sequence set forth in SEQ ID NO: 2
by deletion, substitution, or insertion of one or several amino acids," the range of "one to several amino acids" is not
particularly limited. For instance, such description indicates 1 to 20 amino acids, preferably 1 to 10 amino acids, more
preferably 1 to 7 amino acids, further preferably 1 to 5 amino acids, and particularly preferably 1 to 3 amino acids.
[0036] The above "amino acid sequence which is 70% or more homologous to the amino acid sequence set forth in
SEQ ID NO: 2" indicates that such amino acid is at least 70% or more, preferably 80% or more, and more preferably
90% or more homologous to the amino acid sequence set forth in SEQ ID NO: 2.
[0037] PCDH20 protein may be a naturally occurring protein, a chemically synthesized protein, or a recombinant
protein produced by gene recombination technology. In view of large scale production through relatively easy operations,
a recombinant protein is preferable.
[0038] A naturally occurring protein can be isolated from a cell or tissue in which the protein has been expressed by
an adequate combination of protein isolation methods. A chemically synthesized protein may be synthesized by chemical
synthesis methods such as the Fmoc method (fluorenylmethyloxycarbonyl method) and the tBoc method (t-butyloxy-
carbonyl method). In addition, the protein of the present invention can be synthesized using a variety of commercially
available peptide synthesis machines. A recombinant protein can be produced by introducing DNA having a nucleotide
sequence encoding the protein (e.g., the nucleotide sequence set forth in SEQ ID NO: 1) into a suitable expression system.
[0039] In addition, a protein having an amino acid sequence derived from the amino acid sequence set forth in SEQ
ID NO: 2 by deletion, substitution, or insertion of one to several amino acids or a protein having an amino acid sequence
which is 70% or more homologous to the amino acid sequence set forth in SEQ ID NO: 2 can be adequately produced
or obtained by persons skilled in the art based on the nucleotide sequence set forth in SEQ ID NO: 1, which is one
example of the sequences of DNA encoding the amino acid sequence set forth in SEQ ID NO: 2.
[0040] A preferred embodiment of the cancer-suppressing agent of the present invention comprises, as an active
ingredient, a recombinant vector which is obtained by incorporating the above PCDH20 gene into such vector. An
example of the vector used is a virus vector or a vector for expression in animal cell. Preferably, a virus vector is used.
[0041] Examples of such a viral vector include a retroviral vector, an adenoviral vector, an adeno-associated viral
vector, a baculovirus vector, a vaccinia vector, and lentiviral vector. Among them, a retroviral vector is particularly
preferably used. This is because, after a viral vector infects with a cell, a virus genome is incorporated into a host
chromosome such that a gene incorporated into the vector can be stably expressed for a long period of time.
[0042] As an example of a vector for expression in animal cell, pCXN2 (Gene, 108, 193-200, 1991), PAGE207 (JP
Patent Publication (Kokai) No. 6-46841 (1994)), or a modified vector thereof may be used.
[0043] The above recombinant vector can be produced by introducing it into an adequate host for transformation and
culturing the obtained transformant. When the recombinant vector is a viral vector, an animal cell capable of producing
virus is used as a host into which the vector is introduced. Examples of such animal cells include COS-7 cells, CHO
cells, BALB/3T3 cells, and HeLa cells. Examples of a host used for a retroviral vector include ψCRE, ψCRIP, and MLV.
An example of a host used for an adenoviral vector and an adeno-associated viral vector is the 293 cell derived from a
human embryonic kidney. A viral vector can be introduced into an animal cell by a calcium phosphate method or the
like. In addition, when a recombinant vector is a vector for expression in animal cell, as a host into which the vector is
introduced, Escherichia coli K12, HB 101, DH5 a , or the like can be used. Transformation of Escherichia coli has been
known to persons skilled in the art.
[0044] The obtained transformants are each cultured in an adequate medium under adequate conditions. For instance,
a transformant of Escherichia coli can be cultured using a liquid medium (for example, pH 5 to 8) containing carbon
sources, nitrogen sources, inorganic matter and the like, which are necessary for cell growth. In general, culture is carried
out at 15°C to 43°C for about 8 to 24 hours. In such case, a recombinant vector of interest can be obtained after the
termination of culture by general DNA isolation methods.
[0045] Further, transformants of animal cells can be cultured using media such as 199 medium, MEM medium, and
DMEM medium containing about 5% to 20% of bovine fetal serum. The pH of the medium is preferably about 6 to 8. In
general, culture is carried out at about 30°C to 40°C for about 18 to 60 hours. In such case, since viral particles containing
a recombinant vector are dispersed into a culture supernatant, a recombinant vector of interest can be obtained as a
result of concentration and purification of viral particles by cesium chloride centrifugation, polyethylene glycol precipitation,
and filter concentration.
[0046] In the claimed use a cancer-suppressing agent (hereafter referred to as gene therapeutic agent) comprising
as an active ingredient PCDH20 gene, can be produced by mixing PCDH20 gene as an active ingredient with a base
generally used for a gene therapeutic agent. In addition, when PCDH20 gene is incorporated into a viral vector, viral
particles containing a recombinant vector are prepared and the particles are mixed with a base generally used for a



EP 1 837 399 B1

7

5

10

15

20

25

30

35

40

45

50

55

gene therapeutic agent.
[0047] As the above base, a base generally used for an injection can be used. Examples thereof include distilled
water, a salt solution containing sodium chloride or a mixture of sodium chloride and an inorganic salt, a solution containing
mannitol, lactose, dextran, glucose or the like, an amino acid solution of glycine, arginine or the like, and a mixed solution
of an organic acid or salt solution and a glucose solution. Alternatively, in accordance with conventional techniques
known by persons skilled in the art, using an adjuvant such as an osmoregulator, a pH adjuster, a plant oil, or a surfactant
with such base, an injection can be prepared as a solution, suspension, or dispersion. Such injection can be prepared
as a pharmaceutical that is solubilized at the time of use through operations such as pulverization and freeze drying.
[0048] In addition, the gene therapeutic agent of the present invention can be produced by adding PCDH20 gene to
a liposome suspension prepared in accordance with conventional techniques, followed by freezing and thawing. Lipo-
somes can be prepared by filter penetration, ultrasonication, reverse phase evaporation, surfactant removal, or the like.
Preferably, a gene is added to a liposome suspension that has been subjected to ultrasonication for reasons of the
improved efficiency of gene encapsulation. A liposome encapsulating a gene can be intravenously administered alone
or while suspended in water, saline, or the like.
[0049] The above gene therapeutic agent can be administered by general systematic administration through veins,
arteries and the like, or local administration such as local injection or oral administration to a primary lesion of cancer
or a predictable metastatic site. Further, administration of the gene therapeutic agent can also take place by a combination
of catheterization, gene introduction, or surgical operations.
[0050] The dosage of the above gene therapeutic agent varies depending on patient’s age, sex, and symptoms, the
route of administration, the number of doses, and dosage forms. In general, the daily dosage (the weight of recombinant
gene) ranges from 1 Pg/kg body weight to 1000 mg/kg body weight for adults. Preferably, it ranges from 10 Pg/kg body
weight to 100 mg/kg body weight. The number of doses is not particularly limited.
[0051] Further, as an example of the cancer-suppressing agent of the present invention, a cancer-suppressing agent
(hereafter referred to as protein formulation) comprising as an active ingredient PCDH20 protein is provided in the form
of pharmaceutical composition comprising as an active ingredient PCDH20 protein and a pharmaceutical additive (e.g.,
a carrier or an excipient).
[0052] The form of the above protein formulation is not particularly limited. Examples of such form for oral administration
include tablets, capsules, fine granules, powders, granules, liquids, and syrups. Examples of such form for parenteral
administration include injections, infusions, suppositories, inhalants, transmucosa absorption systems, and transdermal
absorption systems.
[0053] The route of administration of the above protein formulation is not particularly limited. The formulation can be
administered by either oral administration or parenteral administration (e.g., intramuscular administration, intravenous
administration, intradermal administration, transmucosa administration such as peritoneal administration, and inhalation
administration).
[0054] The daily dosage of the above protein therapeutic agent varies depending on the patient’s age, sex, symptoms,
the route of administration, the number of doses, and the dosage form. In general, the daily dosage ranges from 0.001
Pg/kg body weight to 1000 Pg/kg body weight for adults. Preferably, it ranges from 0.001 Pg/kg body weight to 100
Pg/kg body weight. The number of doses is not particularly limited.
[0055] The above cancer-suppressing agent (including both forms of a gene therapeutic agent and a protein formu-
lation) can be used for suppressing cancer by administering the effective dose thereof to mammalian animals including
humans. The above cancer-suppressing agent can be used to prevent and/or treat cancer by administering the effective
dose thereof for prevention and/or therapy to mammalian animals including humans.
[0056] The term "cancer-suppressing" herein has a broad meaning to a maximum extent, including preventive effects
of preventing development, metastasis and implantation of cancer and therapeutic effects of inhibiting cancer cell growth,
halting progression of cancer by reducing the size of cancer, and improving symptoms. In any case, it should not be
interpreted in a limited manner.
[0057] The cancer to be treated with the cancer-suppressing agent of the present invention is non-small cell lung cancer.

(2) Diagnostic method for cancer using the PCDH20 gene

[0058] Examples of the diagnostic method for cancer of the present invention include a method for diagnosing the
malignancy of cancer and a diagnostic method for selecting cancer cases to which the anticancer agent of the present
invention may be applied. The method for diagnosing cancer of the present invention comprises the step of analyzing
PCDH20 gene in a test sample using DNA or RNA containing PCDH20 gene in its entirety. Further described is the use
of a part thereof.
[0059] Herein, a part of PCDH20 gene is, for example, an oligonucleotide having a nucleotide sequence comprising
about 10 to 30 consecutive nucleotides constituting the nucleotide sequence of the PCDH20 gene set forth in SEQ ID
NO: 1. Examples of a test sample that can be used include tissue section, blood, lympha, sputum, lung lavage liquid,
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urine, feces, and tissue culture supernatant, which are suspected to contain the presence of tumor.
[0060] The above expression "detection to screen for cancer to which the cancer-suppressing agent of the present
invention is applied" indicates discovering the presence or absence of cancer in tissue or the like, on which the cancer-
suppressing agent of the present invention effectively acts.
[0061] Diagnosis of cancer is carried out by analyzing PCDH20 gene in a test sample using DNA or RNA containing
PCDH20 gene in its entirety. A part thereof may be used as a primer or probe. Specifically, the expression "analyzing
PCDH20 gene" used herein indicates detection of methylated genomic DNA or detection of an abnormal level of gene
expression.
[0062] Detection of gene mutation is carried out as follows. When the above DNA or RNA is used as a primer, a partial
sequence of DNA prepared from a test sample is amplified by PCR using, for example, selected two types of primers
having different sequences, followed by treatment with sodium hydrogen sulfite. Thus, unmethylated cytosine (C) in the
genomic DNA is converted into uracil (U). Since methylated cytosine is structurally stable, it does not undergo such
reactions and is not converted into uracil. The presence of methylated DNA can be confirmed by analyzing unmethylated
cytosine and cytosine that has been modified as a result of being combined with a restriction enzyme susceptive to the
influence of methylation, after being subjected to restriction enzyme cleavage (COBRA). Alternatively, such detection
can be carried out by: amplifying a partial sequence of DNA prepared from a test sample by PCR; allowing the amplified
product to be subjected to treatment with sodium hydrogen sulfite; incorporating the amplified product into a plasmid;
transforming a host cell with it and culturing the transformant; and analyzing the nucleotide sequence of the clone obtained.
[0063] Meanwhile, detection of abnormal levels of gene expression can be carried out by Northern hybridization or
RT-PCR (reverse transcription-polymerase chain reaction) using a probe containing the above RNA sequence.

(3) Method for diagnosing cancer using PCDH20 protein antibody.

[0064] The method for diagnosing cancer of the present invention comprises a step of analyzing the amount of PCDH20
proteins in a test sample using an antibody against PCDH20 protein.
[0065] The antibody against the PCDH20 protein used in the present invention (hereafter referred to as PCDH20
antibody) can be produced by a conventional method using PCDH20 protein in its entirety or a part thereof as an antigen.
The term "a part of an PCDH20 protein" indicates a polypeptide comprising at least 6 amino acids, preferably about 8
to 10 amino acids, and further preferably about 11 to 20 amino acids, which are consecutive amino acids constituting
the amino acid sequence of the PCDH20 protein set forth in SEQ ID NO: 2. The PCDH20 protein in its entirety or a part
thereof serving as an antigen may be prepared by either biological or chemical techniques.
[0066] A polyclonal antibody can be prepared in the following manner: the above antigen, for example, is repeatedly
used for subcutaneous, intramuscular, intraperitoneal, and intravenous inoculation in animals such as mice, guinea pigs,
and rabbits such that the animals are sufficiently immunized; blood is collected from the animals; and serum separation
is performed. A monoclonal antibody can be prepared from a culture supernatant of a hybridoma or ascites of a mouse
into which the hybridoma has been administered, such hybridoma being obtained by cell fusion of commercially available
mouse myeloma cells and splenic cells of a mouse immunized with, for example, the above antigen.
[0067] It is possible to measure the expression level of PCDH20 protein in a test sample using PCDH20 protein
antibody or a fragment thereof prepared as described above. For instance, the measurement of the expression level
can be carried out using Western blotting or immunological methods such as immunoblotting, enzymeimmunoassay
(EIA), radioimmunoassay (RIA), a fluorescent antibody method, and immunocyto-staining. Herein, a fragment of PCDH20
protein antibody refers to a single-chain fragment variable (scFv) of an antibody of interest or the like. In addition,
examples of a test sample that can be used include tissue section, blood, lympha, sputum, alveolar lavage liquid, urine,
feces, and tissue culture supernatant, which are suspected to exhibit the presence of tumor. The low expression level
of PCDH20 protein in a test sample subjected to measurement indicates that the expression of the PCDH20 gene is
suppressed in the sample tissue or cells. Therefore, cancer to which the cancer-suppressing agent of the present
invention is applied can be screened for.
[0068] The present invention is hereafter described in greater detail with reference to the following examples, but the
technical scope of the present invention is not limited thereto.

Examples

(1) Experimental materials

[0069] Cell lines used herein were squamous cell lines EBC-1, LK-2, PC 10, VMRC-LCP, LC-1sq, and ACC-LC-73;
adenocarcinoma cell lines 11-18, A549, ABC-1, RERF-LC-OK, VMRC-LCD, SK-LC-3, and RERF-LC-KJ; and large cell
carcinoma cell lines KNS-62, 86-2, LU65, PC-13, ACC-LC-33, NCI-H460, and LU99A. As lung cancer samples derived
from clinical specimens, paraffin-embedded samples derived from 53 types of adenocarcinoma and rapidly-frozen sam-
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ples derived from 59 types of adjacent normal site were used. Cancer samples derived from clinical specimens were
obtained from the National Cancer Center, Hokushin General Hospital of Nagano Prefectural Welfare Federation and
used under agreement with each patient and approval of the ethical committee of each organization. Moreover, clinical
specimen donors were not subjected to radiation, chemical therapy, or immunological therapy before sampling. In
addition, in order to obtain a material with inhibited DNA methylation, 5-aza-deoxycytidine (5-aza-dCyd) serving as a
DNA methyltransferase inhibitor was added to each cell type at a concentration of 5 mM for 5 days during culture. In
order to observe histone deacetylation effects, trichostatin A (TSA) serving as a non-specific inhibitory substance for
histone deacetylase was added at a concentration of 100 ng/ml for 12 hours during culture before cell harvest.

(2) Separation of deleted DNA from non-small cell lung cancer cells by array CGH method

[0070] Non-small cell lung cancer cell lines were screened for a homozygously deleted gene via the array CGH method
using an MCG Whole Genome Array-4500 (Inazawa J., et al., Cancer Sci. 95(7), 559, 2004). DNA derived from a cancer
cell was labeled with Cy3 and then mixed with a healthy subject control sample labeled with Cy5, followed by hybridization.
BAC clones (each exhibiting a logarithmic value of -2.0 or lower (with 2 as the lowest) obtained by dividing the fluorescent
signal intensity of the former DNA by the same of the latter DNA) and the genes contained in such clones are listed in
Table 1. Deleted regions were found in various lung cancer cells; that is, gene deletion represented by cancer-suppressing
gene CDKN2 was detected. The present inventors focused on a PCDH20 gene that had never been discussed in terms
of its relationship with cancer. The PCDH20 gene is a gene located in the vicinity of BAC clone No. RP11-307D17 and
is present in chromosome 13 q21.2. The deletion of this region was confirmed in the VMRC-LCD cell line.

Table 1: BAC clones separated as deleted DNAs from non-small cell lung cancer cells by the array CGH method, 
positions in the vicinity of the BAC clones, and genes contained in the BAC clones

No. BAC Locusa Cell line (Total 20) Possible 
candidate 

genea

Number 
of known 

genes
Chr. Band Position n Name

1 RP11-178M15 1p36.21 chr1:
13,731.635-13.731.966

1 11-18 PRDM2 2

2 RP11-79M24 6p25 chr6:
1,754,013-1,926,781

KNS-
62

GMDS 1

3 RP11-31F19 9p24.3 chr9:537,217-582, 143 1 Lc-1 sq ANKRD15 7
RP11-1434M15 9p24.3 chr9:812.146-991,152 1 LC-1 

sq
4 RP11-113D19 9p21.3 chr9:

20,996,400-21,158,464
1 VMRC-

LCD
CDKN2A, 
CDKN2B, 
MTAP

22

RP11-344A7 9p21.3
chr9:
21,506,373-21,676,227

4

VMRC-
LCD, 
LC-1 
sq.
KNS-
62

RP11-11J1 9p21.3 chr9:
22,417,726-22,579,721

1 KNS-
62

RP11-782K2 9p21.3 chr9:
22,584,981-22-585,358

1 KNS-
62

5 RP11-33O15 9p21.3 chr9:
22,823,087-22,897,484

2 KNS-
62. 
LU99A

TEK 6

RP11-330J23 9p21.3 chr9:
25,292,197-25,425,886

2 KNS-
62. 
LU99A

RP11-55P9 9p21.3-21.2 chr9:
25,425,787-25,573,596

1 LU99A
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[0071] Fig. 1 shows the structure containing the PCDH20 gene (confirmed to be deleted in VMRC-LCD cell line) in
the vicinity of chromosome 13 q21.2. A 2.5-mega-base (Mb) portion contains a deleted region (Homozygous Deletion)

(continued)

No. BAC Locusa Cell line (Total 20) Possible 
candidate 

genea

Number 
of known 

genes
Chr. Band Position n Name

6 RP11-307D17 13q21.2 chr13:
58,727,654-61,388,564

1 VMRC-
LCD

PCDH20 2

7 RP11-600P1 13q31.1 chr13:
77,973,420-78,566,321

1 VMRC-
LCP

4

RP11-25J23 13q31.1 chr13:
78.837,347-79,310,431

1 VMRC-
LCP

RP11-440G4 13q31.1 chr13:
81,026,555-81,027,175

1 VMRC-
LCP

RP11-295L12 13q31,1 chr13:
81,571,893-82,147,460

1 VMRC-
LCP

RP11-400M8 13q31.1 chr13:
82,201,212-82,280,653

1 VMRC-
LCP

RP11-91O15 13q31.1 chr13:
83,668,529-83,670,196

1 VMRC-
LCP

RP11-118K20 13q31.1 chr13:
83,711,618-83,853,235

1 VMRC-
LCP

RP11-29C8 13q31.1 chr13:
84,853,779-85,313,978

1 VMRC-
LCP

RP11-569I20 13q31.1 chr13:
85,891,468-86,093,892

1 VMRC-
LCP

RP11-29P20 13q31.2 chr13:
86.796,651-87,270,500

1 VMRC-
LCP

RP11-27D9 13q31.2 chr13:
87,913,237-88,370,386

1 VMRC-
LCP

RP11.114G1 13q31.3 chr13:
88,656,527-89,117,305

1 VMRC-
LCP

RP11-86C3 13q31.3 chr13:
88,883,889-89,379,578

1 VMRC-
LCP

RP11-79H7 13q31.3 chr13:
89,556,363-90,080,636

1 VMRC-
LCP

8 RP11-72J7 13q32.2 chr13:
97,465,157-97,495,769

1 VMRC-
LCD

EB12 10

RP11-19J14 13q32.2 chr3:
97.851,595-97,851,757

1 VMRC-
LCD

RP11-122A8 13q32.3 chr13:
98.471,182-98,644,517

1 VMRC-
LCD

9 RP11-134G22 20p12.1 chr20:
15,224.211-15,251,444

2 SK-LC-
3 KNS.
62

0

RP11-65G18 20p12.1 chr20:
15,271,770-15,375,903

1 SK-LC-
3

RP11-11O15 20p12.1 chr20:
15,567,963-15,728,758

1 SK-LC-
3

aBased on UCSC Genome Browser, May 2004 Assembly.
tPossible tumor suppressor genes located around BAC.
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indicated by a white arrow. A genomic DNA structure in the vicinity of the PCDH20 gene within the 2.5-mega-base
portion contains two genes (TDRD3 and PCDH20).

(4) Presence of the TDRD3 and PCDH20 genes in the genomes of various cells

[0072] DNA was extracted from adenocarcinoma cell lines (Adeno)11-18, A549, VMRC-LCD, SK-LC-3, ABC-1, RERF-
LC-OK, and RERF-LC-KJ; squamous cell lines (SCC)EBC-1, LK-2, PC10, VMRC-LCP, LC-1 sq, and ACC-LC-73; and
large cell carcinoma cell lines (Large) KNS-62, 86-2, LU65, PC-13, NCI-H460, ACC-LC-33, and LU99A. The presence
of the genomes of TDRD3 (Tudor domain containing protein 3) and PCDH20 gene regions in the extracted DNAs was
detected via PCR. Fig. 2 shows the results. Deletion of the TDRD3 and PCDH20 genes was detected in the VMRC-
LCD cell line. However, in the other cell lines, deletion at the genomic DNA level was not confirmed. A GAPDH (glycer-
aldehyde-3 phosphate-dehydrogenase) gene was used as a positive control.

(5) Expression of messenger RNA of PCDH20 gene

[0073] Twenty non-small cell lung cancer cell lines were subjected to RT-PCR (Fig. 3) using a normal lung sample as
a control for measuring the expression level of messenger RNA of PCDH20 gene. The expression level of GAPDH was
used as a control in RT-PCR because the expression level of GAPDH is known to not easily change depending on cell
species and conditions. No expression of messenger RNA of TDRD3 gene and no expression of messenger RNA of
PCDH20 gene were observed in the VMRC-LCD cell line having DNA deficient in the TDRD3 and PCDH20 genes, as
was expected. Furthermore, whereas DNA was present in many cell lines, some cell species (11-18, A549, VMRC-LCD,
ABC-1, RERF-LC-OK, RERF-LC-KJ, EBC-1, PC10, LC-1 I sq, KNS-62, 86-2, LU65, PC-13, and ACC-LC-33) exhibited
low-level or no expression of messenger RNA of PCDH20 gene. This phenomenon implies the involvement not of
mutation at the genomic level but of epigenetic mechanisms in gene expression.

(6) Comparison between the expression levels of messenger RNAs of methylated and demethylated PCDH20 gene

[0074] Under general culture conditions, messenger RNA of PCDH20 gene was expressed using 2 cell lines (ABC-1
and LU65). The 2 cell lines were cultured by adding 5-aza-deoxycytidine (5-aza-dCyd) serving as a DNA methyltrans-
ferase inhibitor at concentrations of 5 PM and 10 PM for 5 days or trichostatin A (TSA) serving as a non-specific inhibitory
substance for histone deacetylase at a concentration of 100 ng/ml for 12 hours before cell harvest, or both thereof.
Subsequently, the expression levels of messenger RNA of PCDH20 gene were compared via RT-PCR (Fig. 4). The
expression level of GAPDH was used as a control in RT-PCR. It was confirmed for both cell lines tested that the
transcription suppression was canceled by the DNA methylation inhibitor and the transcription levels were elevated
synergistically with histone deacetylation.

(7) Promoter structure and methylation of the PCDH20 gene

[0075] A DNA sequence in the vicinity of exon 1 of the PCDH20 gene lacked a typical CpG island structure, but
contained 25 CpG sites over 446 nucleotides (between -290 nucleotide and +156 nucleotide; +1 was the transcription
initiation point), indicating the presence of relatively many CpGs (Fig. 5A). Gene mutation is detected by preparing a
partial DNA sequence from a test sample, amplifying the partial DNA sequence via the PCR method using 2 selected
types of primer sequence, and then treating the resultant with sodium hydrogen sulfite. Thus, unmethylated cytosine
(C) in the genomic DNA is converted into uracil (U). Since methylated cytosine is structurally stable, it does not undergo
the above-mentioned reactions and is not converted into uracil. Alternatively, methylation can be detected by: amplifying
via the PCR method a partial DNA sequence prepared from a test sample; treating the amplified product with sodium
hydrogen sulfite; incorporating the amplified product into a plasmid; transforming host cells with the plasmid; culturing
the host cells; and then analyzing the nucleotide sequence of the thus obtained clone (Bisulfite-sequence method).
Methylation in a 494-nucleotide range (region between -314 to +180) in the vicinity of exon 1 of the PCDH20 gene was
analyzed (Fig. 5B) by the method. LU65, ABC-1, 11-18, and EBC-1 observed not to express the PCDH20 gene and
LU99A expressing the PCDH20 gene were subjected to methylation analyses. Among the CpG sites existing at 25
positions, methylated sites were denoted with a black color and compared with normal-lung-tissue-derived DNA. It was
revealed that the methylation degree of the promoter region is inversely correlated with PCDH20 gene expression and
that the hypermethylated sites among the 25 CpG sites contained a region from roughly CpG10 to CpG15.
[0076] A method for detecting gene mutation is as follows. Unmethylated cytosine (C) in genomic DNA is converted
to uracil (U) using the presence or the absence of treatment with sodium hydrogen sulfite. Since methylated cytosine is
structurally stable, it does not undergo such reactions and is not converted into uracil. PCR detection is carried out using
such resultant as a template, and then amplified DNA products derived from altered cytosine and the same derived from
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unmethylated cytosine are analyzed via restriction enzyme cleavage using a combination of restriction enzymes to be
affected by methylation. Hence, the presence of methylated DNA can be specified (COBRA method: an experimental
method using a Bisulfite-PCR method and a restriction enzyme cleavage method in combination). Accordingly, methyl-
ation in the vicinity of exon 1 of the PCDH20 gene was detected by the COBRA method (Fig. 5C). In the cases of 11-18,
ABC-1, EBC-1, LU65, PC-13, and ACC-LC-33 cell lines expressing the PCDH20 gene at low levels, 2 cleaved DNAs
and 6 cleaved DNAs were observed because of the presence of Taq I and Hha I (restriction enzymes) cleavage sites
as a result of electrophoresis (arrow). Meanwhile, in the cases of SK-LC-3, LK-2, and LU99A and the normal lung sample
observed to express the PCDH20 gene, digestion with both restriction enzymes did not result in the generation of
restriction enzyme cleavage sites in a manner depending on methylation. Therefore, single bands were observed as a
result of electrophoresis (wedge mark).

(8) The transcription-promoting effect of the PCDH20 gene promoter region as determined by the reporter assay

[0077] The presence or the absence of transcription-promoting activity in a 494-nucleotide range (region between
-314 and +180) in the vicinity of exon 1 of the PCDH20 gene and a fragment thereof (Fig. 5A) was verified via reporter
assay. The reporter assay system employed herein was based on a method for measuring a light-emitting substance
resulting from the expression of the messenger RNA of a firefly luciferase enzyme, conversion of the mRNA into a
protein, and then the functioning of the protein as an active enzyme. The luciferase gene was disposed downstream of
a pGL3-Basic vector (Promega). Constructs containing PCDH20 gene regions 1 to 4 as promoter analysis regions were
introduced into ABC-1 and LU65 cells observed not to express the PCDH20 gene and then the enzyme activity was
determined (Fig. 6). The entire 494-nucleotide region and region 3 exhibited high luciferase enzyme activity for both cell
types. It was thus revealed that a basic unit of the transcription activation region of the PCDH20 gene is located in region 3.
[0078] A method for detecting methylation in promoter regions is as described below. Unmethylated cytosine (C) in
genomic DNA can be converted to uracil (U) through treatment with sodium hydrogen sulfite. After treatment with sodium
hydrogen sulfite, PCR is carried out for the subject DNA using a primer pair corresponding to uracil at the altered site.
Thus, methylation at specific sites can be detected (Methylation Specific PCR method: MSP). With the use of this method,
lung cancer cell lines LU99A, LU65, and EBC1, the VMRC-LCD cell line lacking the PCDH20 gene in the DNA, clinically
derived adjacent normal tissue samples, and cancer tissue samples were analyzed using MSP primers as shown in Fig.
5A (Fig. 7A; U: unmethylated, M: methylated, N: normal site, and T: tumor site). In the cases of lung cancer cell lines,
promoter sites were methylated in both EBC1 and LU65 cell lines not expressing the PCDH20 gene as determined by
the MSP method. In the case of LU99A cells expressing the PCDH20 gene, the promoter sites were not methylated as
expected. Methylation in 32 out of 59 clinical non-small cell cancer samples could be analyzed via the MSP method.
Among 7 out of 12 samples for which analyses of the cancer tissues and adjacent normal sites had been possible,
methylation was detected at cancer sites but not detected at the adjacent normal sites in the cases of 4 out of 7 samples
(Fig. 7A: electrophoresis column Nos. 3-4). Samples regarding which differences in methylation had been detected and
samples (420, 425, and 434) regarding which no differences in the same had been detected were subjected to the
following methylation analyses. Specifically, these samples were subjected to methylation analyses via the bisulfite-
sequence method in the 494-nucleotide range (region between -314 and +180) in the vicinity of exon 1 of the PCDH20
gene (Fig. 7B). In cancer cases 420 and 425 regarding which differences in methylation had been detected, methylation
was observed in a region between CpG10 and CpG15 as expected but methylation was detected at very low levels in
the adjacent normal sites (methylated sites are indicated with a black color). Meanwhile, in the case of 434 regarding
which no methylation had been observed by the MSP method, hypermethylation was not observed in either cancer or
adjacent normal sites. Furthermore, PCDH20 gene messenger RNA in the same samples was detected by RT-PCR
(Fig. 7C). It was confirmed that compared with cancer case 434, regarding which differences in methylation had not
been detected, PCDH20 gene messenger RNA had been expressed at lower levels in the cancer cases 420 and 425
as expected, regarding which differences in methylation had been detected.

(9) Decrease in carcinogenicity due to PCDH20 gene transfer into lung cancer cells

[0079] Adherence to solid matter is known as an example of the differences in properties between normal cells and
cancer cells under culture conditions. Specifically, it is necessary for normal cells to adhere to solid matter for cell
proliferation (anchorage dependence). When normal cells are cultured in a soft agar medium (about 0.33%), they cannot
proliferate while floating in such medium. However, many cancer cells lack anchorage dependence so that they can
proliferate in a soft agar medium. Since floating cancer cells cannot move in a soft agar medium, a single cancer cell is
repeatedly divided such that the divided cells form colonies within 1 to 3 weeks. Since there is a correlation between
such cells’ ability to form soft agar colonies and ability to form a tumor via implantation, the degree of such ability has
been widely used as an indicator of malignancy (Shin, S. I., et al., Proc. Natl. Acad. Sci. U.S.A. 72, 4435, 1975). A full-
length PCDH20 cDNA was inserted into a pCMV3.1 vector (Stratagene) in which an myc peptide can be added to the
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amino C-terminus of an inserted gene (pCMV3.1-PCDH20-Myc). The gene was transferred to ABC-1 and A549 cells
observed not to express the PCDH20 gene using FuGENE6 (Roche Diagnostics). The cells were cultured in a soft agar
medium for 3 weeks in the presence of 500mg/ml G418 (Geneticin). After crystal violet staining, the number of colonies
was counted (Fig. 8B). At the same time, an experiment that involves gene transfer using negative control "Empty"
(pCMV3.1) was also carried out. The cells into which the 4 above gene types had been transferred were observed.
Specifically, myc protein expression and β-actin protein (positive control) expression in 10 Pg each of cell lysis solutions
were observed by the Western-blot method at 48 hours after gene transfer. The presence of a pPCDH20-Myc fusion
protein was confirmed in only cell species into which pCMV3.1-PCDH20-Myc had been transferred, as expected (Fig.
8A). In both cases of ABC-1 and A549 cells, it was confirmed that the number of colonies was significantly reduced due
to PCDH20 gene expression, unlike the results in the cases of Empty. This phenomenon indicates that the PCDH20
gene has a function of suppressing cancer cell proliferation. Thus, the gene has been revealed to function as a cancer-
suppressing gene in lung cancer cells.

(10) Relationship between methylation in the PCDH20 gene promoter region and survival of lung cancer patients

[0080] For 59 clinical samples derived from non-small cell lung cancer patients, survival information upon and after
sampling was analyzed based on MSP analyses and using the Kaplan-Meier method. Survival rates are plotted on the
longitudinal axis and survival periods are plotted on the horizontal axis. A thin line indicates a patient for which no
methylation was detected in the PCDH20 gene promoter region and a thick line indicates a patient for which methylation
was detected in the PCDH20 gene promoter region (Fig. 9A). P value was found to be 0.0140 in the Logrank test,
confirming significant correlation between the two. Similar analyses were made on the survival information of stage I
patients alone using the samples derived from such patients. As a result, P value was found to be 0.0211, confirming
significant correlation between methylation and survival period even in such early cancer cases (Fig. 9B). This fact
means that malignancy (life expectancy) of non-small cell lung cancer patients can be predicted through measurement
of methylation in the PCDH20 gene promoter region or the expression levels of the messenger RNA.

(11) Conclusion

[0081]

(a) The PCDH20 gene having a hypermethylated site in its genomic DNA and exhibiting lower messenger RNA
expression levels in non-small cell lung cancer was isolated by screening with the use of the array CGH method. It
was also demonstrated by experiments using cells derived from clinical samples that lowered PCDH20 gene ex-
pression levels are restored by the cancellation of methylation in the genomic DNA.
(b) It was revealed that a region (in the vicinity of exon 1) in the genomic DNA of the PCDH20 gene possesses
ability to cause transcriptional activation and the methylation thereof contributes to lower messenger RNA expression
levels. It was also revealed by analyses of clinical samples that methylation in such region correlates with malignancy
(life expectancy) that cannot be predicted with stage progression alone of nonsmall cell lung cancer. It was further
revealed that high PCDH20 gene expression levels inversely correlate with methylation in such region.
(c) After the PCDH20 gene was transferred into a non-small cell lung cancer cell line not expressing the PCDH20
gene, the degree of cell proliferation decreased in an experiment of anchorage dependence. Thus, it was revealed
that the expression of the PCDH20 gene as a protein causes cancer cells to lose their own properties; that is, the
PCDH20 gene functions as a cancer-suppressing gene.

Effects of the Invention

[0082] In accordance with the present invention, there is provided the use of PCDH20 gene or PCDH20 protein
encoded by this gene in the production of an agent for suppressing non-small cell lung cancer. PCDH20 gene has been
newly found to have a function of suppressing cancer. These agents are very useful in view of clinical applications such
as the treatment based on individual differences of cancers and the improvement of cancer prognosis, or in view of basic
cancer research. Furthermore, malignancy (life expectancy) of a non-small cell lung cancer patient can be predicted by
measuring methylation in a PCDH20 gene promoter region or the expression level of the messenger RNA thereof.

SEQUENCE LISTING

[0083]

<110> FUJIFILM CORPORATION



EP 1 837 399 B1

14

5

10

15

20

25

30

35

40

45

50

55

TOKYO MEDICAL AND DENTAL UNIVERSITY

<120> ANTICANCER AGENT

<130> 17379EP

<150> JP 078786/2006
<151> 2006-03-22

<160> 2

<170> PatentIn version 3.3

<210> 1
<211> 4412
<212> DNA
<213> Homo sapiens

<220>
<221> CDS
<222> (72)..(2846)

<400> 1



EP 1 837 399 B1

15

5

10

15

20

25

30

35

40

45

50

55



EP 1 837 399 B1

16

5

10

15

20

25

30

35

40

45

50

55



EP 1 837 399 B1

17

5

10

15

20

25

30

35

40

45

50

55



EP 1 837 399 B1

18

5

10

15

20

25

30

35

40

45

50

55

<210> 2
<211> 924
<212> PRT
<213> Homo sapiens

<400> 2



EP 1 837 399 B1

19

5

10

15

20

25

30

35

40

45

50

55



EP 1 837 399 B1

20

5

10

15

20

25

30

35

40

45

50

55



EP 1 837 399 B1

21

5

10

15

20

25

30

35

40

45

50

55



EP 1 837 399 B1

22

5

10

15

20

25

30

35

40

45

50

55



EP 1 837 399 B1

23

5

10

15

20

25

30

35

40

45

50

55

Claims

1. Use of PCDH20 gene for the production of an agent for suppressing non-small cell lung cancer.

2. The use of claim 1 wherein the gene is incorporated into a vector.

3. The use of claim 2 wherein the vector is a viral vector or plasmid vector for expression in animal cell.

4. The use of claim 3 wherein the viral vector is a retroviral vector, adenoviral vector, adeno-associated viral vector,
baculovirus vector, vaccinia vector, or lentiviral vector.

5. The use of claim 1 wherein the gene is encapsulated in a liposome.

6. Use of PCDH20 protein for the production of an agent for suppressing non-small cell lung cancer.

7. A method for diagnosing a non-small cell lung cancer, which comprises a step of analyzing PCDH20 gene in a test
sample using DNA or RNA containing PCDH20 gene.

8. The method of claim 7 wherein the analysis involves detection of mutation of the gene or detection of abnormal
expression level of the gene.

9. The method of claim 7 which comprises a step of analyzing methylation of PCDH20 gene in a test sample using
DNA containing PCDH20 gene.

10. A method for diagnosing a non-small cell lung cancer, which comprises a step of analyzing PCDH20 protein in a
test sample using an antibody against PCDH20 protein.

11. The method of claim 10 wherein the analysis involves detection of abnormal expression level of the protein.

Patentansprüche

1. Verwendung des PCDH20-Gens für die Herstellung eines Mittels zum Supprimieren von nichtkleinzelligem Lun-
genkarzinom.

2. Verwendung gemäß Anspruch 1, wobei das Gen in einen Vektor eingebaut ist.

3. Verwendung gemäß Anspruch 2, wobei der Vektor ein viraler Vektor oder ein Plasmidvektor zur Expression in einer
Tierzelle ist.

4. Verwendung gemäß Anspruch 3, wobei der virale Vektor ein retroviraler Vektor, adenoviraler Vektor, adenoasso-
ziierter viraler Vektor, Baculovirusvektor, Vacciniavektor oder lentiviraler Vektor ist.
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5. Verwendung gemäß Anspruch 1, wobei das Gen in einem Liposom eingekapselt ist.

6. Verwendung von PCDH20-Protein für die Herstellung eines Mittels zum Supprimieren von nichtkleinzelligem Lun-
genkarzinom.

7. Verfahren zum Diagnostizieren eines nichtkleinzelligen Lungenkarzinoms, das einen Schritt des Analysierens von
PCDH20-Gen in einer Testprobe unter Verwendung von DNA oder RNA, die PCDH20-Gen enthält, umfasst.

8. Verfahren gemäß Anspruch 7, wobei die Analyse eine Detektion einer Mutation des Gens oder eine Detektion von
abnormalem Expressionslevel des Gens umfasst.

9. Verfahren gemäß Anspruch 7, das einen Schritt des Analysierens der Methylierung von PCDH20-Gen in einer
Testprobe unter Verwendung von DNA, die PCDH20-Gen enthält, umfasst.

10. Verfahren zum Diagnostizieren eines nichtkleinzelligen Lungenkarnzinoms, das einen Schritt des Analysierens von
PCDH20-Protein in einer Testprobe unter Verwendung eines Antikörpers gegen PCDH20-Protein umfasst.

11. Verfahren gemäß Anspruch 10, wobei die Analyse eine Detektion von abnormalem Expressionslevel des Proteins
involviert.

Revendications

1. Utilisation de gène PCDH20 pour la fabrication d’un agent destiné à supprimer le cancer bronchopulmonaire non
à petites cellules.

2. Utilisation selon la revendication 1, le gène étant incorporé dans un vecteur.

3. Utilisation selon la revendication 2, le vecteur étant un vecteur viral ou un vecteur plasmidique pour l’expression
dans une cellule animale.

4. Utilisation selon la revendication 3, dans laquelle le vecteur viral est un vecteur rétroviral, vecteur adénoviral, un
vecteur viral adéno-associé, un vecteur baculovirus, un vecteur vaccina ou un vecteur lentiviral.

5. Utilisation selon la revendication 1, dans laquelle le gène est encapsulé dans un liposome.

6. Utilisation de la protéine PCDH20 pour la fabrication d’un agent destiné à supprimer le cancer bronchopulmonaire
non à petites cellules.

7. Méthode de diagnostic pour un cancer bronchopulmonaire non à petites cellules qui comprend une étape où l’on
analyse le gène PCDH20 dans un échantillon en utilisant de l’ADN ou de l’ARN contenant le gène PCDH20.

8. Méthode selon la revendication 7, dans laquelle l’analyse implique la détection d’une mutation du gène ou la détection
d’un niveau d’expression anormal du gène.

9. Méthode selon la revendication 7, qui comprend une étape où l’on analyse la méthylation du gène PCDH20 dans
un échantillon en utilisant de l’ADN contenant le gène PCDH20.

10. Méthode de diagnostic pour un cancer bronchopulmonaire non à petites cellules qui comprend une étape où l’on
analyse la protéine PCDH20 dans un échantillon en utilisant un anticorps contre la protéine PCDH20.

11. Méthode selon la revendication 10, dans laquelle l’analyse implique la détection d’un niveau d’expression anormal
de la protéine.
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