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MATERIALS AND METHODS FOR
REDUCING INFLAMMATION BY
INHIBITION OF THE ATRIAL NATRIURETIC
PEPTIDE RECEPTOR

CROSS-REFERENCE TO RELATED
APPLICATIONS

The present application is a continuation-in-part of U.S.
application Ser. No. 11/059,814, filed Feb. 17, 2005, which
claims the benefit of U.S. Provisional Application Ser. No.
60/521,072, filed Feb. 17, 2004. The present application also
claims the benefit of U.S. Provisional Application Ser. No.
60/796,278, filed Apr. 28, 2006, which is hereby incorporated
by reference herein in its entirety, including any figures,
tables, nucleic acid sequences, amino acid sequences, and
drawings.

BACKGROUND OF THE INVENTION

An atrial peptide with natriuretic and diuretic properties
was first reported from rat atrial muscle in 1981. Since then a
family of natriuretic hormone peptides (NP) with broad
physiologic effects including vasodilation and inhibition of
aldosterone secretion has been described. Atrial natriuretic
factor (ANF), a 126 amino acid prohormone gives rise to four
peptides: long acting natriuretic peptide (LANP, amino acids
1-30), vessel dilator (VD, residues 31-67), kaliuretic peptide
(KP, residues 79-98) and atrial natriuretic peptide (ANP, resi-
dues 99-126, also referred to here as NP99-126) (Vesely, DL
Cardiovasc Res, 2001 51:647-58). In addition, renal tubular
cells produce urodilatin, a 32 amino acid peptide (residues
95-126 of ANF), which is released to circulation following
differential processing of ANF (Forssmann et al. Cardiovasc
Res, 2001, 51:450-62.). There is also a pro-brain natriutretic
peptide (BNP) first discovered in porcine brain, which is
analogous to ANP is found in circulation. The third type of
natriuretic hormone, the C-type (CNP) comprises two pep-
tides, 53 and 22 amino acids in length, which are produced by
many cell types (Levin, E R et al. N Eng J Med, 1998,
339321-8). Of these peptides, the C-terminal pro-ANF, ANP,
has been studied most extensively.

In keeping with the diversity of these NPs, there are three
NP receptors (Misono, K S Mol Cell Biochem, 2002, 230(1-
2):49-60; Tremblay, J et al. Mol Cell Biochem, 2002, 230(1-
2):31-47). NPRa and NPRb, which are coupled to guanylyl
cyclase, and the cGMP-independent receptor NPRc. ANP
and BNP signal primarily through NPRa, which increases
c¢GMP and activates cGMP-dependent protein kinase (PKG).
PKG activation turns on the ion transport mechanism and
activates specific transcription factors, which together affect a
range of cellular activities including, cell growth and prolif-
eration, apoptosis and inflammation. NPRC functions as a
clearance receptor but also appears to signal phospholipase C
activation and a decrease in adenylyl cyclase activity (Silber-
bach, M et al. Cell Signal, 2001 13:221-31). Numerous tis-
sues of various organ systems including the lung express
these receptors in diverse cells.

The NPs are produced in various tissues of the mucosa
(lung, gastrointestinal and genitourinary systems), central
nervous system and cardiovascular systems and released into
the circulation. The signaling mechanisms underlying ANP’s
growth inhibitory effects are poorly understood, although a
number of reports suggest that ANP affects signaling via
activation of mitogen-activated protein kinases (Silberbach,
M et al. Cell Signal, 2001 13:221-31). The potential effects
may include inhibition of ERK activation of epidermal
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growth factor, PKG-induced uncoupling of Ras/Raf1 interac-
tion, or induction of MKP-1, a MAPK phosphatase that inac-
tivates signaling through a number of growth factors such as
endothelin, EGF and FGF (Clark, A R J Erdocrinol, 2003,
178: 5-12). ANP has been shown to mediate anti-inflamma-
tory (Kiemer, A K and Vollmar J Biol/ Chem, 1998 273:
134444-51) and cytoprotective (Kiemer, A K et al., J Immu-
nol, 2000, 165:175-81; Sprenger, H et al., Immunobiology,
1991, 183:94-101) effects. It has been shown to decrease
cytokine and stress stimulated activation of NFxB in various
cell types, leading to a decrease in pro-inflammatory cytokine
production (Kiemer, A K and Vollmar J Biol Chem, 1998
273:134444-51; Kiemer, A K et al., J Immunol, 2000, 165:
175-81; Morita, R et al., J Immunol, 2003:170:5869-75).
ANP can reduce tumor necrosis factor-a. (TNF-a)-stimulated
production of adhesion molecules in endothelium. (Kiemer,
A K and Vollmar J Biol Chem, 1998 273:134444-51). It has
also been shown to attenuate TNF-a-induced actin polymer-
ization, through activation of MAPK phoshatase-1 (MKP-1)
and inhibition of p38 activity, leading to decreased perme-
ability (Clark, A R J Endocrinol, 2003, 178(1):5-12).

ANP stimulates migration of human neutrophils (Izumi, T
et al. J Clin Invest, 2001, 108(2):203-21345), and inhibits
nitric oxide (NO) and TNF-a production by murine macroph-
ages (Vesely, D L etal. Chest, 1990,97(6):1295-1298, Vesely,
D L dAm J Obstet Gynecol, 1991, 165(3):567-573). Human
peripheral blood monocytes, however, do not express ANP
receptors nor do they respond to ANP (Sprenger, H et al.
Immunobiology, 1991, 183(1-2):94-101). The NP system,
acting via cells of the innate immune system, modulates the
immune response to antigens. Evidence to date suggests that
it may augment allergic inflammation by acting on a number
of cells in the lung (Kurihara, M et al. Biochem Biophys Res
Commun, 1987, 149(3):1132-1140). The primary evidence
supporting this notion is the finding that ANP acts via its
receptor on dendritic cells to polarize these cells toward a Th2
phenotype, which is the hallmark of allergic immune
response (Morita R et al. J Immunol, 2003, 170(12):5869-
5875). In asthma, the production of inflammatory mediators
secreted from resident epithelial cells and recruited immune
cells results in airway hyperreactivity, which characterizes
the late-phase airway response. Without intervention, this
event leads to non-reversible airway remodeling (including
sub-basement-membrane collagen deposition, smooth
muscle hyperplasia and hypertrophy, and goblet cell hyper-
plasia), with subsequent airway narrowing and progression of
the asthma.

A naturally occurring gene-silencing mechanism triggered
by double-stranded RNA (dsRNA), designated as small inter-
fering RNA (siRNA), has emerged as a very important tool to
suppress or knock down gene expression in many systems.
RNA interference is triggered by dsRNA that is cleaved by an
RNAse-III-like enzyme, Dicer, into 21-25 nucleotide frag-
ments with characteristic 5' and 3' termini (Provost, P. D. et al.
Embo J, 2002, 21:5864). These siRNAs act as guides for a
multi-protein complex, including a PAZ/PIWI domain con-
taining the protein Argonaute2, that cleaves the target mRNA
(Hammond, S. M. et al. Sciernce, 2001, 293:1146-1150).
These gene-silencing mechanisms are highly specific and
potent and can potentially induce inhibition of gene expres-
sion throughout an organism. The short interference RNA
(siRNA) approach has proven effective in silencing a number
of genes of different viruses (Fire, A. Trends Genet., 1999,
15:358-363).

RNA interference (RNAI) is a polynucleotide sequence-
specific, post-transcriptional gene silencing mechanism
effected by double-stranded RNA that results in degradation
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of a specific messenger RNA (mRNA), thereby reducing the
expression of a desired target polypeptide encoded by the
mRNA (see, e.g., WO 99/32619; WO 01/75164; U.S. Pat. No.
6,506,559; Fire et al., Nature 391:806-11 (1998); Sharp,
Genes Dev. 13:139-41 (1999); Elbashir et al. Nature 411:494-
98 (2001); Harborth et al., J. Cell Sci. 114:4557-65 (2001)).
RNAI is mediated by double-stranded polynucleotides, such
as double-stranded RNA (dsRNA), having sequences that
correspond to exonic sequences encoding portions of the
polypeptides for which expression is compromised. RNAi
reportedly is not effected by double-stranded RNA poly-
nucleotides that share sequence identity with intronic or pro-
moter sequences (Elbashir et al., 2001). RNAi pathways have
been best characterized in Drosophila and Caenorhabditis
elegans, but “small interfering RNA” (siRNA) polynucle-
otides that interfere with expression of specific polynucle-
otides in higher eukaryotes such as mammals (including
humans) have also been investigated (e.g., Tuschl, 2001
Chembiochem. 2:239-245; Sharp, 2001 Genes Dev. 15:485;
Bernstein et al., 2001 RNA 7:1509; Zamore, 2002 Science
296:1265; Plasterk, 2002 Science 296:1263; Zamore 2001
Nat. Struct. Biol. 8:746; Matzke et al., 2001 Science 293:
1080; Scadden et al., 2001 EMBO Rep. 2:1107).

According to a current non-limiting model, the RNAi path-
way is initiated by ATP-dependent, cleavage of long dsRNA
into double-stranded fragments of about 18-27 (e.g., 19, 20,
21, 22, 23, 24, 25, 26, etc.) nucleotide base pairs in length,
called small interfering RNAs (siRNAs) (see review by
Hutvagner et al., Curr. Opin. Gen. Dev. 12:225-32 (2002);
Elbashir et al., 2001; Nyknen et al., Cel/ 107:309-21 (2001);
Zamore et al., Cell/ 101:25-33 (2000)). In Drosophila, an
enzyme known as “Dicer” cleaves the longer double-stranded
RNA into siRNAs; Dicer belongs to the RNase I1I family of
dsRNA-specific endonucleases (WO 01/68836; Bernstein et
al., Nature 409:363-66 (2001)). Further, according to this
non-limiting model, the siRNA duplexes are incorporated
into a protein complex, followed by ATP-dependent unwind-
ing of the siRNA, which then generates an active RNA-
induced silencing complex (RISC) (WO 01/68836). The
complex recognizes and cleaves a target RNA that is comple-
mentary to the guide strand of the siRNA, thus interfering
with expression of a specific protein (Hutvagner et al., supra).

In C. elegans and Drosophila, RNAi may be mediated by
long double-stranded RNA polynucleotides (WO 99/32619;
WO 01/75164; Fire et al., 1998; Clemens et al., Proc. Natl.
Acad. Sci. USA 97:6499-6503 (2000); Kisielow et al., Bio-
chem. J. 363:1-5 (2002); see also WO 01/92513 (RNAi-me-
diated silencing in yeast)). In mammalian cells, however,
transfection with long dsRNA polynucleotides (i.e., greater
than 30 base pairs) leads to activation of a non-specific
sequence response that globally blocks the initiation of pro-
tein synthesis and causes mRNA degradation (Bass, Nature
411:428-29 (2001)). Transfection of human and other mam-
malian cells with double-stranded RNAs of about 18-27
nucleotide base pairs in length interferes in a sequence-spe-
cific manner with expression of particular polypeptides
encoded by messenger RNAs (mRNA) containing corre-
sponding nucleotide sequences (WO 01/75164; Elbashir et
al., 2001; Elbashir et al., Geres Dev. 15:188-200 (2001));
Harborth et al., J. Cell Sci. 114:4557-65 (2001); Carthew et
al., Curr. Opin. Cell Biol. 13:244-48 (2001); Mailand et al.,
Nature Cell Biol. Advance Online Publication (Mar. 18,
2002); Mailand et al. 2002 Nature Cell Biol. 4:317).

siRNA polynucleotides may offer certain advantages over
other polynucleotides known in the art for use in sequence-
specific alteration or modulation of gene expression to yield
altered levels of an encoded polypeptide product. These
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advantages include lower effective siRNA polynucleotide
concentrations, enhanced siRNA polynucleotide stability,
and shorter siRNA polynucleotide oligonucleotide lengths
relative to such other polynucleotides (e.g., antisense,
ribozyme or triplex polynucleotides). By way of a brief back-
ground, “antisense” polynucleotides bind in a sequence-spe-
cific manner to target nucleic acids, such as mRNA or DNA,
to prevent transcription of DNA or translation of the mRNA
(see, e.g., U.S. Pat. No. 5,168,053; U.S. Pat. No. 5,190,931;
U.S. Pat. No. 5,135,917; U.S. Pat. No. 5,087,617, see also,
e.g., Clusel etal., 1993 Nucl. Acids Res. 21:3405-11, describ-
ing “dumbbell” antisense oligonucleotides). “Ribozyme”
polynucleotides can be targeted to any RNA transcript and are
capable of catalytically cleaving such transcripts, thus
impairing translation of mRNA (see, e.g., U.S. Pat. No. 5,272,
262; U.S. Pat. No. 5,144,019; and U.S. Pat. Nos. 5,168,053,
5,180,818, 5,116,742 and 5,093,246; U.S. Ser. No. 2002/
193579). “Triplex” DNA molecules refers to single DNA
strands that bind duplex DNA to form a colinear triplex mol-
ecule, thereby preventing transcription (see, e.g., U.S. Pat.
No. 5,176,996, describing methods for making synthetic oli-
gonucleotides that bind to target sites on duplex DNA). Such
triple-stranded structures are unstable and form only tran-
siently under physiological conditions. Because single-
stranded polynucleotides do not readily diffuse into cells and
are therefore susceptible to nuclease digestion, development
of single-stranded DNA for antisense or triplex technologies
often requires chemically modified nucleotides to improve
stability and absorption by cells. siRNAs, by contrast, are
readily taken up by intact cells, are effective at interfering
with the expression of specific polynucleotides at concentra-
tions that are several orders of magnitude lower than those
required for either antisense or ribozyme polynucleotides,
and do not require the use of chemically modified nucle-
otides.

Due to its advantages, RNAi has been applied as a target
validation tool in research in vitro and as a potential strategy
for in vivo target validation and therapeutic product develop-
ment (Novina, C. D. and Sharp, P. A, Nature, 2004, 430:161-
164; Lieberman, J. et al. Trends Mol. Med., 2003, 9(9):397-
403). In vivo gene silencing with RNAi has been reported
using viral vector delivery, liposomal delivery, and high-pres-
sure, high-volume intravenous (i.v.) injection of synthetic
iRNAs (Halder, J. et al. Clin. Cancer Res., 2006, 12(16):
4916-4924; Landen, C. N. et al., Cancer Biol. Ther., 2006,
5(12):1708-1713; Scherr, M. et al. Oligonucleotides, 2003,
13:353-363; Song, E. et al. Nature Med., 2003, 347-351). In
vivo gene silencing has been reported after local direct
administration (intravitreal, intranasal, and intrathecal) of
siRNAs to sequestered anatomical sites in various models of
disease or injury, demonstrating the potential for delivery to
organs such as the eye, lungs, and central nervous system
(Reich, S. J. etal. Mol. Vis., 2003, 9:210-216; Zhang, X. et al.
J. Biol. Chem., 2004, 279:10677-10684; Dom, G. et al.
Nucleic Acids Res., 2004, 32, e49; Tolentino, M. I. et al.
Retina, 2004, 24:132-138). Silencing of endogenous genes
by systemic administration of siRNAs has also been demon-
strated (Zimmerman, T. S. et al., Nature, 2006, 441(7089):
111-114; Soutschek, J. et al. Nature, 2004, 432:173-178).

The present inventors have demonstrated that, in contrast
to prior knowledge that ANP decreases inflammatory mecha-
nisms in the macrophages, ANP actually increases lung
inflammation and this is caused by ANP-NPRA signaling.
This signaling can be blocked by utilizing a small interference
RNA (siRNA) approach, in which specific siRNAs targeted to
NPRA can significantly decrease the inflammation. This
results in amelioration of inflammation in allergic disease
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which may be caused by allergens and exacerbated by respi-
ratory viral infections, pollutants, and smoke. Also, this may
be beneficial in the amelioration of inflammation and tumori-
genesis in cancers.

BRIEF SUMMARY OF THE INVENTION

The present invention pertains to a method for treating
inflammatory diseases, respiratory allergies, such as allergic
rhinitis and asthma, viral infections, and cancers using a
polynucleotide (e.g., an siRNA, antisense nucleotide
sequence, and/or ribozyme) or other agent that reduces
expression of the atrial natriuretic peptide receptor A, NPRA,
or otherwise reduces activity of the receptor (referred to
herein as an NPRA inhibitor).

In one embodiment, the method of the present invention
comprises administering a therapeutically effective amount
of'an NPRA inhibitor to a subject in need of such treatment.
In one embodiment, the NPRA inhibitor is an interfering
RNA molecule, such as siRNA, specifically targeted to
NPRA. As used herein, NHP refers to atrial natriuretic factor
(ANF) hormone, or a biologically active fragment or
homolog thereof. Specifically exemplified siRNAs comprise
an oligonucleotide sequence deduced from selected nucle-
otide sequence from the NPRA gene. Preferably, the siRNA is
targeted to a sequence within the mRNA sequence encoded
by SEQ ID NO:4.

In another embodiment, the method of the present inven-
tion comprises administering an effective amount of at least
one nucleic acid molecule encoding an siRNA specifically
targeted to NPRA (siNPRA) to a patient in need of such
treatment. The present inventor has determined that introduc-
tion of a nucleic acid molecule encoding siNPRA is capable
of inhibiting NPRA expression when introduced via a plas-
mid vector or a virus, in association with a desirable carrier
molecule such as a lipid or polymer-based system. The
siRNA delivery method of the present invention permits long-
term expression of siNPRA encoding nucleic acid sequences
in vivo, thereby conferring bronchoprotective effect and/or
anti-inflammatory effect against respiratory allergies, such as
asthma. Preferably, the siNPRA is targeted to a sequence
within the mRNA sequence encoded by SEQ ID NO:4.

In one embodiment, a therapeutically effective amount of
at least one nucleic acid molecule selected from the group
consisting of SEQ ID NO:1, SEQ ID NO:2, and SEQ ID
NO:3, or biologically active homologs of any of the forego-
ing, are administered to the subject. The nucleic acid mol-
ecule(s) can be administered with other inhibitors of NPRA
and/or other agents having therapeutic efficacy in treatment
of the disease.

In another aspect, the present invention concerns synthetic
oligonucleotide having the sequence that acts as the interfer-
ing RNA (SEQ ID NOs:1-3) or a biologically active homolog
of the foregoing. In another aspect, the present invention
concerns a pharmaceutical composition comprising a nucleic
acid sequence encoding an siNPRA and a pharmaceutically
acceptable carrier, which can be administered by an accepted
route.

BRIEF DESCRIPTION OF THE DRAWINGS

For a fuller understanding of the nature and objects of the
invention, reference should be made to the following detailed
description, taken in connection with the accompanying
drawings, in which:

FIGS. 1A and 1B show a diagram depicting that overex-
pression of ANP in the lung augments inflammation and
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cytokine production in splenocytes. A) Normal BAL.B/c mice
were given i.n. nanoparticles carrying pANP or pVAX and
their lungs were examined 3 days after by staining the sec-
tions (H&E), showing goblet cell hyperplasia. B) Female
BALB/c mice were given i.p. OVA (with alum) and then
challenged i.n. OVA. Mice were sacrificed, the spleens asep-
tically removed and the cells were cultured for 48 hours in the
presence of OVA (Sigma) and recombinant I[.-2. Cells were
removed from culture and stained for surface markers CD4
and CD3 and intracellular cytokines I11.-4, IL.-10 and IFN-g
(BD Pharmingen).

FIG. 2 shows cloning of siNPRA sequences in the pU6
vector. The siNPRA sequences were designed as shown in
Sequence IDs and cloned in pSilencer 1 (U6) vector using
standard procedures. The transformants were tested by diges-
tion with Apa I and EcoR I to release the siRNA inserts.
Lanel, 100 bp ladder; lane 2:pSilencerl (U6), Lane3-6, siN-
PRAS, Lane7-10, siNPRAY are shown for illustration.

FIGS. 3 A-3C show the inhibitor y effect of transfected
siRNA plasmids on NPRA expression. HEKGCA cells
grown in 6-well plates were transfected with psiNPRA (2 ug).
Forty eight hours later, total protein was extracted and West-
ern blotted using an antibody to NPRA. Plasmids encoding
ANP, Kp73-102 and VD were used as controls, since they
have been shown to downregulate NPRA expression. In the
third experiment, HEKGCA cells grown in 6-well plates were
transfected with psiNPRA (2 ug), as indicated and forty eight
hours later total protein were extracted western blotted using
anantibody to NPRA (FIG. 3C). Untransfected cells and cells
transfected with U6 vector plasmid without any siNPRA were
used as control. Also, filters were stripped and reprobed with
antibody to beta-actin.

FIGS. 4A and 4B show inhibitory effect of siRNA in vitro
and in vivo. HEKGCA cells grown in 6-well plates were
transfected with psiNPRA (2 ug). Forty eight hours later, cells
were subjected to flow cytometry to detect NPRA positive
cells using an antibody to NPRA. U6 plasmid without any
siRNA and plasmid encoding Kp73-102 were used as con-
trols, since the latter has been shown to downregulate NPRA
expression. Results are shown in FIG. 4A. Mice (n=4) were
intranasally administered with 25 ug siRNA plasmids com-
plexed with 125 ul of chitosan nanoparticles. BAL was done
72 hours later. Cells were stained by NPRA Ab. NPRA
expression cells were counted.

FIGS. 5A, 5B-1, and 5B-2 show that SiINPRA treatment
appears to reduce cytokine production in BALB/c mice. 4-6
week old BALB/c mice (n=3) were sensitized and challenged
with OVA (50 ng). All mice were sensitized intra-peritoneally
(i.p.) and then challenged intranasally (i.n.). Mice were given
two Si NPRA treatments by gavage and challenged 24 hours
later. Thoracic lymph node cells (FIG. 5A) and spleen cells
(FIGS. 5B-1 and 5B-2) were removed and cells cultured for
48 hours in the presence of OVA (Sigma Grade V) and recom-
binant mouse IL-2. Naive mice received no treatment. Cells
were treated with GolgiStop (BD Pharmingen) and stained
for surface and intracellular cytokines (Antibodies obtained
from BD Pharmingen). Percent cytokine secreting cells were
quantified by intracellular cytokine staining using flow
cytometry.

FIGS. 6A and 6B show that administration of siNPRA
decreases inflammation of the lung in BALB/c mice. 4-6
week old BALB/c mice (n=3) were sensitized and challenged
with OVA (50 ng). All mice were sensitized intra-peritoneally
(i.p.) and then challenged intranasally (i.n.). Mice were given
two Si NPRA treatments by gavage and challenged 24 hours
later. Lungs were obtained 24 hours after challenge, fixed in
formalin, sectioned and stained with hematoxylin and eosin.
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FIGS. 7A-7C show that administration of siNPRAS by the
transdermal route decreases NPRA expression, eosinophilia
of'the lung and BAL IL-4 cytokine. BALB/c mice (n=5 each
group) were sensitized (i.p.) and challenged (i.n.) with 50 ug
of OVA. Mice were given siNPRAS8 oligonucleotide treat-
ments by transdermal route and challenged 4 hours later.
Following 24 hours of challenge two mice were sacrificed to
obtain lungs and which were fixed sectioned and immun-
ostained for NPRA expression (FIG. 7A). Mice (n=3) were
sacrificed and lavaged and the percentage of eosinophils
(FIG.7B) and IL-4 concentration (FIG. 7C) in the lavage fluid
was determined.

FIGS. 8A and 8B show that administration of siNPRA
decreases inflammation of the lung in BALB/c mice. BALB/c
mice (n=5 each group) were sensitized (i.p.) and challenged
(in.) with 50 pg of OVA. All mice were sensitized intra-
peritoneally (i.p) and then challenged intranasally (i.n.) Mice
were given siNPRAS oligonucleotide treatments transder-
mally (5i8) and challenged 4 hours later. Lungs were obtained
24 hours after challenge, fixed in formalin, sectioned and
stained with hematoxylin and eosin.

FIG. 9 shows that administration of siNPRA inhibits
NPRA expression in the respiratory syncytial virus (RSV)
infected lung. RT-PCR analysis of NPRA expression in the
lung of mice treated with siRNA. psiNPRA9 was encapsu-
lated with chitosan nanoparticles and intranasally delivered to
mice. Twenty-four hours later, mice were infected with RSV
(5%10° pfu/mouse). Four days later, mice were sacrificed and
lung were collected for RNA extraction. NPRA fragment
were amplified by RT-PCR and analyzed in 1% agarose gel.

FIGS. 10A and 10B show that administration of siNPRA
inhibits the Respiratory syncytial virus infection of A549
cells. A549 cells were grown in 6 well plate, transfected by
siNPRAS, siNPRA9 or control U6 plasmid (2.0 ug) and 2
hours after infected by rgRSV (MOI=0.2). Cells were
checked for infection 48 hours later, FACS was done. Results
are shown in FIG. 10A. A549 cells were grown in 6 well plate
infected by rgRSV (MOI=0.2) and 24 hours after infection
they were transfected by siNPRAS, siNPRA9 or control U6
plasmid (2.0 pg) and further 24 hours later, flow cytometry
was performed to estimate percentage of infected cells.
Results are shown in FIG. 10B.

FIG. 11 shows that NPRA-deficient mice are resistant to
melanoma tumor formation and metastasis in the B16 mouse
model. B16 melanoma cells (1.3x10°) were injected subcu-
taneously into twelve-week-old female C57BL/6 mice and
NPRA-deficient mice. Mice were observed for tumor forma-
tion for one month, then sacrificed on day-22. Tumors were
then removed and weighed.

FIGS. 12A-12E show that siNPRA treatment decreases
melanoma tumor formation in b16 mouse model. B16 mela-
noma cells (1.3x10°) were injected subcutaneously into
twelve-week old female C57BL/6 mice. These mice were
then treated with 33 pg of siNPRA-oligos, siNPRA plasmid,
or scrambled oligos. All of these were mixed with chitosan at
a ratio of 1:2.5. Mixed chitosan and plasmid or oligos were
mixed again with cream before application to the injection
area. The control group was given cream only. These treat-
ments were given twice a week. Mice were sacrificed on
day-22, and tumors were removed and weighed.

FIGS. 13A-13C show the effect of NPRA deficiency on
melanoma. To test of the anti-melanoma activity of decreased
NPRA levels, NPRA™~ mice (n=12) and wild type (n=12)
were injected s.c. with B16 melanoma cells. The tumor size
(FIG.13A) over several days post injection and tumor burden
(FIG. 13B) at day 18 were measured. FIG. 13C shows that
siNPRA treatment decreases melanoma tumor formation in
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the B16 mouse model. B16 melanoma cells (1.3x10°) were
injected subcutaneously into twelve-week old female
C57BL/6 mice. These mice were then treated with 33 pg of
siNPRA-oligos, siNPRA plasmid, or scrambled oligos. All of
these were mixed with chitosan at a ratio of 1:2.5. Mixed
chitosan and plasmid or oligos were mixed again with cream
before application to the injection area. The control group
was given cream only. These treatments were given twice a
week. Mice were sacrificed on day-22, and tumors were
removed and weighed.

FIGS. 14 A and 14B show that siNPRA treatment decreases
lewis lung carcinoma. Groups of wild type and NPRA™~
mice (n=8 per group) were injected s.c. with 2x10° LLC1
cells. Tumor sizes were measured on day 10, 13, 15 and 17
(FIG. 14A) and tumor weights at day 17 (FIG. 14B) were
compared.

FIG. 15 shows that siNPRA treatment decreases ovarian
cancer. Groups of wild type and NPRA™~ mice (n=8) were
injected s.c. with 2x10° mouse ovarian cancer ID-8 cells and
tumor sizes were measured every week after ID8 injection.

BRIEF DESCRIPTION OF THE SEQUENCES

SEQ ID NO:1 is the nucleotide sequence of an siRNA for
NPRA (siNPRA1): (targeting position 33): 5'-CAT ATG ggg
cce GGGCGCTGCTGCTGCTACCct cga aat GGT AGC
AGC AGC AGC GCC CTT gaa ttc CCA TGG-3".

SEQ ID NO:2 is the nucleotide sequence of an siRNA for
NPRA (siNPRA2) (targeting position 72): 5'-CAT ATG ggg
ccc GCGGCCACGCGAGCGACCTct cga aat AGG TCG
CTC GCG TGG CCG CTT gaa ttc CCA TGG-3'.

SEQ ID NO:3 is the nucleotide sequence of an siRNA for
NPRA (siNPRA3: (targeting position 33) siNPRA187top
(5110): 5'-CAT ATG ggg ccc GGC TCG GCCGGA CTTGCT
Get cga aat CAG CAA GTC CGG CCG AGC CTT gaa tte
CCA TGG-3".

SEQ ID NO: 4 is the nucleotide sequence
human NPRA (NCBI Accession # AF190631:
1 ggatcccaaa ccagcacacc tttecectett
gaccaggtag gaggcgaggg

encoding

cececcgagga

61 gcgcaagtgg gccccecggttg cttecacaca

tcagcegtee

aaaaggtggyg
cacccteegt

121 tttccatccce

ctccaaagag

ggcgagggeg caccttcaga gggtectgte

gtaggegtgg
181

ggcggecgag atggtccacyg

cgggetggge

accggggaag
dgcggggagg

dgggaagcgeg

241 aaggagtcta

tetgggaggg

tgatcctgga
gaagcggetg

ttggctctte tgtcactgag

301 ttcggagett

agccggagac

ggagggaggg ggctcgggte cteccacggtt

ceccteeggat

361 ttgggccggce ttctggcaca ctcceectgggg

caggcgctca

cggacgeece
cgcacgctac

421 tcetetttece

acgaagcgcet

aaacacacac
atccttette

tcecetegege gecctetete

481 ctttctetet

cccagttgtt

cactcgcace ctctetetet

cacgcacact

ctctaacacyg

541 cacactcggg

cacctgetee

tcctetecag
geggegecct

cccgacgtte tectggeace

601 gcacgccecce

gaccgtcegca

cteggtegeg ccecttgege teteggecca

gctacagggg



661

721

781

841

901

961

1021

1081

1141

1201

1261

1321

1381

1441

1501

1561

1621

1681

1741

1801

1861

1921

1981

2041

2101

2161

2221

gcectegagece
tcctteccat

ctgatgectyg
gaggecatgg

cgectgetge
gegececget

tgegectget
getgeteegy

cgggecaacct
tacctegtac

gggcgegegt
ggtgaaggcyg

tgetgeeggy
cgaaaacgeg

gctecgacac
gtgggagcac
tgttectggyg
ggggcgette

ggcgggtece
ctteggtgte

atgegetgac
gggggactte

tgcaccgacy
ctacgectac

acgaagagca
gegggtecge
atattacggt

cagccactac

tgcggaccat
acacccegte

gccgcagggce
ctttectctet

cactcttett
ctecetggec

ctgagtttet
acgtctectat

ccecgaceec
ggttceggte

tcccacattt
tcatcctcte

gecteatece
ctecctectyg

tcteccacctt
tcecttectece

ccecttecte
ccacectteg

getgtggect
cactgggtet

ctatctctaa
actcetgtet

acctaggett
atctacatct

tgatgeectte
ggcttgtgty

9
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cecggggtgag
agggacgcgce

ggaccggecg
taggageget

ggtgcceget
ggcteecegee

cctgetectyg
ggcagccacyg

gacggtagee
ceetggtegt

gggacccgece
cgececgact

ctggacggte
ctgggegtet

cgecagegecc
aaccecegetyg

ceceeggetge
accgegeact

gcetgetgace
aaggacgagt
caccegegeyg
gtggeggege
getgggetgg
cggecgggtyg
ctgcttette

gaccgectca

ggaccacctyg
accaggetge

gcegegcaaa
cegeegetta

ctecectetyg
catctggggy

tctectegee
ctttetacag

atttcecctet
cctcectecatcet

cactcattcc
cctttttece

tctetettec
cteteatgge

ctctettete
gccecatect

cagctecact
ctteegecte

ctecegecca
actttctect

aggctgagec
ctectgeace

acttecteec
ctecegeagt

ctetetetga
gcagcteeee

agaaccctca
gggaggacta

cgteecegte

ctgageecaa

gaggccatge

ctgetgecge

gtggtactge

gtggagctgg

cgcacggtge

CtggCCgng

gtgtacgeeg

gceeggegece

gggcccaget

gagcgccaag

ctcgtggagg

gagttecgeceg

ggccgaggtyg

acctgeegga

gttetteatt

cttettecge

ctcccaccect

ctatagectt

ccectececte

atcccectet

cegeecegea

gggagttacc

ttgggtgeec

ctcteegtet

tgctectgge
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cegetectge

dgggaccgag

cggggccccyg

cgectgetget

cgctggecaa

ccctggecca

tgggcagcag

tggacctcaa

cegecccagt

cggegetggg

acgccaaget

cgcteatget

ggctgttcat

aggacgacct

agacgetgge

ggcatcggga

ctactttecag

cacccececacce

agcacagctc

ctcecttett

tcectectet

ccctaceegt

ccegecegtt

acttaactct

cagctttect

ttetccagtt

cctggaaget
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2281

2341

2401

2461

2521

2581

2641

2701

2761

2821

2881

2941

3001

3061

3121

3181

3241

3301

3361

3421

3481

3541

3601

3661

3721

3781

3841

cgttttette
ggtggacagg

cegecaggece
gecegecagg

gagtacctag
cacatcattt

tgtcccteag
tgtetgttty

cactcctggt
gctcactggg

tgaagggcag
aggctaaaaa

tgggcttgag
acaggacttyg

cccattggat
cagggcatag

gaccttgage
tcccaactgt

cagtactagg
actgaccect

gccaaaatca
acttggaatt

ttaaaacacc
aggatggect

ggtcceggga
catgacccte

catcctteccece
ttcccattgt

tcgtgatgat
aaactcaggt

aatatggaga
attcaggaag

ccaaaggcat
aggggtgtta

tcctetteca
cagcteccac

ttcatatgee
ggtgaacacc

ccttecacga
ggagactctg

gaactgttac
gaaccgaagce

agggcctgga
aatcccaggt

aagccatgag
cacaccagce

cagetttttt
gtccaatcte

getgggeact
ttceeeeeet

ctcgetetgt
cggceteactt

ctceccaggtt
tagctgggat

10

-continued
cacctggata tctttgggca
gccctgetee

tgggagagag gggatgggca
cctttecaggt

gtttgaagce caggctgtet
ctgggcactyg

catctgaaag aattccagaa
tttctttatyg

aactcacaga acagaaaaga
aattaggcaa

gggactgece aggggegett
gataagaaaa

gecgggaggag gataaagtece
gagaaggcat

ccectgettt ggaatgggea
ggtccagttt

taagcagaga cgcagctcetg
tggggccceca

gaatagtcag ctcccaacte
ttctcagget

ttacatataa agacccagat
cctgaageag

tggcctatga gcagttcaac
ggtaagaagg

cecctecageyg tggaccteca
tgccagecte

tattcccagt tctecectte
tccatgttte

ggaggaggac actggcaagt
catcatcagt

cgatacatce tgcectgtet
tgatgctaat

cgtttaaata gtaaaatctce
ttttctcceca

aaatcccagt gectettgtt
ctccatgece

caccccagee gacctetgtt
atcccageat

cgggctectyg ctetatatee
gcacatgggg

tgatggggag aacatcactc
tttcaaggtce

ggtggetgga atgggetgece
geccagtgte

aagcctattyg tcctgcagea
ttttccteca

caggcccate cctcagaagt
aatcatcect

gagttetttt acctttettt
gagatggagt

ccccaagact ggagtgtggt
caaccteege

caagcaattc tcctgectca
tacaggtgce

aagcctgeaa

ggatgtcagt

cagcttgtgg

aagaggtttt

ggttggtgat

cgecaccage

cacagecetgg

tcacttecatg

ggaggtggge

tctgetetec

aatcccgagt

ttcaccatgg

gcececcacte

cttecectece

tcagectetyg

acctagtagg

cctgtgatat

cccttecceca

tgccectaca

aggcagtgac

agcggatgtg

ttgggggatg

gttacctatg

cctacaaagt

ttectttttte

ggtgcaatct

gectectgag



3901

3961

4021

4081

4141

4201

4261

4321

4381

4441

4501

4561

4621

4681

4741

4801

4861

4921

4981

5041

5101

5161

5221

5281

5341

5401

5461

ctccaccaac
agagacaggg

ttggtcaggce
gcecegectea

gtgctgggat
ttaccattta

gtatacatgt
aggatgaaga

ggcaccecty
cceccatgte

acaggatacc
cagacttcte

atggatcceg
cccagaagac

ccaaatgaca
tgccagggea

ctgtagecat
tggataaaac

ccagtetggyg
catcacactt

atgcctgagg
cgaagggagyg

cgecteccag
cacagctctyg

gggacaggaa
gtcatccaga

tggaagacgg
aaggtgaaca

ctgttttcta
ttggttggta

gattataaac
gagttttett

ttgatagttt
tggtatgagg

agttgcagtg
atatatgtag

cagagctggyg
agcatgectt

cctggectag
tgaactacaa

caagagetgg
ceectggggta

gacatccceca
gcaaccaagg

ttgectteca
ccctaageac

gtgctectgt
cctgectttt

atccatcatc
ttectectge

aaatctctct
acctttccac

ctggetttgg
ttgtctectt
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-continued

acttggctaa
tttcaccacy

tggtecttgaa
gcecteccaaa

tacaagcatg
ctatcattct

atgtttggaa
gatgaagtgg

aacttctatt
ctecaggtgtyg

tgaaaattga
cctetgggat

agaatggtgce
agtgccaatt

tctcacccte
cctgtttate

tccaccatge
agacccaget

gaagccacca
ggggagcecce

agggagcaca
caggcaggac

cagagacagg
caagcgagea

ggcgetgagg
gaaggcctee

gcacatggac
ttaccttcete

ccaagaaaat
cttcaaccaa

tcectgagtyg
tataaacccc

tcaggtgttt
teectgtgtec

gggacttggt
gctetagaag

gtaggtggga
ceecgeagge

ccaccactec
tgggacttec

tggetgtgte
cectectect

aatgtggett
tgactgecee

ggcctecate
agtcgagtag

ccecatgetga
tctteectte

ccagttecact
tgtctaaccce

tgctgcaata
cctggaggty

tgggcagect
cttecatatac

ttttttgtat

ctecectgacgt

agccacagtyg

ggcaaggcaa

ctctcaaaca

tagcagtggce

cttcagggta

ctacttcccce

ctggacactt

gaatgatagg

agcetgecct

gctgtgaaag

ccaatggeca

tgggCCthg

aagtagagaa

tagagatcgg

ccacttgagt

aagcaggtga

ggtgagactg

tgctetecet

ggggcgcaaa

tgacaacgaa

ccagagatgce

gggcetttety

gatggactat

tggactctet

ctecettgete

US 8,071,560 B2

tttttttagt

caggtgatct

cceggeegtt

aaaagattag

tagtcatctt

gatcgggaaa

agtttgtgea

cccacagccce

acaagagccc

gactcacagg

cggggagctc

atgcacatta

caagggacag

aatgtaggcet

aaatcaatgc

gttctaaatg

actatgtgtg

caacccagat

ctgcactcac

taggttgtac

ctgaactggce

gacccagcat

tgcatcectte

gagaatgact

tagaaagttc

cctgeagatce

ggcattctga

10

15

20

25

30

35

40

45

50

55

60

65

5521

5581

5641

5701

5761

5821

5881

5941

6001

6061

6121

6181

6241

6301

6361

6421

6481

6541

6601

6661

6721

6781

6841

6901

6961

7021

7081

aggtgagcetyg
cceggagaac

ggaggeggtyg
dgggcageag

agggagatga
aaagaaagag

cagggcgagg
gagtcagaaa

gcagagaagt
gttttectty

aggccagata
geccatgtta

gtgagccetg
gaagggagct

tgttcctgee
ggagttaatg

gcaaggaggg
ataatgtgtyg

ccacgtacac
tttttettetyg

tegetetgtt
gctcactgca

cccagtttca
getgggacta

ccaccacget
gggtttcace

ggatggtcete
ggccteccaa

ttacaggcat
tttcttttca

agttaagaat
aaggacattg

cccaaggtec
tgattctcag

agaattccce
cggetetgag

tgagcaccct
agatgcagecc

aggaagatgce
ggegggtgeyg

gttgagccca
gecagcegget

ggggtaagaa
gagaggtggyg

agtgcctgag
agctetgett

tgtgaccttyg
tcagatgatg

cagagcectee
atagtacctyg

ttaaaaaaaa
gtggaacata

ggccaggceac
gggagaccga

12

-continued

tgatgtgggg
caagagcaga

gggacccaga
gggaaaacca

ggaagaaagg
aagggaatgg

ggaggagaca
gatccaagaa

tgatgggtga
ctactettge

ggaagcaact
gectgaggagyg

gtgtgtgcca
gaatgagcct

gtccagtgga
atatacaaaa

aggggagaaa
ccaggcactt

tatttctttce
agacggagtce

gccagactgg
acctecegect

agcaattcte
caggcacatg

cagctaattt
atgttggceca

gatctettga
agtgetggga
gagccactgt
ttcttataat

gaaatagata
aggtgattcc

ccagtaagge
tccagaggat

ctccatctet
gaggggctgce

gecetgggte
ttcgtatcce

agctggagaa
ctgggaggac

gtagccttga
gaccctgage

cgetggtgtt
tacaaggggce

ggataggtaa
tcacttgety

agcgactcat
attacagcag

ctcacaggge
tgaaaacact

aaaaagtaaa
aagcagggtyg

agtggctcac
ggcaggagga

ggttgagtga

dggaagaggg

aggcttaaaa

aggataggaa

catcataggg

ttctgaacct

ggtgcccaac

ggctaaaatg

aatcactget

tttectttttet

agtgcagtgg

ctgecteage

ttgtattttt

cctecatgate

gectggecte

ttgcggecte

agaatttcce

gagtgcatgg

agcggcetcag

ggaactggcce

gaggcacctyg

tgtgttgggg

dggagcagga

agtcccetete

tcttttaaag

tgaggaggaa

atctgcaatce

ggctggggga

caggggtgaa

gccagaggag

tggccaagga

gcgtggactg

ttgcaatcat

ctagaatgga

aagtacagga

ggttgagcat

o of o of o of o of o o4

catgatctag

cteccatgta

agtagagaca

cacccacctt

atgttcacta

attcccaagt

ccagecatec

tgtggtecca

ccacaggete

tceggagetgt

cggagtgcag

ggcaataaag

ttectagteee

cgagactgtce

gtcagaggag

attttatgat

ccagecacttt



7141

7201

7261

7321

7381

7441

7501

7561

7621

7681

7741

7801

7861

7921

7981

8041

8101

8161

8221

8281

8341

8401

8461

8521

8581

8641

8701

ttgcttgtge
agcaagacat

aagaatacaa
tagtcccage

gctgaggtga
ggcagtgacc

ccactgeact
tcaaaaaaaa

aaaaaggaag
gggaaataaa

caagcaatca
tcctectget

tcagagaggce
ggccagttee

caagacagca
tgggecttgg

ggagtgtact
gaaggagtaa

agcagcagat
agtgagggtc

ggatgggetg
gaccatgcete

cagtctecat
aacgtgtgaa

attgagetga
taatgtgggyg

tggcatggag
gccaacagaa

agggacctca
gcectggatyg

tgtggtggag
ctgagataac

cttgagggge
ttaggatgec

ggagcagatt
ggaatcacca

tagtgatggt
tgagggtccc

gagcagcttyg
atgctggtec

tgcgggatgt
agcctgeacce

atatctgecat
gecaggtgagg

gtgtcaagaa
actggccata

catgectege
aaaaatggga

ggcagtggca
taccagttca

accctgeacce
gattggtett

gccccageag
gactggatgt

13

-continued

ctgggagtte
cgtctetaca

agattagcag
tactctggag

aaggatcatc
taggatagca

ccagectgga
acccaacaac

ggtgacacaa
gaccagagca

ggatgcagac
cteectectt

tccaattacyg
aagtctttge

tattataagg
gactggggca

ctgatggagg
gctggtgggg

gggggcectg
ctgagggcag

tcegggageag
ttcacagtga

tccatgecca
cegtaaacge

cacgaaaagt
agtgaggcag

aaggggecct
ctagttatgg

gggtacccca
accttcatcet

tgggggtatc
ctggaggaat

catatgtgat
agagggagta

ctggggaggg
gggaagatct

tgcagaaagt
tgaagctagt

gtgaggagcg
cacttgcaga

gcagaatgaa
gacccececa

ccteacagag
gggacaaggg

acctgggtte
agaccccagg

cctetttety
gttggggaag

ctagagtcaa
catcagtagg

ctcctcecaac
gactcttatt

gacattctgyg
tceggtacte

aagaccagec

ggcatggtgg

tgagcccagyg

tgacacaatg

agataaggca

tgggeccacce

gctecetget

tgggcetggg

actggtgggg

ggggtgggct

ctggaattec

gggcaaccte

cctgtttgaa

cggggacgca

agaaaggggc

ctaagtagga

gtCCCtgggg

tgggctaaag

gaataaggag

aggtctetgt

cacctgacca

tactgteccc

tagcectgge

acctttetgg

tccaaagttt

tcccaggggg

agaatgagag
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tgggcaacag

cgcatacctyg

agtctgaggce

atactacatc

ggataaggca

ggctgaccat

aaccacagag

gaaagatcac

ggttctgagg

attgggaaca

caggacatgg

gtggetgtga

ctgaagecatg

agggagactg

agggactgga

gaagagacca

gagagagggce

gacatgggtg

ttaagaagag

caagctectyg

ggtttgtggg

gtgggagcct

tctgecectyg

cceccatetgt

tgtcctgtte

atctgecaggg

catcaccctyg
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8761

8821

8881

8941

9001

9061

9121

9181

9241

9301

9361

9421

9481

9541

9601

9661

9721

9781

9841

9901

9961

10021

10081

10141

10201

10261

10321

actcaccaat
attggatgtyg

gccaggcatg
cctggecaat

actcacattt
tatctgttce

tcaagtcatc
caagatcacc

tggagagcett
cgtttatgee

gactcttgaa
gggagactga

ctgatggget
ttcattcacc

ggaaggccag
ctaacactct

cagatcagtt
ttagetttgg

tcggtgacta
cggecectga

atggcttcac
tatacagcett

cttcaggaga
aaggtttgga

aaaggtgaga
tctcaacgaa

agggagaggyg
tgtaatgggy

accctttgac
ccatgectty

tccectgeca
gecettggece

ctcagetect
gtgactcggg

ccectteegy
gagttggggce

geggtgetgg
cagcagatcce

gegcaaattt
ccaggeectt

caccatttac
agtggcagag

cacctectee
cctecatgace

gtacagcatg
catgceecett

tcgacaccce
ctctagactt

tgtaggatag
cttggeccte

cctgecccac
caggcccagt

acacccttet
tgtcattete

14

-continued

gacatcgtca
tagagcaggyg

cttetectygy
acctetgece

ccagggcatyg
catgggaacc

caactgcgty
gactatgggce

cagggacctyg
agtgagccett

cctaacacct
tgcaaggect

tgggcatget
catgaaaaag

acgaagtggt
gtgatgcatc

tcggecacac
gcteccteac

ccgacctety
getectgega

ccectgtgey
tgggatcatc

ttgccctgag
cctgagecce

ggagcacacc
ccccagecce

tccectggea
ttcagtcacc

ccattgetge
gtcttggact

tctecagetygy
agccccacce

ctacccceca
gtgagcagcce

ceccteectygy
tgctcatgea

getgaggace
gectgacgtt

aacaggtccc
cctecacage

ctaatgette
ggagaccact

ctgtacatag
ctcttegeaa

actcagctgt
ccctecacca

acacccttee
ctcagcagtyg

atgggectee
cacgggagcet

cecttgattt
tcctecagac

gtggacatca
cacctecttt

aggtatgccce

ccacgggtygt

ctgtttctac

gtagatgggc

gacccagagce

geccccagea

tgtcctgact

ttctaaggee

ccttgtttee

acccacagaa

gggcteccag

gagtggggtce

ttccttaaac

gcaccaccac

cagtgaccag

ttgccecagt

atacagagat

ccctgecagag

cacaggagag

tggtgtttgt

tggctetgge

tcagctecag

ccccacagte

tgcccacteg

cgectectge

ccctteccca

ctttgtecege

ctaagcacct

aggtcccact

acaatggggc

getttgtget

aaggacacac

ccacccagta

ccagectcaa

tcctetaget

ccctecacccece

aagctgtgga

gCtggtgan

ttecacgtgg

ccagecacag

accttectte

tceeeegece

ctetecactag

catcgagegyg

tcacctggag

gccaccatte

catggatccc

ttatcccage

ctcagcacag

cecctgecatt

cecttgetgge

cctgtagget

gegtgeccac

aattgaccct



10381

10441

10501

10561

10621

10681

10741

10801

10861

10921

10981

11041

11101

11161

11221

11281

11341

11401

11461

11521

11581

11641

11701

11761

11821

11881

11941

acctecttet
atgtccatat

tcatacttga
cttecttetg

cteceeggta
tagagacctc

ggagggggaa
tgetgetect

ccecaceged
catcctggac

ccegeatgga
ggaggagcgg

acctggagga
gatcctgect

ctgagtetgg
gacccccaac

cacctgecct
agcgtgggga
gccgaagect
ttgtgggttt

teggeggaga
ccacaggtge

cagcatetgg
ttacccacct

ggggtecect
tccaggtggt

aatgacctgt
ttgatgtgta

gtgggagtgg
ggtcagaaaa

taggcagaat
acacgggcag

acagggagac
gggggatgag

tgagggtaca
tgtggeegge
cagcegtcaa

ggagacaatt

acatggtggt
acacgectge

gcatggeect
aatcecgecac

agcagctgeg
cactgaaggt

atccagaggce
gcccagecce

atctctetet
gtetetetet

ctctetetet
gctgggacct

ctectgectyg
ccecteecte

tgatgggetc
tgtgtgetgg

15

-continued

aactcactgg
gtctgaaget

cettggggte
tttteccetg

tcectgetatg
actgcagtet

gtgcctaggg
ctcttaccac

accctetgec
aacctgetgt

gcagtacgeg
acccaggeat

gaagcgcaag
cagtgagtgce

ggaccecece
tctgatectyg

gaccccttag
gacggtgcag
ttgacagtgt
cacagcgetyg

gcacacccat
caggcaaget

atcccaccag
gaccccaggt

acttectgte
gaccctgete

acacttgett
caaggtgagg

ggatgggaag
agatgagggg

gatgtggagt
agacagtgac

ccgggaacag
caaagacaga

gaatgacaga
cgcacagttyg

gtcctgeace
ggcgatgect

gtcagggcetce
gaggtagccc

ggcactgetyg
cggecccagyg

cttgegeatt
gcaggeggge
caaggcetttg
tegeecttte

ctctectetet
ctctectetet

ctcacacaca
cagatcctge

tcttggattg
ccteactege

tgctecttec
agtggtggga

gttcaacaaa

tcagaaaaga

ccctcaaccce

gnggCgCtC

cccagggaga

aacaatctgg

gctgaggece

caacacaaag

ctcagtgget

taccatctac

gcaggtaggc

acctgectte

tctettaget

tgatgetgte

ggacagacag

cttaagagag

gcagagaacc

cgctgeacec

ccctegecac

cctgtgegga

gatgctgtge

ggcatccaca

caagggaaac

ctctectetet

cacacacaca

tccacctacce

cttgetecte

US 8,071,560 B2

gatgaacaaa

attgaacttt

tgagcgtete

acgtaggetg

acagcagcaa

aggaactggt

tgctctacca

ccectgtece

gagcagctga

ttcagtgaca

cagggttcag

tggttetget

tctettecect

atagacaact

acatggacaa

gagatcgggg

catgtgggat

ggtgtgacgg

tcccacaggt

anggngCt

gctecttecey

caggtaaggc

ttgtccectyg

ctctetcetet

cacacacaga

tcccttaaca

ccaggacctyg
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12001

12061

12121

12181

12241

12301

12361

12421

12481

12541

12601

12661

12721

12781

12841

12901

12961

13021

13081

13141

13201

13261

13321

13381

13441

13501

13561

ctgaagatgce
acacagcctce

tctaatgggy
gggagggcag

ggaaatgcca
tttcagctee

gecteccaag
ctgggceteat

gtaaccagag
cgatgtaaaa

gecagtgetyg
accctetgty

ggtgactcac
ggcaggcgga

tcgggggttt
cecgtetetac

aaaaactagc
gctacttggg

cagaagaatt
agccaagatt

ccccagetty
aaaaaaaaaa

agggcectet
cagagccage

ctgtgaatct
ctatacctet

gttttectca
caggaattat

cattaaaaat
caagccttag

gtaaaatgat
caaaccctygyg

gcacctaata
gecteetgtt

ccttetgety
tattgagtga

ccaggececty
gctgagaaat

cccatctaaa
ccagtectygyg

ggatctagtt
getgcagagt

tgagggtcca
cacattctgg

ctgtaatcce
acttgaggee

actagcctygyg
aatacaaaaa

cgtggtggea
ttgagacatg

gaacccagga
ccctgggceaa

ctctgtetcea
aaagaaagaa

16

-continued

ccegttactyg
aagaatggag

aaggtacagt
ggtggcetgag

tcctggggea
tagccettte

ttcececttet
caacttgact

actcaggtte
gtatttcegg

gagagttcce
ggccgggegt

acctgtgatce
tcacctgagyg

cgagaccage
taaaaataca

caggtgtgat
aggcttgagg

gettgaacce
acaccacgca

ggcaataaga
aaaaaaaaaa

gctecaccett
ataagtgagg

cagctecaca
ctgagcecatyg

tctgtaaaaa
gtgagaaacc

gtctaccaca
cggattatct

gtctatctca
tacccagcag

aattcttact
tatcttctat

tattcgacac
ctactgagtyg

ggatagtaac
tcatgtggac

ccttatggty
gagcccagag

cggcaaatat
cagceettgt

gtcctcaagg
cgctggggtyg

agcactttgg
aggagtggag

ccaacatggt
attagctggyg

cgtgcccgta
aaaatcactt

ggtggatgtt
cagagcgaga

aaaaaaaaaa
actgttaaac

tctetttggy

gececectect

gectgtgect

cataatatta

ctgetgecee

agcaggaatc

ccagcacttt

ctgaccaaca

ggcaggctee

dggaggcaga

gttaaactct

tgatgtggta

gCtggCtgtg

gagggaaaaa

taattgtcat

ggattgcaag

cctaccegec

aattcaatgce

atggcccaga

aaagaaaggc

tccectgggea

agcacattcc

daggccegagg

gacctectgt

atcccagceta

gcagtgagce

agagagaaag

gatacagtca

agagggaatg

gcacagcecg

agagttcaac

tcttgtcaaa

tgattttaag

gggaagctga

tgatgaaatc

tgtaatccca

ggttgcgatg

gtctcaaaaa

aagatggctt

tgtcagtttyg

atctatctca

ttaacttttce

aagcctagea

ccttgetett

agtaaacatt

tccagagtta

tgcttgggag

ctatttgggyg

cagaaatgtt

tgggcagatc

ctctactaaa

ctecaggaggce

gagactgcac

aaagaaaaga



13621

13681

13741

13801

13861

13921

13981

14041

14101

14161

14221

14281

14341

14401

14461

14521

14581

14641

14701

14761

14821

14881

14941

15001

15061

15121

15181

acaacaaggc
ggacatgagt

gtcaaagaga
actgacctec

gggcagatca
gagggtatag

tgaaagcaac
tcegtttgaa

atgttaaatt
actgacacta

acagattagg
acctaagcaa

tgaggttcat
ctectaacca

tagagceggyg
tgttecatag

gttetgtatt
acatatgget

ggaaatgtga
tttttttgga

cgetetgteyg
cteggetceac

gecteccagyg
agtagctgga

agtgccacca
gacggggttt

gccaggatgg
tgecteagec

ctgggattac
tttaactgta

attaatttaa
ctgtattgga

ccagagttet
attcaggggyg

ctgagctaga
gtacctgtece

ccecacagte
ctectetete

cctteectte
cttgtettet

ctgtectgga
aggggatgta

tagagcgaga
tagagggagt
aagcagecga

actggggaaa

cacteccecag
gcaaggtteg

ctecttgggy
cctectetee

caccteeect
gcectecagect

agccecateg
ggtgtgctga

17

-continued

cactgtgatt
tcagacagtyg

gggtgtggca
tcagecactt

ceetgggect
catgaaatca

aatttacata
tactttatgg

taatcctcac
tcagcatttt

aaaatgaagc
gtatccaage

actgaggcag
ccatgetgtyg

tgacactcca
tcatgaaaat

ctgtgetgte
acttatcact

cgggtgeaac
gacagagttt

cececagectgg
tgcaacctec

ttcaagegat
attacaggtg

cacacagcta
cgecatattg

tctegaacte
tceccaaagtyg

aggtgtgagc
tttagtttaa

gttgaaacag
ttacacaget

aaatgagagg
tggggeeccect

gggcttecty
acctgtecac

cctggtetet
acattgctca

tcecectgtec
gagaccaagg

ggagtttggt
gaaatgaagg

agectetgec
tacccttete

tgccacteee
gggcatgtge

ccecatectet
gacctactgg

agagggggag
tatcecctceca

accctgtgec
cacccacagce

ccaaaggatg
ccecagtgaa

gatgcaaacc

atattgggec

cagtteecteg

gtgcttecta

aacaaggttt

agagagaatt

tgcaggatcc

gagagtgctg

caatacagta

tgaggcectyg

atggagtgca

tctectgect

atttttgtat

ctggectcaa

cacagcaccc

gcacatgtga

ctaatgtggt

gcccaaaaga

tttgcctcta

tacccageec

ggtttecgage

ctceccacct

atccctaagg

ttttteecte

tagcacccga

agaagcaaca

gaagtaattt
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ccagaagtag

ccactccatce

gccacaaaat

ggtagcacat

tgagatgggt

tattttacat

aaagtgeccag

tccaacagga

gcctetagge

attttttete

gtggtgcaat

cagcctecca

ttttagtaga

gtgatcctee

agcctgaatt

ttagtggcta

cacgcactac

dggagagagyg

cttteetget

tgaagatcca

tggagetteg

tttggggtec

ctcteatetyg

cagggcaaag

ggctgacctyg

gaggtgccag

gaatagctca
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18

-continued
15241 gacaccagat aggacctctg agaggggact ggcatggggg
gatctcagag cttacagget

15301 gagccaagcce cacggccatg cacagggaca ctcacacagg
cacacgcacce tgctctccac

15361 ctggactcag gccgggcetgg gectgtggatt cctgatccce
tcecectecee atgetctect

15421 ccctcagect tgctaccectg tgacttactg ggaggagaaa
gagtcacctyg aaggggaaca

15481 tgaaaagaga ctaggtgaag agagggcagg ggagcccaca
tetggggety geccacaata

15541 cctgctececce cgacccecte cacccagcag tagacacagt
gcacagggga gaagaggggt

15601 ggcgcagaag ggttgggggce ctgtatgccet tgcttctacce
atgagcagag acaattaaaa

15661 tctttattcc agtgacagtg tctcttcecttg agggagagag
ggttgccaga aaacagtcag

15721 ttctccactce tctacttcaa ataagactca cttettgtte
tacaagggtc tagaaggaaa

15781 agtaaaaaaa aaagactctc gattcttaac

DETAILED DISCLOSURE OF THE INVENTION

The present invention provides a method for reducing atrial
natriuretic peptide receptor A (NPRA) gene expression and/
or function within a subject by administering an effective
amount of an NPRA inhibitor to the subject. In one embodi-
ment, the NPRA inhibitor is a polynucleotide that is specific
for one or more target NPRA genes such that the polynucle-
otide decreases NPRA gene expression within the subject. In
another embodiment, the NPRA inhibitor is a chemical com-
pound, such as an oxindole (e.g., isatin). The method of the
invention is useful for treating inflammatory diseases in
human subjects and non-human subjects suffering from, or at
risk for developing, inflammatory reactions.

The present invention includes, but is not limited to, the
following embodiments:

Embodiment 1: an isolated polynucleotide targeted to a
target nucleic acid sequence within a natriuretic peptide
receptor A (NPRA) gene or NPRA transcript, wherein said
polynucleotide inhibits expression of said NPRA gene or
transcript.

Embodiment 2: the polynucleotide of embodiment 1,
wherein the NPRA is human NPRA (e.g., encoded by SEQ ID
NO:4).

Embodiment 3: the polynucleotide of embodiment 1,
wherein the target nucleic acid sequence is at least a portion of
the human NPRA gene or transcript.

Embodiment 4: the polynucleotide of any of embodiments
1 to 3, wherein the target nucleic acid sequence is located in
a region selected from the group consisting of the 5' untrans-
lated region (UTR), transcription start site, translation start
site, and 3' UTR.

Embodiment 5: the polynucleotide of any of embodiments
1 to 4, wherein the polynucleotide is a small interfering RNA
(siRNA).

Embodiment 6: the polynucleotide of any of embodiments
1 to 4, wherein the polynucleotide is an antisense molecule.

Embodiment 7: the polynucleotide of any of embodiments
1 to 4, wherein the polynucleotide is a ribozyme.

Embodiment 8: the polynucleotide of embodiment 1,
wherein the polynucleotide comprises SEQID NO:1, or SEQ
ID NO:2, or SEQ ID No:3.
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Embodiment 9: the polynucleotide of embodiment 1,
wherein the NPRA gene or NPRA transcript is at least a
portion of the mammal gene or transcript.

Embodiment 10: a method for reducing NPRA function in
a subject, comprising administering an NPRA inhibitor to the
subject, such as the polynucleotide of any of embodiments 1
to 9, wherein the polynucleotide is administered in an effec-
tive amount to reduce expression of the NPRA gene or tran-
script.

Embodiment 11: the method of embodiment 10, wherein
the subject is suffering from an inflammatory disease, respi-
ratory allergy, viral infection (such as respiratory virus infec-
tion), or cancer (such as melanoma, lung cancer, or ovarian
cancer).

Embodiment 12: the method of embodiment 10, wherein
the subject is not suffering from an inflammatory disease,
respiratory allergy, viral infection, or cancer.

Embodiment 13: the method of any one of embodiments 10
to 12, wherein the subject is human.

Embodiment 14: the method of any one of embodiments 10
to 12, wherein the subject is a non-human mammal.

Embodiment 15: the method of any one of embodiments 10
to 14, wherein the NPRA inhibitor is delivered to cells within
the subject selected from the group consisting of respiratory
epithelial cells, dendritic cells, and monocytes.

Embodiment 16: the method of any one of embodiments 10
to 15, wherein the NPRA inhibitor is administered to the
subject intranasally.

Embodiment 17: the method of any one of embodiments 10
to 16, wherein the NPRA inhibitor is administered intrana-
sally as drops or as an aerosol, or orally or transdermally.

Embodiment 18: the method of any one of embodiments 10
to 17, wherein step of administering comprises administering
a combination of NPRA inhibitors that reduce the function of
NPRA within the subject (such as a combination of poly-
nucleotide, e.g., an siRNA pool).

Embodiment 19: the method of any one of embodiments 10
to 18, wherein the NPRA inhibitor is a siRNA and wherein the
siRNA reduces expression of NPRA within the subject.

Embodiment 20: the method of any one of embodiments 10
to 18, wherein the NPRA inhibitor is an oxindole, such as
5-hydroxyoxindole or isatin, or a pharmaceutically accept-
able salt thereof (Cane, A. et al. Biochem. Biophy. Res Comm,
2000, 276:379-384; Vine, K. L. et al. Bioorg Med Chem,
2007, 15(2):931-938; Abadi, A. H. et al. Eur J Med Chem,
2006, 41(3):296-305; Igosheva, N. et al. Neurochem Int,
2005, 47(3):216-224; Liu, Y. et al. Chem Biol, 2003, 10(9):
837-846; Levy, J. A. et al. Virology, 1976, 74(2):426-431;
Popp, F. D. J Med Chem, 1969, 12(1):182-184). Isatin (also
known as 1H-indole-2,3-dione) is an indole derivative
(Sumpter, W. C. Chem Rev, 34(3):393-434; Ogata, A.etal. J
Neurol Sci, 2003, 206(1):79-83; Glover, V. et al. J Neuro-
chem, 1988, 51(2):656-659; Filomeni, G. et al. J Biol Chem,
2007, 282(16):12010-12021).

As used herein, the term “polypeptide” refers to any poly-
mer comprising any number of amino acids, and is inter-
changeable with “protein”, “gene product”, and “peptide”.

As used herein, the term “nucleoside” refers to a molecule
having a purine or pyrimidine base covalently linked to a
ribose or deoxyribose sugar. Exemplary nucleosides include
adenosine, guanosine, cytidine, uridine and thymidine. The
term “nucleotide” refers to a nucleoside having one or more
phosphate groups joined in ester linkages to the sugar moiety.
Exemplary nucleotides include nucleoside monophosphates,
diphosphates and triphosphates. The terms “polynucleotide”
and “nucleic acid molecule” are used interchangeably herein
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and refer to a polymer of nucleotides joined together by a
phosphodiester linkage between 5' and 3' carbon atoms.

As used herein, the term “RNA” or “RNA molecule” or
“ribonucleic acid molecule” refers generally to a polymer of
ribonucleotides. The term “DNA” or “DNA molecule” or
deoxyribonucleic acid molecule” refers generally to a poly-
mer of deoxyribonucleotides. DNA and RNA molecules can
be synthesized naturally (e.g., by DNA replication or tran-
scription of DNA, respectively). RNA molecules can be post-
transcriptionally modified. DNA and RNA molecules can
also be chemically synthesized. DNA and RNA molecules
can be single-stranded (i.e., ssRNA and ssDNA, respectively)
or multi-stranded (e.g., double stranded, i.e., dsSRNA and
dsDNA, respectively). Based on the nature of the invention,
however, the term “RNA” or “RNA molecule” or “ribo-
nucleic acid molecule” can also refer to a polymer comprising
primarily (i.e., greater than 80% or, preferably greater than
90%) ribonucleotides but optionally including at least one
non-ribonucleotide molecule, for example, at least one deox-
yribonucleotide and/or at least one nucleotide analog.

As used herein, the term “nucleotide analog”, also referred
to herein as an “altered nucleotide” or “modified nucleotide”
refers to a non-standard nucleotide, including non-naturally
occurring ribonucleotides or deoxyribonucleotides. Pre-
ferred nucleotide analogs are modified at any position so as to
alter certain chemical properties of the nucleotide yet retain
the ability of the nucleotide analog to perform its intended
function.

As used herein, the term “RNA analog” refers to a poly-
nucleotide (e.g., a chemically synthesized polynucleotide)
having at least one altered or modified nucleotide as com-
pared to a corresponding unaltered or unmodified RNA but
retaining the same or similar nature or function as the corre-
sponding unaltered or unmodified RNA. As discussed above,
the oligonucleotides may be linked with linkages which result
in a lower rate of hydrolysis of the RNA analog as compared
to an RNA molecule with phosphodiester linkages. Exem-
plary RNA analogues include sugar- and/or backbone-modi-
fied ribonucleotides and/or deoxyribonucleotides. Such alter-
ations or modifications can further include addition of non-
nucleotide material, such as to the end(s) of the RNA or
internally (at one or more nucleotides of the RNA). An RNA
analog need only be sufficiently similar to natural RNA that it
has the ability to mediate (mediates) RNA interference or
otherwise reduce target gene expression.

As used herein, the term “operably-linked” or “opera-
tively-linked” refers to an arrangement of flanking sequences
wherein the flanking sequences so described are configured
or assembled so as to perform their usual function. Thus, a
flanking sequence operably-linked to a coding sequence may
be capable of effecting the replication, transcription and/or
translation of the coding sequence. For example, a coding
sequence is operably-linked to a promoter when the promoter
is capable of directing transcription of that coding sequence.
A flanking sequence need not be contiguous with the coding
sequence, so long as it functions correctly. Thus, for example,
intervening untranslated yet transcribed sequences can be
present between a promoter sequence and the coding
sequence, and the promoter sequence can still be considered
“operably-linked” to the coding sequence. Each nucleotide
sequence coding for a siRNA will typically have its own
operably-linked promoter sequence.

The term “vector” or “vehicle” is used to refer to any
molecule (e.g., nucleic acid, plasmid, or virus) used to trans-
fer coding information (e.g., a polynucleotide of the inven-
tion) to a host cell. The term “expression vector” refers to a
vector that is suitable for use in a host cell (e.g., a subject’s



US 8,071,560 B2

21

cell) and contains nucleic acid sequences which direct and/or
control the expression of exogenous nucleic acid sequences.
Expression includes, but is not limited to, processes such as
transcription, translation, and RNA splicing, if introns are
present. The vectors of the present invention can be conju-
gated with chitosan or chitosan derivatives. Such chitosan
conjugates can be administered to hosts according to the
methods of the present invention. For example, polynucle-
otide chitosan nanospheres can be generated, as described by
Roy, K. et al. (Nat Med, 1999, 5:387). Chitosan allows
increased bioavailability of the nucleic acid sequences
because of protection from degradation by serum nucleases in
the matrix and thus has great potential as a mucosal gene
delivery system. Chitosan also has many beneficial effects,
including anticoagulant activity, wound-healing properties,
and immunostimulatory activity, and is capable of modulat-
ing immunity of the mucosa and bronchus-associated lym-
phoid tissue. In one embodiment of the present invention, the
vectors are conjugated with chitosan-derived nanoparticles.

As used herein, the term “RNA interference” (“RNA1”)
refers to a selective intracellular degradation of RNA. RNAi
occurs in cells naturally to remove foreign RNAs (e.g., viral
RNAs). Natural RNAIi proceeds via fragments cleaved from
free dsRNA which direct the degradative mechanism to other
similar RNA sequences. Alternatively, RNAi can be initiated
by the hand of man, for example, to silence the expression of
target genes.

As used herein, the term “small interfering RNA”
(“siRNA”) (also referred to in the art as “short interfering
RNAs”) refers to an RNA (or RNA analog) comprising
between about 10-50 nucleotides (or nucleotide analogs)
which is capable of directing or mediating RNA interference.

As used herein, a siRNA having a “sequence sufficiently
complementary to a target mRNA sequence to direct target-
specific RNA interference (RNA1)” means that the siRNA has
a sequence sufficient to trigger the destruction of the target
mRNA by the RNAi machinery or process. RSV “mRNA”,
“messenger RNA”, and “transcript” each refer to single-
stranded RNA that specifies the amino acid sequence of one
or more RSV polypeptides. This information is translated
during protein synthesis when ribosomes bind to the mRNA.

As used herein, the term “cleavage site” refers to the resi-
dues, e.g., nucleotides, at which RISC* cleaves the target
RNA, e.g., near the center of the complementary portion of
the target RNA, e.g., about 8-12 nucleotides from the 5' end of
the complementary portion of the target RNA.

As used herein, the term “mismatch” refers to a basepair
consisting of non-complementary bases, e.g., not normal
complementary G:C, A:T or A:U base pairs.

Asused herein, the term “isolated” molecule (e.g., isolated
nucleic acid molecule) refers to molecules which are substan-
tially free of other cellular material, or culture medium when
produced by recombinant techniques, or substantially free of
chemical precursors or other chemicals when chemically syn-
thesized. Preferably, the NPRA inhibitors of the invention are
administered in an isolated form.

As used herein, the term “in vitro™ has its art recognized
meaning, e.g., involving purified reagents or extracts, e.g.,
cell extracts. The term “in vivo™ also has its art recognized
meaning, e.g., involving living cells in an organism, e.g.,
immortalized cells, primary cells, and/or cell lines in an
organism.

A gene “involved in” or “associated with” a disorder
includes a gene, the normal or aberrant expression or function
of which affects or causes a disease or disorder or at least one
symptom of the disease or disorder. For example, NPRA
protein has been found to have a significant role in pulmonary
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inflammation and immune modulation. Without being bound
by theory, it has been found that signaling through the NPRA
protein results in increased cGMP production and activation
of protein kinase G, leading to regulation of transcription of
many genes involved in the cell cycle, apoptosis, and inflam-
mation. The polynucleotides, genetic constructs, pharmaceu-
tical compositions, and methods of the invention are useful in
decreasing expression of NPRA gene, in vitro or in vivo,
consequently causing decreased production of the NPRA
protein and decreased inflammation. Thus, the polynucle-
otides, genetic constructs, pharmaceutical compositions, and
methods of the invention are useful in the treatment of human
or non-human animal subjects suffering from, or at risk of
developing, disorders associated with inflammation includ-
ing, but not limited to, airway diseases, viral infections, and
cancers.

The methods of the invention may include further steps. In
some embodiments, a subject with the relevant condition or
disease involving aberrant inflammation (e.g., asthma, RSV
infection, cancers) is identified, or a subject at risk for the
condition or disease is identified. A subject may be someone
who has not been diagnosed with the disease or condition
(diagnosis, prognosis, and/or staging) or someone diagnosed
with the disease or condition (diagnosis, prognosis, monitor-
ing, and/or staging), including someone treated for the dis-
ease or condition (prognosis, staging, and/or monitoring).
Alternatively, the subject may not have been diagnosed with
the disease or condition but suspected of having the disease or
condition based either on patient history or family history, or
the exhibition or observation of characteristic symptoms.

As used herein, an “effective amount” of a NPRA inhibitor
(e.g., isatin or another oxindole, an siRNA, an antisense
nucleotide sequence or strand, and/or a ribozyme), which
selectively interferes with expression of the NPRA gene and/
or function of the receptor, is that amount effective to bring
about the physiological changes desired in the cells to which
the polynucleotide is administered in vitro (e.g., ex vivo) or in
vivo. The term “therapeutically effective amount” as used
herein, means that amount of NPRA inhibitor (e.g., isatin or
other oxindole, an siRNA, an antisense oligonucleotide, and/
or a ribozyme), which selectively reduces expression of the
NPRA gene(s) and/or function of the receptor, alone or in
combination with another agent according to the particular
aspect of the invention, that elicits the biological or medicinal
response in cells (e.g., tissue(s)) that is being sought by a
researcher, veterinarian, medical doctor or other clinician,
which includes alleviation and/or prevention of the symptoms
of'the disease or disorder being treated. For example, a NPRA
inhibitor can be administered to a subject in combination with
other agents effective for alleviating or preventing the symp-
toms of inflammation, such as the gene expression vaccines
(Mohapatra et al. 2004).

Various methods ofthe present invention can include a step
that involves comparing a value, level, feature, characteristic,
property, etc. to a “suitable control”, referred to interchange-
ably herein as an “appropriate control”. A “suitable control”
or “appropriate control” is any control or standard familiar to
one of ordinary skill in the art useful for comparison pur-
poses. In one embodiment, a “suitable control” or “appropri-
ate control” is a value, level, feature, characteristic, property,
etc. determined prior to performing an RNAi methodology, as
described herein. For example, a transcription rate, mRNA
level, translation rate, protein level, biological activity, cellu-
lar characteristic or property, genotype, phenotype, etc. can
be determined prior to introducing a siRNA of the invention
into a cell or organism. In another embodiment, a “suitable
control” or “appropriate control” is a value, level, feature,
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characteristic, property, etc. determined in a cell or organism,
e.g., a control or normal cell or organism, exhibiting, for
example, normal traits. In yet another embodiment, a “suit-
able control” or “appropriate control” is a predefined value,
level, feature, characteristic, property, etc.

RNA Interference

RNAIi is an efficient process whereby double-stranded
RNA (dsRNA, also referred to herein as siRNAs or ds siR-
NAs, for double-stranded small interfering RNAs) induces
the sequence-specific degradation of targeted mRNA in ani-
mal and plant cells (Hutvagner and Zamore, Curr. Opin.
Genet. Dev.,, 12:225-232 (2002); Sharp, Genes Dev., 15:485-
490 (2001). In mammalian cells, RNAi can be triggered by
21-nucleotide (nt) duplexes of small interfering RNA
(siRNA) (Chiu et al., Mol. Cell., 10:549-561 (2002); Elbashir
et al., Nature 411:494-498 (2001), or by micro-RNAs
(miRNA), functional small-hairpin RNA (shRNA), or other
dsRNAs which can be expressed in vivo using DNA tem-
plates with RNA polymerase III promoters (Zeng et al., Mol.
Cell9:1327-1333 (2002); Paddison et al., Genes Dev. 16:948-
958 (2002); Lee etal., Nature Biotechnol. 20:500-505 (2002);
Paul et al., Nature Biotechnol. 20:505-508 (2002); Tuschl, T.,
Nature Biotechnol. 20:440-448 (2002); Yu et al., Proc. Natl.
Acad. Sci. USA 99(9):6047-6052 (2002); McManus et al.,
RNA 8:842-850 (2002); Sui et al., Proc. Natl. Acad. Sci. USA
99(6):5515-5520 (2002).

Accordingly, the invention includes such molecules that
are targeted to NPRA mRNAs encoding at least a portion of
one or more of NPRA-like receptors.
siRNA Molecules

The nucleic acid molecules or constructs of the invention
include dsRNA molecules comprising 16-30 nucleotides,
e.g.,16,17,18,19,20,21,22,23,24,25,26,27,28, 29, or 30
nucleotides, in each strand, wherein one of the strands is
substantially identical, e.g., at least 80% (or more, e.g., 85%,
90%, 95%, or 100%) identical, e.g., having 3, 2, 1, or 0
mismatched nucleotide(s), to a target region in the mRNA of
the RSV mRNA, and the other strand is identical or substan-
tially identical to the first strand. The dsRNA molecules of the
invention can be chemically synthesized, or can be tran-
scribed in vitro from a DNA template, or in vivo from, e.g.,
shRNA. The dsRNA molecules can be designed using any
method known in the art, for instance, by using the following
protocol:

1. Beginning with the AUG start codon, look for AA
dinucleotide sequences; each AA and the 3' adjacent 16 or
more nucleotides are potential siRNA targets. Further, siR-
NAs with lower G/C content (35-55%) may be more active
than those with G/C content higher than 55%. Thus, in one
embodiment, the invention includes polynucleotides having
35-55% G/C content. In addition, the strands of the siRNA
can be paired in such a way as to have a 3' overhang of 1 to 4,
e.g., 2, nucleotides. Thus, in another embodiment, the poly-
nucleotides can have a 3' overhang of 2 nucleotides. The
overhanging nucleotides can be either RNA or DNA.

2. Using any method known in the art, compare the poten-
tial targets to the appropriate genome database (human,
mouse, rat, etc.) and eliminate from consideration any target
sequences with significant homology to other coding
sequences for which reduced expression is not desired. One
such method for such sequence homology searches is known
as BLAST, which is available at the National Center for
Biotechnology Information web site of the National Institutes
of Health.

3. Select one or more sequences that meet your criteria for
evaluation. Further general information regarding the design
and use of siRNA can be found in “The siRNA User Guide,”
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available at the web site of the laboratory of Dr. Thomas
Tuschl at Rockefeller University.

4. Negative control siRNAs preferably have the same
nucleotide composition as the selected siRNA, but without
significant sequence complementarity to the appropriate
genome. Such negative controls can be designed by randomly
scrambling the nucleotide sequence of the selected siRNA; a
homology search can be performed to ensure that the negative
control lacks homology to any other gene in the appropriate
genome. In addition, negative control siRNAs can be
designed by introducing one or more base mismatches into
the sequence.

The polynucleotides of the invention can include both
unmodified siRNAs and modified siRNAs as known in the
art. Thus, the invention includes siRNA derivatives that
include siRNA having two complementary strands of nucleic
acid, such that the two strands are crosslinked. For example,
a 3' OH terminus of one of the strands can be modified, or the
two strands can be crosslinked and modified at the 3' OH
terminus. The siRNA derivative can contain a single crosslink
(e.g., a psoralen crosslink). In some embodiments, the siRNA
derivative has at its 3' terminus a biotin molecule (e.g., a
photocleavable biotin), a peptide (e.g., a Tat peptide), a nano-
particle, a peptidomimetic, organic compounds (e.g., a dye
such as a fluorescent dye), or dendrimer. Modifying siRNA
derivatives in this way can improve cellular uptake or enhance
cellular targeting activities of the resulting siRNA derivative
as compared to the corresponding siRNA, are useful for trac-
ing the siRNA derivative in the cell, or improve the stability of
the siRNA derivative compared to the corresponding siRNA.

The nucleic acid compositions of the invention can be
unconjugated or can be conjugated to another moiety, such as
a nanoparticle, to enhance a property of the compositions,
e.g., a pharmacokinetic parameter such as absorption, effi-
cacy, bioavailability, and/or half-life. The conjugation can be
accomplished by methods known in the art, e.g., using the
methods of Lambert et al., Drug Deliv. Rev. 47(1): 99-112
(2001) (describes nucleic acids loaded to polyalkylcy-
anoacrylate (PACA) nanoparticles); Fattal et al., J. Control
Release 53(1-3):137-43 (1998) (describes nucleic acids
bound to nanoparticles); Schwab et al., Ann. Oncol. 5 Suppl.
4:55-8 (1994) (describes nucleic acids linked to intercalating
agents, hydrophobic groups, polycations or PACA nanopar-
ticles); and Godard et al., Eur. J. Biochem. 232(2):404-10
(1995) (describes nucleic acids linked to nanoparticles).

The nucleic acid molecules of the present invention can
also be labeled using any method known in the art; for
instance, the nucleic acid compositions can be labeled with a
fluorophore, e.g., Cy3, fluorescein, or rhodamine. The label-
ing can be carried out using a kit, e.g., the SILENCER siRNA
labeling kit (AMBION). Additionally, the siRNA can be
radiolabeled, e.g., using *H, **P, or other appropriate isotope.

The dsRNA molecules of the present invention can com-
prise the following sequences as one of their strands, and the
corresponding sequences of allelic variants thereof: SEQ ID
NO:1 or SEQ ID NO:2.

Moreover, because RNAi is believed to progress via at least
one single-stranded RNA intermediate, the skilled artisan
will appreciate that ss-siRNAs (e.g., the antisense strand of a
ds-siRNA) can also be designed as described herein and uti-
lized according to the claimed methodologies.
siRNA Delivery for Longer-Term Expression

Synthetic siRNAs can be delivered into cells by methods
known in the art, including cationic liposome transfection and
electroporation. However, these exogenous siRNA generally
show short-term persistence of the silencing effect (4 to 5
days in cultured cells), which may be beneficial in certain
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embodiments. To obtain longer term suppression of RSV
gene expression and to facilitate delivery under certain cir-
cumstances, one or more siRNA duplexes, e.g., RSV ds
siRNA, can be expressed within cells from recombinant DNA
constructs. Such systems for expressing siRNA duplexes
within cells from recombinant DNA constructs to allow
longer-term target gene suppression in cells are known in the
art, including mammalian Pol III promoter systems (e.g., H1
or U6/snRNA promoter systems (Tuschl (2002), supra)
capable of expressing functional double-stranded siRNAs;
(Bagellaetal.,J. Cell. Physiol. 177:206-213 (1998); Lee et al.
(2002), supra; Miyagishi et al. (2002), supra; Paul et al.
(2002), supra; Yu et al. (2002), supra; Sui et al. (2002), supra).
Transcriptional termination by RNA Pol III occurs at runs of
four consecutive T residues in the DNA template, providing a
mechanism to end the siRNA transcript at a specific sequence.
The siRNA is complementary to the sequence of the target
gene in 5'-3' and 3'-5' orientations, and the two strands of the
siRNA can be expressed in the same construct or in separate
constructs. Hairpin siRNAs, driven by an H1 or U6 snRNA
promoter can be expressed in cells, and can inhibit target gene
expression (Bagella et al. (1998), supra; Lee et al. (2002),
supra; Miyagishi et al. (2002), supra; Paul et al. (2002), supra;
Yu et al. (2002), supra; Sui et al. 2002) supra). Constructs
containing siRNA sequence(s) under the control of a T7 pro-
moter also make functional siRNAs when co-transtfected into
the cells with a vector expressing T7 RNA polymerase
(Jacque (2002), supra). A single construct may contain mul-
tiple sequences coding for siRNAs, such as multiple regions
of'the RSV NS1 mRNA and/or other RSV genes, and can be
driven, for example, by separate Pollll promoter sites.

Animal cells express a range of non-coding RNAs of
approximately 22 nucleotides termed micro RNA (miRNAs)
that can regulate gene expression at the post transcriptional or
translational level during animal development. One common
feature of miRNAs is that they are all excised from an
approximately 70 nucleotide precursor RNA stem-loop,
probably by Dicer, an RNase III-type enzyme, or a homolog
thereof. By substituting the stem sequences of the miRNA
precursor with miRNA sequence complementary to the target
mRNA, a vector construct that expresses the novel miRNA
can be used to produce siRNAs to initiate RNAi against
specific mRNA targets in mammalian cells (Zeng (2002),
supra). When expressed by DNA vectors containing poly-
merase III promoters, micro-RNA designed hairpins can
silence gene expression (McManus (2002), supra). Viral-me-
diated delivery mechanisms can also be used to induce spe-
cific silencing of targeted genes through expression of
siRNA, for example, by generating recombinant adenovi-
ruses harboring siRNA under RNA Pol II promoter transcrip-
tion control (Xia et al. (2002), supra). Infection of HeLLa cells
by these recombinant adenoviruses allows for diminished
endogenous target gene expression. Injection of the recom-
binant adenovirus vectors into transgenic mice expressing the
target genes of the siRNA results in in vivo reduction of target
gene expression. In an animal model, whole-embryo elec-
troporation can efficiently deliver synthetic siRNA into post-
implantation mouse embryos (Calegari et al., Proc. Natl.
Acad. Sci. USA 99(22):14236-40 (2002)). In adult mice, effi-
cient delivery of siRNA can be accomplished by the “high-
pressure” delivery technique, a rapid injection (within 5 sec-
onds) of a large volume of siRNA-containing solution into
animal via the tail vein (Liu (1999), supra; McCatffrey (2002),
supra; Lewis, Nature Genetics 32:107-108 (2002)). Nanopar-
ticles and liposomes can also be used to deliver siRNA into
animals.
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Uses of Engineered RNA Precursors to Induce RNAi

Engineered RNA precursors, introduced into cells or
whole organisms as described herein, will lead to the produc-
tion of a desired siRNA molecule. Such an siRNA molecule
will then associate with endogenous protein components of
the RNAIi pathway to bind to and target a specific mRNA
sequence for cleavage and destruction. In this fashion, the
mRNA to be targeted by the siRNA generated from the engi-
neered RNA precursor will be depleted from the cell or organ-
ism, leading to a decrease in the concentration of the RSV
protein (such as RSV NS1 protein) encoded by that mRNA in
the cell or organism. The RNA precursors are typically
nucleic acid molecules that individually encode either one
strand of a dsRNA or encode the entire nucleotide sequence
of'an RNA hairpin loop structure.

Antisense

An “antisense” nucleic acid sequence (antisense oligo-
nucleotide) can include a nucleotide sequence that is comple-
mentary to a “sense” nucleic acid sequence encoding a pro-
tein, e.g., complementary to the coding strand of a double-
stranded ¢cDNA molecule or complementary to at least a
portion of an RSV gene. The antisense nucleic acid sequence
can be complementary to an entire coding strand of a target
sequence, or to only a portion thereof (for example, the RSV
NS1 gene and/or RSV NS2 gene, or a portion of either or
both). In another embodiment, the antisense nucleic acid
molecule is antisense to a “noncoding region” of the coding
strand of a nucleotide sequence within the RSV gene. An
antisense oligonucleotide can be, for example, about 7, 10,
15, 20, 25, 30, 35, 40, 45, 50, 55, 60, 65, 70, 75, 80, or more
nucleotides in length.

An antisense nucleic acid sequence can be designed such
that it is complementary to the entire RSV gene, but can also
be an oligonucleotide that is antisense to only a portion of the
RSV gene. For example, the antisense oligonucleotide can be
complementary to the region surrounding the translation start
site of the target mRNA, e.g., between the —10 and +10
regions of the target gene nucleotide sequence of interest. An
antisense oligonucleotide sequence can be, for example,
about 7, 10, 15, 20, 25, 30, 35, 40, 45, 50, 55, 60, 65, 70, 75,
80, or more nucleotides in length.

An antisense nucleic acid sequence of the invention can be
constructed using chemical synthesis and enzymatic ligation
reactions using procedures known in the art. For example, an
antisense nucleic acid (e.g., an antisense oligonucleotide) can
be chemically synthesized using naturally occurring nucle-
otides or variously modified nucleotides designed to increase
the biological stability of the molecules or to increase the
physical stability of the duplex formed between the antisense
and sense nucleic acids, e.g., phosphorothioate derivatives
and acridine substituted nucleotides can be used. The anti-
sense nucleic acid sequence also can be produced biologi-
cally using an expression vector into which a nucleic acid
sequence has been subcloned in an antisense orientation (i.e.,
RNA transcribed from the inserted nucleic acid sequence will
be of'an antisense orientation to a target nucleic acid sequence
of interest, described further in the following subsection).

The antisense nucleic acid molecules of the invention are
typically administered to a subject (e.g., systemically or
locally by direct injection at a tissue site), or generated in situ
such that they hybridize with or bind to RSV mRNA to
thereby inhibit expression of the viral protein. Alternatively,
antisense nucleic acid molecules can be modified to target
selected cells (such as respiratory epithelial cells, dendritic
cells, and/or monocytes) and then administered systemically.
For systemic administration, antisense molecules can be
modified such that they specifically bind to receptors or anti-
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gens expressed on a selected cell surface, e.g., by linking the
antisense nucleic acid molecules to peptides or antibodies
that bind to cell surface receptors or antigens. The antisense
nucleic acid molecules can also be delivered to cells using the
vectors described herein. To achieve sufficient intracellular
concentrations of the antisense molecules, vector constructs
in which the antisense nucleic acid molecule is placed under
the control of a strong pol II or pol III promoter can be used.

In yet another embodiment, the antisense oligonucleotide
of the invention is an alpha-anomeric nucleic acid molecule.
An alpha-anomeric nucleic acid molecule forms specific
double-stranded hybrids with complementary RNA in which,
contrary to the usual beta-units, the strands run parallel to
each other (Gaultier et al., Nucleic Acids. Res. 15:6625-6641
(1987)). The antisense nucleic acid molecule can also com-
prise a 2'-o-methylribonucleotide (Inoue et al. Nucleic Acids
Res. 15:6131-6148 (1987)) or a chimeric RNA-DNA ana-
logue (Inoue et al. FEBS Lett., 215:327-330 (1987)).

Gene expression can be inhibited by targeting nucleotide
sequences complementary to the regulatory region of the
gene to form triple helical structures that prevent expression
of'the gene in target cells. See generally, Helene, C. Antican-
cer Drug Des. 6:569-84 (1991); Helene, C. Ann. N.Y. Acad.
Sci. 660:27-36 (1992); and Maher, Bioassays 14:807-15
(1992). The potential sequences that can be targeted for triple
helix formation can be increased by creating a so-called
“switchback” nucleic acid molecule. Switchback molecules
are synthesized in an alternating 5'-3', 3'-5' manner, such that
they base pair with first one strand of a duplex and then the
other, eliminating the necessity for a sizeable stretch of either
purines or pyrimidines to be present on one strand of a duplex.
Ribozymes

Ribozymes are a type of RNA that can be engineered to
enzymatically cleave and inactivate other RNA targets in a
specific, sequence-dependent fashion. By cleaving the target
RNA, ribozymes inhibit translation, thus preventing the
expression of the target gene. Ribozymes can be chemically
synthesized in the laboratory and structurally modified to
increase their stability and catalytic activity using methods
known in the art. Alternatively, ribozyme encoding nucle-
otide sequences can be introduced into cells through gene-
delivery mechanisms known in the art. A ribozyme having
specificity for RSV RNA can include one or more sequences
complementary to the nucleotide sequence of at least a por-
tion of one or more RSV mRNA (e.g., RSV NS1 mRNA), and
a sequence having known catalytic sequence responsible for
mRNA cleavage (see U.S. Pat. No. 5,093,246 or Haselhoff
and Gerlach Nature 334:585-591 (1988)). For example, a
derivative of a Tetrahymena [-19 IVS RNA can be con-
structed in which the nucleotide sequence of the active site is
complementary to the nucleotide sequence to be cleaved in
the RSV mRNA, such as RSV NS1 mRNA (see, e.g., Cech et
al. U.S. Pat. No. 4,987,071; and Cech et al. U.S. Pat. No.
5,116,742). Alternatively, RSV mRNA encoding an RSV
protein can be used to select a catalytic RNA having a specific
ribonuclease activity from a pool of RNA molecules (see,
e.g., Bartel, D. and Szostak, J. W. Science 261:1411-1418
(1993)).

Nucleic Acid Targets

The nucleic acid targets of the polynucleotides of the
invention (e.g., antisense, RNAi, and ribozymes) may be
ANP receptor gene, or a portion thereof, such as NPRA,
NPRB or NPRC or portion of any of the foregoing. In some
embodiments, the nucleic acid target is the NPRA gene, or a
portion thereof. The nucleic acid target may be any location
within the NPRA or transcript. Preferably, the nucleic acid
target is located at a site selected from the group consisting of
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the 5' untranslated region (UTR), transcription start site,
translation start site, and the 3' UTR.

The nucleic acid target may be located within a NPRA gene
of any human or mammal. Preferably, the nucleic acid target
is at least a portion of a non-structural NPRA gene. More
preferably, the nucleic acid target is at least a portion of an
NPRA gene encoding a protein. In a particularly preferred
embodiment, the nucleic acid target is located within an
NPRA that normally down-regulates host inflammation. In
another preferred embodiment, the nucleic acid target is
located within the human NPRA or mammalian NPRA,
selected from the group consisting of the 5' untranslated
region (UTR), transcription start site, translation start site,
and the 3' UTR.

The nucleic acid target may be located within a human
NPRA gene (NCBI accession no. AF190631, which is incor-
porated herein by reference in its entirety) or an ortholog
thereof, such as a non-human, mammalian NPRA gene. For
treating and/or preventing inflammation within a particular
subject, the polynucleotide selected for administration to the
subject is preferably one targeted to a NPRA gene. For
example, for treating and/or preventing inflammation within
a human subject, the nucleic acid target is preferably located
within a human NPRA gene, or the nucleic acid target has
sufficient homology with the human NPRA gene, so as to
reduce expression of the human NPRA gene. The term “sub-
stantially identical” is used herein to refer to a first amino acid
or nucleotide sequence that contains a sufficient or minimum
number of identical or equivalent (e.g., with a similar side
chain) amino acid residues or nucleotides to a second amino
acid or nucleotide sequence such that the first and second
amino acid or nucleotide sequences have a common structural
domain or common functional activity. For example, amino
acid or nucleotide sequences that contain a common struc-
tural domain having at least about 60%, or 65% identity,
likely 75% identity, more likely 85%, 90%. 91%, 92%, 93%,
94%, 95%, 96%, 97%, 98% or 99% identity are defined
herein as substantially identical.

Calculations of homology or sequence identity between
sequences (the terms are used interchangeably herein) are
performed as follows.

To determine the percent identity of two amino acid
sequences, or of two nucleic acid sequences, the sequences
are aligned for optimal comparison purposes (e.g., gaps can
be introduced in one or both of a first and a second amino acid
or nucleic acid sequence for optimal alignment and non-
homologous sequences can be disregarded for comparison
purposes). In one embodiment, the length of a reference
sequence aligned for comparison purposes is at least 50%, at
least 60%, at least 70%, at least 80%, at least 90%, at least
95%, or at least 100% of the length of the reference sequence.
The amino acid residues or nucleotides at corresponding
amino acid positions or nucleotide positions are then com-
pared. When a position in the first sequence is occupied by the
same amino acid residue or nucleotide as the corresponding
position in the second sequence, then the molecules are iden-
tical at that position (as used herein amino acid or nucleic acid
“identity” is equivalent to amino acid or nucleic acid “homol-
ogy”). The percent identity between the two sequences is a
function of the number of identical positions shared by the
sequences, taking into account the number of gaps, and the
length of each gap, which need to be introduced for optimal
alignment of the two sequences.

The comparison of sequences and determination of percent
identity between two sequences can be accomplished using a
mathematical algorithm. In one embodiment, the percent
identity between two amino acid sequences is determined
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using the Needleman and Wunsch (J. Mol. Biol. 48:444-453
(1970)) algorithm, which has been incorporated into the GAP
program in the GCG software package (available at the offi-
cial Accelrys web site), using either a Blossum 62 matrix or a
PAM250 matrix, and a gap weight of 16, 14, 12, 10, 8, 6, or 4
and a length weight of 1, 2, 3, 4, 5, or 6. In yet another
embodiment, the percent identity between two nucleotide
sequences is determined using the GAP program in the GCG
software package (available at the official Accelrys web site),
using a NWSgapdna. CMP matrix and a gap weight of 40, 50,
60, 70, or 80 and a length weight of 1, 2, 3, 4, 5, or 6. One set
of parameters (and the one that can be used if the practitioner
is uncertain about what parameters should be applied to deter-
mine if a molecule is within a sequence identity or homology
limitation of the invention) are a Blossum 62 scoring matrix
with a gap penalty of 12, a gap extend penalty of 4, and a
frameshift gap penalty of 5.

The percent identity between two amino acid or nucleotide
sequences can be determined using the algorithm of E. Mey-
ers and W. Miller (CABIOS, 4:11-17 (1989)) which has been
incorporated into the ALIGN program (version 2.0), using a
PAM120 weight residue table, a gap length penalty of 12 and
a gap penalty of 4.

The nucleic acid and protein sequences described herein
can be used as a “query sequence” to perform a search against
public databases to, for example, identify other orthologs,
e.g., family members or related sequences. Such searches can
be performed using the NBLAST and XBLAST programs
(version 2.0) of Altschul, et al. J. Mol. Biol. 215:403-10
(1990). BLAST nucleotide searches can be performed with
the NBLAST program, score=100, word length=12, to obtain
nucleotide sequences homologous to known RSV DNA and
RNA sequences. BLAST protein searches can be performed
with the XBLAST program, score=50, word length=3, to
obtain amino acid sequences homologous to known RSV
polypeptide products. To obtain gapped alignments for com-
parison purposes, Gapped BLAST can be utilized as
described in Altschul et al., Nucleic Acids Res. 25:3389-3402
(1997). When utilizing BLAST and Gapped BLAST pro-
grams, the default parameters of the respective programs
(e.g., XBLAST and NBLAST) can be used (see the National
Center for Biotechnology Information web site of the
National Institutes of Health).

Orthologs can also be identified using any other routine
method known in the art, such as screening a cDNA library,
e.g., using a probe designed to identify sequences that are
substantially identical to a reference sequence.
Pharmaceutical Compositions and Methods of Administra-
tion

The NPRA inhibitors of the subject invention (e.g., isatin
or other oxindols, siRNA molecules, antisense molecules,
and ribozymes) can be incorporated into pharmaceutical
compositions. Such compositions typically include the poly-
nucleotide and a pharmaceutically acceptable carrier. As used
herein, the term “pharmaceutically acceptable carrier”
includes saline, solvents, dispersion media, coatings, antibac-
terial and antifungal agents, isotonic and absorption delaying
agents, and the like, compatible with pharmaceutical admin-
istration. Supplementary active compounds can also be incor-
porated into the compositions. Formulations (compositions)
are described in a number of sources that are well known and
readily available to those skilled in the art. For example,
Remington’s Pharmaceutical Sciences (Martin E. W., Easton
Pa., Mack Publishing Company, 19% ed., 1995) describes
formulations which can be used in connection with the sub-
ject invention.
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A pharmaceutical composition is formulated to be compat-
ible with its intended route of administration. Examples of
routes of administration include parenteral, e.g., intravenous,
intradermal, subcutaneous, oral (e.g., inhalation), nasal, topi-
cal, transdermal, transmucosal, and rectal administration.
Solutions or suspensions used for parenteral, intradermal, or
subcutaneous application can include the following compo-
nents: a sterile diluent such as water for injection, saline
solution, fixed oils, polyethylene glycols, glycerine, propy-
lene glycol or other synthetic solvents; antibacterial agents
such as benzyl alcohol or methyl parabens; antioxidants such
as ascorbic acid or sodium bisulfite; chelating agents such as
ethylenediaminetetraacetic acid; buffers such as acetates, cit-
rates or phosphates and agents for the adjustment of tonicity
such as sodium chloride or dextrose. pH can be adjusted with
acids or bases, such as hydrochloric acid or sodium hydrox-
ide. The parenteral preparation can be enclosed in ampoules,
disposable syringes or multiple dose vials made of glass or
plastic.

Pharmaceutical compositions suitable for injectable use
include sterile aqueous solutions (where water soluble) or
dispersions and sterile powders for the extemporaneous
preparation of sterile injectable solutions or dispersion. For
intravenous administration, suitable carriers include physi-
ological saline, bacteriostatic water, CREMOPHOR EL
(BASF, Parsippany, N.J.) or phosphate buffered saline (PBS).
In all cases, the composition should be sterile and should be
fluid to the extent that easy syringability exists. It should be
stable under the conditions of manufacture and storage and be
preserved against the contaminating action of microorgan-
isms such as bacteria and fungi. The carrier can be a solvent
or dispersion medium containing, for example, water, etha-
nol, polyol (for example, glycerol, propylene glycol, and
liquid polyethylene glycol, and the like), and suitable mix-
tures thereof. The proper fluidity can be maintained, for
example, by the use of a coating such as lecithin, by the
maintenance of the required particle size in the case of dis-
persion and by the use of surfactants. Prevention of the action
of microorganisms can be achieved by various antibacterial
and antifungal agents, for example, parabens, chlorobutanol,
phenol, ascorbic acid, thimerosal, and the like. Isotonic
agents, for example, sugars, polyalcohols such as mannitol,
sorbitol, sodium chloride can also be included in the compo-
sition. Prolonged absorption of the injectable compositions
can be brought about by including in the composition an agent
that delays absorption, such as aluminum monostearate or
gelatin.

Sterile injectable solutions can be prepared by incorporat-
ing the active compound (e.g., a polynucleotide of the inven-
tion) in the required amount in an appropriate solvent with
one or a combination of ingredients enumerated above, as
required, followed by filtered sterilization. Generally, disper-
sions are prepared by incorporating the polynucleotide into a
sterile vehicle, which contains a basic dispersion medium and
the required other ingredients from those enumerated above.
In the case of sterile powders for the preparation of sterile
injectable solutions, suitable methods of preparation include
vacuum drying and freeze-drying which yields a powder of
the active ingredient plus any additional desired ingredient
from a previously sterile-filtered solution thereof.

Oral compositions generally include an inert diluent or an
edible carrier. For the purpose of oral therapeutic administra-
tion, the active compound can be incorporated with excipients
and used in the form of tablets, troches, or capsules, e.g.,
gelatin capsules. Oral compositions can also be prepared
using a fluid carrier for use as a mouthwash. Pharmaceutically
compatible binding agents, and/or adjuvant materials can be
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included as part of the composition. The tablets, pills, cap-
sules, troches and the like can contain any of the following
ingredients, or compounds of a similar nature: a binder such
as microcrystalline cellulose, gum tragacanth or gelatin; an
excipient such as starch or lactose, a disintegrating agent such
as alginic acid, PRIMOGEL, or corn starch; a lubricant such
as magnesium stearate or Sterotes; a glidant such as colloidal
silicon dioxide; a sweetening agent such as sucrose or sac-
charin; or a flavoring agent such as peppermint, methyl sali-
cylate, or orange flavoring.

For administration by inhalation, the NPRA inhibitors can
be delivered in the form of drops or an aerosol spray from a
pressured container or dispenser that contains a suitable pro-
pellant, e.g., a gas such as carbon dioxide, or a nebulizer. Such
methods include those described in U.S. Pat. No. 6,468,798.

Systemic administration can also be by transmucosal or
transdermal means. For transmucosal or transdermal admin-
istration, penetrants appropriate to the barrier to be permeated
are used in the formulation. Such penetrants are generally
known in the art, and include, for example, for transmucosal
administration, detergents, bile salts, and fusidic acid deriva-
tives. Transmucosal administration can be accomplished
through the use of nasal sprays, drops, or suppositories. For
transdermal administration, the active compound (e.g., poly-
nucleotides of the invention) are formulated into ointments,
salves, gels, or creams, as generally known in the art.

The pharmaceutical compositions can also be prepared in
the form of suppositories (e.g., with conventional suppository
bases such as cocoa butter and other glycerides) or retention
enemas for rectal delivery.

In embodiments in which the NPRA inhibitor is a poly-
nucleotide, the polynucleotides can be administered by trans-
fection or infection using methods known in the art, including
but not limited to, the methods described in McCatffrey et al.,
Nature 418(6893):38-39 (2002) (hydrodynamic transfec-
tion); Xia et al., Nature Biotechnol. 20(10):1006-10 (2002)
(viral-mediated delivery); or Putnam, Am. J. Health Syst.
Pharm. 53(2):151-160 (1996), erratum at Am. J. Health Syst.
Pharm. 53(3):325 (1996).

The polynucleotides can also be administered by any
method suitable for administration of nucleic acid agents,
such as a DNA vaccine. These methods include gene guns,
bio injectors, and skin patches as well as needle-free methods
such as the micro-particle DNA vaccine technology disclosed
in U.S. Pat. No. 6,194,389, and the mammalian transdermal
needle-free vaccination with powder-form vaccine as dis-
closed in U.S. Pat. No. 6,168,587. Additionally, intranasal
delivery is possible, as described in Hamajima et al., Clin.
Immunol. Immunopathol. 88(2):205-10 (1998). Liposomes
(e.g., as described in U.S. Pat. No. 6,472,375) and microen-
capsulation can also be used. Biodegradable targetable
microparticle delivery systems can also be used (e.g., as
described in U.S. Pat. No. 6,471,996). Preferably, the poly-
nucleotides of the invention are administered to the subject
such that an effective amount are delivered to the respiratory
epithelial cells, DC, and/or monocytes within the subject’s
airway, resulting in an eftfective amount of reduction in NPRA
gene expression.

In one embodiment, the polynucleotides are prepared with
carriers that will protect the polynucleotide against rapid
elimination from the body, such as a controlled release for-
mulation, including implants and microencapsulated delivery
systems. Biodegradable, biocompatible polymers can be
used, such as ethylene vinyl acetate, polyanhydrides, polyg-
lycolic acid, collagen, polyorthoesters, and polylactic acid.
Such formulations can be prepared using standard tech-
niques. Liposomal suspensions (including liposomes tar-
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geted to antigen-presenting cells with monoclonal antibod-
ies) can also be used as pharmaceutically acceptable carriers.
These can be prepared according to methods known to those
skilled in the art, for example, as described in U.S. Pat. No.
4,522.811.

Preferably, the NPRA inhibitors of the subject invention
(e.g., compositions containing them) are administered locally
or systemically such that they are delivered to target cells,
such as cells of the airway, e.g., airway epithelial cells, which
line the nose as well as the large and small airways. For some
disorder, it is preferred that the NPRA inhibitors of the inven-
tion be delivered to dendritic cells and/or monocytes.

Toxicity and therapeutic efficacy of compositions can be
determined by standard pharmaceutical procedures in cell
cultures or experimental animals, e.g., for determining the
LD50 (the dose lethal to 50% of the population) and the ED50
(the dose therapeutically effective in 50% of the population).
The dose ratio between toxic and therapeutic effects is the
therapeutic index and it can be expressed as the ratio LD50/
EDS50. Compositions which exhibit high therapeutic indices
can be used. While compositions that exhibit toxic side
effects can be used, care should be taken to design a delivery
system that targets such compounds to the site of affected
tissue in order to minimize potential damage to uninfected
cells and, thereby, reduce side effects.

Data obtained from cell culture assays and animal studies
can be used in formulating a range of dosage for use in
humans. The dosage of such compositions generally lies
within a range of circulating concentrations that include the
EDS50 with little or no toxicity. The dosage can vary within
this range depending upon the dosage form employed and the
route of administration utilized. For any composition used in
the method of the invention, the therapeutically effective dose
can be estimated initially from cell culture assays. A dose can
be formulated in animal models to achieve a circulating
plasma concentration range that includes the IC50 (i.e., the
concentration of the test composition which achieves a half-
maximal inhibition of symptoms) as determined in cell cul-
ture. Such information can be used to more accurately deter-
mine useful doses in humans. Levels in plasma can be
measured, for example, by high performance liquid chroma-
tography.

The compositions of the invention can be administered on
any appropriate schedule, e.g., from one or more times per
day to one or more times per week; including once every other
day, for any number of days or weeks, e.g., 1 day, 2 days, 3
days, 4 days, 5 days, 6 days, 1 week, 10 days, 2 weeks, 3
weeks, 4 weeks, 5 weeks, 6 weeks, 7 weeks, 8 weeks, 2
months, 3 months, 6 months, or more, or any variation
thereon. The skilled artisan will appreciate that certain factors
may influence the dosage and timing required to effectively
treat a subject, including but not limited to the severity of the
disease or disorder, previous treatments, the general health
and/or age of the subject, and other diseases present. More-
over, treatment of a subject with a therapeutically effective
amount of a NPRA inhibitor can include a single treatment or
can include a series of treatments.

Mammalian species that benefit from the disclosed meth-
ods include, but are not limited to, primates, such as apes,
chimpanzees, orangutans, humans, monkeys; domesticated
animals (e.g., pets) such as dogs, cats, guinea pigs, hamsters,
Vietnamese pot-bellied pigs, rabbits, and ferrets; domesti-
cated farm animals such as cows, buffalo, bison, horses, don-
key, swine, sheep, and goats; exotic animals typically found
in zoos, such as bear, lions, tigers, panthers, elephants, hip-
popotamus, rhinoceros, giraffes, antelopes, sloth, gazelles,
zebras, wildebeests, prairie dogs, koala bears, kangaroo,



US 8,071,560 B2

33

opossums, raccoons, pandas, hyena, seals, sea lions, elephant
seals, otters, porpoises, dolphins, and whales. As used herein,
the terms “subject”, “host”, and “patient” are used inter-
changeably and intended to include such human and non-
human mammalian species. Likewise, in vitro methods of the
present invention can be carried out on cells of such mamma-
lian species. Host cells comprising exogenous polynucle-
otides of the invention may be administered to the subject,
and may, for example, be autogenic (use of one’s own cells),
allogenic (from one person to another), or transgenic or xeno-
genic (from one species to another), relative to the subject.

The polynucleotides of the invention can be inserted into
genetic constructs, e.g., viral vectors, retroviral vectors,
expression cassettes, or plasmid viral vectors, e.g., using
methods known in the art, including but not limited to those
described in Xia et al., (2002), supra. Genetic constructs can
be delivered to a subject by, for example, inhalation, orally,
intravenous injection, local administration (see U.S. Pat. No.
5,328,470) or by stereotactic injection (see, e.g., Chen et al.,
Proc. Natl. Acad. Sci. USA 91:3054-3057 (1994)). The phar-
maceutical preparation of the delivery vector can include the
vector in an acceptable diluent, or can comprise a slow release
matrix in which the delivery vehicle is imbedded. Alterna-
tively, where the complete delivery vector can be produced
intact from recombinant cells, e.g., retroviral vectors, the
pharmaceutical preparation can include one or more cells
which produce the polynucleotide delivery system.

The polynucleotides of the invention can also include small
hairpin RNAs (shRNAs), and expression constructs engi-
neered to express shRNAs. Transcription of shRNAs is initi-
ated at a polymerase 11 (pol I1I) promoter, and is thought to be
terminated at position 2 of a 4-5-thymine transcription termi-
nation site. Upon expression, shRNAs are thought to fold into
a stem-loop structure with 3' UU-overhangs; subsequently,
the ends of these shRNAs are processed, converting the shR-
NAs into siRNA-like molecules of about 21 nucleotides
(Brummelkamp et al., Science 296:550-553 (2002); Lee et
al., (2002), supra; Miyagishi and Taira, Nature Biotechnol.
20:497-500 (2002); Paddison et al. (2002), supra; Paul
(2002), supra; Sui (2002) supra; Yu et al. (2002), supra.

SiRNAs of the invention may be fused to other nucleotide
molecules, or to polypeptides, in order to direct their delivery
or to accomplish other functions. Thus, for example, fusion
proteins comprising a siRNA oligonucleotide that is capable
of'specifically interfering with expression of NPRA gene may
comprise affinity tag polypeptide sequences, which refers to
polypeptides or peptides that facilitate detection and isolation
of the polypeptide via a specific affinity interaction with a
ligand. The ligand may be any molecule, receptor, counter-
receptor, antibody or the like with which the affinity tag may
interact through a specific binding interaction as provided
herein. Such peptides include, for example, poly-His or
“FLAG” or the like, e.g., the antigenic identification peptides
described in U.S. Pat. No. 5,011,912 and in Hopp et al.,
(Bio/Technology 6:1204, 1988), or the XPRESS epitope tag
(INVITROGEN, Carlsbad, Calif.). The affinity sequence
may be a hexa-histidine tag as supplied, for example, by a
pBAD/His (INVITROGEN) or a pQE-9 vector to provide for
purification of the mature polypeptide fused to the marker in
the case of a bacterial host, or, for example, the affinity
sequence may be a hemagglutinin (HA) tag when a mamma-
lian host, e.g., COS-7 cells, is used. The HA tag corresponds
to an antibody defined epitope derived from the influenza
hemagglutinin protein (Wilson et al., 1984 Cell 37:767).

The present invention also relates to vectors and to con-
structs that include or encode polynucleotides of the present
invention (e.g., siRNA), and in particular to “recombinant
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nucleic acid constructs” that include any nucleic acid such as
a DNA polynucleotide segment that may be transcribed to
yield NPRA mRNA -specific siRNA polynucleotides accord-
ing to the invention as provided above; to host cells which are
genetically engineered with vectors and/or constructs of the
invention and to the production of siRNA polynucleotides,
polypeptides, and/or fusion proteins of the invention, or frag-
ments or variants thereof, by recombinant techniques. siRNA
sequences disclosed herein as RNA polynucleotides may be
engineered to produce corresponding DNA sequences using
well-established methodologies such as those described
herein. Thus, for example, a DNA polynucleotide may be
generated from any siRNA sequence described herein, such
that the present siRNA sequences will be recognized as also
providing corresponding DNA polynucleotides (and their
complements). These DNA polynucleotides are therefore
encompassed within the contemplated invention, and can, for
example, be incorporated into the subject invention recombi-
nant nucleic acid constructs from which siRNA may be tran-
scribed.

According to the present invention, a vector may comprise
a recombinant nucleic acid construct containing one or more
promoters for transcription of an RNA molecule, for
example, the human U6 snRNA promoter (see, e.g., Miyag-
ishietal., Nat. Biotechnol. 20:497-500 (2002); Lee et al., Nat.
Biotechnol. 20:500-505 (2002); Paul et al., Nat. Biotechnol.
20:505-508 (2002); Grabarek et al., BioTechniques 34:73544
(2003); see also Sui et al., Proc. Natl. Acad. Sci. USA
99:5515-20 (2002)). Each strand of a siRNA polynucleotide
may be transcribed separately each under the direction of a
separate promoter and then may hybridize within the cell to
form the siRNA polynucleotide duplex. Each strand may also
be transcribed from separate vectors (see Lee et al., supra).
Alternatively, the sense and antisense sequences specific for
an RSV sequence may be transcribed under the control of a
single promoter such that the siRNA polynucleotide forms a
hairpin molecule (Paul et al., supra). In such an instance, the
complementary strands of the siRNA specific sequences are
separated by a spacer that comprises at least four nucleotides,
but may comprise atleast 5, 6,7,8,9,10,11,12,14,16,94 18
nucleotides or more nucleotides as described herein. In addi-
tion, siRNAs transcribed under the control of a U6 promoter
that form a hairpin may have a stretch of about four uridines
at the 3' end that act as the transcription termination signal
(Miyagishi et al., supra; Paul et al., supra). By way of illus-
tration, if the target sequence is 19 nucleotides, the siRNA
hairpin polynucleotide (beginning at the 5' end) has a
19-nucleotide sense sequence followed by a spacer (which as
two uridine nucleotides adjacent to the 3' end of the 19-nucle-
otide sense sequence), and the spacer is linked to a 19 nucle-
otide antisense sequence followed by a 4-uridine terminator
sequence, which results in an overhang. siRNA polynucle-
otides with such overhangs effectively interfere with expres-
sion of the target polypeptide. A recombinant construct may
also be prepared using another RNA polymerase II1 promoter,
the H1 RNA promoter, that may be operatively linked to
siRNA polynucleotide specific sequences, which may be
used for transcription of hairpin structures comprising the
siRNA specific sequences or separate transcription of each
strand of a siRNA duplex polynucleotide (see, e.g., Brum-
melkamp et al., Science 296:550-53 (2002); Paddison et al.,
supra). DNA vectors useful for insertion of sequences for
transcription of an siRNA polynucleotide include pSUPER
vector (see, e.g., Brummelkamp et al., supra); pAV vectors
derived from pCWRSVN (see, e.g., Paul et al., supra); and
pIND (see, e.g., Lee et al., supra), or the like.
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Polynucleotides of the invention can be expressed in mam-
malian cells, yeast, bacteria, or other cells under the control of
appropriate promoters, providing ready systems for evalua-
tion of NPRA polynucleotides that are capable of interfering
with expression of NPRA gene, as provided herein. Appro-
priate cloning and expression vectors for use with prokaryotic
and eukaryotic hosts are described, for example, by Sam-
brook, etal., Molecular Cloning: A Laboratory Manual, Third
Edition, Cold Spring Harbor, N.Y., (2001).

The appropriate DNA sequence(s) may be inserted into the
vector by a variety of procedures. In general, the DNA
sequence is inserted into an appropriate restriction endonu-
clease site(s) by procedures known in the art. Standard tech-
niques for cloning, DNA isolation, amplification and purifi-
cation, for enzymatic reactions involving DNA ligase, DNA
polymerase, restriction endonucleases and the like, and vari-
ous separation techniques are those known and commonly
employed by those skilled in the art. A number of standard
techniques are described, for example, in Ausubel et al. (1993
Current Protocols in Molecular Biology, Greene Publ. Assoc.
Inc. & John Wiley & Sons, Inc., Boston, Mass.); Sambrook et
al. (2001 Molecular Cloning, Third Ed., Cold Spring Harbor
Laboratory, Plainview, N.Y.); Maniatis et al. (1982 Molecular
Cloning, Cold Spring Harbor Laboratory, Plainview, N.Y.);
and elsewhere.

The DNA sequence in the expression vector is operatively
linked to at least one appropriate expression control
sequences (e.g., a promoter or a regulated promoter) to direct
mRNA synthesis. Representative examples of such expres-
sion control sequences include LTR or SV40 promoter, the £.
coli lac or trp, the phage lambda P, promoter and other pro-
moters known to control expression of genes in prokaryotic or
eukaryotic cells or their viruses. Promoter regions can be
selected from any desired gene using CAT (chloramphenicol
transferase) vectors or other vectors with selectable markers.
Eukaryotic promoters include CMV immediate early, HSV
thymidine kinase, early and late SV40, LTRs from retrovirus,
and mouse metallothionein-I. Selection of the appropriate
vector and promoter is well within the level of ordinary skill
in the art, and preparation of certain particularly preferred
recombinant expression constructs comprising at least one
promoter, or regulated promoter, operably linked to a poly-
nucleotide of the invention is described herein.

As noted above, in certain embodiments the vector may be
a viral vector such as a mammalian viral vector (e.g., retro-
virus, adenovirus, adeno-associated virus, lentivirus). For
example, retroviruses from which the retroviral plasmid vec-
tors may be derived include, but are not limited to, Moloney
Murine Leukemia Virus, spleen necrosis virus, retroviruses
such as Rous Sarcoma Virus, Harvey Sarcoma virus, avian
leukosis virus, gibbon ape leukemia virus, human immuno-
deficiency virus, adenovirus, Myeloproliferative Sarcoma
Virus, and mammary tumor virus.

The viral vector includes one or more promoters. Suitable
promoters that may be employed include, but are not limited
to, the retroviral LTR; the SV40 promoter; and the human
cytomegalovirus (CMV) promoter described in Miller, et al.,
Biotechnigues 7:980-990 (1989), or any other promoter (e.g.,
cellular promoters such as eukaryotic cellular promoters
including, but not limited to, the histone, pol III, and beta-
actin promoters). Other viral promoters that may be
employed include, but are not limited to, adenovirus promot-
ers, adeno-associated virus promoters, thymidine kinase
(TK) promoters, and B19 parvovirus promoters. The selec-
tion of a suitable promoter will be apparent to those skilled in
the art from the teachings contained herein, and may be from
among either regulated promoters (e.g., tissue-specific or
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inducible promoters) or promoters as described above. A
tissue-specific promoter allows preferential expression of the
polynucleotide in a given target tissue (such as tissue of the
respiratory tract), thereby avoiding expression in other tis-
sues. For example, to express genes specifically in the heart,
anumber of cardiac-specific regulatory elements can be used.
An example of a cardiac-specific promoter is the ventricular
form of MLC-2v promoter (see, Zhu et al., Mol. Cell. Biol.
13:4432-4444, 1993; Navankasattusas et al., Mol. Cell Biol.
12:1469-1479, 1992) or a variant thereof such as a 281 bp
fragment of the native ML.C-2v promoter (nucleotides —264
to +17, Genebank Accession No. U26708). Examples of other
cardiac-specific promoters include alpha myosin heavy chain
(Minamino et al., Circ. Res. 88:587-592, 2001) and myosin
light chain-2 (Franz et al., Circ. Res. 73:629-638, 1993).
Endothelial cell gene promoters include endoglin and ICAM-
2. See Velasco et al., Gene Ther. 8:897-904, 2001. Liver-
specific promoters include the human phenylalanine
hydroxylase (PAH) gene promoters (Bristeau et al., Gene
274:283-291, 2001), hB1F (Zhang et al., Gene 273:239-249,
2001), and the human C-reactive protein (CRP) gene pro-
moter (Ruther et al., Oncogene 8:87-93, 1993). Promoters
that are kidney-specific include CLCN5 (Tanaka et al.,
Genomics 58:281-292, 1999), renin (Sinn et al., Physical
Genomics 3:25-31, 2000), androgen-regulated protein,
sodium-phosphate cotransporter, renal cytochrome P-450,
parathyroid hormone receptor and kidney-specific cadherin.
See Am. J. Physiol. Renal Physiol. 279:F383-392, 2000. An
example of a pancreas-specific promoter is the pancreas
duodenum homeobox 1 (PDX-1) promoter (Samara et al.,
Mol. Cell Biol. 22:4702-4713, 2002). A number of brain-
specific promoters may be useful in the invention and include
the thy-1 antigen and gamma-enolase promoters (Vibert et
al., Fur. J. Biochem. 181:33-39, 1989), the glial-specific glial
fibrillary acidic protein (GFAP) gene promoter (Cortez et al.,
J. Neurosci. Res. 59:39-46, 2000), and the human FGF1 gene
promoter (Chiu et al., Oncogene 19:6229-6239, 2000). The
GATA family of transcription factors have promoters direct-
ing neuronal and thymocyte-specific expression (see Asnagli
etal., J. Immunol. 168:4268-4271, 2002).

In another aspect, the present invention relates to host cells
containing the above described recombinant constructs. Host
cells are genetically engineered/modified (transduced, trans-
formed or transfected) with the vectors and/or expression
constructs of this invention that may be, for example, a clon-
ing vector, a shuttle vector, or an expression construct. The
vector or construct may be, for example, in the form of a
plasmid, a viral particle, a phage, etc. The engineered host
cells can be cultured in conventional nutrient media modified
as appropriate for activating promoters, selecting transfor-
mants or amplitying particular genes such as genes encoding
siRNA polynucleotides or fusion proteins thereof. The cul-
ture conditions for particular host cells selected for expres-
sion, such as temperature, pH and the like, will be readily
apparent to the ordinarily skilled artisan.

The host cell can be a higher eukaryotic cell, such as a
mammalian cell, or a lower eukaryotic cell, such as a yeast
cell, or the host cell can be a prokaryotic cell, such as a
bacterial cell. Representative examples of appropriate host
cells according to the present invention include, but need not
be limited to, bacterial cells, such as E. coli, Streptomyces,
Salmonella typhimurium; fungal cells, such as yeast; insect
cells, such as Drosophila S2 and Spodoptera St9; animal
cells, such as CHO, COS or 293 cells; adenoviruses; plant
cells, or any suitable cell already adapted to in vitro propaga-
tion or so established de novo.
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Various mammalian cell culture systems can also be
employed to produce polynucleotides of the invention from
recombinant nucleic acid constructs of the present invention.
The invention is therefore directed in part to a method of
producing a polynucleotide, such as a siRNA, by culturing a
host cell comprising a recombinant nucleic acid construct that
comprises at least one promoter operably linked to a poly-
nucleotide of the invention that is specific for NPRA gene. In
certain embodiments, the promoter may be a regulated pro-
moter as provided herein, for example a tetracycline-repress-
ible promoter. In certain embodiments, the recombinant
expression construct is a recombinant viral expression con-
struct as provided herein. Examples of mammalian expres-
sion systems include the COS-7 lines of monkey kidney
fibroblasts, described by Gluzman, Cell 23:175 (1981), and
other cell lines capable of expressing a compatible vector, for
example, the C127, 3T3, CHO, HelLa, HEK, and BHK cell
lines. Mammalian expression vectors will comprise an origin
of replication, a suitable promoter and enhancer, and also any
necessary ribosome binding sites, polyadenylation site, splice
donor and acceptor sites, transcriptional termination
sequences, and 5' flanking nontranscribed sequences, for
example as described herein regarding the preparation of
recombinant polynucleotide constructs. DNA sequences
derived from the SV40 splice, and polyadenylation sites may
be used to provide the required nontranscribed genetic ele-
ments. Introduction of the construct into the host cell can be
effected by a variety of methods with which those skilled in
the art will be familiar, including but not limited to, for
example, liposomes including cationic liposomes, calcium
phosphate transfection, DEAE-Dextran mediated transfec-
tion, or electroporation (Davis et al., 1986 Basic Methods in
Molecular Biology), or other suitable technique.

The expressed polynucleotides may be useful in intact host
cells; in intact organelles such as cell membranes, intracellu-
lar vesicles or other cellular organelles; or in disrupted cell
preparations including but not limited to cell homogenates or
lysates, microsomes, uni- and multilamellar membrane
vesicles or other preparations. Alternatively, expressed poly-
nucleotides can be recovered and purified from recombinant
cell cultures by methods including ammonium sulfate or
ethanol precipitation, acid extraction, anion or cation
exchange chromatography, phosphocellulose chromatogra-
phy, hydrophobic interaction chromatography, affinity chro-
matography, hydroxylapatite chromatography and lectin
chromatography. Finally, high performance liquid chroma-
tography (HPLC) can be employed for final purification

steps.
As used herein, the terms “administer”, “apply”, “treat”,
“transplant”, “implant”, “deliver”, and grammatical varia-

tions thereof, are used interchangeably to provide NPRA
inhibitors of the subject invention (e.g., vectors containing or
encoding polynucleotides of the subject invention) to target
cells in vitro or in vivo, or provide genetically modified (engi-
neered) cells of the subject invention to a subject ex vivo.

As used herein, the term “co-administration” and varia-
tions thereof refers to the administration of two or more
agents simultaneously (in one or more preparations), or con-
secutively. For example, one or more types of NPRA inhibi-
tors of the invention (e.g., vectors containing or encoding
polynucleotides of the subject invention) can be co-adminis-
tered with other agents.

As used in this specification, including the appended
claims, the singular “a”, “an”, and “the” include plural refer-
ence unless the contact dictates otherwise. Thus, for example,
areference to “apolynucleotide” includes more than one such
polynucleotide. A reference to “a nucleic acid sequence”
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includes more than one such sequence. A reference to “a cell”
includes more than one such cell.

The terms “comprising”, “consisting of” and “consisting
essentially of” are defined according to their standard mean-
ing. The terms may be substituted for one another throughout
the instant application in order to attach the specific meaning

associated with each term.

EXAMPLE 1

ANP Overexpression in the Lung Augments
Inflammation and Cytokine Production in
Splenocytes

ANP has been suspected to play a role in decreasing
inflammation, as it was shown to play a role in decreasing
TNF-a production from macrophages and slightly decreased
NFKB activation (Mohapatra et al. JACIL, 2004). Also, NPRA
deficient mice did not exhibit inflammation. Since excess
ANP expression activates the clearance receptor, it was
hypothesized that ANP actually increases inflammation. To
test this, naive mice were administered intranasally a plasmid
pVAX expressing the ANP peptide. The results show that
ANP overexpression actually increases inflammation.

Materials and Methods

Animals. Six-week old female BALB/c mice from Jackson
laboratory (Bar Harbor, Me.) were maintained in pathogen
free conditions in accordance with animal research commit-
tee regulations.

Construction of ANP expression vector. Total RNA was
isolated from murine heart using Trizol reagent (LIFE TECH-
NOLOGY, Gaithersburg, Md.) following the manufacturer’s
protocol. The cDNA sequence for the ANP, residues 99-126
of'pro ANP was amplified by RT-PCR. A translation initiation
codon was inserted in the forward primers, so that the recom-
binant peptides had an additional amino acid, methionine, as
the first amino acid apart from its known content. The PCR
product was cloned in pVAX vector (INVITROGEN, Carls-
bad, Calif.) at HindIIl and Xhol sites. The cloned ANP
sequence was verified by DNA sequencing and its expression
was checked in A549 human epithelial cells.

Analysis of intracellular cytokine production in T cells.
Mouse spleen T cells purified using mouse T-cell enrichment
column kit (R & D Systems, Minneapolis, Minn.) were cul-
tured in 6-well plates for 4 days. Finally, cells were stimulated
with PMA (50 ng/ml) and ionomycin (500 ng/ml) (SIGMA,
Saint Louis, Mo.) for 6 hours in the presence of GOLGISTOP
(PHARMINGEN, San Diego, Calif.) and then fixed and
stained using CD8 or CD4 mAb (BD BIOSCIENCES, San
Diego, Calif.) for flow cytometry analysis.

Histological analysis. Mouse lungs were removed after 24
hours of intranasal pANP administration, fixed, and sections
stained with H&E.

Results. Normal BALB/c mice were given i.n. nanopar-
ticles carrying pANP or pVAX and their lungs were examined
3 days after by staining the sections (H&E), showing goblet
cell hyperplasia. These results directly demonstrate that in
normal mice over expression of ANP results in bronchial
inflammation. To demonstrate that ANP over expression also
stimulates immune system, BALB/c mice were given i.p.
OVA (with alum) and then challenged i.n. OVA. Mice were
sacrificed, the spleens aseptically removed and the cells were
cultured for 48 hours in the presence of OVA (Sigma) and
recombinant IL-2. Cells were removed from culture and
stained for surface markers CD4 and CD3 and intracellular
cytokines 1[-4, I1.-10 and IFN-g (BD Pharmingen). The
results show that in normal mice in absence of any antigen
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sensitization, ANP overexpression increases expression of
boANP in general augments inflammation by activating both
innate and adaptive immunity.

EXAMPLE 2

Inhibitory Effect of Transfected siRNA Plasmids on
NPRA Expression

To determine whether siRNAs can be produced that will
effectively decrease NPRA expression, 11 different siRNA
oligos were designed and cloned in a pU6 vector. Cells trans-
fected with each of the construct was examined for NPRA
protein expression by western blotting.

Materials and Methods

Plasmid constructs. The nucleotide sequence for each
siRNA is described previously (SEQ ID #1-11). Each pair of
oligos was inserted into pU6 plasmid at appropriate sites
respectively, to generate the corresponding siRNA for siN-
PRA.

DNA transfection. Cells were transfected with siNPRA or
controls (siU6) using LIPOFECTAMINE 2000 reagent (IN-
VITROGEN, Carlsbad, Calif.). pEGFP plasmid (STRAT-
AGENE, La Jolla, Calif.) was used for measurement of trans-
fection efficiency.

Protein expression analysis by Western blotting. Trans-
fected cells were used to prepare whole cell lysates, which
were electrophoresed on 12% polyacrylamide gels and the
proteins were transferred to PVDF membranes (BIO-RAD,
Hercules, Calif.). The blot was incubated separately with
NPRA polyclonal antibody (SANTA CRUZ BIOTECH,
Santa Cruz, Calif.), immunoblot signals were developed by
SUPER SIGNAL ULTRA chemiluminescent reagent
(PIERCE, Rockford, IIL.).

Results. Eleven different siRNA oligos were designed spe-
cifically targeting NPRA gene. The siRNA oligos were
cloned in pU6 vector. FIG. 2 shows results the inserts being
present in the plasmids. The inserts were sequenced to con-
firm the presence of siRNA inserts in them. Cells in 6-well
plates were transfected with psiNPRA (2 ug). Forty eight
hours later total protein were extracted western blotted using
an antibody to NPRA. Results from two different experi-
ments are shown in FIGS. 3A-3C. Plasmids encoding ANP,
Kp73-102 and VD were used as control, since they have been
shown to downregulate NPRA expression. In the third experi-
ment, HEKGCA cells grown in 6-well plates were transfected
with psiNPRA (2 ug), as indicated and forty eight hours later
total protein were extracted western blotted using an antibody
to NPRA (FIG. 3C). Untransfected cells and cells transfected
with U6 vector plasmid without any siNPRA were used as
control. Also, filters were stripped and reprobed with anti-
body to beta-actin. The experiments were repeated. The
results showed that 3 of 11 siNPRA constructs consistently
decreased NPRA protein expression in the HEKGCA cells.

To confirm these results, inhibitory effect of siRNA in vitro
was examined using HEKGCA cells. Cells grown in 6-well
plates were transfected with psiNPRA (2 ug). Forty eight
hours later, cells were subjected to flow cytometry to detect
NPRA positive cells using an antibody to NPRA (FIG. 4A).
U6 plasmid without any siRNA and Plasmid encoding Kp73-
102 was used as controls, since the latter has been shown to
down-regulate NPRA expression. B) Mice (n=4) were intra-
nasally administered with 25 ug siRNA plasmids complexed
with 125 ul of chitosan nanoparticles. BAL was done 72 hours
later. Cells were stained by NPRA Ab. NPR A expression cells
were counted (FIG. 4B).
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Together the results show that siNPRAS, siNPRA9 and
siNR10 were the most effective siRNAs that significantly
reduced NPRA expression.

EXAMPLE 3

Demonstration that Oral siNPRA Treatment
Decreases Inflammation, Eosinophilia and Th2
Cytokines in BALB/c Mice

To determine whether decreased expression of NPRA by
siNPRA treatment will reduce inflammation in asthma, the
effect of intranasal siNPRA9 was tested in ovalbumin-in-
duced mouse model of asthma.

Materials and Methods. Six to eight week-old BALB/c
mice (n=6) were sensitized by i.p. injection of ovalbumin (50
ug in 2 mg of alum/mouse) and challenged intranasally with
OVA (50 pg). Mice were given two siNPRA9 treatments by
gavage and challenged 24 hours later. After a further 24 hours
of challenge, mice were sacrificed and their lungs removed
for histology in a subgroup (n=3) of mice. The remainder of
the group were lavaged and a cell differential was performed
as described, especially to enumerate the eosinophil numbers
in the BAL fluid. Thoracic lymph node cells (A) and spleen
cells (B) were removed and cells cultured for 48 hours in the
presence of OVA (Sigma Grade V) and recombinant mouse
IL-2. Naive mice received no treatment. Cells were treated
with GolgiStop (BD Pharmingen) and stained for surface and
intracellular cytokines (Antibodies obtained from BD Pharm-
ingen). Percent cytokine secreting cells were quantified by
intracellular cytokine staining using flow cytometry, as
described.

Results. The results of lung histology, i.e., lung sections
stained by H &E revealed that compared to untreated Oval-
bumin-sensitized and mice treated with scrambled si-NPRA
group, treated mice showed a significant reduction in lung
inflammation. The lung histology was very similar to the
naive mice. There was significant reduction in epithelial gob-
let cell hyperplasia and a significant reduction in peribroncial,
perivascular and interstitial infiltration of the inflammatory
cells to the lung (FIGS. 6 A-6C). There was also a significant
reduction in the number of eosinophils in BAL fluid (FIG.
5A) and reduction in Th2 cytokines in thoracic lymph nodes
as determined by intracellular cytokine staining (FIGS. 5B-1
and 5B-2).

EXAMPLE 4

Demonstration that Transdermal siNPRA Treatment
Decreases Inflammation, Eosinophilia and Th2
Cytokines in BALB/c Mice

Patients are more compliant when the drug is delivered by
transdermal route. Therefore, siNPRAS delivered by trans-
dermal route was attempted to determine whether such
siRNA therapy would decrease pulmonary inflammation in
this ovalbumin-induced mouse model of asthma.

Materials and Methods. BALB/c mice (n=5 each group)
were sensitized (i.p.) as in example #3 and challenged (i.n.)
with 50 pug of OVA. Mice were given siNPRA (oligonucle-
otide) treatments by transdermal route (siNPRAS) and chal-
lenged 4 hours later. Following 24 hours of challenge two
mice were sacrificed to obtain lungs and which were fixed
sectioned and immunostained for NPRA expression (A).
Mice (n=3) were sacrificed and lavaged and the percentage of
eosinophils (B) and IL.-4 concentration (C) in the lavage fluid
was determined.
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Results. Since intradermal delivery of siRNA has not been
shown previously, the lung sections were first checked for the
expression of NPRA and whether siRNA delivered by trans-
dermal route decreases NPRA expression. The results are
shown in FIG. 7A and indicate that lungs of ova-sensitized
mice and mice treated with scrambled si-NPRAS show higher
number of cells expressing NPRA. siNPRA treatment
decreased the expression level significantly. Typically, epi-
thelial cells did not express NPRA and although not verified
it is the dendritic cells appear to be involved in NPRA expres-
sion. The siNPRAS treated mice also showed a significant
reduction in eosinophil numbers (FIG. 7B) and levels of IL-4
(FIG. 7C) in the BAL. The results of H & E staining of lung
sections showed that compared to untreated Ovalbumin-sen-
sitized and mice treated with scrambled si-NPRAS group,
treated mice showed a significant reduction in lung inflam-
mation (FIGS. 8A and 8B). There was a significant reduction
in epithelial goblet cell hyperplasia and a significant reduc-
tion in peribroncial, perivascular and interstitial infiltration of
the inflammatory cells to the lung. Together these results
show that transdermal delivery of siNPRAS8 decreases NPRA
expression and inflammation of the lung and reduction of
1L-4 and eosinophils in the lung.

EXAMPLE 5

Demonstration that Transfection of A549 Cells with
psiNPRA9 Decreases the Number of Respiratory
Syncytial Virus (RSV) Infection Infected Cells

Respiratory syncytial virus infection also causes bronchi-
olitis in newborns and in elderly causing pneumonitis, which
is characterized severe acute lung inflammation. RSV infec-
tion typically requires certain host cell proteins and transcrip-
tion factors for its replication and subsequent infection of
others cells. Since siNPRA treatment decreases pulmonary
inflammation, the effect of siNPRAY transfection on RSV
infection was examined in pulmonary type-II epithelial cells
was examined.

Materials and Methods. RT-PCR analysis of NPRA
expression in the lung of mice treated with siRNA. psiNPRA9
was encapsulated with chitosan nanoparticles and intrana-
sally delivered to mice. Twenty-four hours later, mice were
infected with RSV (5x10° pfu/mouse). Four days later, mice
were sacrificed and lung cells were collected for RNA extrac-
tion. NPRA fragment were amplified by RT-PCR using
NPRA specific primers (F:5-GCA AAG GCC GAG TTA
TCT ACA TC-3'(SEQ ID NO:5), R:5'-AAC GTA GTC CTC
CCC ACA CAA-3(SEQ ID NO:6)) and analyzed in 1% aga-
rose gel.

To determine the effect of siNPRA9 on RSBV infection of
epithelial cells, A549 cells were grown in 6 well plate, trans-
fected by siNPRAS, siNPRA9 or control U6 plasmid (2.0 ug)
and 2 hours after infected by rgRSV (MOI=0.2). Cells were
checked for infection 48 hours later, FACS was done. Also,
AS549 cells were grown in 6 well plate infected by rgRSV
(MOI=0.2) and 24 hours after infection they were transfected
by siNPRAS, siNPRAY or control U6 plasmid (2.0 ug) and
further 24 hr later, Flow cytometry was performed to estimate
percentage of infected cells.

Results. The RT-PCR analysis showed that both RSV
infected mice and mice infected with RSV and intranasally
treated with pU6 control plasmid given with chitosan nano-
particles showed NPRA expression in the lung cells. How-
ever, mice infected with RSV and intranasally given psiN-
PRA9 showed an amplification product that was reduced in
band intensity compared to cells from mice given pU6 plas-

25

30

40

45

50

60

42

mid. The lung cells from NPRA knock-out mice showed the
band as well but it was reduced in intensity.

To determine the effect of siNPRA9 on rgRSV infection of
A549 cells, either cells were grown in 6 well plate, transfected
by siNPRAS, siNPRA9 or control U6 plasmid (2.0 ug) and 2
hours after infected by rgRSV (MOI=0.2) (prophylactic
approach), or A549 cells were grown in 6 well plate infected
by rgRSV (MOI=0.2) and 24 hours after infection they were
transfected by siNPRAS, siNPRA9 or control U6 plasmid
(2.0 ug) (therapeutic approach) and further 24 hr later, flow
cytometry was performed to estimate percentage of infected
cells. The results showed whether prophylactic approach or
therapeutic approach the results showed a 20% reduction in
rgRSV infected cells in cells treated with siNPRAS8 and/or
siNPRA9 compared to siU6 control plasmid. Thus these
results show that siNPRA treatment can decrease RSV infec-
tion in addition to inflammation as seen in other studies.

EXAMPLE 6

Demonstration that siNPRA Treatment Decreases
Melanoma Tumor Formation in B16 Mouse Model

Because siNPRA molecules are deliverable by transdermal
route and treatment with siNPRA decreases local and sys-
temic inflammation, which has been recently attributed
toward the origin of certain cancers, the effect of siNPRA on
melanoma was tested. The neoplastic transformation of the
melanocyte involves differential ability of the melanoma cell
versus the melanocyte to cope with oxidative stress. Melano-
cytes produce reactive radicals and have a low level of anti-
oxidant enzymes, responding to UV with a large but transient
increase in superoxide anion whereas keratinocytes and fibro-
blasts do not. Also, the comparative resting levels of the
subunits forming the transcription factor NFkB are altered
between melanocytes and melanoma cells both under resting
and UVB stimulated conditions (Chin, L et al. Genes Dev,
1998, 12(22):3467-348126). Thus, the effect of the role of
NPRA in melanoma was investigated.

Materials and Methods. B16 melanoma cells (1.3x105)
were injected subcutaneously into twelve-week old female
C57BL/6 mice or NPRA-deficient mice produced in B6 back-
ground. These mice were then treated with 33 pug of siNPRA-
oligos, siNPRAY plasmid, or scrambled oligos. All of these
were mixed with Chitosan at ratio of 1:2.5. Mixed chitosan
and plasmid or oligos were mixed again with cream before
application to the injection area. The control group was given
cream only. These treatments were given twice a week. Mice
were sacrificed on day twenty second, tumors were removed
and weighed.

Results. To determine the role of NPRA in melanoma,
groups of wild-type (WT) and NPRA™~ mice (n=8) were
given subcutaneously 3x10° B16F10.9 cells and the tumor
progression was observed after 14 days. The WT mice pro-
duced tumors whereas NPRA-/- mice did not have any
tumors ANP pathway is a major pathway promoting mela-
noma tumors in C57BL/6-B16F10.9 model (FIGS. 12A-
12E). To quantify the results, the tumor size and burden were
measured in WT and NPRA™~ mice injected s.c. with B16
melanoma cells. A significant reduction (P<0.01) in mean
tumor volume measured over 18 days after B16 cell injection
and a significant decrease in tumor weight at day 18 was
found in NPRA™"~ mice (n=12) compared to WT (FIGS. 13A
and 13B).

Since, NPRA-deficient mice may have other abnormalities
which might make it resistant, the WT mice were injected
with3x10° B16F10.9 cells and were then treated with a cream
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containing siNPRA 9 given twice a week at the location of
tumor cell injection. Three weeks later, both treated and con-
trol mice treated with cream alone without siNPRA were
compared for their tumor burden. FIG. 13C shows a compari-
son of both groups of mice. Excision of these tumors revealed
that siNPRA, but not siNPRA scrambled, showed significant
reductions in tumor burden. These results together show that
siNPRA can be used to treat melanomas.

EXAMPLE 7

Demonstration that siNPRA Treatment Decreases
Melanoma Tumor Formation in Lewis Lung
Carcinoma B16 Mouse Model

Methods: For challenge with Lewis lung cancer cells, LL.C1
cells grown in DMEM were washed with phosphate buffered
saline (PBS) and resuspended in PBS at 2x107 cells per ml.
Two groups of mice (n=8 per group) were tested: WT
C57BL/6 mice and C57BL/6 NPRA-deficient mice. Animals
were injected subcutaneously with 2x10° LLC1 cells (100 ul)
in the right flank. Tumor sizes were measured at days 10, 13,
15 and 17 after injection. All animals were sacrificed on day
17 and the tumors were removed and weighed.

Results: Using the Lewis lung carcinoma model, C57BL/6
WT mice and NPRA gene knockout (NPRA~'~) mice (n=8 for
each group) were injected s.c. with 2x10° cells LLC1 cells in
the right flank. Tumors appeared within one week after injec-
tion and tumor size was measured with a digital caliper begin-
ning on day 10. The tumors in WT mice grew rapidly after day
10, but tumors in NPRA ™"~ mice gradually shrank. On day 17,
all mice were sacrificed, and tumor sizes and weights were
measured. In one of the NPRA™~ mice, there were no visible
tumors at all. Significant differences (P<0.001) in tumor size
and weight were observed between the two groups

10

15

20

25

30

44
EXAMPLE 8

Demonstration that siNPRA Treatment Decreases
Melanoma Tumor Formation in ID8 Ovarian Cancer
Mouse Model

Methods: For challenge with ovarian cancer cells, ID-8 ova-
rian cancer cells grown in DMEM were washed with PBS and
resuspended in PBS at 2x107 cells per ml. Two groups of mice
(n=8 per group) were tested: WT CS57BL/6 mice and
C57BL/6 NPRA-deficient mice. Animals were injected sub-
cutaneously with 2x10° ID8 cells (100 ul). Tumor sizes were
measured atdays 10, 13, 15 and 17 after injection. All animals
were sacrificed on day 17 and the tumors were removed and
weighed.

Results: Groups (n=8) of WT mice and NPRA-deficient
C57BL/6 mice were injected with 2x10° ID8 mouse ovarian
cancer cells at day 1 and mice were monitored at weekly
intervals for tumor growth. By week 8 after cancer cell inocu-
lation, all mice from the WT group developed solid tumors
but no tumors were found in NPRA-deficient mice. The
results indicate that NPRA deficiency significantly protects
mice from ovarian cancer.

All patents, patent applications, provisional applications,
and publications referred to or cited herein are incorporated
by reference in their entirety, including all figures and tables,
to the extent they are not inconsistent with the explicit teach-
ings of this specification.

It should be understood that the examples and embodi-
ments described herein are for illustrative purposes only and
that various modifications or changes in light thereof will be
suggested to persons skilled in the art and are to be included
within the spirit and purview of this application.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 6
<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 1

LENGTH: 72

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: siNPRAL

<400> SEQUENCE: 1

catatgggge ccgggegetg ctgetgetac cctcgaaatg gtagcagcag cagcegecctt

gaattcccat gg

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

SEQ ID NO 2

LENGTH: 72

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: siNPRA2

<400> SEQUENCE: 2

catatgggge ccgeggecac gegagegace tctcgaaata ggtegetege gtggecgett

gaattcccat gg

<210> SEQ ID NO 3
<211> LENGTH: 72

60

72

60

72
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<212> TYPE:

DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: siNPRA3

<400> SEQUENCE: 3

catatgggge ccggctegge cggacttget getcgaaatce

gaattcccat

g9

<210> SEQ ID NO 4
<211> LENGTH: 15810

<212> TYPE:

DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 4

ggatcccaaa

aaaaggtggg

tttccatcce

dgcggecegag

aaggagtcta

dgagggaggy

ttgggccggc

aaacacacac

cactcgeace

cacactcggyg

gecacgeccece

gectegagee

ctgatgectyg

cgeetgetge

tgcgeetget

cgggcaacct

gggegegegt

ththngg

getecgacac

tgttcectggy

ggnggtCCC

atgcgetgac

tgcaccgacyg

acgaagagca

atattacggt

tgcggaccat

gccgcagggce

cactcttcett

ctgagtttet

cceccgacccece

tcccacattt

ccagcacacc
gecgcaagtgg
ggcgagggceg
accggggaag
tgatcctgga
ttcggagett
cggacgeacc
tcectetttec
ctttctetet
tcctetecag
cteggtegeg
ceggggtgag
ggaccggecg
ggtgceceget
cctgetectyg
gacggtagce
gggacccgee
ctggacggte
cgcagegecc
cececeggetge
getgetgace
caccegegeg
getgggetgg
ctgettette
ggaccacctyg
gecgegcaaa
ctceectetyg
tctectegee
atttcecctet
cactcattce

tctetettec

tttcectett

geceeggtty

caccttcaga

atggtccacyg

ttggctette

ggCthggtC

ttctggcaca

tcecctegege

ctctcetetet

cccgacgtte

ccecttgege

cgtececegte

ctgagcccaa

gaggccatge

ctgetgeege

gtggtactge

gtggagctgg

cgcacggtge

CtggCCgng

gtgtacgccyg

geeggegece

gggeccaget

gagcgcecaag

ctcgtggagg

gagttegecyg

ggccgaggtyg

acctgecgga

gttctteatt

cttetteege

ctcccaccect

ctatagectt

ccececcgagga

cttccacaca

gggtcetgte

dggaagcegceyg

tgtcactgag

ctccacggtt

ctcectgggy

geecctetete

ctctaacacyg

tcctggeace

tcteggecca

cegetectge

dgggaccgag

cggggccccyg

cgectgetget

cgctggecaa

cecctggecca

tgggcagcag

tggacctcaa

cegecccagt

cggcgetggg

acgccaaget

cgctcatget

ggctgttcat

aggacgacct

agacgctgge

ggcatcggga

ctactttcag

cacccecacce

agcacagcetce

ctcecttett

agcaagtccg gccgagectt

gaccaggtag gaggcgaggg
cacccteegt tcagecgtec
ctccaaagag gtaggegtygyg
cgggetggge ggcggggagy
tetgggaggg gaagcggcetg
ccctecggat agcecggagac
caggcgctca cgcacgctac
atccttette acgaagcget
cacgcacact cccagttgtt
cacctgetee geggegecect
gaccgtegea gctacagggg
tcctteccat agggacgege
gaggccatgg taggagcegcet
gegececget ggeteceegece
getgeteegyg ggcagecacg
tacctegtac ccctggtegt
ggtgaaggeg cgccccgact
cgaaaacgcg ctgggegtet
gtgggagcac aaccccegetg
ggggegette accgegcact
ctteggtgte aaggacgagt
gggggacttc gtggcggege
ctacgectac cggccegggty
gegggteege gaccgectca
cagccactac accaggctge
acaccecegte ccgecgetta
ctttetetet catctggggy
ctcectggee ctttetacag
acgtctctat ccteteatcet
ggttceggte cctttttece

tcatcctete ctetcatgge

60

72

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860
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gcctecateee ctetcettete ccecteecte tecctectet ctecctectg geecccatect 1920
tcteccacctt cagctccact atccccectcet cectaccegt tecttectee cttecgecte 1980
ccecttecte ctecegeecca cegecccgca ccegecegtt ccaccctteg actttetect 2040
gctgtggect aggctgagce gggagttacce acttaactcet cactgggtct ctectgcacce 2100
ctatctctaa actteccteecce ttgggtgcce cagetttect actcectgtet ctecccgcagt 2160
acctaggctt ctctectctga ctetecegtet ttetceccagtt atctacatcet gcagctceccce 2220
tgatgccttce agaaccctca tgctcectgge cctggaaget ggcecttgtgtg gggaggacta 2280
cgttttette cacctggata tetttgggca aagcctgcaa ggtggacagg gccctgctcece 2340
cegecaggece tgggagagag gggatgggcea ggatgtcagt geccgccagyg cctttcaggt 2400
gagtacctag gtttgaagcc caggctgtct cagcttgtgg cacatcattt ctgggcactg 2460
tgtcecctcag catctgaaag aattccagaa aagaggtttt tgtctgtttg tttetttatg 2520
cactcctggt aactcacaga acagaaaaga ggttggtgat gectcactggg aattaggcaa 2580
tgaagggcag gggactgccce aggggcgett cgecaccage aggctaaaaa gataagaaaa 2640
tgggcttgag gcgggaggag gataaagtcce cacagcectgg acaggacttyg gagaaggcat 2700
cccattggat cccctgcttt ggaatgggca tcacttcatg cagggcatag ggtccagttt 2760
gaccttgagce taagcagaga cgcagctctg ggaggtgggce tcccaactgt tggggcccca 2820
cagtactagg gaatagtcag ctcccaactc tctgctctece actgacccecet ttetcagget 2880
gccaaaatca ttacatataa agacccagat aatcccgagt acttggaatt cctgaagcag 2940
ttaaaacacc tggcctatga gcagttcaac ttcaccatgg aggatggcct ggtaagaagg 3000
ggtccceggga cectecageg tggacctceca geccccacte catgacccte tgecagecte 3060
catccttece tattcccagt tetccectte cttecctece ttcecccattgt tecatgttte 3120
tcgtgatgat ggaggaggac actggcaagt tcagcctcetg aaactcaggt catcatcagt 3180
aatatggaga cgatacatcc tgccctgtct acctagtagg attcaggaag tgatgctaat 3240
ccaaaggcat cgtttaaata gtaaaatctc cctgtgatat aggggtgtta ttttctccca 3300
tcetetteca aaatcccagt gectettgtt cceectteccca cagctecccac ctecatgece 3360
ttcatatgcce caccccagec gacctcetgtt tgcccctaca ggtgaacacce atcccagcat 3420
cctteccacga cgggctcectg ctectatatce aggcagtgac ggagactctg gcacatgggg 3480
gaactgttac tgatggggag aacatcactc agcggatgtg gaaccgaagc tttcaaggtce 3540
agggcctgga ggtggctgga atgggctgce ttgggggatg aatcccaggt geccagtgtce 3600
aagccatgag aagcctattg tectgcagca gttacctatg cacaccagecc ttttectceca 3660
cagctttttt caggcccatc cctcagaagt cctacaaagt gtccaatctce aatcatccecct 3720
gctgggcact gagttcectttt acctttettt ttcectttttte tttttttttt gagatggagt 3780
ctecgetetgt cecccaagact ggagtgtggt ggtgcaatct cggctcactt caacctcececgce 3840
ctcccaggtt caagcaatte tecctgcectca gcecctectgag tagctgggat tacaggtgcece 3900
ctccaccaac acttggctaa ttttttgtat tttttttagt agagacaggg tttcaccacg 3960
ttggtcaggce tggtcttgaa ctecctgacgt caggtgatct gecccgectca gectcccaaa 4020
gtgctgggat tacaagcatg agccacagtg cccggccgtt ttaccattta ctatcattcet 4080
gtatacatgt atgtttggaa ggcaaggcaa aaaagattag aggatgaaga gatgaagtgg 4140
ggcaccccetyg aacttctatt ctcectcaaaca tagtcatctt cccccatgtce ctcaggtgtg 4200
acaggatacc tgaaaattga tagcagtggc gatcgggaaa cagacttctce cctcectgggat 4260
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atggatccecg agaatggtgce cttcagggta agtttgtgca cccagaagac agtgccaatt 4320
ccaaatgaca tctcacccte ctactteccce cccacagecce tgccagggca cctgtttatce 4380
ctgtagccat tccaccatgce ctggacactt acaagagccc tggataaaac agacccagct 4440
ccagtetggg gaagccacca gaatgatagg gactcacagyg catcacactt ggggagccce 4500
atgcctgagg agggagcaca agcctgecct cggggagete cgaagggagyg caggcaggac 4560
cgecteccag cagagacagg gectgtgaaag atgcacatta cacagctcetyg caagcgagca 4620
gggacaggaa ggcgctgagg ccaatggcca caagggacag gtcatccaga gaaggcctece 4680
tggaagacgg gcacatggac tgggcctgcg aatgtaggct aaggtgaaca ttaccttctce 4740
ctgttttcta ccaagaaaat aagtagagaa aaatcaatgc ttggttggta cttcaaccaa 4800
gattataaac tccctgagtg tagagatcgg gttctaaatg gagttttcectt tataaacccce 4860
ttgatagttt tcaggtgttt ccacttgagt actatgtgtg tggtatgagg tcctgtgtcce 4920
agttgcagtg gggacttggt aagcaggtga caacccagat atatatgtag gctctagaag 4980
cagagctggg gtaggtggga ggtgagactg ctgcactcac agcatgcctt ccccgcaggce 5040
cctggectag ccaccactece tgctctecct taggttgtac tgaactacaa tgggacttcece 5100
caagagctgg tggctgtgtc ggggcgcaaa ctgaactggce ccctggggta ccctcectect 5160
gacatccceca aatgtggcett tgacaacgaa gacccagcat gcaaccaagg tgactgcccce 5220
ttgcctteca ggcectceccate ccagagatge tgcatcctte cecctaagcac agtcgagtag 5280
gtgctcctgt cccatgectga gggcectttetg gagaatgact cctgectttt tettecctte 5340
atccatcatc ccagttcact gatggactat tagaaagttc ttcctcecctge tgtctaacce 5400
aaatctctct tgctgcaata tggactctct cctgcagatc acctttccac cctggaggtg 5460
ctggctttgg tgggcagect ctecttgcte ggcattcetga ttgtctcectt cttcatatac 5520
aggtgagctg tgatgtgggg ggttgagtga ggctggggga cccggagaac caagagcaga 5580
ggaggcggtg gggacccaga gggaagaggg caggggtgaa ggggcagcag gggaaaacca 5640
agggagatga ggaagaaagg aggcttaaaa gccagaggag aaagaaagag aagggaatgg 5700
cagggcgagg ggaggagaca aggataggaa tggccaagga gagtcagaaa gatccaagaa 5760
gcagagaagt tgatgggtga catcataggg gcgtggactg gttttcecttg ctactcttge 5820
aggccagata ggaagcaact ttctgaacct ttgcaatcat gecccatgtta getgaggagg 5880
gtgagccetg gtgtgtgcca ggtgcccaac ctagaatgga gaagggagct gaatgagect 5940
tgttcctgee gtccagtgga ggctaaaatg aagtacagga ggagttaatg atatacaaaa 6000
gcaaggaggg aggggagaaa aatcactgct ggttgagcat ataatgtgtg ccaggcactt 6060
ccacgtacac tatttctttc tttetttttt tttttttttt tttttttttg agacggagtc 6120
tcgectetgtt gecagactgg agtgcagtgg catgatctag gectcactgca acctcecgect 6180
cccagtttca agcaattcte ctgcctcage ctecccatgta getgggacta caggcacatg 6240
ccaccacgct cagctaattt ttgtattttt agtagagaca gggtttcacc atgttggcca 6300
ggatggtcte gatctcttga cctcatgatc cacccacctt ggcctceccaa agtgctggga 6360
ttacaggcat gagccactgt gcctggectce atgttcacta tttcttttca ttcecttataat 6420
agttaagaat gaaatagata ttgcggcctc attcccaagt aaggacattg aggtgattcc 6480
cccaaggtcce ccagtaaggc agaatttcce ccagccatcce tgattctcag tcecagaggat 6540
agaattccce ctccatctet gagtgcatgg tgtggtcecca cggctctgag gaggggctgce 6600
tgagcaccct gecctgggte agecggctcag ccacaggctce agatgcagece ttegtatcce 6660
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aggaagatgc agctggagaa ggaactggece teggagetgt ggegggtgeyg ctgggaggac 6720
gttgagcceca gtagecttga gaggcacctg cggagtgcag gcagcecgget gaccctgage 6780
ggggtaagaa cgctggtgtt tgtgttgggg ggcaataaag gagaggtggg tacaaggggc 6840
agtgcctgag ggataggtaa gggagcagga ttctagtccce agctcectgctt tcacttgetg 6900
tgtgaccttg agcgactcat agtccctcte cgagactgtce tcagatgatg attacagcag 6960
cagagcctcece ctcacagggce tcecttttaaag gtcagaggag atagtacctg tgaaaacact 7020
ttaaaaaaaa aaaaagtaaa tgaggaggaa attttatgat gtggaacata aagcagggtg 7080
ggccaggcac agtggctcac atctgcaatc ccagcacttt gggagaccga ggcaggagga 7140
ttgcttgtge ctgggagttc aagaccagcce tgggcaacag agcaagacat cgtctctaca 7200
aagaatacaa agattagcag ggcatggtgg cgcatacctg tagtcccage tactctggag 7260
gctgaggtga aaggatcatc tgagcccagg agtctgaggce ggcagtgacc taggatagca 7320
ccactgcact ccagcectgga tgacacaatg atactacatc tcaaaaaaaa acccaacaac 7380
aaaaaggaag ggtgacacaa agataaggca ggataaggca gggaaataaa gaccagagca 7440
caagcaatca ggatgcagac tgggcccacc ggctgaccat tectecctget ctecctectt 7500
tcagagaggc tccaattacg gctccctgct aaccacagag ggccagttcce aagtctttgce 7560
caagacagca tattataagg tgggcctggg gaaagatcac tgggccttgg gactggggca 7620
ggagtgtact ctgatggagg actggtgggg ggttctgagyg gaaggagtaa gctggtgggyg 7680
agcagcagat gggggccectyg ggggtggget attgggaaca agtgagggte ctgagggcag 7740
ggatgggctyg tcgggagcag ctggaattcc caggacatgg gaccatgcetce ttcacagtga 7800
cagtctceccat tccatgccca gggcaacctce gtggctgtga aacgtgtgaa ccgtaaacgc 7860
attgagctga cacgaaaagt cctgtttgaa ctgaagcatg taatgtgggg agtgaggcag 7920
tggcatggag aaggggccct cggggacgca agggagactyg gccaacagaa ctagttatgg 7980
agggacctca gggtacccca agaaaggggce agggactgga gccctggatg accttcatct 8040
tgtggtggag tgggggtatc ctaagtagga gaagagacca ctgagataac ctggaggaat 8100
cttgaggggc catatgtgat gtccctgggg gagagagggce ttaggatgcce agagggagta 8160
ggagcagatt ctggggaggg tgggctaaag gacatgggtyg ggaatcacca gggaagatct 8220
tagtgatggt tgcagaaagt gaataaggag ttaagaagag tgagggtccc tgaagctagt 8280
gagcagcttyg gtgaggagcg aggtctctgt caagctcctg atgctggtcece cacttgcaga 8340
tgcgggatgt gcagaatgaa cacctgacca ggtttgtggg agcctgcacc gaccccccca 8400
atatctgcat cctcacagag tactgtccce gtgggagect gcaggtgagg gggacaaggg 8460
gtgtcaagaa acctgggttc tagccctgge tcectgcccctg actggccata agaccccagg 8520
catgcctege cctetttetg acctttetgg ccccatetgt aaaaatggga gttggggaag 8580
ggcagtggca ctagagtcaa tccaaagttt tgtcctgttce taccagttca catcagtagg 8640
accctgcacce ctcectceccaac teccaggggg atctgcaggg gattggtcett gactcttatt 8700
gccccageag gacattcectgg agaatgagag catcaccctg gactggatgt tccggtactce 8760
actcaccaat gacatcgtca aggtatgccce ctaagcacct attggatgtg tagagcaggg 8820
gccaggcatg cttetectgg ccacgggtgt aggtcccact cctggccaat acctcetgecce 8880
actcacattt ccagggcatg ctgtttctac acaatggggc tatctgttcce catgggaacc 8940
tcaagtcatc caactgcgtg gtagatgggce gctttgtget caagatcacc gactatgggce 9000
tggagagctt cagggacctg gacccagagc aaggacacac cgtttatgcce agtgagcctt 9060
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gactcttgaa cctaacacct gcccccagca ccacccagta gggagactga tgcaaggect 9120
ctgatgggct tgggcatgct tgtcctgact ccagcectcaa ttcattcacc catgaaaaag 9180
ggaaggccag acgaagtggt ttctaaggcc tcectctaget ctaacactct gtgatgcatce 9240
cagatcagtt tcggccacac ccttgtttce ccctcaccce ttagetttgg getcecctcac 9300
tcggtgacta ccgacctetg acccacagaa aagctgtgga cggcccecctga getectgega 9360
atggcttcac cccctgtgeg gggctceccag gctggtgacg tatacagctt tgggatcatce 9420
cttcaggaga ttgccctgag gagtggggtce ttccacgtgg aaggtttgga cctgagcccce 9480
aaaggtgaga ggagcacacc ttccttaaac ccagccacag tctcaacgaa ccccagecce 9540
agggagaggg tcccctggca gcaccaccac accttectte tgtaatgggg ttcagtcacce 9600
accctttgac ccattgctge cagtgaccag tccecccgece ccatgecttg gtettggact 9660
tceectgeca tectcagetgg ttgccccagt ctetcactag geccttggee ageccccacce 9720
ctcagctect ctacccceca atacagagat catcgagegg gtgactcggg gtgagcagcece 9780
ccecttecgg cectecctgg cectgcagag tcacctggag gagttgggge tgctcatgcea 9840
geggtgetygyg getgaggace cacaggagag gccaccatte cagcagatcc gectgacgtt 9900
gcgcaaattt aacaggtcce tggtgtttgt catggatccc ccaggccctt cctecacage 9960
caccatttac ctaatgcttc tggctcectgge ttatcccage agtggcagag ggagaccact 10020
cacctectee ctgtacatag tcagctceccag ctcagcacag cctcatgacce ctcecttegcaa 10080
gtacagcatg actcagctgt ccccacagtc ccctgeccatt catgcecccecctt cecctceccacca 10140
tcgacaccce acacccttece tgcccacteg ccttgctgge ctctagactt ctcagcagtg 10200
tgtaggatag atgggcctcecc cgcctectge cctgtaggcet cttggeccte cacgggaget 10260
cctgeccecccac cecttgattt cectteccca gcecgtgcccac caggcccagt tectecagac 10320
acacccttet gtggacatca ctttgtccge aattgaccct tgtcattcte cacctecttt 10380
acctccettet aactcactgg gttcaacaaa gatgaacaaa atgtccatat gtctgaaget 10440
tcatacttga ccttggggtc tcagaaaaga attgaacttt cttcecttcetg tttteccctg 10500
ctcceeggta tectgctatg cectcaacce tgagegtcete tagagacctce actgcagtcet 10560
ggagggggaa gtgcctaggg gcgggcgctce acgtaggctg tgctgctect ctettaccac 10620
cceccaccgece accctcectgee cccagggaga acagcagcaa catcctggac aacctgetgt 10680
ccegcatgga gcagtacgeg aacaatctgg aggaactggt ggaggagcgg acccaggcat 10740
acctggagga gaagcgcaag gctgaggcecce tgctctacca gatcctgect cagtgagtge 10800
ctgagtcectgg ggaccccecece caacacaaag cccctgtece gacccccaac tectgatecctg 10860
cacctgceccct gacceccttag ctcagtgget gagcagcectga agcegtgggga gacggtgcag 10920
gccgaagect ttgacagtgt taccatctac ttcagtgaca ttgtgggttt cacagcgctg 10980
tcggcggaga gcacacccat gcaggtaggce cagggttcag ccacaggtgce caggcaaget 11040
cagcatctgg atcccaccag acctgectte tggttctget ttacccacct gaccceccaggt 11100
ggggtccect acttcectgte tctettaget tetcttecet tecaggtggt gaccctgete 11160
aatgacctgt acacttgctt tgatgctgtc atagacaact ttgatgtgta caaggtgagg 11220
gtgggagtgg ggatgggaag ggacagacag acatggacaa ggtcagaaaa agatgagggg 11280
taggcagaat gatgtggagt cttaagagag gagatcgggg acacgggcag agacagtgac 11340
acagggagac ccgggaacag gcagagaacc catgtgggat gggggatgag caaagacaga 11400
tgagggtaca gaatgacaga cgctgcaccc ggtgtgacgg tgtggccgge cgcacagttg 11460
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cagccgtcaa gtcecctgcacce cectegecac tceccacaggt ggagacaatt ggcgatgect 11520
acatggtggt gtcagggctc cctgtgcgga acgggcggct acacgectgce gaggtagcecce 11580
gcatggcect ggcactgctg gatgectgtge gectcectteeg aatccgeccac cggecccagg 11640
agcagctgeg cttgcgcatt ggcatccaca caggtaaggce cactgaaggt gcaggceggge 11700
atccagaggce caaggctttg caagggaaac ttgtccecctg gcecccagcecce tegeecttte 11760
atctctetet ctcetectcetet ctetetetet ctectcectetet gtetetetet ctetetetet 11820
ctctctetet ctcacacaca cacacacaca cacacacaga gctgggacct cagatcctge 11880
ctecctgectg tettggattg tecacctacce tceccttaaca ccecteccte cctcactege 11940
tgatgggctce tgctceccttece cttgctecte ccaggacctg tgtgtgetgg agtggtggga 12000
ctgaagatgc cccgttactg tetcectttggg gatacagtca acacagcctc aagaatggag 12060
tctaatgggg aaggtacagt gccccectect agagggaatg gggagggcag ggtggctgag 12120
ggaaatgcca tcctggggca gcctgtgect gcacagceceg tttcagectcece tageccttte 12180
gccteccaag ttecccecttet cataatatta agagttcaac ctgggctcat caacttgact 12240
gtaaccagag actcaggttc ctgctgccecc tcecttgtcaaa cgatgtaaaa gtatttccegg 12300
gccagtgetyg gagagttcce agcaggaatc tgattttaag accctctgtg ggeccgggegt 12360
ggtgactcac acctgtgatc ccagcacttt gggaagctga ggcaggcgga tcacctgagg 12420
tcgggggttt cgagaccagce ctgaccaaca tgatgaaatc ccgtctctac taaaaataca 12480
aaaaactagc caggtgtgat ggcaggctcc tgtaatccca gctacttggg aggcttgagg 12540
cagaagaatt gcttgaaccc gggaggcaga ggttgcgatg agccaagatt acaccacgca 12600
cceccagettyg ggcaataaga gttaaactct gtctcaaaaa aaaaaaaaaa aaaaaaaaaa 12660
agggccecctcet getccacctt tgatgtggta aagatggcectt cagagccagce ataagtgagg 12720
ctgtgaatct cagctccaca gectggetgtg tgtcagtttg ctatacctet ctgageccatg 12780
gttttccteca tcectgtaaaaa gagggaaaaa atctatctca caggaattat gtgagaaacc 12840
cattaaaaat gtctaccaca taattgtcat ttaacttttc caagccttag cggattatct 12900
gtaaaatgat gtctatctca ggattgcaag aagcctagca caaaccctgg tacccagcag 12960
gcacctaata aattcttact cctacccgec ccttgetcett gectcectgtt tatcttctat 13020
ccttetgetg tattcgacac aattcaatgce agtaaacatt tattgagtga ctactgagtg 13080
ccaggcectg ggatagtaac atggcccaga tccagagtta gctgagaaat tcatgtggac 13140
cccatctaaa ccttatggtg aaagaaaggc tgcttgggag ccagtcctgg gagcccagag 13200
ggatctagtt cggcaaatat tccctgggca ctatttgggg gcectgcagagt cageccttgt 13260
tgagggtcca gtcctcaagg agcacattcce cagaaatgtt cacattctgg cgctggggtg 13320
ctgtaatccce agcactttgg gaggccgagg tgggcagatce acttgaggcce aggagtggag 13380
actagcctgg ccaacatggt gacctectgt ctctactaaa aatacaaaaa attagetggg 13440
cgtggtggca cgtgcccecgta atcccagcta ctcaggagge ttgagacatg aaaatcactt 13500
gaacccagga ggtggatgtt gcagtgagcc gagactgcac ccctgggcaa cagagcgaga 13560
ctctgtcectca aaaaaaaaaa agagagaaag aaagaaaaga aaagaaagaa actgttaaac 13620
acaacaaggc cactgtgatt gatgcaaacc ccagaagtag ggacatgagt tcagacagtg 13680
gtcaaagaga gggtgtggca atattgggcc ccactccatc actgacctcce tcagccactt 13740
gggcagatca ccctgggcect cagtteccteg geccacaaaat gagggtatag catgaaatca 13800
tgaaagcaac aatttacata gtgcttccta ggtagcacat tccgtttgaa tactttatgg 13860
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-continued
atgttaaatt taatcctcac aacaaggttt tgagatgggt actgacacta tcagcatttt 13920
acagattagg aaaatgaagc agagagaatt tattttacat acctaagcaa gtatccaagce 13980
tgaggttcat actgaggcag tgcaggatcc aaagtgccag ctcctaacca ccatgetgtg 14040
tagagccggg tgacactcca gagagtgctg tccaacagga tgttccatag tcatgaaaat 14100
gttctgtatt ctgtgctgte caatacagta gecctctagge acatatggct acttatcact 14160
ggaaatgtga cgggtgcaac tgaggccctg attttttttt tttttttgga gacagagttt 14220
cgctectgteg ceccagectgg atggagtgca gtggtgcaat ctceggctcac tgcaacctcece 14280
gccteccagyg ttcaagegat tctectgect cagcectceccca agtagctgga attacaggtg 14340
agtgccacca cacacagcta atttttgtat ttttagtaga gacggggttt cgccatattg 14400
gccaggatgg tctecgaacte ctggcctcaa gtgatcctec tgcctcagece tcccaaagtg 14460
ctgggattac aggtgtgagc cacagcaccc agcctgaatt tttaactgta tttagtttaa 14520
attaatttaa gttgaaacag gcacatgtga ttagtggcta ctgtattgga ttacacagct 14580
ccagagttct aaatgagagg ctaatgtggt cacgcactac attcaggggg tggggcccct 14640
ctgagctaga gggcttcctg gecccaaaaga gggagagagg dgtacctgtcecce acctgtccac 14700
cceccacagte cctggtcetet tttgectcta ctttectget ctectectcete acattgctca 14760
cctteectte tecectgtec tacccagcece tgaagatcca cttgtecttet gagaccaagg 14820
ctgtcectgga ggagtttggt ggtttcegage tggagcttcecg aggggatgta gaaatgaagg 14880
tagagcgaga agcctctgec ctcecccacct tttggggtce tagagggagt tacccttcte 14940
aagcagccga tgccactccecce atccctaagg ctcectcatcectg actggggaaa gggcatgtge 15000
cactcceccag cccatcctet ttttteccte cagggcaaag gcaaggttcg gacctactgg 15060
ctecttgggg agagggggag tagcacccga ggctgacctg cctectcetece tatcectcecca 15120
cacctececct accctgtgec agaagcaaca gaggtgccag gcctcagect cacccacage 15180
agccccatcg ccaaaggatg gaagtaattt gaatagctca ggtgtgctga ccccagtgaa 15240
gacaccagat aggacctctg agaggggact ggcatggggg gatctcagag cttacaggct 15300
gagccaagcec cacggccatg cacagggaca ctcacacagg cacacgcacc tgctctccac 15360
ctggactcag gccgggctgg getgtggatt cctgatccce teccectcecece atgctetect 15420
ccetecagect tgctaccetg tgacttactg ggaggagaaa gagtcacctg aaggggaaca 15480
tgaaaagaga ctaggtgaag agagggcagg ggagcccaca tctggggctg gcccacaata 15540
cctgctecce cgacccecte cacccagcag tagacacagt gcacagggga gaagaggggt 15600
ggcgcagaag ggttgggggce ctgtatgcct tgcttctacce atgagcagag acaattaaaa 15660
tctttattce agtgacagtg tetcttettg agggagagag ggttgccaga aaacagtcag 15720
ttcteccacte tctacttcaa ataagactca cttecttgtte tacaagggtce tagaaggaaa 15780
agtaaaaaaa aaagactctc gattcttaac 15810
<210> SEQ ID NO 5
<211> LENGTH: 23
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: NPRA specific forward primer
<400> SEQUENCE: 5
gcaaaggcceg agttatctac atce 23
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-continued
<210> SEQ ID NO 6
<211> LENGTH: 21
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: NPRA specific reverse primer

<400> SEQUENCE: 6

aacgtagtce tccccacaca a

21

We claim:

1. A method for reducing the expression of the atrial natri-
uretic peptide receptor A (NPRA) in a mammalian subject
having lung cancer or melanoma, comprising administering
an interfering RNA molecule or antisense molecule to the
subject, wherein the interfering RNA molecule or antisense
molecule is targeted to a nucleic acid sequence within the
NPRA gene or transcript, and wherein the interfering RNA
molecule or antisense molecule is administered in an effec-
tive amount to reduce NPRA expression, and lung cancer cell
growth or melanoma cell growth, in the subject.

2. The method of claim 1, wherein the subject is human.

3. The method of claim 1, wherein the subject is a non-
human mammal.

4. The method of claim 1, wherein the subject has lung
cancer, and wherein the interfering RNA molecule or anti-
sense molecule is delivered to respiratory epithelial cells
within the subject.

5. The method of claim 1, wherein the subject has lung
cancer, and wherein the interfering RNA molecule or anti-
sense molecule is administered to the subject intranasally.

6. The method of claim 1, wherein the subject has lung
cancer and the interfering RNA molecule or antisense mol-
ecule is administered intranasally as drops or as an aerosol, or
orally; or wherein the subject has melanoma and the interfer-
ing RNA molecule or antisense molecule is administered
transdermally.
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7. The method of claim 1, wherein said administering
comprises administering a combination of interfering RNA
molecules to the subject.

8. The method of claim 1, wherein the interfering RNA
molecule is administered to the subject, and wherein the
interfering RNA molecule is an siRNA.

9. The method of claim 1, wherein the interfering RNA
molecule or antisense molecule targets a region within the
NPRA gene or transcript selected from the group consisting
of the 5' untranslated region (UTR), transcription start site,
translation start site, and 3' UTR.

10. The method of claim 1, wherein the interfering RNA
molecule or antisense molecule is administered to dendritic
cells or monocytes within the subject.

11. The method of claim 1, wherein the subject has lung
cancet.

12. The method of claim 11, wherein the subject is human.

13. The method of claim 1, wherein the interfering RNA
molecule is administered to the subject.

14. The method of claim 13, wherein the interfering RNA
molecule is a small hairpin RNA (shRNA).

15. The method of claim 1, wherein the antisense molecule
is administered to the subject.

16. The method of claim 1, wherein the interfering RNA
molecule or antisense molecule is targeted to a nucleic acid
sequence within an mRNA sequence encoded by SEQ ID
NO:4.
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