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“OLIGONUCLEOTIDES FOR MODULATING GENE EXPRESSION AND USES
THEREOF”
DESCRIPTION

The present invention relates to oligonucleotides for
modulating the expression of a gene, 1in particular for
modulating a gene responsible for a pathology of genetic,
tumoural or viral origin.

Furthermore, the present invention relates to the use of said
oligonucleotides, possibly chemically modified, for the
treatment and/or the diagnosis of said diseasesﬂ
Oligonucleotides are short sequences of natural RNA or DNA
nucleic acids or of synthetic nucleic acids, e.g. PNA
(Peptide Nucleic Acid), LNA (Locked Nucleic Acid) and
morpholinos.

Oligonucleotides have experimentally demonstrated to be very
effective in modulating the expression of a gene at the level
of both transcription and translation. Because of this
ability, oligonucleotides represent a valid means for the
treatment of numerous pathologies, in particular diseases of
genetic, tumoural or viral origin.

Modulating the expression of a gene can imply inhibiting or
activating it.

For example, oligonucleotides are known which are capable of
inhibiting the transcription of a gene by forming a
complementary bond with the antisense strand of the gene
(Hélene C, Bioch Bioph Acta 1990, 1049(2):99-125) or
modifying the state of the chromatin 1in the regulatory
regions of the gene of interest (Rossi JJ, Nat Chem Biol
2007, 3(3):136~7). Other oligonucleotides are capable of
inhibiting gene translation, for example, via a complementary
bond with the target Messenger RNA (mRNA). In the case of
single-stranded oligonucleotides, this bond causes enzymatic

degradation of the mRNA by the RNase H complex. In the case
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in which the oligonucleotides are molecules of double-
stranded “interfering” RNA, the complementary bond of the
oligonucleotides with the target mRNA causes degradation of
the messenger by the “slicer” enzyme of the RISC complex. In
the latter case, the oligonucleotides can also be
oligonucleotides equivalent to an endogenous microRNA capable
of associating, by virtue of imperfect complementarity, with
the 3'UTR region (3’ untranslated region) of the target mRNA,
causing the translation of that mRNA to be blocked.
Oligonucleotides can also induce the activation of a gene or
an increase in the transcription thereof, for example via a
complementary bond with long antisense non-coding RNA (Morris
KV, Epigenetics, 2009, 4(5): 296-301), or by inhibiting the
complementary microRNA, with a consequent increase in the
translation of the target mRNA of the microRNA.
Oligonucleotides can be chemically modified with the aim of
increasing their effectiveness in therapeutic and/or
diagnostic terms. For example, an oligonucleotide can be
modified in order to improve its specificity and/or the force
with which it pairs with the complementary sequence, or else
an oligonucleotide can be modified in order to make it less
sensitive to enzymatic degradation, to improve its
pharmacokinetic/pharmacodynamic profile, or to facilitate its
passage through cell membranes.

In addition to oligonucleotides of natural nucleic acids
(i.e. short sequences of DNA and/or RNA), there exist
oligonucleotides of synthetic nucleic acids, e.g. peptide
nucleic acids (PNA) and locked nucleic acids (LNA), which
have been greatly studied and characterized, above all with
the aim of modulating the expression of a gene by means of a
an antigene strategy (i.e. designed to strike the gene
directly). PNA and LNA oligonucleotides, like all modified

oligonucleotides, are in general much more chemically stable
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than DNA or RNA oligonucleotides. Their stability can be
further improved by synthesizing chimera oligonucleotides. A
chimera oligonucleotide 1is, for example, an oligonucleotide
sequence in which both classic monomers (deoxyribonucleotides
or ribonucleotides) and synthetic nucleobases (monomers), for
example LNA monomers, are inserted.

INAs are used with an antisense strategy to silence genes by
inhibiting the transcript of the target gene (Braasch DA,
Nucl Acids Res, 2002, 30(23):5160-7). Alternatively, LNA
oligonucleotides can also be used in an antigene strategy, as
was done by Smith and colleagues (Ge R, Faseb J, 2007, 1902-
14), who designed the oligonucleotide sequence in such a way
as to enable interaction on both strands of the nucleic acid
by means of a “strand invasion” mechanism, so as to form a
“Z-shaped” structure (defined as “Zorro” oligonucleotides).
PNA oligonucleotides are enzymatically more stable when
compared with other oligonucleoside structures. PNAs can bind
to double-stranded DNA (DNAds) through “strand invasion”, or
can pair, in a complementary manner, with a molecule of
single-stranded DNA (DNAss), or else they can bind to strands
of RNA, giving rise to a hybrid double-helix PNA/DNA or
PNA/RNA structure which 1s thermodynamically very stable
compared to “homoduplex” structures (such as a DNA/DNA double
strand) .

PNAs represent a highly advantageous system for modulating
the expression of a gene, above all wusing an antigene
strategy. In fact, it has been demonstrated that PNAs exhibit
high specificity for the target sequences and thus enable the
expression of the protein to be inhibited in an efficient
manner.

Therefore, PNAs represent a promising therapeutic approach
for the treatment of genetic or viral diseases.

The only disadvantage of PNAs is the fact that they have a
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limited ability to pass through cell membranes. However, this
limitation has been solved by conjugating oligonucleotides in
general, and PNAs in particular, with molecules capable of
rendering the passage through cell membranes more effective
(carriers).

In fact, oligonucleotides, and PNAs specifically, can in
general be administered using carriers (or “tags”) conjugated
to them, for example peptide sequences with a length varying
from 1 to 30 amino acids.

One particular application of oligonucleotides regards
modulating the expression of the genes which are activated or
repressed in tumours.

It is well known that tumours are caused by the dysregulation
of various genes. Usually, the damage affects proto-oncogenes
(or also simply oncogenes) like the MYC genes (tra cui MYC,
MYCN, MYCL1), Sur?ivin (BIRC5), BCL2, PLK4, ALK and PKMZ,
which are activated or overexpressed in the tumour. Moreover,
in a tumour, antitumour or oncosuppressor genes such as
caspase-8 and RASSF1 are usually also inactivated.

In particular, the oncogenes of the MYC family are involved

in the development of numerous human tumours and are among

.the genes most responsible for the onset and progression of

neoplasms. Amplification and/or overexpression of these genes
is almost always associated with tumours, both of the
paediatric type (e.g. neuroblastoma, medulloblastoma and
rhabdomyosarcoma) and adult type (e.g. small cell lung
cancer, or glioblastoma) (Pession A, Cur Cancer Drug Target,
2005, 5(4):273-83). In fact, they act by means of mechanisms
which are fundamental for tumour growth, such as induction of
cell proliferation, resistance to apoptosis, formation of
metastasis and resistance to chemotherapy drugs.

Many oligonucleotides with an antitumour effect are known in

the literature.
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For example, there exist oligonucleotides which are directed
against the MYC, MYCN, BCL2, BIRC5 genes 1in antisense
strategies (EV Prochownik, Exp Rev Antic Ther 2004, 4(2):289-
302; Felsher DW, Drug News Persp, 2003, 16(6):370-4; CF
Bennet, Exp Opin Investig Drugs, 1999, 8(3):237-53) or
oligonucleotides directed against MYCN and MYC with an
antigene effect (LC Boffa, Oligonucleotides 2005, 15(2):85-
93).

DNA-based phosphorothioate antisense oligonucleotides have
also been generated with the aim of inhibiting the
translation of the MYCN gene into neuroblastoma cells
(Burkhart CA, JNCI, 2003, 95(18):1394-403) and antisense
oligonucleotides have been generated through “small
interfering RNA (siRNA)” to inhibit the translation of the
MYCN gene into neuroblastoma cells (Kang JH, Bioch Bioph Res
Com, 2006, 351(1):192-197).

However, there 1s still a strong felt need to identify
further oligonucleotides capable of modulating the expression
of a gene in an increasingly specific and selective manner so
as to be able to have a potent therapeutic and/or antitumour
effect.

In order to obtain oligonucleotides utilizable as therapeutic
and/or diagnostic means, it 1s necessary to identify the
sequences of a target gene, or a target messenger RNA and/or
their respective regulatory sequences which are capable of
determining a significant and selective modulation effect on
the expression of the gene itself in terms of both
transcription and translation.

Thus there is also a felt need to define the general rules
governing the process of identifying - within the sequence of
a gene, or the sequence of a messenger RNA or the regulatory
sequences thereof - the oligonucleotide sequences that are

most promising for the purposes of modulating the
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transcription/translation of the gene itself.

The needs in this sector as just described are met by the
present invention, which, according to a first aspect,
relates to an oligonucleotide for modulating the expression
of a gene, comprising 6-30 nucleotides (monomers), preferably
12-24 nucleotides, said oligonucleotide being characterized
by a sequence comprising at least one group of at least two
consecutive guanines. The oligonucleotide having the sequence
SEQ ID NO: 1 1s understood as being excluded from the
definition just given.

In the case of natural nucleic acids (DNA and RNA), each
monomer (nucleotide) consists of a nitrogenous base, a sugar
and a triphosphate. The base is selected from among adenine,
guanine, thymine, cytosine and wuracil (only in RNA). The
sugar 1is deoxyribose in the case of DNA and ribose in the
case of RNA. The monomers are linked in the polymer by a
phosphodiester bond.

Preferably, the oligonucleotide of the present invention
comprises a sequence comprising at least one group of at
least three consecutive guanines. The oligonucleotide having
the sequence SEQ ID NO: 1 is understood as being excluded
from this definition.

More preferably, the oligonucleotide of the present invention
comprises a sequence comprising at least one group of at
least four consecutive guanines.

Even more preferably, the oligonucleotide of the present
invention comprises a sequence comprising at least one group
of at least five consecutive guanines.

Particularly preferred for the purposes of the present
invention 1s an oligonucleotide comprising a sequence
comprising at least one group of at least six consecutive

guanines.

In some embodiments of the invention, the oligonucleotide
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comprises a sequence comprising at least one group consisting
of two to six consecutive guanines.

In further embodiments the at least one group of guanines
preferably comprises at least two groups of at least two
consecutive guanines.

Alternatively the at least one group of guanines preferably
comprises at least one group of at least two consecutive
guanines and at least one group of at least three consecutive
guanines.

In further embodiments the at least one group of guanines
preferably comprises at least three groups of at least two
consecutive guanines.

In further embodiments the at least one group of guanines
preferably comprises at least four, five or six groups of at
least two consecutive guanines.

Alternatively the at least one group of guanines preferably
comprises at least one group of at least two consecutive
guanines and at least two groups of at least three
consecutive guanines.

Alternatively the at least one group of guanines preferably
comprises at least one group of at least three consecutive
guanines and at least two groups of at least two consecutive
guanines.

Alternatively the at least one group of guanines preferably
comprises at least one group of at least two consecutive
guanines, at least one group of at least three consecutive
guanines and/or at least one group of six consecutive
guanines.

In general, the oligonucleotides of the present invention are
perfectly complementary to the target sequence and,
preferably, the groups of consecutive guanines can be
consecutive to one another so that, for example, three groups

of 2 consecutive guanines 1s a group of 6 consecutive
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guanines. Alternatively, the groups of consecutive guanines
can be spaced apart by at least one nucleotide.

In general, the at least one group of at least two
consecutive guanines according to the present invention can
be located near the 5’ end of the oligonucleotide, or near
the 3’ end of the oligonucleotide, or else it can be located
at the centre of the oligonucleotide sequence.

In preferred embodiments of the present invention said
oligonucleotide is conjugated, preferably at its 3’ and/or 5'
end, with a carrier sequence, which is preferably a short
amino acid sequence.

Said short amino acid sequence (carrier) preferably consists
of a number of amino acids ranging from 1 to 30, preferably 1
to 10, even more preferably 1 to 7. The amino acids can be in
L or D form, preferably in D form.

The carriers that are preferred for the purposes of the
present invention are selected from the group consisting of:
SEQ ID NO: 47 (PKKKRKV); SEQ ID NO: 48 (VKRKKKP); SEQ ID NO:
49 (KKKKKK); SEQ ID NO: 50 (PKRKRKV); SEQ ID NO: 51
(KRKRKRK); SEQ ID NO: 52 (KKKRKV); SEQ ID NO: 53 (PKKKRK);
SEQ ID NO: 54 (KKKRK); SEQ ID NO: 55 (RRRR) and SEQ ID NO: 56
(PKKKRKVHHHHH) .

The carrier that i1s particularly preferred for the purposes
of the present invention is the peptide having the SEQ ID NO:
a7,

In the context of the present invention, “carrier” means a
peptide capable of favourably modifying the pharmacokinetic
and/or pharmacodynamic profile and/or cellular and/or nuclear
penetration of an oligonucleotide.

In the context of the present invention, “modulating the
expression of a gene” means inhibiting or activating
(increasing) the expression of a gene. Said inhibition or

activation of (increase in) gene expression can occur on a
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transcription or translation level.

The inhibition or activation of gene expression can be
achieved on a transcription level by means of
oligonucleotides which act with an antigene mechanism (or
antigene oligonucleotide, i.e. directed against the antisense
strand of the gene, that is, antigene strategy).
Alternatively, the inhibition of gene expression can be
achieved on a translation level using oligonucleotides which
act through an antisense mechanism (or antisense
oligonucleotide, i.e. directed against the messenger, that
is, antisense strategy), whereas an increase in expression on
a translation 1level <can be achieved by inhibiting the
microRNAs which degrade the messenger RNA.

The parameters or rules or prerequisites that an
oligonucleotide must satisfy in order to effectively modulate
the expression of a gene, identified by the Applicant and
stated above, are valid for any gene whatsoever and can thus
be applied, for example, for the purpose of identifying
sequences of oligonucleotides which are capable of modulating
the expression of the gene(s) responsible for diseases of
genetic and/or viral origin or the genes involved in the
onset of tumour pathologies.

The oligonucleotides thus identified can be used, preferably
as drugs, 1in therapeutic approaches for the treatment of
specific genetic, viral or tumoural diseases.

Alternatively, the oligonucleotides can be utilized for
diagnostic purposes.

In fact, the subject matter of the present invention further
relates to the use of the oligonucleotides of the invention,
possibly chemically modified, for  therapeutic and/or
diagnostic purposes.

The oligonucleotides of the present invention are short

oligonucleotides of 6-30, preferably 12-24 residues




10

15

20

25

30

WO 2013/124807 PCT/IB2013/051410

10

(nucleotides or monomers). The oligonucleotides can consist
of a natural nucleic acid base, for example DNA or RNA, or a
synthetic nucleic acid base, for example PNA, INA or
morpholino. Alternatively, the oligonucleotides can comprise
a combination of DNA, RNA and/or synthetic nucleic acids,
preferably PNA or LNA (hybrid or chimeric oligonucleotides).
Moreover, the oligonucleotides can Dbe single- or double-
stranded.

In some embodiments of the present invention, the
oligonucleotides can be chemically modified, for example for
the purpose of improving their therapeutic and/or diagnostic
effectiveness.

In preferred embodiments of the present invention, the
oligonucleotides can be PNA molecules with a backbone 1in
which the carbon in the alpha position (Caiphatwy) 1s bound to
substituents other than the typical hydrogen atom of glycine.
For example, instead of the side chain of glycine the side
chain of another amino acid of natural or synthetic origin
can be used, preferably selected from the group consisting
in: arginine, lysine, histidine, leucine, isoleucine,
tyrosine, asparagine, serine, threonine, glutamine, valine,
alanine, cysteine, methionine, phenylalanine, glutamate,
aspartate, proline, tryptophan and ornithine. Said amino acid
can be of the dextrorotatory configuration (D) or the
levorotatory configuration (L).

In other preferred embodiments of the invention, the
oligonucleotides are: mutually complementary single- or
double-stranded RNA molecules (the mutually complementary
double-stranded RNA molecules are defined as siRNA, acronym
of “small interfering RNA”).

In some embodiments, said “small interfering RNA” comprises
RNA monomers (ribonucleotides) and at least one modified

monomer 1n the ribose 2’ position, preferably a 27-0-




10

15

20

25

30

WO 2013/124807 PCT/IB2013/051410
11

methoxyethyl, 2/-O-methyl or 2’-fluoro monomer; or said
“small interfering RNA" comprises RNA monomers
(ribonucleotides) and at least one monomer of a synthetic
nucleic acid preferably selected from among: LNA,
Methylphosphonate LNA, BNA (bridged nucleic acid), UNA
(unlocked nucleic acid), ENA (ethylene-bridged nucleic acid),
ANA (arabinose nucleic acid) and F-ANA (fluoro-arabinoside
nucleic acid).

In preferred embodiments, said “small interfering RNA” 1is
designed in such a way that at the ends of the complementary
double strand, only one of the two strands has at least one,
preferably two, monomers of natural or synthetic nucleic
acids which protrude, i.e. are not paired. In further
embodiments, natural or synthetic protruding nucleic acids
are preferably selected from among: a 2’'-0- methoxyethyl, 2’/-
O-methyl and 2’'-fluoro monomer or a monomer of: LNA,
Methylphosphonate LNA, BNA, UNA (unlocked nucleic acid), ENA
(ethylene-bridged nucleic acid), ANA (arabinose nucleic acid)
and F-ANA (fluoro-arabinoside nucleic acid).

In further embodiments, the oligonucleotides are defined as
hybrid or chimeric and are preferably single- or double-
stranded, comprising RNA monomers (ribonucleotides) and LNA
monomers (this oligonucleotide is represented as RNA/LNA).
Alternatively, the hybrid oligonucleotides can comprise the
RNA monomers (ribonucleotides) and at least one RNA monomer
selected from among: a 2’ ~0-Methoxyethyl (MOE) monomer, a 2'-
O-methyl monomer and a 2’-fluoro monomer; or the hybrid
oligonucleotides can comprise RNA monomers (ribonucleotides)
and at least one monomer of a synthetic nucleic acid
preferably selected from among: ILNA, methylphosphonate LNA,
UNA (unlocked nucleic acid), BNA, ENA (ethylene nucleic
acid), ANA (arabinose nucleic acid) and F-ANA (fluoro-

arabinoside nucleic acid).
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In a further embodiment, the oligonucleotides based on
single- or double-stranded RNA can comprise classic
ribonucleotides (i.e. not chemically modified) and
ribonucleotides or deoxyribonucleotides which have Dbeen
modified at the level of the phosphodiester bond, for example
by means of a phosphorothioate bond, or DNG (deoxyribonucleic
guanidine), RNG (ribonucleic guanidine), GNA (glycerol
nucleic acid), G-PNA (gamma-PNA) or PMO (Morpholino).

In preferred embodiments of the invention, the

oligonucleotides are <chimeric single-stranded sequences

comprising DNA monomers (deoxyribonucleotides) and LNA
monomers.
For an antigene strategy, which means modulating the

expression of a gene on the transcription level, one can
preferably employ:

e PNA-based oligonucleotides, optionally conjugated with a
carrier (generally consisting of 1 to 30 residues),
preferably at the 3’ end and/or 5’; or

e PNA-based oligonucleotides, said PNA comprising at least
one alpha carbon (C-alpha) of the backbone with a
substituent other than the H atom of the canonical
glycine; or

e single-stranded oligonucleotides comprising RNA monomers
(the classic ribonucleotides) and optionally at least
one modified nucleotide (monomer) (for example a 27 -0-
Methyl RNA monomer, a 2’-Fluoro RNA monomer), or at
least one monomer of a nucleic acid selected from among:
ILNA, methylphosphonate LNA, BNA, UNA, GNA, ANA, FANA,
ENA, DNG and RNG, or a ribonucleotide modified at the
level of the phosphodiester bond; or

e mutually complementary double-stranded RNA-based
oligonucleotides (siRNA); or

e partially complementary double-stranded chimeric
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oligonucleotides comprising RNA monomers (the classic
ribonucleotides) and at least one LNA monomer; or
double-stranded chimeric oligonucleotides comprising RNA
monomers (the classic ribonucleotides) and at least one
2" -0~ (2-Methoxyethyl) RNA monomer; or

single-stranded chimeric oligonucleotides comprising DNA
monomers (the classic deoxyribonucleotides) and at least
one LNA monomer; or

oligonucleotides comprising DNA monomers (the classic
deoxyribonucleotides) and at least one 2’-Fluoro RNA
monomer or at least one monomer of a nucleic acid
selected from among: LNA, Methylphdsphonate LNA, BNA,
UNA, GNA, ENA, ANA, FANA, DNG and RNG.

an antisense strategy, which means modulating the

expression of a gene on a translation level, one can

preferably utilize:

mutually complementary double-stranded oligonucleotides
comprising RNA monomers (the classic ribonucleotides)
(siRNA); or

single-stranded oligonucleotides comprising RNA monomers
(the classic ribonucleotides) and at least one RNA
monomer modified at the ribose level and/or at the level
of the phosphodiester bond; or

single-stranded chimeric oligonucleotides comprising DNA
monomers (the classic deoxyribonucleotides) and at least
one phosphorothioate DNA monomer; or

double-stranded chimeric oligonucleotides comprising RNA
monomers (the classic ribonucleotides) and at least one
2" -0-(2-Methoxyethyl) RNA monomer; or

double-stranded chimeric oligonucleotides comprising RNA
monomers (the classic ribonucleotides) and at least one

2"0-methylate RNA monomer; or
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e double-stranded chimeric oligonucleotides comprising RNA
monomers (the classic ribonucleotides) and at least one
2' -fluoro RNA monomer; or
e double-stranded chimeric oligonucleotides comprising RNA
monomers (the classic ribonucleotides) and at least one
LNA monomer; or
e double-stranded chimeric oligonucleotides comprising RNA
monomers (the classic ribonucleotides) and at least one
arabinoside RNA monomer; or
e single-stranded chimeric oligonucleotides comprising DNA
monomers (the classic deoxyribonucleotides) and at least
one LNA monomer; or
e single-stranded oligonucleotides comprising morpholino
monomers; or
e PNA-based oligonucleotides, said PNA comprising at least
one alpha carbon (C-alpha) of the backbone with a
substituent other than the H atom of the canonical
glycine; preferably the substituent is the side chain of
arginine or lysine; or
e oligonucleotides comprising DNA monomers (the classic
deoxyribonucleotides) and at least one monomer of a
nucleic acid selected from among: PNA, LNA, LNA
methylphosphonate, BNA, UNA, GNA, ENA, DNG and RNG.
Preferably, the oligonucleotides of the present invention are
directed against a gene involved in the development of a
disease of genetic and/or viral origin or a tumour. Said gene
1s preferably selected from the group consisting of: genes of
the MYC family (preferably MYC, MYCN, MYCL1l), survivin genes
(BIRC5), BCL2, PLK4, ALK, PKM2, caspase-8 and RASSFI.
In particular, the oligonucleotides of the present invention
are directed against the genes of the MYC family, preferably
against MYCN.

Said oligonucleotides are preferably selected from the group
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consisting of: SEQ ID NO: 2-15, 66-84, SEQ ID NO: 24, 25, 31
and 32, the pair of complementary oligonucleotides having SEQ
ID NO: 26 and 57, the pair of complementary oligonucleotides
having SEQ ID NO: 27 and 58, the pair of complementary
oligonucleotides having SEQ ID NO: 28 and 59, the pair of
complementary oligonucleotides having SEQ ID NO: 29 and 60,
the pair of complementary oligonucleotides having SEQ ID NO:
30 and 61, the pair of complementary oligonucleotides having
SEQ ID NO: 33 and 62, the pair of complementary
oligonucleotides having SEQ ID NO: 34 and 63, the pair of
complementary oligonucleotides having SEQ ID NO: 35 and 64
and the pair of complementary oligonucleotides having SEQ ID
NO: 36 and 65.

In some embodiments, said oligonucleotides are PNA
oligonucleotides, preferably said PNAs are directed against
MYCN.

In preferred embodiments the PNAs are selected from the group
consisting of: SEQ ID NO: 2-15.

In further preferred embodiments the PNAs are selected from
the group consisting of: SEQ ID NO: 66-84.

In further preferred embodiments the PNAs are selected from
the group consisting of: SEQ ID NO: 2-15, 66-84.

Preferably, the PNA oligonucleotides are selected from the
group consisting of: SEQ ID NO: 2-13, more preferably SEQ ID
NO: 2-8, even more preferably SEQ ID NO: 2-6. The PNA
oligonucleotide that is particularly preferred for the
purposes of the present invention is SEQ ID NO: 5.
Preferably, SEQ ID NO: 5 is conjugated at the 5’ or 3’ end
with SEQ ID NO: 47. More preferably, SEQ ID NO: 47 consists
of amino acids in D form.

The PNAs SEQ ID NO: 2-15 are preferably directed against MYCN
and, more preferably, they modulate the expression of MYCN

with an antigene strategy.
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The PNAs SEQ ID NO: 66-69 are also preferably directed
against MYCN and, more preferably, they modulate the
expression of MYCN with an antigene strategy.

The PNAs SEQ ID NO: 70-74 are preferably directed against MYC
and, more preferably, they modulate the expression of MYC
with an antigene strategy.

The PNAs SEQ ID NO: 75, 76 are preferably directed against
BIRCS5 and, more preferably, they modulate the expression of
BIRCS5 with an antigene strategy.

The PNAs SEQ ID NO: 77-79 are preferably directed against ALK
and, more preferably, they modulate the expression of ALK
with an antigene strategy.

The PNAs SEQ ID NO: 80-82 are preferably directed against
BCL2 and, more preferably, they modulate the expression of
BCL2 with an antigene strategy.

The PNAs SEQ ID NO: 83, 84 are preferably directed against
PLK4 and, more preferably, they modulate the expression of
PLK4 with an antigene strategy.

In a further embodiment, said oligonucleotides are double-
stranded and preferably comprise RNA monomers. Preferably
said oligonucleotides are directed against MYCN.
Alternatively, said double-stranded RNA oligonucleotides are
selected from the group consisting of: the pair of
complementary oligonucleotides having SEQ ID NO: 26 and 57,
the pair of complementary oligonucleotides having SEQ ID NO:
27 and 58, the pair of complementary oligonucleotides having
SEQ ID NO: 28 and 59, the ©pair of complementary
oligonucleotides having SEQ ID NO: 29 and 60 and the pair of
complementary oligonucleotides having SEQ ID NO: 30 and 61.
Said oligonucleotides are preferably directed against MYCN.
More preferably, they modulate the expression of the gene
through an antisense strategy.

In further embodiments, said oligonucleotides are DNA-LNA
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chimeric oligonucleotides, preferably said oligonucleotides
are directed against MYCN.
In preferred embodiments, said DNA~LNA chimeric
oligonucleotides are selected from the group consisting of:
SEQ ID NO: 24 and 25.
SEQ ID NO: 24 and 25 are preferably directed against the MYCN
gene.
SEQ ID ©NO: 24 and 25 preferably modulate the gene’s
expression through an antigene strategy.
In further embodiments, said oligonucleotides are single-
stranded chimeric oligonucleotides comprising DNA monomers
and/or at least one phosphorothiocate DNA monomer. Said
oligonucleotides are preferably directed against MYCN.
Particularly preferred for the purposes of the present
invention are the chimeric oligonucleotides selected from the
group consisting of: SEQ ID NO: 31 and 32. SEQ ID NO: 31 and
32 and are preferably directed against the MYCN gene. SEQ ID
NO: 31 and 32, preferably, modulate the expression of MYCN
through an antisense strategy.
In further embodiments, said oligonucleotides are double-
stranded chimeric oligonucleotides comprising RNA monomers
and at least one monomer preferably of 2/-0-(2-Methoxyethyl)
or 2’ -methyl RNA.
Said oligonucleotides are preferably directed against MYCN.
Particularly preferred for the purposes of the present
invention is the pair of complementary chimeric
oligonucleotides having SEQ ID NO: 33 and 62. Said pair of
oligonucleotides preferably modulates the expression of the
gene through an antisense mechanism.
In further embodiments, said oligonucleotides are double-
stranded chimeric oligonucleotides comprising RNA monomers
and at least one monomer preferably of 2’-Fluoro RNA,

Preferably, saild oligonucleotides are directed against MYCN.
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Particularly preferred for the purposes of the present
invention is the pair of complementary chimeric
oligonucleotides having SEQ ID NO: 34 and 63. Said pair of
oligonucleotides preferably modulates the gene’s expression
through an antisense mechanism.

In further embodiments, said oligonucleotides are double-
stranded chimeric oligonucleotides comprising RNA monomers
and at least one LNA monomer.

Said oligonucleotides are preferably directed against MYCN.
Particularly preferred for the purposes of the present
invention is the pair of complementary chimeric
oligonucleotides having SEQ ID NO: 35 and 64. Said pair of
oligonucleotides preferably modulates the gene’s expression
through an antisense mechanism.

In further embodiments, said oligonucleotides are double-
stranded chimeric oligonucleotides, comprising RNA monomers
and at least one arabinoside RNA monomer.

Preferably, saild oligonucleotides are directed against MYCN.
Particularly preferred for the purposes of the present
invention is the pair of complementary chimeric
oligonucleotides having SEQ ID NO: 36 and 65. Said pair of
oligonucleotides preferably modulates the gene’s expression
through an antisense mechanism.

A further aspect of the invention relates to the use of the
above-described oligonucleotides for therapeutic and/or
diagnostic purposes.

In particular, the oligonucleotides can be used individually
or combined together for the treatment of diseases of genetic
and/or viral origin, in particular for the treatment of
genetic diseases caused either Dby overexpression or
inhibition of a gene, i.e. genetic diseases which require the
modulation of the expression of a gene which is overexpressed

or inhibited.
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The oligonucleotides of the invention are wused for the
therapeutic treatment of a genetic disease, preferably
selected from the group consisting of: Gorlin syndrome, Down
syndrome, Feingold syndrome, Hirschsprung’s disease, Von
Hippel Lindau syndrome, Ataxia Telangiectasia, Li-Fraumeni
syndrome, Turcot syndrome, familial tumours and Parkinson’s
disease.

Furthermore, the oligonucleotides of the invention are used
for the therapeutic treatment of tumoural pathologies in
children or adults. In particular, the tumours to which
reference is made are caused, preferably, by the
overexpression of a gene or oncogene selected from the group
consisting of: MYC, MYCN, MYCL1l, survivin (BIRC5), BCLZ,
PLK4, ALK and PKM2. Alternatively, the tumours are caused,
preferably, by the inhibition (inactivation) of an onco-
suppressor or anti-tumour gene and preferably selected from
the group consisting of: caspase-8 and RASSFI1.

The tumours to which reference 1is made are preferably
selected from the group consisting of: neuroblastoma,
retinoblastoma, medulloblastoma, ependymoma,
pheochromocytoma, embryonal carcinoma, germ cell tumour,
alveolar rabdomyosarcoma, embryonal rabdomiosarcoma, Wilms’
tumour, clear cell sarcoma of the kidney, synovial sarcoma,
hepatoblastoma, acute lymphoid leukaemia, chronic lymphoid
leukaemia, acute lymphoblastic leukaemia, chronic
lymphoblastic leukaemia, Burkitt’s lymphoma, acute myeloid
leukaemia, chronic myeloid leukaemia, acute megakaryoblastic
leukaemia, B chronic lymphoid leukaemia, T-cell Ileukaemia,
lymphcmas, small cell lung cancer (microcytoma), lung
adenocarcinoma, squamous cell lung carcinoma, typical and
atypical primary lung cancer, large cell lung carcinoma,
large-cell neuroendocrine lung carcinoma, glioblastoma,

hepatocarcinoma, basal cell carcinoma, ovarian tumour, breast
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tumour and colon cancer.

Particularly preferred for the purposes of the present
invention are the tumours selected from the group consisting
of: neuroblastoma, retinoblastoma, rabdomyosarcoma, Wilms’
tumour, medulloblastoma, small cell lung cancer and basal
cell carcinoma.

The subject matter of the present invention further relates
to a composition comprising at ‘least one oligonucleotide
according to the present invention and at least one
pharmacologically accepted excipient. Preferably, said at
least one oligonucleotide is a PNA, preferably selected from
the group consisting of: SEQ ID NO: 2-15, 66-84, preferably
SEQ ID NO: 2-13, more preferably SEQ ID NO: 2-8, even more
preferably SEQ ID NO: 2-6. The oligonucleotide that 1is
particularly preferred is SEQ ID NO: 5. Preferably, SEQ ID
NO: 5 is conjugated at the 5’ or 3’ end with SEQ ID NO: 47.
More preferably, SEQ ID NO: 47 consists of amino acids in the
D form.

Said PNA is preferably conjugated at its 5’ or 3’ end with a
carrier which is preferably selected from the group
consisting of: SEQ ID NO: 47-56.

The subject matter of the present invention further relates
to a combination comprising at least one oligonucleotide
according to the present invention, including the
oligonucleotide having SEQ ID NO: 1, at least one compound,
preferably at least one compound with a pharmacological
effect, more preferably a chemotherapeutic agent, and,
optionally, at least one pharmacologically accepted
excipient.

In preferred embodiments said at least one compound is at
least one additional antigene and/or antisense
oligonucleotide, or at least one pharmacological agent, or at

least one compound of biological or biotechnological origin
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or deriving from chemical synthesis or combinations thereof.
Said compound of biological or biotechnological origin or
deriving from chemical synthesis is preferably selected from
the group consisting of: a monoclonal antibody, a
chemotherapeutic agent, an immunomodulating agent, a growth
factor, a cytokine, a peptide, an angiogenesis inhibitor, a
tumour growth inhibitor, a steroid hormone and/or a non-
steroid hormone and vitamins.

Examples of compounds that are particularly preferred for the
purposes of the present invention are selected from the group

consisting of: nerve growth factor (NGF), somatostatin,

retinoic acid, actinomycin D, asparaginase, bleomycin,
busulphan capecitabine, carboplatin, cyclophosphamide,
cyclosporine, cisplatin, cytarabine, clorambucil,
dacarbazine, daunorubicin, docetaxel, doxorubicin
hydrochloride, epirubicin hydrochloride, etoposide,

fludarabine phosphate, fluorouracil, gemcitabine, idarubicin
hydrochloride, hydroxyurea, ifophosphamide,l irinotecan
hydrochloride, melphalan, mercaptopurine, methotrexate,
mitomycin, mitoxantrone, nutline, oxaliplatin, paclitaxel,
procarbazine, raltitrexed, streptozocin, tegafur-uracil,
temozolomide, thioguanine, thiotepe, topotecan, vinblastine,
vincristine, vindesine and vinorelbine and combinations
thereof.

More preferably, the compounds are selected from the group
consisting of: carboplatin, cisplatin, etoposide,
vincristine, cyclophosphamide and combinations thereof.

The Applicant has found that the administration of at least
one oligonucleotide according to the invention in
concomitance with at least one compound, preferably at least
one chemotherapeutic agent, as described above, makes it
possible to reduce the concentration of said compound to be

administered, while at the same time guaranteeing an increase
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in the therapeutic effectiveness and lower toxicity.

The Applicant has found that, under these conditions, the
reduction in the concentration of said compound depends on
the particular pathology; in particular, the concentration of
the chemotherapeutic compound depends on the type of tumour.
For some tumours, such as: neuroblastoma, retinoblastoma,
medulloblastoma, small cell 1lung cancer, Wilms’ tumour,
alveolar rabdomyosarcoma and embryonal rabdomiosarcoma, the
concentration of the at least one chemotherapeutic agent,
administered in combination with at least one oligonucleotide
according to the present invention, can be reduced by up to
10 times while guaranteeing the same therapeutic effect as a
normal dose of a chemotherapeutic agent.

Particularly effective as a pharmaceutical combination (in
terms of improved therapeutic effect) is the combination of
at least one PNA according to the present invention,
preferably at least one PNA selected from the group
consisting of: SEQ ID NO: 1-15, 66-84, preferably SEQ ID NO:
1-13, more preferably SEQ ID NO: 1-8, more preferably SEQ ID
NO: 1-6, even more preferably SEQ ID NO: 1 and/or 5, and at
least one compound, preferably a chemotherapeutic agent, more
preferably selected from the group consisting of: etoposide
(VPle), carboplatin, cisplatin or vincristine,
cyclophosphamide and combinations thereof.

Particularly preferred for the purposes of the present
invention is a combination selected from among: SEQ ID: NO 1
and carboplatin, or etoposide or cisplatin or vincristine; or
SEQ ID: NO 5 and carboplatin or etoposide or cisplatin or
vincristine.

Said PNA is preferably conjugated at its 3’ and/or 5’ end
with a carrier, which is preferably selected from the group
consisting in: SEQ ID NO: 47-56.

The improvement effect 1is preferably to be found both when
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the combination 1is administered simultaneously and when said
at least one compound is administered at successive times,
preferably at intervals, more preferably at regular intervals
of 3 hours, 6 hours, 12 hours, 24 hours, 48 hours or 72
hours.

In other preferred embodiments, at least one oligonucleotide
of the invention, including the oligonucleotide having SEQ ID
NO: 1, can be administered conjugated or complexed,
preferably with at least one vehicle particle, at least one
vehicle polymer or at least one self-assembled vehicle
oligonucleotide (also known as aptamers).

In further preferred embodiments, at least one
oligonucleotide of the invention, including the
oligonucleotide having SEQ ID NO: 1, can be conjugated or
complexed and administered with at least one liposomal
micelle, at least one micro-particle or at least one
nanoparticle such as to favour permeation of the target
tissue.

Said particle, usually spherical in shape and used as a means
of specific delivery, can be formulated with many different
chemical compounds. For example, said particle can be a
formulation or co-formulation of polymeric compounds such as:
chitosan, hyaluronic acid, polyethylene glycol (PEG),
polyethyleneimine (PEI), polylactic acid (PLA), poly(lactic-
co-glycolic acid) (PLGA), hydroxyapatite (HAP),
polyunsaturated fatty acids, saturated fatty acids, cationic
lipids, HAP-PLA, HAP-PLA/PGA and derivatives thereof. 1In
further preferred embodiments, at least one oligonucleotide
of the invention can be administered conjugated or complexed,
preferably with at least one particle of the previously
described type, and at least one ligand or at least one
portion of a ligand for a specific receptor of the target

cells (such as, for example, GD2, folic acid, TRAIL, NGF),




10

15

20

25

30

WO 2013/124807 PCT/IB2013/051410

24

either of chemical or biotechnological origin, may be present
in the polymeric membranes as an adjuvant, useful for
favouring the internalization of said oligonucleotide of the
invention in the target cells.

In further preferred embodiments, at least one
oligonucleotide of the invention can be conjugated with at
least one ligand or a portion of a ligand (such as, for
example, GD2 (ganglioside GD2), folic acid, TRAIL (TNF-
RELATED APOPTOSIS-INDUCING LIGAND), NGF (Nerve Growth Factor)
specific for a receptor of the target cells.

In further preferred embodiments, at least one
oligonucleotide of the invention, including the
oligonucleotide having SEQ ID NO: 1, can be administered, on
its own or in a combination, in association with at least one
further medical application in order to enhance their
effectiveness, preferably also by facilitating permeation of
the target cells and/or tissues.

Said medical application 1is preferably selected from the
group consisting of: oxygen therapy, magnetotherapy,
thermotherapy, electrostimulation, ultrasound, radiotherapy,
chemotherapy and phototherapy.

Example 1

Chemical synthesis of the oligonucleotides.

The chemical synthesis of the oligonucleotides 1s based on
the use of DNA nucleoside phosphoroamidites modified with a
protecting group, 4,4’-dimethoxytrityl (DMTr) on 5’-0OH and
B-cyanocethyl on the 3’ -phosphate group; protecting groups are
also used for the primary amines (nucleobase heterocycles),
which are otherwise too reactive.

The chemical synthesis of DNA oligonucleotides takes place in
a 3'-5' direction. Use 1is made of a CPG (acronym of
controlled pore glass) resin or a polystyrene support,

functicnalized with the first nucleotide base. The synthesis
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begins with a step of deprotecting the 5’- dimethoxytrityl
group using a solution of 3% trichloroacetic acid (TCA) in
dichloromethane (DCM). This is followed by activation, using
ethylthiotetrazole (ETT) or benzylthiotetrazole (BTT) 0,3M,
of the phosphoroamidite corresponding to the second base to
be inserted in sequence, which will then be coupled with the
previously deprotected 5'0H, thereby forming a phosphodiester
bond.

The next step 1is “capping”, which serves to acetylate the
5'0H groups that have not reacted. Capping 1s carried out
using 2 solutions, one containing tetrahydrofuran
(THF) /lutidine/acetic anhydride (8:1:1) and the other
containing a 10% solution of methylimidazole in THF. The
unstable trivalent bond of the phosphite triesters is
stabilized by iodine in a THF/pyridine solution which
oxidizes them to pentavalent phosphodiesters.

After oxidization, the cycle 1is repeated, starting with
detritylation of the second unit introduced and so forth.
This c¢ycle is repeated for the number of times necessary,
depending on how many bases it 1s desired to insert in
sequence. Finally, the final 5’-DMTr group 1is removed by
means of a treatment with an acid at room temperature.
Depending on the protecting groups present on the bases
(which in turn depends on the chemistry of the bases
selected, PTO, 2’OMe, etc.) it can be left at 55 °C for 16
hours with ammonium hydroxide or at 55 °C for 35 minutes with
an ammonium hydroxide/methylamine (AMA) solution in order to
deprotect the phosphors by Pf-elimination of the cyanoethyl
groups and remove the protecting groups on the nucleobase
heterocycles.

Alternatively, the 5’/-DMTr group can be maintained throughout
the phase of analysis (HPLC, MS) and preparative
chromatography in order to better purify the final product
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from the by-products and finally removed by means of a
treatment with acetic acid

The chemical synthesis of RNA oligonucleotides differs from
that of DNA oligonucleotides because of the 2’0OH group
present on the ribose and thus the presence of an additional
protecting group for each phosphorocamidite.

Consequently, the synthesis of RNA oligonucleotides requires
a longer coupling time and further steps to deprotect that
group.

The same protocol as described above 1s used for the
synthesis of oligonucleotides with <chemically modified
monomers, such as phosphorothiocates (PTO), 270-Methyl
(2'0Me), 2'Fluoro (2'-F), arabinoside nucleic acid (ANA), and
lecked nucleic acid (LNA).

The details of the specific techniques for each modified base
are provided by the company the monomer molecules are
purchased from (Link Technologies Ltd.).

The morpholinos were purchased from the manufacturer (Gene
Tools, LLC).

The synthesis of PNA oligonucleotides was carried out on a 10
micromole scale, and included a purification and
characterization step.

The synthesis of the molecule was carried out in the solid
phase, wusing a Rink Amide-Chemmatrix® resin and a Syro
automatic synthesizer (MultiSynTech). The first monomer of
the synthesis is manually bound to the resin. Each automatic
synthesis cycle is divided into three steps. The first step
is deprotection, carried out using a solution of 20%
piperidine in DMF (dimethylformammide) .

The second step is the coupling reaction between the entering
monomer and the growing chain. This reaction is carried out
by adding 5 0.22M equivalents (eq) of monomer (FMOC-PNA-
G (Bhoc)-0H, FMOC-PNA-A(Bhoc)-0OH, FMOC-PNA-C(Bhoc)-0OH, FMOC-
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PNA-T-OH) in NMP (N-methylpirrolidone) and 4.5 0.32M eq of an
activator in DMF (in this <case HATU) 1in an alkaline
environment with an 8% solution of 2,6-lutidine and DIPEA
(N,N-diisopropylethylamine) in DMF. The coupling reaction is
repeated, in duplicate, at the point of attachment of the
first and second monomer on the preloaded resin, 1in the
passage from the peptide chain to the PNA one, and on the
last monomer.

The third step is the “capping” reaction, which serves to
block, by acetylation, the sites that have not reacted during
the coupling step. The reaction is achieved using a solution
containing 6% 2,6-lutidine and 5% acetic anhydride in DMF.
Upon completion of the synthesis, the molecules are removed
from the solid support.

This reaction is obtained with a solution of TFA
(trifluoroacetic acid) and meta-cresol in 4:1 ratios.

The molecule thus obtained is collected by precipitation in
diethyl ether.

Once recovered in water, it is purified in HPLC. The column
used for purification is a C18 300A 5u Jupiter (© Phenomenex,
Inc.). Purification is carried out using a linear gradient
from 100% A (water 95%; acetronitrile 5%; 0.1% TFA)- 0% B
(water 60%; acetonitrile 40%; 0.1% TFA) to 60% A-40% B in 30
minutes. The complete gradient used is 0-5 minutes 0% B; 5-35
minutes 40% B; 35-37 100% B; 37-42 100% B; 42-44 0%B.
Finally, the purified product is analyzed by ESI mass
spectroscopy (© Waters).

Antigene oligonucleotides for blocking gene transcription.

For the purpose demonstrating that the oligonucleotides of
the invention, selected and designed according to the
parameters described in the present invention, work to
selectively block the transcription of a gene, PNA-based

oligonucleotides directed against the MYCN gene were designed
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and synthesized; they are shown in Table 1.

TABLE 1
; g |
H o0 ~ ~
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< — 0] |
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SEQ ID 42 70 100 | 100
ATGCCGGGCATGATCT | 56.3
NO: 1
SEQ ID 75 32 100 | 100
GGGTGGATGCGGGGGEE | 81.3
NO: 2 - — I
SEQ ID 68 41 100 | 100
GATGCGGGGGGCTCCT | 75
NO: 3
SEQ ID 65 48 100 | 100
GTCGGCGGCGAGGTAAG | 68.8
NO: 4 - —
SEQ ID 62 53 100 | 100
GCTGGGTGGATGCGGG | 75
NO: 5 - = -
SEQ ID 60 54 100 | 100
TGGACGCGCTGGETGE | 75
NO: 6 - —
SEQ ID 58 57 100 | 100
CGCGCTGGGTGGATGC | 75
NO: 7 -
SEQ ID 54 59 100 | 100
GTCTGGACGCGCTGGG | 75
NO: 8 -
SEQ ID 51 64 100 | 100
CCCTGCAGTCGGCGGG | 81.3
NO: 9 -
SEQ ID 51 65 100 | 100
CGGCCGCGGGCCGCCA | 93.8
NO: 10 -
SEQ ID 48 68 100 | 100
GGGAACTGTGTTGGAG | 56.3
NO: 11 -
SEQ ID 47 69 100 | 100
TGTCTGGACGCGCTGE | 68.8
NO: 12 - -
SEQ ID 48 66 100 | 100
ACGCTCAGGGACCACG | 68.8
NO: 13
SEQ ID 40 70 100 | 100
CCCGGACGAAGATGAC | 62.5
NO: 14 —
SEQ ID ACTGTGTTGGAGCCGA | 56.3 | 37 77 100 | 100
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NO: 15

SEQ ID 14 90 100 100
CCTGTCGTAGACAGCT 56.3

NO: 16

SEQ ID 10 98 100 100
TGTGACAGTCATCTGT 56.3

NO: 17

SEQ ID 10 98 100 100
GTGACAGTCATCTGTC 50

NO: 18

SEQ ID 5 100 100 100
GACAGTCATCTGTCTG 50

NO: 19

SEQ ID 5 100 100 100
CGTCGATTTCTTCCTC 50

NO: 20

SEQ ID 1 100 100 100
CTCGAGTTTGACTCGC 56.3

NO: 21

SEQ ID 2 100 100 100
GCGCCTCCCCTGATTT 62.5

NO: 22

SEQ ID 2 100 100 100
ATATCCCCCGAGCTTC 56.3

NO: 23

The PNA oligonucleotides were tested both individually and
conjugated with a carrier at the 3’ and/or 5’ end with the
aim of favouring cell membrane permeation. In particular, the
oligonucleotides were conjugated to the carboxyl terminus at
3" with the amino acid sequence SEQ ID NO: 43, i.e. proline-
lysine-lysine-lysine~arginine-lysine-valine.

The oligonucleotide having SEQ ID NO: 1 is the sequence that
was the subject of patent EP 1618195 and represents the
control sequence and sequence used for comparison.

The oligonucleotides having SEQ ID NO: 2-15 contain a group
of two consecutive guanines (SEQ ID NO: 14, 15), or a group
of three consecutive guanines (SEQ ID NO: 13), or two groups
of two consecutive guanines (SEQ ID NO: 12), or a group of
two guanines and a group of three consecutive guanines (SEQ
Ib NO: 11, 10, 9, 8 and 7), or two groups of two consecutive
guanines and a group of three consecutive guanines (SEQ ID
NO: 6 and 4), or a group of two consecutive guanines and two

groups of three consecutive gquanines (SEQ ID NO: 5), or a
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group of six consecutive guanines (SEQ ID NO: 3), or a group
of six consecutive guanines, a group of three consecutive
guanines and a group of two consecutive guanines (SEQ ID NO:
2) .

The groups of consecutive guanines are shown underlined in
Table 1.

The oligonucleotides having SEQ ID NO: 16-23 do not have
groups of consecutive guanines, being negative controls.
Moreover, for the purpose of selectively modulating the
transcription of a gene, oligonucleotides having SEQ ID NO:

24-25 were also designed and synthesized; these are shown in

Table 2.
Table 2
ATGCCGGGCATGATC
SEQ ID NO: 24 DNA-LNA 25-1 - - - -
- T
ATGCCGGGCATGATC
SEQ ID NO: 25 DNA-LNA 25-2 - - = -
- T

In particular, single-stranded chimeric oligonucleotides,
comprising DNA monomers and LNA monomers (SEQ ID NO: 24 and
25) were designed and synthesized.

The DNA bases in the oligonucleotide sequence are shown as
bases in boldface type, whereas the LNA monomers are
underlined. Each c¢himeric oligonucleotide molecule was
designed and synthesized by inserting the LNA monomers spaced
apart by 1, 2 or 3 DNA bases 1in order to avoid rapid
degradation by the endogenous nucleases, as has been reported
in the literature (Koch T, Biochem J 2001, 354 (Pt 3):481-4;
Koji Nagahama, Bioorg Med Chem Lett, 2009, 19(10):2707-9).

Antisense oligonucleotides for blocking gene translation.

For the purpose demonstrating that the oligonucleotides of
the invention, selected and designed according to the
parameters described in the present invention, work to
selectively Dblock the translation of the target gene,
antisense oligonucleotides having SEQ ID NO: 26-36, directed
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synthesized

and

experimentally analyzed in vitro. They are shown in Table 3.

Table 3
SEQ ID ANTISENSE
SENSE SEQUENCE
NO SEQUENCE
SEQ ID siMYCN SEQ ID UUCCUCUUCAUCAUC
UGAAGAUGAUGAAGAGGAA
NO: 26 (795) - NO: 57 UuCcA
SEQ ID siMYCN SEQ ID CAUCUUCCUCUUCAU
GAUGAUGAAGAGGAAGAUG
NO: 27 (799) - NO: 58 CAUC
SEQ ID siMYCN SEQ ID UUCAUCUUCCUCUUC
UGAUGAAGAGGAAGAUGAA
NO: 28 (801) - NO: 59 AUCA
SEQ ID siMYCN SEQ ID CUUCCUCUUCAUCUU
GAGGAAGAUGAAGAGGAAG
NO: 29 (808) - - NO: 60 ccuc
SEQ ID siMYCN SEQ ID UUCUUCCUCUUCAUC
GGAAGAUGAAGAGGAAGAA
NO: 30 (810) - - NO: 61 uucc
MYCN-
SEQ ID CGTGGAGCAGCTCGG
PTO -
NO: 31 CAT
(1) as
SEQ ID MYCN-
NO: 32 PTO CAGGGTGTCCTCTCC
(763) GGA
as
SEQ ID siRNA- SEQ ID
NO: 33 2'- NO: 62
GAGGAAGAUGAAGAGGAAG CUUCCUCUUCAUCUU
OMe - - -
TT CCUCTT
RNA
808
SEQ ID siRNA~- SEQ ID
NO: 34 2'F- CA_@_G_AAGAUGAAGA%AAG NO: 63 GUUCCUCUUCAUCUU
RNA uu CCUCUU
808
SEQ ID siRNA- SEQ ID
GAGGAAGAUGAAGAGGAAG CUUCCUCUUCAUCUU
NO: 35 LNA - - NO: 64
T ccucrT
808
SEQ ID siRNA- CA@AAGAUGAAGA%AAG SEQ ID GUUCCUCUUCAUCUU
NO: 36 ANA AR NO: 65 ccucaa
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Complementary double-stranded oligonucleotides based on RNA
(small interfering RNA (siRNA) (SEQ ID ©NO: 26-30) were
produced to selectively modulate the translation of the
target gene, MYCN.

Moreover, oligonucleotides based on DNA SEQ ID NO: 31 and 32,
in which the phosphodiester bond was modified into
phosphorothiocate, were produced.

Double~stranded chimeric oligonucleotides: based on RNA
monomers and monomers 2’0-Methyl (SEQ ID NO: 33); based on
RNA monomers and 2’ -Fluoro monomers (SEQ ID NO: 34); based on
RNA monomers and LNA monomers (SEQ ID NO: 35) and based on
RNA monomers and arabinoside RNA monomers (SEQ ID NO: 36),
were also produced. In the oligonucleotide sequences SEQ ID
NO: 33-36, the 2’0-Methyl, 2’-Fluoro, LNA and arabinoside
(ANA) monomers are shown in boldface, whereas each group of
at least two consecutive guanines is underlined.

As the siRNA of the oligonucleotides is double-stranded, the
chimera was designed and synthesized in such a manner as to
leave two 2’0-Me monomers, or two 2’/-Fluoro monomers, or two
LNA monomers, or two RNA arabinoside monomers, both in 3’ and
in 5’, unpaired to the complementary strand and thereby avoid
rapid degradation by the cell enzymes.

Treatments with Oligonucleotides - QT-PCR

For the purpose of assessing the ability of the
oligonucleotides of the present invention to modulate the
expression of the target genes, their ability to reduce the
quantity of messenger RNA was analyzed using the Real-Time
PCR technique.

For this purpose, use was made of 24-well plates, which were
seeded with 5.0x104 cells with 0.3 ml of OPTI-MEM (GIBCO BRL)

medium, 4% FBS and 2mM L-glutammine (experiments in
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triplicate) per well.

The cells were incubated for 24 hours at 37 °C, in an
atmosphere containing 5% CO, to permit adherence to the base
of the wells.

Each oligonucleotide analyzed, except for the PNA
oligonucleotides, was incubated Dbeforehand with 2ul of
Lipofectamine 2000 (Invitrogen), with 0.3 mL of serum-free
OPTI-MEM (GIBCO BRL) medium.

For each well, the oligonucleotides were analyzed at the
following final concentrations:

e the antisense oligonucleotides siRNA and siRNA gapmer
(i.e. the oligonucleotides containing one or more
monomers of chemically modified nucleic acids at the 3’
or 5’ end, while in the central portion they have
monomers of nucleic acids that have not been modified or
have been modified at the level of the phosphodiester
bond as a phosphorothiocate bond) were used at 200nM;

e the antisense oligonucleotides containing
phosphorothioate DNA  monomers, the RNA antigene
oligonucleotides (agRNA) and the oligonucleotides
containing DNA monomers and LNA monomers were used at 10
pM;

e the morpholino oligonucleotides were used at a
concentration of 1 pM, and

¢ the PNA oligonucleotides were administered at a
concentration of 1 uM.

The cells were treated with the oligonucleotides, adding FBS
up to 4% 6 hours after administration of the same. After 24
hours the total RNA was extracted from each well and purified
using the RNeasy Mini Kit (QIAGEN).

Assays were performed on 8 cell 1lines obtained from 5
different human tumours which are correlated with MYCN

expression, i.e.:
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e as a neuroblastoma model use was made of the cell lines
Kelly, IMR-32 (where the MYCN gene 1s amplified and
superexpressed) and SKNBE2c and LAN1 (where the MYCN
gene 1s amplified and superexpressed and the p53 gene is
mutated) ;

e as a rabdomiosarcoma model use was made of the cell line
RH30, where the MYCN gene is amplified and
superexpressed, ;

e as a Wilms’ tumour model use was made of the cell line
wWiT49, where the MYCN gene is amplified and
superexpressed;

e as a retinoblastoma model use was made of the cell line
Y79, where the MYCN gene is amplified and
superexpressed; and

¢ as a model of small cell lung cancer use was made of the
cell line H69 where the MYCN gene 1is amplified and
superexpressed.

As a control, use was made of the same cell lines as listed
above treated with sterile water instead of oligonucleotides.
FEach RNA sample was quantified (in duplicate) using a
NanoDrop ND-1000 spectrophotometer (NanoDrop Technologies).
The first strand of cDNA was produced using the cDNA
Synthesis Kit for RT-PCR (Roche). For the c¢DNA synthesis
reaction a total of 1 pg of RNA was used. For the real-time
PCR, 10 ng of cDNA in a final volume of 20 pl was used with
SYBR Green Master Mix 2X (Applied Biosystems) (3 identical
experiments were conducted in triplicate). The sequences and
the concentrations of the primer used to carry out the Real-
Time PCRs are shown in Table 4. Two housekeeping genes were
used as positive controls: GAPDH and beta-actin (ACTB).

The conditions of the QT-PCR reaction were: 10 min at 95 °C,
20 sec at 95 °C, and 30 sec at 60 °C, for 50 cycles.

Table 4
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Primer Sequence Concentration | SEQ ID NO

MYCN SEQ ID NO:
CGACCACAAGGCCCTCAGT 300 nM

sense 37

MYCN SEQ ID NO:
TGACCACGTCGATTTCTTCCT 300 nM

antisense 38

ACTB SEQ ID NO:
GAGCACAGAGCCTCGCCTTTG 300 nM

sense 39

ACTB SEQ ID NO:
ACCATCACGCCCTGGTGCCTG 300 nM

antisense 40

GAPDH ) SEQ ID NO:
CCAATATGATTCCACCCATGGC 300 nM

sense 41

GAPDH SEQ ID NO:
CTTGATTTTGGAGGGATCTCGC 300 nM

antisense 42

Treatments with oligonucleotides - Cellular proliferation

assay.
For the purpose of assessing the gene modulation ability of
the oligonucleotides of the present invention, the effect of
their administration on cell viability was determined.

For this purpose 5%x10° cells per well were seeded into 96-
well cell culture plates (experiments conducted in
triplicate) with 100 pl of OPTI-MEM (GIBCO BRL) medium
containing 4% FBS and 2mM of L-glutammine.

The PNA oligonucleotides were administered at different
concentrations (1uM-2,5pM-5uM-10uM) in order to observe a
dose-effect relationship.

As regards all the other oligonucleotides, the concentrations
at which they administered are listed in the paragraph:

Treatments with Oligonucleotides - QT-PCR.

The viability of the treated cells was determined at 48, 72,
96 and 168 hours after treatment.

Cell viability was assessed by means of an ATP-Lite assay
(Luminescence ATP Detection Assay System, PerkinElmer) and is
reported as the ratio between the average signal of the

treated wells compared to the average value of the wells of
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untreated control cells. The cells were processed following
the instructions provided with the kit.

The assays were performed on the same cell lines used to
determine the levels of the MYCN gene messenger and listed in

the paragraph: Treatments with Oligonucleotides - QT-PCR.

RESULTS

As far as the PNA oligonucleotides are concerned, the results
regarding their ability to inhibit the transcription of the
MYCN gene and proliferation of Kelly cells are shown in Table
1. Table 6 shows the wvalues (in percentage form) of the
proliferating Kelly cells at the different concentrations of

PNA analyzed.

Table 5
Cell Cell Cell Cell
SEQ ID Prolif Prolif Prolif. Prolif.
Sequence
NO (%)  1pM | (%)2,5mM | (%)5uM (%) 10uM
72h 72h 72h 72h
SEQ ID | ATGCCGGGCATGAT
89 66 50 24
NO: 1 cT
SEQ ID | GGGTGGATGCGGGG
- 74 32 12 2
NO: 2 GG
SEQ ID | GATGCGGGGGGCTC
78 41 19 3
NO: 3 CT
SEQ ID | GTCGGCGGGAGGTA
- - 78 48 21 3
NO: 4 AG
SEQ ID | GCTGGGTGGATGCG
- |79 53 27 5
NO: 5 | GG
SEQ ID | TGGACGCGCTGGGT
- 82 59 35 13
NO: 6 GG
SEQ ID | CGCGCTGGGTGGAT
- 80 54 31 8
NO: 7 GC
SEQ ID | GTCTGGACGCGCTG
- | 80 57 32 11
NO: 8 | GG
SEQ ID | CCCTGCAGTCGGCG
- T | 86 64 42 20
NO: 9 GG
SEQ 1ID TGTCTGGACGCGCT | 84 60 40 16
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INO: 12'9_9

The results demonstrate that the inhibition effect of these
PNAs on the translated protein of the target genes is highly
selective and specific. Moreover, it was observed that the
arrest of growth of the tumour cells used as a model
(characterized by amplification of the MYCN gene) was
directly followed by apoptosis following the administration
of the antigene PNAs.

In general, the PNA antigene oligonucleotides having SEQ ID:
2-SEQ ID NO: 13 (containing one or more groups of Gs) have
greater antigene effectiveness (i.e. inhibition of MYCN mRNA
and of the proliferation of tumour cells with MYCN
expression) compared to PNA oligonucleotides devoid of groups
of Gs (SEQ ID NO: 16-SEQ ID NO: 23).

In particular, the results shown in Table 1 and in Table 5
demonstrate that the sequences SEQ ID NO: 2-SEQ ID NO: 13
have greater antigene effectiveness than the sequence SEQ ID
NO: 1, the subject of patent EP 1618195.

Sequences SEQ ID NO: 7-SEQ ID NO: 12 (containing two groups
of two or three consecutive Gs) show greater antigene
effectiveness than the sequences SEQ ID NO: 1, and SEQ ID NO:
13-SEQ ID NO: 15 (containing only one group of two or three
consecutive Gs).

Sequences SEQ ID NO: 4-SEQ ID NO: 6 (containing three groups
of two or three consecutive Gs) show greater antigene
effectiveness than the sequences SEQ ID NO: 7-SEQ ID NO: 12
(containing two groups of two or three consecutive Gs).

SEQ ID NO: 3, containing a group of six consecutive Gs, shows
greater antigene effectiveness than the sequences SEQ ID NO:
1 and sequences SEQ ID NO: 4-SEQ ID NO: 12 containing one or
two or three groups of Gs (in which each group consists of at

most two or three consecutive Gs).
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Sequence SEQ ID NO: 2, containing three groups of consecutive
Gs, which, 1in addition to two groups of two and three
consecutive Gs, also comprises a group of six consecutive Gs,
shows greater antigene effectiveness than both SEQ ID NO: 3,
containing only one group of six Gs, and sequences SEQ ID NO:
1 and sequences SEQ ID NO: 4-SEQ ID NO: 12 containing one or
two or three groups of Gs (in which each group consists of at
most two or three consecutive Gs).

Moreover, the oligonucleotides having SEQ ID NO 1-23 were
administered in lines of fibroblastoid-type cells (NIH-3T3
and Phoenix) and the results are shown in Table 1 (last two
columns) .

The results clearly demonstrate that the oligonucleotides
analyzed are not specifically effective against and are not
toxic for these cells (i.e. cells that do not express the
target gene, which in this case is MYCN).

In fact, no changes were observed in cellular proliferation
in these two lines of non-tumoural fibroblasts, and this
result means that the PNA oligonucleotides act with a
specific effect of inhibiting the expression of MYCN, whereas
they do not have a non-specific, toxic effect in cells that
do not express MYCN.

Therefore, it may be deduced that the PNA oligonucleotides
designed on the basis of the parameters described in the
present invention act specifically and effectively on the
target gene and therefore on the cells which
express/overexpress this gene.

The PNAs having SEQ ID NO: 1-12 were also tested on different
cell 1lines which overexpress MYCN (Kelly, SKNBE2c, RH30,
WiT49, WERI-Rbl 1 and H69). The results are shown in Table 6
and confirm the selectivity and specificity of the inhibition
effect of the PNAs on the product of protein translation of
the MYCN gene.
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Table 6
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Kelly 48

SmRNA 75 68 65 62 60 | 58 | 54 | b1 | 51 | 50 | 50

Kelly $%cell
66 | 32 | 41 | 48 |53 | 54 | B7 |69 | 60 | 64 | 64 | 65

prol.

SKNBE2c%mRNA | 41 | 75 | 68 | 60 | 59 | 62 | 60 | 62 | 58 | 41 | 40 | 40

SKNBEZ2c%cell

72 | 52 | B3 | 59 [ 64 | 57 |58 |56 |64 |70 | 71 |71
prol.
RH30

39 |74 | 65 | 57 {56 | 56 [ 55 | 68 | 50 [ 29 | 31 | 32
$mRNA
RH30

76 | 56 | 59 | 62 | 64 | 64 | 63 [ 60 |71 | 80 | 78 | 77
%$cell prol.
WiT49

62 |78 | 75 | 73 | 69 | 68 | 70 |72 | 66 | 60 | 60 | 62
$mMRNA
WiT49

74 | 54 | 57 | 60 | 63 | 65 | 60 | 62 | 68 | 70 | 72 | 73
%$cell prol.
WERI-Rb1

31 | 46 | 43 | 41 |38 |37 |38 |40 | 36 | 30 | 30 | 30
$mRNA
WERI-Rbl

82 |79 |78 {79 |80 | 80 |79 |78 | 79 | 85 | 84 | 84
%$cell prol.
H69

40 | 58 | 55 | 55 | 54 | 55 | 55 | 56 | 50 | 41 | 41 | 40
$mRNA
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H69
77 | 61 | 63 |66 | 68 | 69 | 67 | 66 |70 |79 |78 | 78
%cell prol.

The antigene PNA oligonucleotide having SEQ ID NO: 5 was
analyzed in a more detailed manner.

In particular, modified oligonucleotides, in which the groups
of consecutive guanines present in the sequence were modified
(the groups of consecutive guanines are underlined, whereas
the modified nucleotides are in boldface type) so as to
interrupt  the consecutiveness of the guanines, were
synthesized and analyzed in vitro on Kelly cells (which
overexpress MYCN).

The results (summarized in Table 7) clearly demonstrate that
the fact of the guanines being consecutive is of fundamental
importance for the purposes of the activity of modulating the
gene’s expression. In fact, the PNAs having SEQ ID NO: 43, in
which all the groups of consecutives guanine of the PNAs
having SEQ ID NO: 5 were mutated, causes the inhibitory
activity of the PNAs to be lost, whereas the mutation of one
or two of the three groups of <consecutive guanines
considerably compromises, but does not completely suppress,

the inhibitory activity of the molecule.

Table 7
mRNA

(Kelly) Cell
SEQ ID NO SEQUENCE Inhibition

Prolif. %

(%) (Kelly)

SEQ ID NO: 5 GCTGGGTGGATGCGGG 62 53
SEQ ID NO: 43 GCTGAGTCGATGCGTG 0 100
SEQ ID NO: 44 GCTGAGTGGATGCGTG 25 89
SEQ ID NO: 45 GCTGGGTCGATGCGGG 47 69
SEQ ID NO: 46 GTTGGGTGGATGTGGG 58 60

Chimeric oligonucleotides comprising DNA monomers and LNA
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monomers and having the MYCN gene as their target were tested
in vitro on alveolar rabdomyosarcoma cells (RH30). The
results are summarized in Table 8 and demonstrate these

oligonucleotides have an intense, specific antigene activity.

Table 8
mRNA Cell
SEQ ID
NAME SEQUENCE Inhibition Prolif.
e (%) (%)
SEQ  ID | DNA-LNA ATGCCGGGCATGA | 23 75
NO: 24 25-1 TCT
SEQ  ID | DNA-LNA ATGCCGGGCATGA | 24 78
NO: 25 25-2 ICT

The antisense oligonucleotides designed and synthesized by
the Applicant according to the parameters described in the
present invention were analyzed in vitro on rabdomyosarcoma
cells (RH30). The results are summarized in the Table 9 and
show that the oligonucleotides are capable of inhibiting the
MYCN transcript in a specific and effective manner; moreover,
they are also capable of selectively inhibiting tumour cell
proliferation in a more effective manner than the standard
antisense oligonucleotides presently available for the MYCN
gene (Chung DH, Bioch Bioph Res Commun, 2006, 351(1):192-7.

In particular, the siRNA identified by the Applicant and
directed against MYCN mRNA, described in Table 11, exert an
antisense activity with an inhibition of MYCN mRNA ranging

from a minimum of 70% to a maximum of 85%.

Table 9

nRNA Cell
SEQ ID SEQUENCE SEQUENCE

Inhibition Prolif
NO SENSE ANTISENSE

(%) (%)
SEQ ID | siMYCN | UGAAGAUGAU Uuccucuuca 82 28
NO: 26 (795) GAAGA%AA UCAUCUUCA
SEQ ID | siMYCN | GAUGAUGAAG CAUCUUCCUC 70 43
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NO: 27 (799) AGGAAGAUG UUCAUCAUC
SEQ ID | siMYCN | UGAUGAAGAG UUCAUCUUCC 78 35
NO: 28 (801) GAAGAUGAA UCUUCAUCA
SEQ ID | siMYCN | GAGGAAGAUG cuuccucuuc 85 28
NO: 29 (808) AAGAGGAAG AUCUUCCUC
SEQ ID | siMYCN GGAAGAUGAA UUCUUCCUCU 81 30
NO: 30 (810) GAGGAAGAA UCAUCUUCC
MYCN-— 34 73
SEQ ID CGTGGAGCAG
PTO -
NO: 31 CTCGGCAT
(1) as
SEQ ID | MYCN- 45 65
NO: 32 PTO CAGGGTGTCC
(763) TCTCCGGA
as
SEQ ID | siRNA- 13 85
NO: 33 21— GAGGAAGAUG cuuccucuuc
OMe- AAGAGGAAGT AUCUUCCUCT
RNA T T
808
SEQ ID | siRNA- 59 52
CAGGAAGAUG GUUCCUCuUUC
NO: 34 2'F- -
AAGAGGAAGU AUCUUCCUCU
RNA —
U U
808
SEQ ID | siRNA- GAGGAAGAUG cuuccucuuc 34 68
NO: 35 LNA AAGAGGAAGT AUCUUCCUCT
808 T T
SEQ ID | siRNA- CAGGAAGAUG GuUuUCccucuuc 69 35
NO: 36 ANA AAGAGGAAGA AUCUUCCUCA
808 A A

For the purpose of verifying whether the oligonucleotides of

the present invention are capable of lowering the

concentrations of the chemotherapeutic agents presently used

in the therapeutic protocols against cancer, the same were

administered in concomitance with chemotherapy drugs.
Studies were conducted on the effect of associations between

PNA and chemotherapy drugs (carboplatin, etoposide (VP1lé6),

cisplatin and vincristine) on different human and mouse
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neuroblastoma tumour cell lines (SMS-KAN, LAN 1, IMR-32, SMS-
KCN, Kelly, NHO2A, SKNBE2c).

The therapeutic schedule used in the treatments carried out
provided for the cells to be treated with PNA and then
afterwards, at a pre-—established time (it could be 6 or 12
hours) the chemotherapeutic agent was administered.

The results demonstrate that the association of these
compounds with the oligonucleotides of the invention
determines, at specific concentration ranges, a (Jreater
therapeutic effect than individual treatments with the same
compounds.

In particular, it may be observed that the treatment - be it
concomitant and simultaneous or at different time intervals
(3 hours, 6 hours, 12 hours, 24 hours, 48 hours, 72 hours,
etc.) - with a combination consisting of the oligonucleotides
of the invention and other compounds with a pharmacological
effect serves to enhance the desired therapeutic effect.
Therefore, combining one or more of the oligonucleotides
identified by the Applicant with chemotherapy drugs makes it
possible to reduce the chemotherapy drug concentration by as
much as 10 times compared to the present standard therapeutic
concentration while still obtaining the same effect.

In particular, the results of this study demonstrate that SEQ
ID NO: 1 has a synergic effect, in terms of inhibiting cell
proliferation, when it is administered in combination with
vincristine, or etoposide, or carboplatin, or cisplatin,
compared to the effects obtained in treatments with the
oligonucleotide or with the aforesaid chemotherapeutic agents
on their own.

EXAMPLE 2

For the purpose of supporting the present invention, the
oligonucleotides summarized in Table 10 were also

synthesized. In particular, Table 10 shows the
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oligonucleotide sequences, the SEQ ID NO, the percentage
value of the (G+C) content and the gene the synthesized
oligonucleotides are directed against. The synthesis of the

oligonucleotides was achieved as in example 1.

Table 10
SEQ ID NO % oC
SEQ ID NO: 66 | TCGGGAGCAGTGGGCA | 68.8
. SEQ ID NO: 67 | GCGGGTCGCGGGCACG | 87.5
% SEQ ID NO: 68 | 7GGAGGTCGGCGCCGG | 81.3
SEQ ID NO: 69 | 7CGGCGGGAGGTAAGG | 68.8
SEQ ID NO: 70 | cTCAGAGGCTTGGCGG | 68.8
SEQ ID NO: 71 | GCGGCCGGCTAGGGTG | 81.3
% SEQ ID NO: 72 | cGGCCGGCTAGGGTGG | 81.3
SEQ ID NO: 73 | CGACGGCGGTGGCGGG | 87.5
SEQ ID NO: 74 | GGACGGGGGCGGTGGA | 81.3
g SEQ ID NO: 75 | GCGGCGGCATGGGTGC | 81.3
m O SEQ ID NO: 76 | GGCGGCGGCATGGGTG | 81.3
SEQ ID NO: 77 | GCAGGAGAGGACGGTA | 62.5
E SEQ ID NO: 78 | CAGGAGAGGACGGTAC | 62.5
SEQ ID NO: 79 | GGCAGGAGAGGACGGT | 68.8
SEQ ID NO: 80 | GGATGGCGCACGCTGG | 75.0
g SEQ ID NO: 81 | GGGAAGGATGGCGCAC | 68.8
i SEQ ID NO: 82 | CcCACGGTGGTGGAGGA | 68.8
v SEQ ID NO: 83 | ACGGCAAGCGGCGGGA | 75.0
b SEQ ID NO: 84 | GGACGGCAAGCGGCGG | 81.3

The following, in particular, were synthesized: SEQ ID NO:
66-69 directed against MYCN, SEQ ID NO: 70-74 directed
against MYC, SEQ ID NO: 75, 76 directed against BIRC5, SEQ ID
NO: 77-79 directed against ALK, SEQ ID NO: 80-82 directed
against BCLZ2 and SEQ ID NO: 83, 84 directed against PLK4.

The oligonucleotides were tested in vitro (at a concentration
of 2.5 uM) to determine their ability to inhibit the
transcription of the gene they are directed against by
measuring the levels of the gene messenger in cellular models

in which the gene of interest 1is overexpressed. The methods
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used are the ones described in example 1.

In particular, SEQ ID NO: 66-69 (directed against MYCN) were
tested in vitro in the Kelly and H69 cell lines; SEQ ID NO:
70-74 (directed against MYC) were tested in vitro in the H82
and RD cell linés, SEQ ID NO: 75, 76 (directed against BIRCS)
were tested in vitro in the Kelly cell line, SEQ ID NO: 77-79
(directed against ALK) were tested in vitro in the Kelly cell
line, SEQ ID NO: 80-82 (directed against BCL2) were tested in
vitro in the Kelly cell line and SEQ ID NO: 83, 84 (directed
against PLK4) were tested in vitro in the Kelly cell line.
The ability of the tested oligonucleotides to inhibit the
messenger of the gene of interest was measured and the
proliferative capacity of the cells following administration
of the oligonucleotides was also assessed. The results are
summarized in Table 11.

The data show a potent inhibitory activity against the mRNA
of the target gene and an inhibition of cell proliferation
which rises with increases in the number of groups of Gs

present in the sequence of the oligonucleotide.
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Table 11
§EQ ID NO mRna Call
inhibit, | Prolif.
‘ (%) {3}
BEQ ID NO: | TCGGGAGCAGTAGAC 57 ¢0
66 B -
SELID N aeaaarentaseeac 60 56
&7 a 7
551 SEQ ID NO:
e # ID WO | pgenaareaeeaeca ' 15
68 e -
£ .
ST I —— e w0
69 4
SEQ ID NO: | TCGGGAGCAGTGGEC N .
56 a
SR »
SEQ ID XO: | grogprescasecac |, 41
&7 G
g2 8EQ ID HO:
& ' | TGGAGETCRECGOCE . 45
68 £
880 10 W0: | rocnceccaceTang o "
69 5
k K] . .
SEQID N9 ereaencncTTucs 13 79
70 g ]
SEQID BOs 1 geasecaaoragecr 16 75
71 G ° i
g o SEQ ID B ) naaccaenTneasTe 52 64
B g 72 g : ’
SEQ 1D W03 | (oo ooaTanaas i o
73 a
&r H .
SPRID WO sencpecoscaeres | o 61
74 B
= ar E T«
AEQID B0 eneagnescrrests y 73
70 G
SEQ IR WO posercascragaat i3 65
11 G ) ’
8 g BEQID RO: ) oeenoaaeTAGEETE o5 53
3 72 ¢
BB ID MO oarogeoaaTaceas | o 51
73 g )
R ID RO | peneaaaaareaTee 61 47
74 A
8 b 5 ¢ ' '
£ S .

16

3
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SEQ ID NO: | qonceacaceaceetT 57 55
77 A ’
kA SEQ ID NO: | onGGAGRGGACGGTA
A GGAGAGGACGE 68 46
P 78 ¢
v
SE :
Q ID NO: | o CAGGRAGAGGACGE
GGCAGG. GEALGE 79 39
79 T
SEQ 1D NO: | genregcecaceere
GGATGG! G 59 62
80 G
~ o SEQ ID NO:
9 5 GGGAAGGATGGCGCA 62 58
g 81 ¢
SE :
Q ID NO: | cepceereeTeeace 68 55
82 A
SEQ ID NO: | 1 66enRGeaGCEEs
by 83 a0 o >
% 4
g SEQ ID NO: | (:onceGCARGCGGEG
84 - " "

Finally, the oligonucleotides having SEQ ID NO 66-84 were
administered in cell lines of a fibroblastoid type (Phoenix
and NIH-3T3). In these cells the oligonucleotides tested did
not show to be toxic.

These results indicate that the PNA oligonucleotides act
through a specific inhibition effect on the expression of the
gene of interest, whereas they do not have any non-specific,
toxic effect in cells which do not express the gene.

It can thus be deduced that the PNA oligonucleotides designed
on the basis of the parameters described in the present
invention act specifically and effectively on the target gene

and therefore on the cells which express/overexpress this

gene.
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CLATIMS
1. An oligonucleotide for modulating the expression of a gene
through an anti-gene mechanism, comprising 6-30 nucleotides,
preferably 12-24 nucleotides, said oligonucleotide being
characterized by a sequence comprising at least three groups
of at least two consecutive guanines.
2. The oligonucleotide according to claim 1, wherein the
groups of at least two consecutive guanines are continuous
with each other.
3. The oligonucleotide according to claim 1 or 2, wherein the
groups of at least two consecutive guanines are spaced apart
by at least one nucleotide, said nucleotide not being a
guanine.
4., The oligonucleotide according to any one of claims 1-3,
wherein the groups of at least two consecutive guanines are
at least four, five or six in number.
5 The oligonucleotide according to any one of claims 1-4,
wherein said oligonucleotide is conjugated with a carrier
sequence at the 3’ and/or 5’ end of said oligonucleotide,
preferably a carrier selected from the group consisting of:
SEQ ID NO: 47-56.
6. The oligonucleotide according to any one of claims 1-5,
wherein said oligonucleotide is at least one molecule of
natural nucleic acid, preferably DNA or RNA, possibly
chemically modified, or synthetic nucleic acid, preferably
PNA, LNA or morpholino, possibly chemically modified, or a
combination of said natural nucleic acid and said synthetic
nucleic acid.
7. The oligonucleotide according to claim 6, wherein said
natural or synthetic nucleic acid 1is single- or a double-
stranded.

8. The oligonucleotide according to claim 6 or 7, wherein
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said at least one DNA molecule comprises at least one LNA,
methylphosphonate-LNA, BNA, RNG, DNG, GNA, UNA, ENA, ANA, F-
ANA, PNA, G-PNA or morpholino nucleotide; or comprises a 2'0-
Methyl, 2’0-Methoxyethyl or 2’-fluoro RNA nucleotide.

9. The oligonucleotide according to claim 6 or 7, wherein
said at least one RNA molecule comprises at least one RNA
nucleotide selected from among: a 2’0-Methyl nucleotide, a
2’ 0-Methoxyethyl nucleotide, a 2’-fluoro nucleotide; or at
least one nucleotide of a nucleic acid selected from among:
LNA, Methylphosphonate LNA, BNA, RNG, DNG, GNA, UNA, ENA,
ANA, F-ANA, PNA, G-PNA or morpholino.

10. The oligonucleotide according to claim 6, wherein said at
least one DNA molecule or said at least one RNA molecule
comprises at least one nucleotide modified at the level of
the phosphodiester bond as a phosphorothiocate bond.

11. The oligonucleotide according to claim 6, wherein said
PNA has a modified backbone wherein the alpha carbon has the
side chain of arginine or lysine as a substituent.

12. The oligonucleotide according to any one of claims 1-11,
wherein said oligonucleotide i1s directed against at least one
gene responsible for a disease of genetic or viral origin or
against at least one tumour gene.

13. The oligonucleotide according to claim 12, characterized
in that said gene is selected from the group consisting of:
at least one gene belonging to the MYC family, preferably
MYC, MYCN or MYCL1l, BIRCS5, BCL2, PLK4, ALK, PKM2, CASP8 and
RASSF1.

14. The oligonucleotide according to any one of claims 1-13,
wherein said oligonucleotide is selected from among: SEQ ID
NO: 2-15, SEQ ID NO: 24, 25; preferably it is selected from
among: SEQ ID NO: 2, 4, 5 and 6.

15. The oligonucleotide according to any one of claims 1-13,

wherein said oligonucleotide 1s selected from among: SEQ ID
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NO: 66-84; preferably it 1is selected from among SEQ ID NO:
68-84.

16. The oligonucleotide according to claim 14 or 15, wherein
SEQ ID NO: 2-15, 66-69, 24, 25, preferably SEQ ID NO: 2, 4,
5, 6, 68 and 69 are directed against the MYCN gene.

17. The oligonucleotide according to claim 15, wherein SEQ ID
NO: 70-74 are directed against the gene MYC.

18. The oligonucleotide according to claim 15, wherein SEQ ID
NO: 75, 76 are directed against the gene BIRCS.

19. The oligonucleotide according to claim 15, wherein SEQ ID
NO: 77-79 are directed against the gene ALK.

20. The oligonucleotide according to claim 15, wherein SEQ ID
NO: 80-82 are directed against the gene BCLZ.

21. The oligonucleotide according to claim 15, wherein SEQ ID
NO: 83, 84 are directed against the gene PLK4.

22. The oligonucleotide according to claim 14 or 16, wherein
said oligonucleotide 1s a PNA selected from the group
consisting of: SEQ ID NO: 2-15, preferably SEQ ID NO: 2-13,
more preferably SEQ ID NO: 2-8, even more preferably SEQ ID
NO: 2-6.

23. The oligonucleotide according to claim 22, wherein said
PNA is SEQ ID NO: 5.

24. The oligonucleotide according to any one of claims 14-23,
conjugated at the 5’ and/or 3’ end with SEQ ID NO: 47.

25. A composition comprising at least one oligonucleotide
according to any one of claims 1 to 24 and at least one
pharmacologically acceptable excipient.

26. The composition comprising at least one oligonucleotide
according to any one of claims 1 to 24, including SEQ ID NO:
1, in combination with a selected compound with
pharmacological action, preferably in the group consisting
of: NGF, somatostatin, retinoic acid, actinomycin D,

asparaginase, bleomycin, busulphan capecitabine, carboplatin,
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cyclophosphamide, cyclosporine, cisplatin, cytarabine,
clorambucil, dacarbazine, daunorubicin, docetaxel,
doxorubicin hydrochloride, epirubicin hydrochloride,

etoposide, fludarabine phosphate, fluorouracil, gemcitabine,

idarubicin hydrochloride, hydroxyurea, ifophosphamide,
irinotecan hydrochloride, melphalan, mercaptopurine,
methotrexate, mitomycin, mitoxantrone, oxaliplatin,

paclitaxel, procarbazine, raltitrexed, streptozocin, tegafur-
uracil, temozolomide, thioguanine, thiotepe, topotecan,
vinblastine, vincristine sulphate, vindesine and vinorelbine.
27. The composition according to claim 26, wherein said
combination is: SEQ ID: NO 1 and carboplatin, or etoposide or
cisplatin or vincristine; or SEQ ID: NO 5 and carboplatin, or
etoposide or cisplatin or vincristine.

28. An oligonucleotide according to any one of claims 1 to 24
or a composition according to claims 25-27 for use as
medicament or diagnostic agent.

29. The oligonucleotide or composition according to claim 28,
for use in the treatment of a disease of genetic and/or viral
origin or for treating a tumour, said disease of genetic
and/or viral origin and said tumour being caused by an
overexpression and/or inhibition of a gene.

30. The oligonucleotide or composition according to claim 28
or 29, wherein said disease genetic 1is selected from the
group consisting of: Gorlin syndrome, Down syndrome, Feingold
syndrome, Hirschsprung’s disease, Von Hippel Lindau syndrome,
ataxia telangiectasia, Li-Fraumeni syndrome, Turcot syndrome,
familial tumours and Parkinson’s disease; said tumour is an
adult or pediatric tumour of adulto or pediatrico, preferably
selected from the group consisting in: neuroblastoma,
retinoblastoma, medulloblastoma, ependymoma,
pheochromocytoma, embryonal carcinoma, germ cell tumour,

alveolar rabdomyosarcoma, embryonal rabdomiosarcoma, Wilms'’




10

WO 2013/124807 PCT/IB2013/051410
52

tumour, clear cell sarcoma of the kidney, synovial sarcoma,
hepatoblastoma, acute lymphoid leukaemia, chronic lymphoid
leukaemia, acute lymphoblastic leukaemnmia, chronic
lymphoblastic leukaemia, Burkitt’s lymphoma, acute myeloid
leukaemia, chronic myeloid leukaemia, acute megakaryoblastic
leukaemia, B chronic lymphoid leukaemia, T-cell leukaemia,
lymphomas, small cell lung cancer (microcytoma), lung
adenocarcinoma, sguamous cell lung carcinoma, typical and
atypical primary lung cancer, large cell lung carcinoma,
large-cell neuroendocrine lung carcinoma, glioblastoma,
hepatocarcinoma, basal cell carcinoma, ovarian tumour, breast

tumour and colon cancer.
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Lo —Fofrad aek S o PRI A 10 7 5 R R IR S T IR, L% 6-30 M IR, fik 12-24
MK, Pk AL T IR R IEAE T 5 220 =10 2 /Db AN IE B2 SIS 11 )7 41

2. MRAEACRER 1 Prad i A% 17 IR, Forh il 2 /b g /> 3 2 B W04 (1) 2 A AR b 3 &
8

3. ARPEBCHELK 1 80 2 PFrik (ST IR, Forb B il 22 /D PR AN a2 42 B sy () 40 g 27—
ML IRBETT, Prid i IR A & SIS

4. RPEBRNEER 1-3 AR TP IR R FEAZ IR, o Birads 22 /0 Py A3 48 S R4 1) 41 1)
g 2 b2 PUAS L AN

5. MRPEACHEK 1-4 FAFE— T IR I AL IR, o ik A% T IR AE P iR SEA% 1T IR
37 F /B 57 i AR A, AR E /2 1% B B SEQ 1D NO:47-56 44 .

6. MRAACH LK 1-5 AR — Tl 1 SEA% TP IR, b il S A% 1 1 o AR L 1R 1k
AL IR H 1 22 /D — P o, BUITIR RARAL R AT IR 5 A% R I 26 5 T IR KRR IR AN 3
DNA 5%, RNA, A] e 2 2B ), BT il & % PRI 2 PNAL LNA B RAY, 7T BE & 1k 22 1
i]8

7. ARIEACH ZEK 6 Prid i 2% 1R, Horh Pl RARAL IR 5 A% IR A B4 1) B XU
8

8. HRABEABHIEK 6 5 7 Prik (M AL IR, Forb ek 23 /b — 7 DNA 73 76015 LNA, FH A%
P75 ~LNA BNA RNG. DNG GNA. UNA. ENA ANA. F-ANA. PNA. G-PNA FIIUE kA CAZ 7 1% b 1) 22 20>
—Fp S 27 0- L2 0~ AL HREY 27 — G RNA HHTR -

9. MR EEK 6 58 7 ik AT IR, Horh prid 22 /b —Ff RNA 3 700 5% 2220 —F
RNA #Z 171, Pk RNA B IRIE B 27 0- WL IR V27 0- HAUE QLT IR A 27 — A% 1
MR R B 2D —PAL R WAL T IR, P IR AL 1L I LNA L IR I LNA L BNAL RNG DNG GNA,
UNA. ENA. ANA. F-ANA. PNA. G-PNA FIN B

10. ARVEBCHEK 6 Prid ) 544 IR, Forb T ik 22 20— DNA 731 5 ik 42 2b—Fi RNA
I3 AL A /DAL IR TR B AT 1 DA ot 328 ok I P B 1) DNA 431

11, FRAEACRIEEK 6 Prid i SEA% T I, Jorh Brik PNA oA B =4, b o i 2 ARG
ZAR B IR A R AR i

12, ARFEACFZR 1-11 AT — TR (R SERL IR, e rh TR SEAZ P R BT 0 22 /b —Fh 47
DT 5 B B AU IR0 1 R Bk e 2 2D — i Mogg SR A

13, ARFEACHELR 12 Prik () 5L IR, FARHEAE T Pk 3L R [ o 2220 —Fb g T MYC
R T L DR 2H R 4, P i 4 A% & MYC. MYCN B8 MYCL1. BIRC5. BCL2. PLK4. ALK. PKM2.
CASPS8 F11 RASSF1.

14. P BRI EL SR 1-13 HAT — T IR (P SR A% 7 IR, L v i o S A% 1 IR ok
NO:2-15 F1 SEQ 1D N0:24.25 ;fLiki% H :SEQ ID NO:2.4.5 Fl 6.

15. PRI ELSR 1-13 HAT — IUFT IR (1) SR A% P IR, L i i S A% 1 IR ok
NO:66-84 {3k 3 SEQ 1D NO:68-84.

16. MRPEBCHEK 14 5 15 Pr® (544 TR, Forb SEQ ID NO:2-15.66-69.24.25, {Lik
SEQ ID NO:2.4.5.6.68 F1 69 41X} MYCN F:[A .

17. RYEBRZEK 15 Pk ) SEA% 1%, orh SEQ ID NO:70-74 156 FE K MYC.
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=
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- ARPEACRZLSR 15 Prid i SEA% 1, Hofr SEQ ID NO:75.76 £ % 4L Kl BIRC5.
- ARPEACRZLR 15 Prid i SEA% TR, Hodr SEQ ID NO:77-79 £ % L [A ALK
- ARPEACRZLSR 15 Prid i SEA% TR, Hofr SEQ ID NO:80-82 £ Ak Al BCL2.

21. FRAEBCRE SR 16 Prik () SR %, Forf SEQ ID NO:83.84 £ [ Jk[X] PLK4.,

22. MHEBUR) EE Sk 14 5L 16 Prid (0 55 8% 1 1R, Hovh BT ik SEA% 1 R & 3% F i SEQ 1D
NO:2-15, fti% SEQ ID NO:2-13, B4t SEQ ID NO:2-8, H- 4 B {liik SEQ ID NO:2-6 ZH M)
ZH HH ) PNA

23, WARBRER 22 Prid ) SERZ IR, JLrp i id PNA & SEQ 1D NO:5.

24, WPEBOFIEK 14-23 - —I R P S B, 72 57 F1 / 81 37 w454 SEQ 1D
NO:47.

25. — M EW, AL E 2D — R iAR BRI ZR 1 22 24 AT — I i 1) SEA% FIR A 22
P2 a2 IR TE .

26. —MAGY), HAE R D R BUR ZK 1 2 24 AR — Il 4% T IR,
AF5 SEQ 1D NO: 1, 54 HA W1 EH i e o, Frid ik e b &AL A i NGFL A=
KN 32 AR L JBCZR B 35 D R T ARG TR 85 25 IV & R MR R 3R
T T e« R F00 25 22 L LT BT W M 1 ¢ Lorambuci 1« 0075 Me e« 38 7 25 2% . 22 P Ath 2E SRR T
B H VR R A M IR SA B IR MBI | 3 P A AR RIS E A L R A
JIk+ ifophosphamide. R/ 37 5 B 5670 L SR FE TS | 20 H IE IS | 22 S 45 30 OK AT B
BRYDRVE A PSR HE 75 il ZE VBEIR B 25 S R N — PR W E 2 SR L B S A
thiotepe.#fFM% B KA ALHR B B KA BT KA b = Rl AR B e 4L R 20

27. MRYEBCREK 26 Prik A &4, Horh Prid 4l & &2 :SEQ ID NO:1 F-R4H, et &
H A B KA BB, ;5% SEQ 1D NO: 5 FlR4A, BlE M 28 s EH sl 4 25 57 bk«

28. MIFEARIZLSR 1 22 24 AT — 0T 1) S A% HF R R A BRI 2k 25-27 Frik 4 &
Y, AR 2 82 i) .

29. HRAEBCF)E R 28 BTk (AT IR B A, FH T istL R / o300 2 R IR 593 (18
7 R ECH TR T MR, BT 354 R0/ B 25 SR 15 9 0 BT R g b 22 DR Al A A/ B
51 .

30. M4 BOR) ZE 3K 28 B 29 Fr ik i 55 8% e 54 & 4, b BT O 5t A% % Ik B il
Gorlin ZEAHEJH KEESE Feingold 44 Hirschsprung” s Ji. Von Hippel Lindau
CELTRE IR IR AP 9K . Li-Fraumeni Z5400E  Turcot 540 « S 16 1k Jh 98 Ay 4
RO 5 I IR e S s N B8 LR e N B8 LRHMRE, DLIEIE B < i 28 4H B Jed « AR 9 i 4 i
PR« A 22 AN B R 2 B IR R A PSR VS e < A A PR R TR UL AR L IR
HERESOULPIRE S Wi Lms ™ JIR8 55 U 1100325 1 400 L PAT 98 T S5 RO JHF U 40 g« e vk e 1
0 < PSP R B P L S AR BRI B P L P AR B REAN A 0L < Burkitt” s ¥k
E IR P R 1 I PR R B T L S SO D A A I I . B PR IR L
I3~ T— 41 B 1 00 9K E 08 /Nt e it RIS 240 FE g ) it s etk b itz 4 i it g 7Y
RV LR Ji e P e < R 200 PR Jes < A 400 PR e 2 P 43 P e« S e I 4 8 9 64 i
Jeei~ O SR MRE L 7L D IR N 2 e 2 L 4
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AT RATERRENEZHERRELRIE

[00011 Wl
[0002] A W B T 715 Bk DR A IR S A% IR 5 ol 2 F TR Y% 47 DA | Mg i
BERUR AR LA

[0003]  hAh, AR BV TR AL AT IR T P 53 (YR TT A0/ B2 iR 3%, i 5
R AR 7T e A A 2B

[0004]  ZEAZ 1 R A K 2K RNA B DNA % IR A Bl % IR 1 77 41, 49 o, PNA CIKAX TR )
LNA (A% IR ) FOAhIpRAR SEAZ T IR o

[0005]  CA&Rid It SEBGUE B T A% 1 IR AT e s A Bl B /K BT R R R A R kR A
B HTIXAEE T, B RRACER T T &R R va T7 A 20077, R il e 1A% | IR
[0006] T 5k DAl X 2 08 R AE T LA LA B

[0007]  f3l4n, Befgam it 5 JE DR 1) e A B B LA (Hélene C, Bioch Bioph Actal990,
1049(2) :99-125) Bt As H bRk Rl X i e 60 itk (Rossi JJ,Nat Chem Biol2007,
3(3) :136-7) AN I PRI 4 55 () SEAZ AT IR A2 CL AN o LA S A 1 1R A 0 110 o1 56 [R 128, 491
i, df g 5 SRR 48 RNA (mRNA) () AR . E SR AL P R IS L, IX PP d i RNase H
LAY mRNA TR R . 0 S0P AL AT IR OUEE “ TP 7RNA 70 FHIfE L, SRR S
BIFR mRNA (1) B AN L RISC AW “UUBR T 7 B, 5 A5 B . 7EJ5 —FPih ol
FERZAFIRIE T LU S5 T Y5 microRNA R ZEAZ AT IR, JLAKFEA SE A 10 B AME, Rt 5 bR
mRNA ) 3" UTR (3" AREHPEX ) AHIE, 514S mRNA [ HH P4k PELIKT .

[0008]  FEAZ IR IE ] LA T 26k DAL P s B e S 4 vy, 49 2, 28 b 5 K 1 e AR S B
RNA [ H 4P (Morris KV, Epigenetics,2009,4 (5) :296-301) , Bl id 41 F M RNA, 45
ST RNA I HEFR mRNA AR B4 &

[0009] O T H s EAIAEIRIT M/ B W S AT A AP, AT DUKE SRR IR AT Ak B
Mo 1, v LA T4 M HRr S A/ 85 BANT AR 13T, 5 SEA% IR IEAT 181, 1)
R T AR LT g B i AN K BBURS 3 Ry HL 2Bl A/ 25550, B 0 LT e 4 B, ) A
fR AT 1B .

[0010] B T RARZRAIFAZT R (B, DNA FI / 5§ RNA (4 ) , I AELE A A% R (1) 35
KAT I, a0, IRAZ IR (PNA) FE%IR (LNA) , V19 28 TR KRR E BT RI R AE, B B4
TR H AR T s SR SR SR T IR R (R IE (B, werh ok ELEeh i (strike) FER )
PNA 1 LNA ZERZ IR, 5B I FEAZ IR —FF, 1% 7E 4k 2% b Lt DNA B RNA SER% 17 IR B
FooE . n Ll & Uk A S B IR — P e A IR o kS AL R an 2 b 4
AN TG (AR IR BRI IR ) AG Ui (g ) (5l ln, LNA Hifk)
PH ISR T4 o

(00111 > LNA 5 5 USRS — s FH , 8 sk U0 )0 b 2 DR 1) e s P ) R U BR 2 ) (Braasch
DA, Nucl Acids Res,2002,30(23) :5160-7) . &, LNA SEAZFER thm) LU T s SCsems
41 Smith FI[FISEFT) (Ge R, Faseb J,2007,1902-14) , ffi 1%t 7 LUIXFE 7 2N AE %

4



ON 104169421 A i MR P 9/94 T

o “CEENAR 7 HLERAERZ IR PRI 55 BE AR TR I SERL IR PP 9\ A A TR “ 7 27 54 (R
€N “Zorro” FERHIR )

[0012]  SILAMSEAL YRR &5 R AH LIS, PNA SERZ TP R AT SE A e o PNA W DU Ik “BE A2 45
5 X% DNA (DNAds) , B AT RABLH AR5 304 & Fdi DNA (DNAss) Y735, BUEATT AT BL4S & RNA
B, 7oA 25 BUR e PNA/DNA B PNA/RNA Zfifey, F0E5 “[R] o0l ” 4544 (41, DNA/DNA XUE% )
FHEE, fE# ) 2% B AERRRE .

[0013]  PNAARE T FH T-UA 15 BE PR 2k W iy BE AT R ) 3R 4, LA B A A F S R DR 5imgs « S o
b, CZUEW] T PNA XFEEFR 251 500 v s e, O LR e % LU R U7 2 A 1 s
HF ST

foo14] PRIk, PNA AR 7] 38 A% B0 7 150 A 1 SV T ik

(00151 PNA FyPE— B AT E AT A PR AR 2 1 400 B IS ) 8 0 FRY = 52 o AR T, AT DA iod 3
¥tz E R (JF HAF 2 PNA) S REW 25 T S A RO 28 ok g il i) 70 1 (3udk ) S5 ek
T IX— PR

[0016]  SEfx b, SERZHRR, - HAS 0 & PNA, S8 % ] LU 5 L4 A ik (8“hricdn”)
K52y, Bian, A 1 3 30 DML K E RIIKFH

[0017]  SEAZAFRR A — MR L A2 R 15 BE DR () s, FLAE g vl Bty sl il o

[0018] 23 JRi1 MR A Hh &% ol DRI PR 2R 5 TS 1 o L, 00 55 g i) st i i ) (s vl AR
POEEOEEEN ), W MYC F5 X (tra cui MYC. MYCN. MYCL1) <735 2% (BIRC5) « BCL2. PLK4,
ALK Fl PKM2, JLAE b8 o g ot sl R I8 o e, 2 s o, Bt i e sl 80 4 i 570 8 B,
caspase—8 Fll RASSFI, 1 thJ& 4l K WG 1) o

(00191 AR¢ Syl s, MYC SR i) B0 2k BRIV S 4% i N MR 0 7 A4, 1 B eh ORER 23 2E PR 5 i
TR R AR JE o IXLEILDR R4 S A/ sl ek JLF B2 5 IR AR O, JLRER AL (el n,
JSCAH 22 A0 LR SO 28 A R R SOV L PRI RE ) RS NSRRI (A0 1, /) 240 oL it s s 2 )
YN is% ) (Pession A,Cur Cancer Drug Target,2005,5(4) :273-83) . S2fx b, &4 T3 it
e AR A LRI AR A S i 3 0 LB B HR PO T T e B MR LA T 25400
[0020] V2 HATHUMRIAE I SEAZ IR A2 SCik v AT

[0021] {5 4, 7 Jx X 5 W& v 47 76 &F % MYC. MYCN. BCL2. BIRCS %k IRl f#) 55 4% 15 #2 (EV
Prochownik, Exp Rev Antic Ther2004,16(6):370-4 ;CF Bennet, Exp Opin Investig
Drugs, 1999, 8(3) :237-53) B H A [ SCAE HI £ %F MYCN H1TMYC H)3E 4% 1 2 (LC Boffa,
Oligonucleotides2005,15(2) :85-93) ,

[0022] & 7 it MYCN J5 DR] 3 22 Rl i 268 40 LR 4l i v, 3 487 A2 T 55 T DNA i i8
T 12 16 S XS A% 17 % (Burkhart CA, JNCI,2003,95(18) :1394-403), 3 Hil i “/p T3
RNA (siRNA) 7 P2 25 T e CEEAZ AT IR, LA MYCN 3 DR B 35 25 3 #2240 A 7% 40 i b (Kang
JH, Bioch Bioph Res Com,2006,351 (1) :192-197) .

[0023] SR, A754R 5 Z4 M Je i 21) 575 2 565 B 22 1 B8 DABR v R0 R S M R e 6 7 Qi 7
FER IR S AL IR, 49 Be i B A a7 f / Bt isg/E

[0024] & T HRAS ] FAEIGIT A/ BS Wi iE B SRR T IR, 5 2 5 e AR L N, B AR
15 RNA ()7 FURT / s B TR R 51, BT 8458 17 51l 3 S RIH 2610 55 » e 0% Aff s Xk A
EECESINIURTE ¥ Ibvk =L IR e R (HEE N
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[0025]  [R]uth, e Jeni 28] 5 2 PR o 92 ) 46 0 TR ) — MR ) — AR R R AR 271 5 54 45 RNA (1)
FEAE IR AN — 5 TR 2R R B B/ BIER H 1S 0SS B R T 4.
[0026] ik AN i WG A& 1 WA Pl ads 1Ry 38 40 v | 5 S AR s 58— AN 7 T, AN R I e —
Bl P T BE DR 2Rk (R A% IR, HAU & 6-30 MZ R (5K ), ik 12-24 MR, A
BT IR R AEAE T /b — A ) 2 /D P AN IS e (1 2 o PR E A )7 41 SEQ 1D
NO: 1 I SEAZ IR M WIA 25 H 1 PR TR HERR

[0027]  FERARKZIE (DNA I RNA) (RO, SRS B (XTI ) FH 75 OB B A = 1 1
RS BREEIE R I | K B | i Jip s e | i s gt R0 PR e ( A /E RNA o) ZH i)
Yo KEAE DNA 15 00 b A& B SE R , 76 RNA FO TS0 A Rl . PAARAE S bl i iR —
Rz

[0028] Uik, AR SRR E S &6 20— A E /D = AN IES: I 1751 . B
HAPH) SEQ 1D NO: 1 B ZEARZ T R M R & HERR -

[0029]  EEARIE, AR WIS 5 5 A 220 — 41 2 /b DY 4 SRR 1R 741
[0030]  FREEALIE, AR W SE T IRE S & A 20— A1 20 TAES: SRR 751
[0031]  FEA KB — L8877 0, TR & H 20 A BNV I SL SIS 21
J ) — LT 5

[0032]  FERE—2BSEitiTT S, 20— SIEM LS 2 DA 2 D PN IESL Y
WL o

[0033]  ElE, Z /b2 I A LI A0 A /b ALK AR /D P AN T 45 1 R R 22 /b2 )
T/ AN L R

[0034]  FERE—2BSLitiTT S, 20— A SIEM LS 2D =AW 2 DN IESL Y

o

==

WIS o
[0035]  fEHE— B[St 7 S, /b — 2 SRR 5 /D PU | TN gL B b
AMELE SN

[0036] T, Z2 /b2l I A LI A0 A8 /b ALK &R /D AN I 45 1 e w2 /D R AL 1)
B/ =N IR

[0037] B3, Z /b2 I S A LI A0 7 A8 /b — ALK B8 /D = AN T 45 1 R RN 22 /D AL 1)
/DA RS IS

[0038] T, & /b4 1) S MRS AL A2 D 2L I A /D AN A R A /b2 1
/D A ESE YR /B A D AL N AN IE S RS

[0039]  IEHY, A WM SERZ IR UL S5 ¥E bR P 1 B AN, IF HARE, 4L SRR R 20 mT L2
A ST SR I A5, AT, 2 2 ANV SR S M A e — 4] 6 AN RS [ 1 S | B a1
WA PRI ZH mT DA el 22 2D — AN R 0] B K

[0040] 18 W, M4 AR A B 22 /b — 2 0 22 /D PR N I 8 S04 ] DU T A% IR 57 i P
I, SR SERZ IR 37 i AT, Bn] AL T S A% T IR P A1 () o

[0041]  FEA K WAL St 7 Zefy, Ui /e 3L 37 F1 / 8l 57 sl H 8 A4 7 21 45 & T ik ¢
AT IR, ik AR e 21k 2 J 2z BE IR 7471 o

[0042]  FrREHEIERTH) (AR ) ik 1 £ 304N,k 1 & 104, HEFEME 1 £ 7
ANEF ZANE R A . 2 EEMR T LS L ak D B, 3% D JEA .
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[0043] X} T A & W H B, P ik 19 % 4k & B i SEQ ID NO:47 (PKKKRKV) ;SEQ
ID NO:48 (VKRKKKP) ;SEQ ID NO:49 (KKKKKK) ;SEQ ID NO:50 (PKRKRKV) ;SEQ ID
NO:51 (KRKRKRK) ;SEQ ID NO:52 (KKKRKV) ;SEQ ID NO:53 (PKKKRK) ;SEQ ID NO:54 (KKKRK) ;
SEQ ID NO:55(RRRR) A1 SEQ ID NO:56 (PKKKRKVHHHHH) ZH Jif14H

[0044] XS TAKRBHET H B, R AL 24k 2E B A5 SEQ 1D NO:47 ik,

[0045]  FEAK BN 2, “8ih” mUEE BB A A Hh 8O SERZ TR M 2980 1% / 29930
TR/ a4l R/ BAZIBIE IR

[0046]  FEA A HH (PPN 28, 1 L DR 2Rk = SRR P sls (4 ) ERIERIA.
FIr IR 5 R PR i el s ($2 ) ] AR sk sl perk-F Bk A

(00471 mJ LA3E I DA SO RIML AR AR B I SRR T IR ( BRI DRI SEAZ IR, B, 160 35 BRI 1)
SR WAL, IR SR ), 714 s /KA b S IR PRI 3 38 1R 0 i it

[0048] B3, AT LA A o S R RMLAIPE FH I S A% IR ( B R PR AL T IR, BRI, S
A, A AL U, S CERIE ) » AERHTEZK A b S DR SR (R A, ) Iy m e gl 10 o e A4 Al
RNA [P)753 RNA RSB 37K P B ik i e

[0049]  HHH NS5 0E I HAE UL EFER I, 24 T A 8500 15 55 R R IA , A% 1 IR W 20035 A2
1) 2 BRI B B A A 38 AT AR 2 DR, I ELDRL e v DU it FH T 8 5 e i 1 S R R4
P SERZ AT 7 H ) H 1, BTiR JE DR A B it A% A1/ B0 25 K U5 IR 56903 Bs 2 I o 490 R A 1)
HEH.

[0050]  F b 38 58 W SEAZ HP IR v U T30 97 72, F TR e I st A s w3 BRI R 0 , A
% FHAEZ ).

[0051] B, SERZ IR AT LAH T2 W H (1.

[0052]  SEfr b, A B 8 — 20 RA R TR 1097/ szl 5 1
&, PR SEA% T IR T Re &AL 2B T T

[0053] AR BH I SEAZ R R 2 6-30, M3k 12-24 AMRSE (KR EL A ) 105 A% IR . 55
R R A DL R AR AZ B Bl e 20 1z, 9 201, DNA 55 RNA, 55 1 25 5 1 K% BR B 4L %, 49 41, PNA
LNA sk AAZ IR« B, SERZ TR nT LA 7 DNAL RNA R/ 80 A% IR M 4145, 1Lz PNA
B LNA ( 22 8BRS AL TR ) o MRAh, SERZ IR v] LU B sl o0 (1) o

[0054]  FEAS WA ) — B85t 77 S, SEAZ T IR v] L2 A AR 1 i, 40 o, B TR e Ailm
MBI/ SO W RO H IR

[0055]  FEAS KR B St 77 2 rh, SEA% IR T LA B - 8E 1) PNA 431, Horp - v
a 7E (Coppnaca)) MIBIEE G HUREE, TIAS R S5 & H AR I M SR 1. i, A H 2R 1
M, T LS AR B B RIR 1) g — AN 2 R 1R B 4, P 2 FE IR L e 18 1 Fh RS 20 1R Mt
AR HEIR AR ot AR TR E IR RAHIR 2 AR 2R AN AR
R MR AR AN E IR A AR 3 R AR L AR (2R S E R . T
WS IEIR W] LU AT ek it (D) s AiEefyid (L) H 4.

[0056]  7EAS A B I AR e S i 77 b, SEAZ TP IR S < FAH T ) A mXUEE RNA 43 1
(B ELAH ELAM XS RNA 2 PR 5 & siRNA, “/NT4t RNA” 1 - RESE g 3] ) .

[0057]  7F—S8sui )y 2, BTk “/N T4 RNA” 475 RNA Fidhk (R IR ) FIZ/b—A
TEAZRE 27 AL BAS I AR, Pl 27 -0- AR 408,27 -0 HI3Eal 27 — i s irih “
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T4 RNAEL 5 RNA Ak (RZHERZ TR ) FIE D5 IR I FrAR, BT IR A i% R 1 H i
LNA. B LR TG LNABNA ( MR ) JUNA ( ARBH AL IR ) JENA ( Z45 — MF4A% IR ) W ANA (i
PIATRERZIR ) A1 F-ANA (960 — PR ABE ErAX IR ) 44

[0088]  AEAIE ISt Ty 2, LA R i 07 AR B vt Birad “ /N4 RNA” < AE T AR BURE 1) K
iy, AR EE TR A — R B 2D —AN RS (R, REN ) IR AR B Bk R (1)
o FEdE—2P ST S, RARBUG eSS A IR ILIEE A i 27 -0- AR .27 -0- H
ek 27— PR, B LNA L P LA RRTE LNALBNAUNA ( RET IR ) JENA ( 205 - FE% )
ANA ( BT REAFTREAZ IR ) A1 F-ANA C 960 — FITHArBE FrAZ IR ) 1 A2l i 4

[0059]  FERE— ISt TT S, K SEA% TP IR B 0 b 24948 B BR A 14, JF HLAI It A2 A A mi XL
SR, A0 7 RNA B4R (ROBEA% IR ) I LNA Pk CREX R A% TR %75 0 RNA/LNA) o
[0060] BN, A2 A FEAZ T 0T DAL RNA B4R (Bl iZ IR ) e/ b—ANE R 27 -0- H
AL (MOE) k.27 —0— HIJEFLARER 27 — SR RNA FLAK s B A4 AT A IR nT DAL
7 RNA FAR (RBERZ AT IR ) M A/ — Mg e B LNA, FHIEBERR IR LNALUNA CORBIFIAZIR ) |
BNA. ENA ( &% — MrEA% 18 ) « ANA (B h A BA% IR ) A F-ANA (960 — BT RArTpl A% IR ) &
JSORZ T T B4

(00611  ZERE— 20 ALt 7 Serh, B5 T HUbE ol o0UsE RNA R S IR T DAL 5 A% 52 i A% M A
TR R, A B ) R ORI — a3 AT Bl B0 A2 WA I sl A bl i 1
i, 4810 L, 308 3 A 3 ol 1 5 B B8 DNG (M AR B AZ I ) « RNG CAZBEAZIIN ) « GNA ( H A% 2 )
G-PNA ('y =PNA) 8k PMO ( "hipfAt ) iE47 T8 .

[0062]  FEAS K WIIDLIE S T ST, SEAZ AT I & A7 DNA FAk (i S8 AZ BEAZ AT IR ) AT LNA
BRI R G BT

[0063] X T S H PRI SRS , FLRTRAE 3 s AR T 2 PR R Rk, ml DIRIE AR A -

[0064] < JLJ- PNA (SRR, Al S8UA (R 1 & 30 NI R ) 455, ik
37wl / B 57 5ER

[0065] < JLF PNA USEAZ IR, BTk PNA B & /DA FHER o ik (C-a), HEURIELS
H o A ZARHEH 2R ) H 1456 s8R

[0066] <7 RNA HLik (ALGUiZMitZ IR ) FImTiEm 2 /b — MBI TR (k) (f
41,27 —0— FJE RNA H4K.27 — 50 RNA 4K ), s /b — Nk [ LNAL FHZEBERR 1 LNA. BNA,
UNA. GNA, ANA, FANA. ENA. DNG 1 RNG FI#% PR 1) A4, R /RS IR — BREH/K-F BB AL B
TR I BB S A% IR 5K

[0067] < LAH L AMAUXUEERYEE T RNA A% TR (siRNA) 5Hk

[0068]  « {7 RNA Hifk (fLGEAZHERZ TR ) I/~ LNA FRARPIE 43 H AN OUEE R &
FHR 58

[0069]  <fU 7 RNA HAK (RGEBiiZ R ) F1a/b—A> 27 —0-(2— HIAEF 2L ) RNA Bk
[RBUEE R SEA% TR 58

[0070] < f4 7 DNA Hifk (ARG EMZPEZ TR ) A2 /DA LNA AR S ik & A% 1
(7%

[0071]  «fd 7 DNA Ffk (LG Z BT IR ) M2 /b —A> 27 — 50 RNA Ffkel /b —A
P& [ LNA. AR B3 15E LNAL BNAL UNA. GNA. ENA. ANA., FANA. DNG 11 RNG ) A% ¥ 1) BAAA 1) S 4%
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IR«

[0072]  XFT e SCSem, IR IRAERI IRk BT 2L PR Rk, nl MRIERI A -

[0073] < 5% RNA B4k (LML ) I EAH B A RURE SERZ R (siRNA) 58
[0074] < 7% RNA 50k (AP TETR ) AR /D—NERBE AR/ B I — e e
TP 1) RNA FRLAA 1) B AL T IR

[0075] < £ 7% DNA ik (FES AL TR ) A/ D— AN R e DNA AR ) ik
RO FEAZHR 5

[0076]  <fU 7 RNA FAK (RGEiBii% R ) F1ab—A> 27 -0-(2- HIA2E 42 ) RNA Bk
[PIBURE R & SEAX T IR 5K

[0077]1 < f% RNA FAR (fEGEREHIAZ IR ) FIZ/D—A> 27 0- FAE4L RNA PR 1 X% ik
B IR ;5L

[0078]  <f4 7 RNA FAK (RGERabit% R ) FNa/b—A> 27 — G RNA SRR P 0UEE R 5 S A%
TR 58k

[0079]  <f4 7 RNA Sk (FRALPERL IR ) Al A /b —> LNA SR P SURE IR 6 A% T IR 5 B)
[0080] < £ % RNA 4k (AP EIR ) A D> — NPl hApE 17 RNA B4R 00E% ik A
FHR 5

[0081] < £ 7% DNA ik (FEG AR MERZ TR ) Al A /D—A> LNA BRI B4R ik 5 SERL 1
(7%

[0082] o {5 ML BRA R B () FRE SE A T IR 5 BG

[0083]  « FET- PNA (ISEAZ IR, Frid PNA U5 2/ — A EHER o i (C-a ), HHURIES,
H s A EARHEH 2R 0 H R 7456 D0k BT 2R 2R Bt 22U (1 B 5 B

[0084] < U7 DNA FLfk (ARG AL PAZ IR ) A A /b—AN1k [ PNALLNALLNA HIEREIR
fil . BNA. UNA. GNA. ENA. DNG Fl RNG FJR% & () SR A ) S A% 7 1R o

[0085] Lk, A BH M) SE A% FFBR AL 00 S st AR R/ B0 B R U 110 5 95 Bl g 1 7= A 1) 2
Rl P FEPRILIE L B MYC ZKERIEER (i MYC. MYCN, MYCL1) (A7 = 558 (BIRCS)
BCL2. PLK4. ALK, PKM2. caspase—8 1 RASSF1 41 ik (K14 .

[00861 5, A A B AL FF IR EL X MYC SR IR A, LI £ MYCN

[0087]  FITiRSEA% P RRALIELE 1 F1 SEQ ID NO:2-15.66-84, SEQ ID NO:24.25.31 f132 41
W4, B4 SEQ 1D NO:26 Fil 57 [ I AN %), AT SEQ 1D NO:27 Fl 58 [ H 4N k%
FFR 6, A SEQ 1D NO:28 Fil 59 [ H AN A% R, H A5 SEQ 1D NO:29 1 60 [ H 4B A%
TIRXS, A SEQ ID NO:30 Fl 61 H H AMFERZ TR AT, HA SEQ ID NO:33 Al 62 1) B AR 5E %
TFIR%T, A5 SEQ ID NO:34 F1 63 [ B ANEAZ FF e 0, B4 SEQ ID NO:35 F1 64 1) H 4 EA%
TFe 0 CL & B A7 SEQ 1D NO:36 Fil 65 [ H AMNEEA% LT IR AT

[0088]  FE-—ULsfti T K, FTIASEAZ R & PNA SEAZ TR, DL Tk PNA £ MYCN.
[0089]  FEAi% St /7 2, PNA 3% 1 SEQ ID NO:2-15 ZH k4

[0090]  7EiE—BA ki St 5 % b, PNA % [ 1 SEQ ID NO:66-84 £H B4 .

[0091]  FERE—BH0 %k i) S 5 %2, PNA % E i SEQ 1D NO:2-15.66-84 ZH Hif14H
[0092] ik, PNA ZEAZ 1F R I% At SEQ ID NO:2-13, S4i% SEQ ID NO:2-8, Fi Bk SEQ
ID NO:2-6 Zid e XA I H 1, R al i i) PNA SEA% 1R /2 SEQ ID NO:5.
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[0093]  fIi%, SEQ ID NO:5 7F 5 mk 3”7 ¥m4hi& SEQ ID NO:47. HALE, SEQ ID NO:47
D JE I SE TR 2

[0094]  PNA SEQ ID NO:2-15 {4tk MYCN, 3 FLEEAR %, 41T LA S 35 DA S & 3 =45 MYCN )
Kik.

[0095] PNA SEQ ID NO:66-69 tHiflidk %% MYCN, I HEEARIE, ‘41T LA S F5 D] S5 i3 15 MYCN
P2IA

[0096] PNA SEQ ID NO:70-74 fLikét et MYC, I H B ALIE, & A TLA S L PR S g 8 715 MYC 1)
Kik.

[0097]  PNA SEQ ID NO:75.764bik%l%f BIRCS, I H Ak, 41T LA B 5 R S5 & 3 15 BIRCH
P28

[0098] PNA SEQ ID NO:77-79 fuikétnh ALK, I H B ALIE, © A TLL s BE R S g 8 75 ALK [
Kik.

[0099] PNA SEQ ID NO:80-82 fik%l%f BCL2, Jf HEE ALk, T T LA e ik R 5 i 1 5 BCL2
HE SN

[0100] PNA SEQ ID NO:83.84 fLik%l%} PLK4, 3 H B, AT LA I Jk PRI SF & 3 15 PLK4
IS

(01011 FERE— DS J7 S, Pl A% 1P R A2 XSUEE ), I HLARIE % RNA B fhk. Pk,
TR SERZ R EL %) MYCN.

[0102] B3, P& 0UEE RNA SEAZTFIRIE B 23 SEQ ID NO:26 1 57 ) HAMNERZ T IRAT
HAT SEQ ID NO:27 F1 58 H HAMNSERZ F IR AT, HA7 SEQ 1D NO:28 Fl 59 (1) B AN FEAZ T AT »
HA7 SEQ ID NO:29 F1 60 1 HAMNERZ FIR AT, HA7 SEQ 1D NO:30 Fl 61 (1) AN FEAZ T AT
[0103]  FTIRSEAZ AR OCIE AN XF MYCN, SEARIE, AT L S SCIRmE 1 15 3k R i Ik
[0104]  FERE— P SLHt T 2, Pl A% 1 2 & DNA-LNA ik & A% 1 1R, D01k Pk 4%
HFEREL 6 MYCN,

[0105]  ZEARIE M St /7 27, Frik DNA-LNA k& ZEA% R B |1 SEQ 1D NO:24 1 25 4
JR AL

[0106]  SEQ ID NO:24 FI 25 fLE%El % MYCN FE[A .

[0107]  SEQ ID NO:24 Fl 25 fLide it Jso 5 PRl 5 w1 15 32 (R [ 3R A

[0108]  FERE— DML T7 Srh, Pl A% 1P R A2 10 1% DNA SRARRI / B 2 /b — AN 1 1R
P DNA LRI BB IR & A% T R o TR SEA% TP R IR &%) MYCN.

[0109] X T AR BRI H B, R L i 723% A th SEQ ID NO:31 F1 32 4 il 4 i ik & 55
AR . SEQ ID NO:31 Fl 32 ARk % X) MYCN JE[Al. SEQ ID NO:31 1 32 fikidid jx S o
AT MYCN [k .

(01101 AEHE — 20 I SE Tt 7 &, Tl BE A T IR & L 7 RNA FLAR R & b — ANk
2" —0-(2- HEAIE LS ) 527 — HISE RNA SRR IR XURE IR 75 SEAZ 1T TR -

(01111 PR SEAZ TR AL ST % MYCN,

01121 X TAKRBM H I, Rtk & B4 SEQ 1D NO:33 F1 62 i H AMK & FEAZ IR
X o TR AL AT TN UE I8 3 S SCP LT 15 2 R R Rk

[0113]  FERE—B ML T7 T, Prid SEA% 1 IR 2 10 1% RNA AR 42 /b — MLk 27 - 55 RNA

10




ON 104169421 A i MR P 8/24 i

BRI U R AL T I

(01141 fRIE, TR SEAZ FFIRER X MYCN.

[0115] XS TAKRBHRIH B, Rk & 245 SEQ 1D NO:34 1 63 [ O AMK & S A% IR
X o TR AL AT TN LR I8 3 S SCP LRI 15 R R R Rk

(01161  FERE—20 M St TT S0, BTk A% IR 2 10 7% RNA FRAARN 43 /b — A LNA FLAAR IR XY
Bk O BT IR -

[0117] PR SERX T RR LI ST % MYCN,

(01181 X TAKRINIH B, Rk & 245 SEQ 1D NO:35 il 64 [ O AMK & S A% IR
X o TR AL AT TN LR I8 3 S S LRI 15 2 R R Rk

(01191 FERE— P ISt 7 S, Pk SEA% 1 IR A2 XUBE ik & T A% 1 IR, 3 RNA iz —
ANBATRLAFTBE T RNA FAK

[0120]  fRIE, T IR SEAZ IR E X MYCN.

01211 X TAKREH B, Rk & B4 SEQ 1D NO:36 1 65 [ L AMK & S A% IR
X o TR AL AT TN UE I8 3 S S LRI 15 R R R 2Rk

[0122]  ARBHRIFH—NJ7 0 & BRI T30y F / 802l H & .

[0123]  REJIHE, SEAZ IR nT ULl 5 45 5 /0 — il F Tt AR AL/ B0 5 R U R (1076
I7 5 R A FH T e 25 AT PR 8 SR8 B o 5 | B PR 35 A% 0 PRI T T BT, i 2 90 1 R 2 sl )
()R] () R TE IR I8 AL

[0124] AR B SERZ T FH T84 0 VR 7 AL B, P B AL e %6 1 il Gorlin 45
HGHE . JHE GEEEYE Feingold £ 9E Hirschsprung’ s %« Li—Fraumeni Z£5E . Turcot 4%
B G IR R 4 A3 L R 2

[0125]  peAh, AR B SERZ TR A T ) L3 BN (1) R 908 DL (R YE T7 PR AR B . R Sl B,
AN IR AR 3 Fh 2 AT il S50 2 O () 8 Rk 5 1k, Prad BE PR e B i MYCL MYCN. MYCLL /735 28
(BIRC5) \BCL2\PLK4,ALK F1 PKM2 ZH A4l o B, fifs 032k A2 bl 200 4001 35 o e g 22 1A
R (g ) 51 RFE HARIELE B i caspase—8 Fll RASSF1 41 4

(01261  Jrads JIyeg A0 34 32 1 ply ot 428 A0 R R s A0 IO I &40 PR s ot 428 5 A PR R = B b
Jed BB AN SR VR I g 2 BN B Re S IR VR AR SOV L IR S R B R SO AR Wi Ims ™ TR
5 A P 325 T 200 P DAY R T TS R JRE T VR 40 AR RT S vk B 1 0 A R L s S
PR E REGH R I P AR C R 0 B P I | Burkitt” s 9K PR L ki I ¢ L | e
B REPE 0 SV B A A I 1 00 B IR L 1 s S T— 40 B 1 g R ELR N
PRt OIS0 PRLIRE ) it s« DR s 240 o o s 2R R0 S g 20 D oA e o R4t B i
T~ AN B A 25 P 0 WA P i« S 5 0 4 AR Re T 22 A0 i« O S8 I eq 7L D e Jed 0 45
R

(01271 XFTAKBH I H 1, B 0L 1) 2 18 b 2 4 g « B 10 15 48 o g R SOl
PRIJRE Wi Lms ™ JPIRg o Ao 226 565 400 O 98 0 400 o M R 35 4 o o 4L 1 P 4L o

[0128] A B 32— 000 S 2 /b — P4 A R I B R A 2 D —Fh 2
2 PR MIE ARG Ik, Ik 2 /> —Fh SERZ T IR & PNA, fLIEE H B SEQ 1D
NO:2-15.66-84, fti% SEQ ID NO:2-13, 4%k SEQ ID NO:2-8, F S i% SEQ ID NO:2-6 £H
FRRIZH o BRI I A% T IR 42 SEQ ID NO:5. ik, SEQ ID NO:5 7F 57 % 37 it 44 SEQ

11
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ID NO:47. HiAkik, SEQ ID NO:47 i D UG FEME 2H 1.

[0129]  Prik PNA DLIEAE 57 B8R 37 i 45 G 844, Prid &tk B i SEQ ID NO:47-56 4
B4 -

[0130] AR F @t — 2000 A /b — MR AR W A% TR (45 H A SEQ 1D
NO: 1 IR ) 2/ b—Fb & (ILik, 20— B W22 E ML &9, SEARIEL
Jrofl ) ATk &b — Ry iy Bz OB I A -S4 .

[0131]  FEARIE R SEHti 7 2, Prik /b — b & 22 /b —Fh 53 MR SRR/ 5 X
TR, 5L D — M g2 i3], sl 2 b — i A W) sl A M AR IR 1 5 B A6 27 G ik

HAGHIET .
[0132] PR A s E M) BRI BT B A5 & AL S LR IE B i e BEpUR AL 7

FS G BE TS AR DR AR DR R I 7 A s o 7] g 2 AR S5 R R/
IR S 2R R RN A A KA R4

(01331 T A & BH Y H 1, AL IE A& 4 1) s 9 3k B il AR 2 AR K PR (NGF) L A=
KB I ZE LEPR L TR B 38 D R T T AW I oK 87 25 (1Tl &2 R A s <40 34
TR I e s PR P2 25 40T BT B O 1 s ¢ lorambuci 1 UM M i T8 78 25 25 . 2 T Ath 2% . 2R R P
B BRI R L LU AL JE I £ S IR s PV | SR i g L 7 P Ath e SRR HIA LU AL PR L
JIf+ ifophosphamide. £ R {1 37 %5 KR S92 L SR IE I NA | 2 HT IE WS | 22 U7 3R L K 4T B0l
nutline Wb RIETEAZ I FHE M B 0 il 28 VBE R A5 25 B Nt — PR IE L el L i
SIS | thiotepe 1 FME R KB AL KB FIR KEM e K E i, LA .

[0134]  TEARIE, Fridib &Yk B R A1 AT 2 I A7 KB Bl SR fe, K ILdl &
MR .

[0185]  HITE A& K T 20— R A K W K S TR S & 20— Mk ad (Dhik
/bR I7 ), W BRI ) 25 254845 v LARRAR A 45 24 B P il A B W 0 oA B2, ) INF A £
TBIT AT R 8 = AR R 2 1

[0136]  HITE NCEKRIN T, (EXLLLAF N, Pl A4 WD B (1) PR AR R T4 2 IR IR 5
A, AT 2H G R B R T IR R 2 20

(01371 X F-—LE g, Qn < Bl 2 200 A JRe < R PR DX 40 PR Rl o 220 765 4 BT /)N 4 i il
e Wilms” Iided  IELIRAE SOUL AR R G R SOUL AR, &5 28 /b — PR A i B I SE A% 1
PR 26 24 1) 2 /D — B ALy SR (R 94 B mT LABR ARG imas 10 £, RIS A DR V6 77 4 5 15 3 A= 4L
J7 AR .

(01381  fENAWAG (R EMGITERIN S ), R A 80 a2 22 b — Pl B A B 1)
PNA ( Pk, 2= /b—Fpik A SEQ ID NO:1-15.66-84, fii% SEQ ID NO:1-13, ALk SEQ 1D
NO:1-8, S f{ti% SEQ ID NO:1-6, $L 4 4% SEQ ID NO:1 Al / u§ 5 ) PNA) A& /b—Fiik &
VI A AL, BT id A Sk 247 7, SEARIEE B B2t 4 (VP16) R I
B AR B PR IR, S LA A A s A

[0139]  XFTA KB H 1), Fe AR E ik A LN A 4l 4 :SEQ 1D NO: 1 fil
BT, B 2T B R B K B B SEQ 1D NO: 5 FH-R A E5 A - 2 BB K 25 B o
[0140] PR PNADCIEAEIL 37 M/ 8057 v 45 2044, Prid Bt ide ik A th SEQ ID NO:47-56
MR .
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(01411 PLIEALE [FI I 45 2 25 s R SE I ) 25 25 22 /0 — R S ), R I3 i e
JIT I 3 L[] 25 25038 DL — 2 [RIBR 25 24, SEALIE DL 3 /NI L6 ZNIE (12 /NI 24 7N L 48 /N
B 72 /N R T B 5 24

[0142]  FEHAMOCIE ST, AR I /b — PSR, 55 H A SEQ 1D NO: 1 (15
AT, v DRI S 2 /b — P a R UL 22 /D — R SR A W sl 2 /b — i B AR I 1) 2 A
SRHR (WRRONIER) 4EE 5852,

[0143]  {EiE—DARIEM St 77 b, AR I 20— PP SER% 7R, fLF5 HLA7 SEQ 1D NO: 1
SRR, T DL 2 /b —Fh e A e s 23 /2D — Fh ok sl 28 20— Fh gi K ok 45 A 5 82 &
Heh 2y, AR bR H R NBIE

[0144]  Frak kL, 5 2 BB, IF HRAER AR 16 1 TH, L5V 2 ANFE G4 —
ECECH . B, Frid o ay LLE A AW 7 53 [\ - BT, Brid RS S - 5e
BB FR  BR 4 E (PEG) W e (PET) WERFLR (PLA) W3R (FLIR - 3L - 4% )
(PLGA) FRM 241 (HAP) 22 ANVELRN T 107 8 o IR 7 1%  BH 125 ¥ )18 5t . HAP—PLA\HAP-PLA/PGA
S AT AEE—DARIE St 7 S, /0 — PP R I SEAZ IR v AR IE 5 2 b —
T 2 W7 BT A AR s R 4 /D — b AR B 4 /D BB 0 O LA 45 A 2 A, TR e AR o
FRA0 R 2 524K (4, 1201, GD2 R« TRATL NGF) , 4k 22 5 A M AR SR JE K, o] LA 1
FAEAE TG, F TR IR A B ) SEAZ A BR A BEhR 40 i i S AE 4k

[0145]  {EHE—DARIE RIS 7 S, 20 —FPA R I IR SEA% T IR o] L4 & 28 /b — e ok
s A (i, 6D2 (FhZe HiE GD2) R« TRAIL (TNF- AHOGTI 15 Sl 4 )  NGF ( it
ZERKET ) 35, TR BT T FAR 41 B 1) 52 R e e P 11

[0146]  FERE—DARIERISLHE T b, 20— FA R W FEAZITIR, 55 HAA SEQ 1D NO:1
ISERZATIR, v LA B & s 24, skE AL A b, 855 20— P S AN B 24 3 R 25 25, LU
ST AR, PUE I I i (R R bR AN R/ B2 2R v ke s i A

(01471 Frid e 2% N AL I B R 48007 V6 G V0 B v s g | A5 3 S 0 S A
JI TR A

[0148]  SEZjifsl 1

[0149]  SERXTFIRIIALS B .

[0150]  SEAXTFBR AL 4 e 5 T-7E 57 —0H FHAR P LA 4, 47— — WAL =28 5L (DMTr)
RIHLE 37 — WEREEIEI T B — &I A I B 1 1 DNA #2178 W M ki i 4 1 s A 3k [ T
e (RBRZE IR ) 5 50 A 02 I N T

[0151]  DNA R R AL 37 -5 J M3k T. {FH T CPG ( 23 fLBIE )1 7 hF
G ] ) W ECR R IR SO, LSS — M RIS D ReAh o A O FH S0 4 (DCM)
) 3%~ LR (TCA) Al 57— —FAE — R LR LR P B T bR . X s 2
P AR RH I 2 51 R R N (R 58 AN 1 S B e A 1) LB AR DU M (BTT) BRI at
FCPYME (BTT) 0. 3M, SR 5 Ho 45 G 2 B 22 OR3P 1) 57 OH, FH I T B 1R — Tt

[0152] T —ANPEERE g, M TR NI 57 OH JE B 4 BiAk . AR 2 Rl kit
AT, —FpS A PUEWE (THF) / S 500E / LFREF (8:1:1), 1Y —Fh &4 THF Hi) 10%
FH SR IDK M o B IE THE/ REE I Y98 P PR RS e S PR — I8 AN e 1) =M, oy L 44 i
HA R .

13



ON 104169421 A i MR P 11/24 51

[0153]  ZAAL)5, ERAXIEERN, NEE A G NSRRI = 2K IR TR UR 5555 . B E R

e B, XA B 2 DO AN PR o deeJE, S AR =R N IRAE R R i e

K] 5 —DMTr JE 4] .

[0154]  FRAEHIEE EAAAE RS IR BT (ILRE 5 B T3 72 IR (1) 46 27 P 5T, PTO.2” OMe

&), il LS SRR AT 55°C T HrEL 16 /NI, BE ESAAEE / K (AMA) #WAE 55°C R

4 35 2B, AR WU AT B - T BRA R 2R, I HLBR LR AR B AR

S

[0155] Bl , A LAAEHEAS 3 Afr (HPLC. MS) i & 1 €38 AR ORKF 57 —DMTr JE [, LR i

H = alidh th 26724, I H 2 it ] SRR AL HE R Bk 2

[0156] [ T-#ZHE LAFAER 27 OH FE [, I HIK b FH TR SEBEIENZ (1) 73 A SR 3 T 1)

{ELE, RNA SERZ IR AL 2% 5 AN [A) T~ DNA SEAX IR -

[0157]  [AIUk, RNA SEAZEF IR 1K) G Jd e B RS B I (AR BE 22 (20 3R, KAl L [ 4R

(01581 ¥ dun b Pk AH R 77 28 T SEAZ TP IR 15 18, A A 2 AB A0 1) S A, Gn i i Tl 1R

fig (PTO) 2" 0— FH3E (27 OMe) <27 46 (27 —F) B R HE A% R (ANA) FIBIRZIR (LNA) .

[0159] LK Aw] (Link Technologies Ltd.) MHLARS ;T RAEHEH TR it Ik

(PR B AR TR N 2

[0160]  NMGIRACAZIRIE B Hi&E RS (Gene Tools, LLC) »

(01611 DL 10 fUBE /R ARBCREAT PNA SEAZ PR 15 1, o ARG A IR AE D IR

[0162] 7 T HIE A [ AHIEAT, ] Rink Amide-Chemmatrix®#4 I§ #1 Syro H b & %

1 (MultiSynTech) o ¥4& B — N FARTFINEEW G . A AIE BAIEH 73 ="

B SRS LR, A DMF ( S FEENG ) A 20 % WRIE A BRORIEAT .

[0163] 28 AP ERIEHE NI BRI A K R R B 2 TR IR A5 S B o a8 3k i N NMP (N— R 2

MR ) K5 0. 22M 244 (eq) [ H4A (FMOC-PNA-G (Bhoc) —OH.FMOC-PNA-A (Bhoc) —OH.

FMOC-PNA-C (Bhoc) —OH. FMOC—PNA-T—OH) FH i ' ¥4 55 7 (1) DMF rf () 4. 50. 32M eq I ¥3G

) (AEIXFPE G, 24 HATU) SKEATIX — SN, P as Bg P B4 458 25 DME H 1 2, 6 75 Gl e il

DIPEA(N, N- NI LNE ) M 8% Wil {ETSTRERM G b 1 55— N RIEE AN FRAR 1) %

R MK I 22 PNA B, JF B e — Mg B, RS OV, — Nt .

[0164]  ZE=ANDIRSE “ g ” S, Sl i LWk H T BT RS A 20 B B b R s N A

B f§FH DMF & 6% 2, 6- S5 INE R 5% ZTREF IR SEIX — N o A I 5E T,

M EAASZREY EECT 501

(01651 i 4:1 LB TRAC =3 LR ) FIIRI 8 IRV OR SRAT X — W

(01661 il 7E — LMK FIPTTE R H ESRAF 1 70 1

[0167] — H it 45 & /K v, 7 HPLC " 4 fb. T 4 f& 1 H + & C18300A5u

Jupiter ( ©Phenomenex, Inc.). fF 30 7308 N E M 100% A( 7K 95% ; &1 5% 30. 1%

TFA)-0% B( /K 60% ;M5 40% ;0. 1% TFA) % 60% A-40% B e tis B2k b ratifh. Br

FH IR 52 38866 35 2 0-5 43 0% B 35-35 404 40% B ;35-37100% ;37-42100% B ;42-440% B,

[0168] ¢ Jm,lid EST il ( © Waters ) KM 4646 1 7= o

[0169] k K R A AT IR

(01701 2 T UF BHAR G AR BH v Bk (1) 2 3026 B R0 U U IR AR B 1) SE A% T R e e 6 1k
14




CN 104169421 A i BB 12/24 51
b L BT 5 DRI PP e s 160 H 1), e I A T 8T8 MYCN JE A ) 36T PNA I A B IR e 8N

TR 1.

(01711 %1
[0172]
' |
§
| .
; AT
Z " ‘
- z LIF:
i . g s 1§
L}
o] < o ~ 0 0 ~T ~
: & B R EEE
SEQ ID 42 |70 | 100 | 100
ATGCCGGGCATGATCT ‘56.3 | ‘
NO: 1 = . ’
SEQ ID 75 32 100 | 100
GGGTGGATGCGGGGGE | 81.3
NO: 2 - =
SEQ ID 68 41 100 | 100
GATGCGGGGGGCTCCT | 75
NO: 3
SEQ ID 65 48 100 | 100
GTCGCCGGCAGCTAAG | 68.8
NO: 4 L
SEQ ID 62 53 100 | 100
GCTGGGTGGATGCCEE | 75
NO: 5 SRS
SEQ ID 60 54 100 | 100
TGGACGCGCTGEETCE | 75
NO: 6 = ==
SEQ ID 58 57 100 | 100
CGCGCTGEGTCGATGE | 75
NO: 7 —_— =
SEQ ID 54 59 100 | 100
GTCTGGACGCGCTGGE | 75
NO: 8 = -
SEQ ID 51 64 100 | 100
CCCTGCAGTCGECERE | 81.3
NO: 9 - =
SEQ ID 51 65 | 100 | 100
CGGCCGCEEGCCECca | 93.8
NO: 10 S
SEQ ID 48 68 100 | 100
GGGAACTGTIGTTGGAG | 56.3
NO: 11 - -
SEQ ID 47 69 100 | 100
TGTCTGGACGCGCTGE | 68.8
NO: 12 - =
SEQ ID 48 66 | 100 | 100
ACGCTCAGGGACCACG | 68.8
NO: 13 -
SEQ ID 40 70 100 | 100
CCCGGACGAAGATGAC | 62.5
NO: 14 -
SEQ ID ACTGTGTTGGAGCCGA | 56.3 | 37 77 100 | 100
[0173]

15
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NO: 15

SEQ ID 14 90 100 | 100
CCTGTCGTAGACAGCT 56.3

NO: 16

SEQ ID 10 98 100 | 100
TGTGACAGTCATCTGT 56.3

NO: 17

SEQ ID 10 98 100 | 100
GTGACAGTCATCTGTC | 50

NO: 18

SEQ ID 5 100 | 100 | 100
GACAGTCATCTGTCTG 50

NO: 19

SEQ ID 5 100 | 100 | 100
CGTCGATTTCTTCCTC | 50

NO: 20

SEQ ID 1 100 | 100 | 100
CTCGAGTTTGACTCGC | 56.3

NO: 21

SEQ ID 2 100 | 100 | 100
GCGCCTCCCCTGATTT | 62.5

NO: 22

SEQ ID 2 100 | 100 | 100 |
ATATCCCCCGAGCTTIC | 56.3

NO: 23 ‘

(01741  EFXHEREAN A IRIBIE I H 1, AR LA L AE 37 AT/ 5057 S5 A3 44, Wik T PNA
FRHIR. R, K SR IR A A R 3, 76 37 HAA M7 41 SEQ 1D NO:43, Bl fiti 2
% — 2R - 2R - R - AR - R - R .

[0175]  HA3 SEQ ID NO:1 ML FIRE LA EP1618195 =741, H H 3K Xt U751
U T 741 -

[0176]  H. A7 SEQ ID NO:2-15 [NFERZH IR & A — A AN IEL: RN (SEQ 1D NO:14.15),
B — 4 S ANE L SRS (SEQ 1D NO:13) , BN PIANIE S SRS (SEQ 1D NO:12), 8i—41
P A 1 N A R 2] = AN 4 B A (SEQ ID NO: 11,1098 F17) , B 20 P /3 452 15 s
I EAELL SIS (SEQ 1D NO:6 Fil 4) , 520 P AN S S e R 4] — /NI 45 1 2 s
(SEQ ID NO:5), By —4H /NANEEL: S04 (SEQ 1D NO:3) , BE—ZH /NN 4L s —4] =4
T A I A T — 2 N 4L S (SEQ 1D NO:2) .

[0177]  ELEMERAAIER 1 P LU FRIZ EoR,

[0178]  H.45 SEQ ID NO:16-23 M)FERL T IRAN H A IESE SRS 4, D4 4706 HEE

(01791 JbAb, X T IR B I 19 FE PRI S ) H 1, b e v A5 17 B A3 SEQ D NO:24-25 1)
HATR X R TR 2 .

[0180] £ 2
[0181]
ATGCCGGGCATGATC
SEQ ID NO: 24 DNA-LNA 25-1 S e
T
ATGCCGGGCATGATC
SEQ ID NO: 25 | DNA-LNA 25-2 Ao

[0182]  HpJidh, Beut- RIS pk 1607 DNA HL4AHT LNA i fA (SEQ ID NO:24 F1 25) ) FAE ik
G- 138178

[0183]  FEAZHFIR)T 41 1) DNA B 5 W2 7 oA FH A4 7 2 AR (1) B 2, 10 LNA B 4402 R RIIZR 1)
I TA) B 1.2 B3 A DNA Bl e 7 A\ LNA AR B oE A e Ak 7 SEAZ TP IR 70 5 1R] B
DNA S A2 A T 38 552 20 P 5 AZ R it 1) DRk B A, STk v 284 3E 1 (Koch T, Biochem
J2001,354 (Pt3) :481-4 ;Koji Nagahama, Bioorg Med Chem Lett,2009,19(10) :2707-9) .
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[0185]

N T UE B RR 3 AR 5 Y e P 38 11 2 s 360 BETE (A W ) SR A% H IR RE g a4

i BEL DR AR R DR R B0 PR 1) H W), etk B IR AE AR S SEEG 43 A T E XS MYCN JE A 1) H A SEQ
ID NO:26-36 [ XFEZ TR . e ExrnTE 3 H.

[0186] £ 3

[0187]

[0188]

[0189]

e ELFA | XA
TSEQ ID | siMYCN - azp 1D UUCCUCUDCAUCAUC
NO: 26 | (795) == NO: 87 UUCA
SEQ ID | siMYCN BNy =3 8RQ ID CAUCUUCCUCUUCAT
No: 27 | (79®) - WO: 58 cauc
SEQ ID | aiM¥CN s | 8BQ ID UUCAUCUUCCUCULS
NO: 28 | (B01) — HO: 5% AUCA
SEQ ID | siMYCN SEQ ID | CUUCCUCUUCAUCUU
NO: 29 (808) CAZCRAGRUGANGREZMAG N2: 60 ocuc
S8EQ ID | siMYCK SEQ ID UUCUUCCUCUUCATC
KO: 30 | (810) CGAAGRUGARGAZERAGAR NO: 61 voce
Y-
52Q 1D CGTGGAGCAGCTCGG
RO: 31 e CAT
(1) as
"SEQ ID | M¥YCN-
No: 32 | pro CAGSG2GTCCLCTOC
(763) fe1EN
as
SEQ ID AiRNA- SEQ ID
NO: 33 | 2'- NO: 62 T
o TE— o ccucTT
RNA
808
SZQ ID | cifNA- SEQ ID
NO: 34 | 2'p- CAGGAAGAUGAAGAGGAAG | NO: 63 | GUUCCUCUUCAUCUU
RNA v ccucuy
EOS
SEQ ID | siRNA~ | 3EQ ID FTRCER
NO: 35 | LNA ~ e KO: &4
B 27 CouCeT
SEQ ID #iRNA~ CAGSAAGAUGRAGAGGAAG | 8EQ ID GQUUOCUCUDCAUCUU |
NO: 36 | ANA AR NO: &% CCUCAA

’ 808

PLIZE B M 1JH 5 SRR IR MYCN Fr 881

[0190]
it 3 R i

[0191]

AP TR F RNA (/DT RNA (siRNA) (SEQ 1D NO:26-30)) H H &M XA BAZ% i
AR, 4277 T 3T DNA SEQ 1D NO:31 1 32 [ SEAZ 1R, Forh i iR — e B A5 i i,

A= T 3T LU OB R & SEAZ R <35 T RNA FRARRIT AR 20— HE (SEQ 1D

NO:33) ;3T RNA BAAART 27 — S PA4A& (SEQ 1D NO:34) ;LT RNA F4AF0 LNA BA4A (SEQ 1D

17
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NO:35) FHFEF RNA FLAARIR H7 A TH T RNA 54k (SEQ 1D NO:36) o 7EFEAZTTIRIT 41 SEQ 1D
NO:33-36 11,27 0— FIAE.27 — 56l LNA FHFATHArOBEF (ANA) B4k DU AR - 2o, 1 f 20 22 D
PR N T 2 B MR S R IR T

[0192] PR ZEARZ IR siRNA 2 XUBE I, DLXFE I 77 s v h FI G e 1 ik & 44, 4154 37
A5 B H AN 27 0-Me FAZ, BN 27 — Gl A4, BT A LNA A, Bipi A~ RNA Bl Ar b
FAA, 55 RNEEAR BN, JF H. ph M T G0 52 1) 2 Pt I 1 BRI B i

[0193]  AdFHEEAZ TR AL 2E —QT-PCR

(01941 2 T VPA A BH (1) SE A% IR R 15 S0 AR 22 DR SRk 1) B8 0 10 H 1, A FH S PCR 2R
IR T EATIBRARAS A8 RNA S IR

[o195] O i, A H T 24- fL o B R 3L B BR 5.0X 104 48 M, B L F A 0. 3ml
OPTI-MEM(GIBCO BRL) %5753k, 4% FBS A1 2mM L- B2 Bt (SR EHE =4 ),

[0196]  FFAMIAE 37°C 1, 7EE A 5% CO, MR, WA 24 /INF, DLSSTVRRS BRAE Y ECES -
[0197] st 21 1 Lipofectamine2000 (Invitrogen) W & &R 08 1 BEAZ TR, B T
PNA S H R, 1 1] 0. 3mL JGIfL3% OPTI-MEM (GIBCO BRL) H%57%4k.

[0198]  XFFAFANFL, £E L N EORE T T SEAZ IR -

[0199]  « {1 200nM ) Je X A% R siRNA F1 siRNA gapmer ( BJl, 5 — Ak EZANE 37
8% 57 b B T A R ) FRAR () SEAZ T IR » [R)INZE P 038 0%, B AT LA AR AB A 1 Bl A i 1R
TSR I SAE T S ok T R T B A TR () A )

[0200]  « fdiFH 10 u M & A BB BERR TS DNA SR e SCEERE T, RNA J 5k R SEA% 1 I
(agRNA) HI7547 DNA BLARFI LNA FRARIR SERZH IR

[0201] < T 1w MOUREE P IRACSERZ IR, AN

[0202] < DL 1w MIKREEL T PNA X TIR -

[0203]  FHEERZHTRACEEAN MY, 45 T AL TR 5 6 /NI, I FBS 22 4% . 24 /NE i, A% ]
RNeasy Mini X7l & (QIAGEN) , NAF/NFLEEIULL RNA, - HA4lift .

[0204]  XFMN B ANANEIE MYCN ZRIAAH G N HIRE 3Rk A5 (1) 8 A4 il REAT 7 3k5%, B -
[0205] A0y A 4 BR R4, F 4 3R Kel 1y IMR-32 ( Hirft MYCN JE K| 15 2147 1%
AL ) LA K SKNBE2¢ AT LANT ( Hrf MYCN JE[KI45 24 W ALEE R IA, I H. p53 Rk 54 )
A s

[0206]  « VN BELULIAIRI A T, th 40 B 5 RH30 ZH i, G MYCN 22 [R5 3137 B FIkE 6k
[0207] = Ay Wilms” iR AR ZRUAE A, bl 4 i R WiT49 41, JErb MYCN JE [RI453 214 36 Al
Kik

[0208] <Ay BSCHIL DA S 4 AR A 2R Y, i A A R Y79 i, L rp MYCN 22 PRI 45 21 47 348
Rk A

[0209] < A4 /N e A R A0 A S bl 40 i 2R H69 4 i, L b MYCN 2 PRI 75 2197 B Fl e 2
i

[0210] ARSI, A8 T FHJC R K AR TEAZ IR AL BRI E 3 AH [T R Al L 5%

[0211]1  f§iH] NanoDrop ND-1000 436+ (NanoDrop Technologies) 7 T AEFf RNA
e (—=XPi )«

[0212] I FH T RT-PCR ) cDNA & ik & (Roche) 27 T cDNA 155 —4%%% . XJ T~ cDNA

18
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LN, MHAEFH T 1w g RNA. % T-52i PCR, 48 HH 7 20 n 1 ZA4AFI4 1) 10ng cDNA, i
SYBR Green Master Mix2X(Applied Biosystems) (3 MMHEIKISZE EE#HIT =10 ). HT
HEAT SN PCR 195 19 B P R R s T3 4 vhe AN 2K DR AR [ 460 R :GAPDH A
B-NzheEH (ACTB) .

[0213]  QT-PCR Je W HI41E2h :95°C 10min, 95°C 20sec 1 60°C 30sec, Fr4E 50 MEER.

[0214] K4
[0215]
gl% }?‘7]] %{E SEQ ID WC
PMYCH SEQ ID NO:
CGACCACAAGECCCTCAGT 300 nM
FEX 37
MYCH SEQ I NO:
TCACCACGTCGATTTCTTCCT 300 nM
RX 38
ACTE sEQ 1ID NO:
GAGCACAGAGCCTCGCCTTTG 300 oM
EX 39
ACTHE SEQ 1D NO:
ACCAFCACGCCCTCEETGCCTG 300 nM
B 40
GAPDH SEQ 1D NO:
- CCAATATGATTCCACCCATGEC | 300 nM
EX 41
GAPDH SEQ 1D KNO:
CTTGATTTTGEAGGGATOTCEC | 300 nM
S a2
[0216]
[02171 5 TV 21K7yzﬁﬂ Elﬁ%i‘?ﬁﬁ&ﬁﬁﬁ%lﬁﬁ?ﬁ%ﬁ P E B, ME T EATT 25 75 40 f A=
WIWIER .

[0218]  hutk, #4550 5x10° 4 e Ah+ 96— FLANMuG 7 AR b (SE30 ER AT =14 ), 1L
S 1000 13 4% FBS Al 2mM L- 5 Z BN 1K) OPTI-MEM (GIBCO BRL) #57%3&,

[0219] 25 TASFEIMRAEE (1uM-2.5uM-5uM-10u M) f) PNA SEAZEF R, LU S5 B A P AT O
PEs

[0220] TP A HABSERZ TR, 45 T IR L T Bk

(02211  f# H SEAZ IR 1) AbH —QT-PCR

[0222]  FEALER)S 48.72.96 FI 168 /NI, Mo T A 3t 1 240 i 1) 2B 3 0

[0223]  J@id ATP-Lite % (& ATP ArASE BRS¢, PerkinElmer) VFAN T 40 M ARV 77,
I HLAT A 55 A A 6F FE 200 0 49 L PR ST~ JA0 (1A b A F A B 5 P L PRSP 2045 5 22 T) F Ll g ok
o 2 MO G AL 1 3 B ke Ak 3 40 g

[0224]  {E T 52 MYCN 2 ERIF A 7K ¥ AH A1 40 g R B EAT 156 JF B4 T LU F B
v AF S AR [ AL P —QT-PCR.

[0225] el

[0226]  H P A PNA SERZ TR, O T AT MYCN BE DR 5% FH Ke 1 1y 4 o356 (1) 68 ) {2
TR P K6 W TAEAFRIREL 20 Hr i) PNA R, 5958 Kelly 40 Ma e ( BLH 2 Lei)
TEA) .

[0227] %5

[0228]

19
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SEQ ID | /& #) M | R MEEIETE | T
NO (%) 1| (3)2,5m | (%)5uM (%) LOpM

72h 72h 72h 72h
SEQ ID | ATGCOGEGCATGAT
- g2 66 50 24
NO; 1 |cT
SEQ ID | GCEGTGGATRCECLE
=== — | 54 32 12 7
NO: 2 | GG
SEQ ID | GATGCGGGRGGCTC -
B, 78 21 19 3
NG: 3 cT
SEQ ID | GTCGGCGGGAGGTA
; - T 7B 48 21 3
NO: 4 AG
SEQ ID | GCTECETGGATECE
Sl =179 53 27 5
NO: 5 |GG
SEQ 1ID | TGGACGCGCTGEGT
- - 82 59 35 13
NO: & GG
SEQ ID | CGCGCTGGGTGGAT
—— 80 54 31 8
NO: 7 | GC
SEQ ID | GTCTGGACGCGCTG
B | 80 57 32 Tl
NO: 8 | GG
SEQ ID | CCOTGCACTCGELE
- T | 88 64 42 20
NO: 9 GG&
8EQ ID | TETCTGGACGCGCT | B4 60 40 16

|NO: 12!5@

| | | | J

[0220] &5 JLAIE ] 771X 28 PNA G IR 3 DRI 3R 35 (1) 8 1 PR O ) A v BB Bk VR S
1o bk, WLEE 2] T 257 S B DR PNA J5 , FHARASE 2R it ik 40 I r A A2 0 Cadid MYCN 2 [A]
R RAE ) HEHEEE T,

[0230] %, HA5 SEQ ID NO:2-SEQ ID NO:13 (& —4Huk %4 Gs) (K] PNA Je 5k PH 35 A%
TR 5 AE Gs 20 (SEQ ID NO:16-SEQ ID NO:23) FJ PNA A% EF A LL , A 5 i () e FE K]
Ak (B, MYCN mRNA FILELAT MYCN 326 (1 Jih 8 20 Ji 389 B 1 041 )

[0231]  hpjildh, & 1 13K 5 vp WoR S AR 7741 SEQ 1D NO:2-SEQ ID NO:13 HA Lk
J¥%1 SEQ ID NO:1(47H EP1618195 138 ) B i 1 e L bRl 2k

[0232]  J##SEQ ID NO:7-SEQ ID NO: 12 (&HMWAMNANEL =ANIESE Gs) Bt s T4
SEQ ID NO:1FI1SEQ ID NO:13-SEQ ID NO:15( H&H —HMWA B =ANES:Gs) IR EHRE
Wk

20
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[0233]  J3%1 SEQ ID NO:4-SEQ ID NO:6 ( &f —dHMN N —=ANEL: Gs) Bonthm T4
SEQ ID NO:7-SEQ ID NO:12( & AP~ EL =ML Gs) 1 Ik R 2

[0234] & —H/NAELE Gs (9 SEQ ID NO:3 Won i m T4 SEQ ID NO:1 fI&E —4
N =4 Gs ( L Rpd] i 2D P B = ANESE Gs 4% ) )7 51 SEQ ID NO:4-SEQ ID
NO: 12 ) Je S R ik

[0235]  J%%I SEQ ID NO:2, &5 =41iE4E Gs, B T LM =ANESE s LLAR, in 4y,
B HNANESE Gs, Won T SEQ ID NO:3( H&H —4H A4 Gs) AF41 SEQ ID NO:1
A — A s =4 Gs (Hh R4t 2D AN B = ANESE Gs 41 ) 741 SEQ 1D
NO:4-SEQ ID NO:12 fr) xRl bk

[0236]  UIWAb, 7 AT AERER A i 22 (NTH-3T3 1 Phoenix) 45 7 HA SEQ ID NO:1-23
WEZTR, HFHERE R TR LD (BEMHE) .

[0237] 25 BLUG HEHUUE B T T 20 B 1 SR A% IR A 03X e 4 i A S R e 1 AT 00 HoX X
BEA M TCRER (R, WA 2K AR 22 R R 40 L, 723X R B, J2& MYCN) .

[0238]  SEfm b, WS 301X 5 AN B b8 ol 21 4 40 B 25 0 40 B 3 B v A AR 4k, I HX — &5
FEH PNA FEAZ IR LAFIH] MYCN 280K 1 RE R AR R AR S T e AT I7EAS Rk MYCN (1) 41 i
R B AR R R R

[0239]  [AI b, AT DAHEWTIE T AR B P BTk (R S 00 U1 11 PNA SERZ T B e 14 st H A 25k
YRR T HERR IR, I BRI R T-3R0A /B R IR I DR ) 40 i

[0240] AN L MYCN FAS[A 4t = (Kelly. SKNBE2c. RH30. WiT90. WERI-Rb1 £ H69)
MR 7 HA SEQ ID NO:1-12 [f) PNA. £ 3 on T3k 6 v, 3 HAUESE T PNA X MYCN Rl
1 ST RE 7 A R A A FH PRz e AR e vk

[0241] £ 6

[0242]

21
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o “ [
~ o~ ™ < 0 © ~ © o — ] —
2 12 (2|2 12 (2 |2 (2 |2 |28 |8 [B
A 8 /8 |A A |8 |8 |8 |8 |8 |B |8 |A
¢ Iglglelslslalglgig |s |8 |8
a %} o] %] a 1] 5‘1] 153 1] % w 0 0
Kelly T
SmRNA 75 | 68 | 65 | 62 | 60 | 58 | 54 | 51 | 51 | 50 | 50
Kelly %
66 | 32 | 41 |48 | 53 | 54 |57 |59 | 60 | 64 | 64 | 65
LU L
SKNBE2c%mRNA | 41 |75 | 68 | 60 | 59 [ 62 | 60 | 62 | 58 | 41 | 40 | 40
SKNBE2c%
72 |52 | 53 |59 [ 64 | 57 |58 |56 |64 (70 (71 |71
Ll b
RH30
39 |74 |65 | 57 |56 | 56 |55 | 58 | 50 | 29 | 31 | 32
FmRNA
RH30
76 | 56 | 59 |62 |64 | 64 |63 [ 60 |71 | 80 | 78 | 77
LR
WiT49
62 |78 (75 |73 |69 | 68 |70 |72 | 66 | 60 | 60 | 62
$mRNA
WiT49
74 | 54 |57 |60 |63 | 65 |60 |62 | 68 |70 |72 [ 73
& o
WERI-Rbl
31 |46 | 43 |41 (38 [ 37 |38 |40 | 36 | 30 | 30 | 30
FmRNA
WERI-Rbl
82 |79 |78 |79 (80 |80 [ 79 (78 |79 | 85 | 84 | 84
LT
H69
40 | 58 | 55 | 55 |54 | 55 | 55 | 56 [ 50 | 41 | 41 | 40
$mRNA
H69
77 | 61 | 63 [ 66 | 68 | 69 | 67 ¢ J 4
Pap— 66 0 9 |78 | 7B

[0243]  DARETEAN 7 205087 T 243 SEQ 1D NO:5 [ )R FE A PNA EAZ IR -

[0244]  EHIHL, A R TR AL IR, Torhoxd e 21 b A7 A5 1 2 S W A 1R AT T A
(3% 2 B IEs 20 JE N RIZR 1, TSI A% 1 R R RAR R B 1 ), A4S 3T W T 55 a2 nd 1) 3 48
P, IF HAE Kelly 4iie ( FLEEERIE MYCN) BT T 4RS00 HT

[0245] 255 (MRS T3 7 ) W5 AEHbAIE BH 7732 20 1) S N4 o T30 47 2 PR 3R vl 1 1 H 1Y
JEFEREA S, SEBR b, HAG SEQ 1D NO:43 () PNA, Hor A5 SEQ 1D NO:5 f#) PNA ff BT &
& S I 0A 20 4l 58, 5 S PNA PRI 1 25 2%, 1 — A3 2 S na 21 v i — AN B A ) 58
AR 57 BB B HUE , (A 58 AT 47 B

[0246] £ 7

[0247]

22
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mRNA
(Kelly)
SEQ ID NO 527 i)
41 35 %
(%) (Kelly)

SEQ ID NO: 5 GCTGGGTGGATGCGGE | 62 53

SEQ ID NO: 43 GCTGAGTCGATGCGTG | O 100

SEQ ID NO: 44 GCTGAGTGGATGCGTG | 25 89

SEQ ID NO: 45 GCTGGGTCGATGCGEE | 47 69

SEQ ID NO: 46 GTTGGCTGCATGTGGE | 58 60

[0248]  TEMRILIREESOUVL AR 4 (RH30) b, 7EAAAMINR T 47 DNA FL44F0 LNA S0 H.
HAT MYCN JE BRI Ay HARHR K& SR IR« 45 SRS T3 8 oy, JF HAIEW] T X S8 SEA% R
FLAT IR EL 00 Ry eV 00 S B R A

[0249] £ 8
[0250]
mRNA
:2Q ID | #% Fr 3 sl 0 4
(%) (%)
SEQ  ID | DNA-LNA ATGCCGGGCATGA | 23 75
NO: 24 25-1 TCT
SEQ ID | DNA-LNA ATGCCGGGCATGA | 24 78
NO: 25 25-2 TCT

[0251]  ZEARALIRBRSOVL AR AN (RH30) b, ZEARAN 34T 1 ik H i AR 3 Ak B BT ik
MZHH A S LR TIR. RS T3 9, 3F H e /n H L IR e e LUty =
PR HA R 7 XA MYCN 3 35 724 s Ak, BAT IR Re 6% LA LG H /T AT FH -1 MYCN 2 BRI A Je
N KA (Chung DH,Bioch Bioph Res Commun,2006,351 (1) :192-7) 45 4% (117 ik £
P R A T I 4 B B

[0252]  REJplHh, R T2 11 b o Fs N 58 e 19 9F HLET XS MYCN mRNA 1) siRNA 4% H
R SCEYE, A B 70% 228K 85 % Ju [l 1) MYCN mRNA [¥1 4711 .

[0253] #*9
[0254]
| mRNA
| SEQ ID JE S| EXFHA | £ 88 3%
-1
NO
(%) (%)
SEQ ID | siMYCN | UGAAGAUGAU | UUCCUCUUCA | 82 28
NO: 26 | (795) | GAAGAGGAA UCAUCUUCA |
SEQ ID SiMYCN GAUGAUGAAG caucuuccuc 70 l 43
[0255]

23



ON 104169421 A w R P 21/24 1
NO: 27 (799) A@AAGAUG UUCAUCAUC
SEQ ID siMYCN UGAUGAAGAE UUCAUCUUCC 78 35
NO: 28 (801) EAAGAUGAA UCUUCAUCA
SEQ ID siMYCN GA%AAGAUG cuuccucuuc 85 28
NO: 29 (808) AAGA_G__G_AAG AUCUUCCUC
SEQ ID siMYCN %AAGAUGAA vucuuccucu 81 30
NO: 30 (810) GAG__GAAGAA Ucaucuuce
MYCN-— 34 73
SEQ ID CGTGGAGCAG
PTO -
NO: 31 CTCGGCAT
(1) as
SEQ ID MYCN- 45 65
NO: 32 PTO CAGGGTGTCC
(763) TCTCCGGA
as
SEQ ID SiRNA- 13 85
NO: 33 21"~ GA_C_;_S_;AAGAUG cuuccucuuc
OMa-—- AAGA%AAGT AUCUUCCUCT
RNA I T
808
SEQ ID siRNA- 59 52
CAGGAAGAUG GUUCCcuUcuucC
NO: 34 2'5— -
AAGAGGAAGU AUCUUCCUCU
RNA -
U U
808
SEQ ID siRNA~— GA'(EAAGAUG cuuccucuuc 34 68
NO: 35 LNA AAGAG__GAAGT AUCUUCCUCT
808 T T
SEQ ID s1RNA~ CAE_G_AAGAUG GUUCCUCUUC 69 35
NO: 36 ANA AAGA%AAGA AUCUUCCUCA
808 A A

[0256]

AT UESEAS B WY ) B A% IR 5 RES ARG DU AE X V6 77 7 & b H A BT T AL

7 IR E R H 1 B AT IR G AT 29—l 4 24 .

(02571  FEAN[H] FF) N R /N B RS 25 41 B J8g e 40 e 3R (SMS—KAN. LANT. IMR-32. SMS—KCN,
Kelly NHO2A.SKNBE2c) F%fX) PNA FIALST 254 (KR40 2 £ (VP16) TR AR B )
Z AV RAH DA AT T 5T

[0258]  SF A7 AfFH PNA VAT (R 4l B4t 1 BT g AT ive T T A8 F BRI I TR) %, O HLBE
Jo o, ETE BIINHR] (RT LA 6 B 12 /NI, 4 AT 7.

[0259] &5 HAIEW] 71X 2eqb 541 5 AR W I SEAZ TP R (1 45 6 A0 8 IR BEYE [, e
T A AR A 0 0 B R T B s YR TR

[0260] 53, AJ LLWLELRVATT — £R BN ] i A m LAAS [ (R sk fa) () B (3 /NINE L6 /N isF (12
/NS 24 /B 48 /NI T2 /NI ) — A ER AR R B ) S AL AT IR AN A AT 29 A
YA G, FHR S o o 75 1R R

[0261]  [X, 5 H EUARYE G IT IR A B, 45 A —Ph ek 22 Bl ey B3 N %6808 10 SR AZ P IR A

24



ON 104169421 A i MR P 99,/94 T

g7 23 A5 0] LUK AL ST 2590 B FRAR 22 Gn 10 A%, [R] IS8R SRA5AH [R5 H

[0262] RS Hb, 3X —HF T 45 SREAE B T At 400 A0 Mo 35 B 5 A R RO SR AR R B
B ) F IR TT ARV T RIS &5 AR LG, &5 S KRB, BUE rt O, 3R, 5R
I4A25 25 16F, SEQ ID NO: 1 HA W RIEH .

[0263]  sLjfsl 2

[0264] 4 T SRR KR BT H A, B A8 T 10 THRERS I SEAZ R . BRI, 10 SR T
FAZ R4 SEQ ID NO. (G+C) 2 & (1 ¥ 0 EUAE A & B i SEAZ% 17 IR I b 2 . 42
S 1, ST SRR I

[0265] % 10
[0266]
SEQ ID NO % GC
SEQ ID NO: 66 | TCGGGAGCAGTGGGCA | 68.8
7 SEQ ID NO: 67 | GCGGGTCGCGGGCACG B87:5
g SEQ ID NO: 68 | 7GGAGGTCGGCGCCGG 81.3
SEQ ID NO: 69 | pCGGCGGGAGGTAAGG | 68.8
SEQ ID NO: 70 [ CTCAGAGGCTTGGCGG [ 68.8
SEQ ID NO: 71 | GCGGCCGGCTAGGGTG | 81.3
% SEQ ID NO: 72 | cGGCCGGCTAGGGTGG | 81.3
SEQ ID NO: 73 CGACGGCGGTGGCGGG 87.5
SEQ ID NO: 74 | GGACGGGGGCGGTGGA | 81.3
g o SEQ ID NO: 75 | GCGGCGGCATGGGTGC 81.3
m © SEQ ID NO: 76 | GGCGGCGGCATGGGTG | 81.3
SEQ ID NO: 77 | GCAGGAGAGGACGGTA | 62.5
; SEQ ID NO: 78 | CAGGAGAGGACGGTAC | 62.5
SEQ ID NO: 79 | GGCAGGAGAGGACGGT 68.8
SEQ ID NO: 80 | GGATGGCGCACGCTGG | 75.0
g SEQ ID NO: 81 | GGGAAGGATGGCGCAC 68.8
“ SEQ ID NO: 82 | cCACGGTGGTGGAGGA | 68.8
w SEQ ID NO: 83 | ACGGCAAGCGGCGGGA | 75.0
Ao SEQ ID NO: 84 | GGACGGCAAGCGGCGG 81.3

[0267] i 5l #h, & B 7 LR ) &8 6F MYCN () SEQ ID NO:66-69, £f % MYC f¥) SEQ ID
NO:70-74, %1%} BIRC5 [¥) SEQ ID NO:75.76, £15) ALK [ SEQ ID NO:77-79, %} BCL2 [#) SEQ
ID NO:80-82 4]} PLK4 f¥] SEQ ID NO:83.84.

[0268]  ZEARAMINR T HAZE NG (LA 2.5 u M B AE ), DL B v H FR 35k DRI 2 1)
20 A28 R PR S ) 7K~ AR o e AT T e AT T X (R RS AT R e S AT B ) o A8 FH R I 28 Ty
oS 1 R ) AT

[0269] iy, 7r Kelly F1 H69 4 e 5 rhr, A&4MIA T SEQ ID NO:66-69 ( £15%) MYCN) ;7E
H82 F1 RD 40 i 2 T &AM T SEQ ID NO:70-74 (£F% MYC) , 75 Kelly 4 i & 44 oh il it
7 SEQ ID NO:75.76 ( £I%J BIRC5S) , 7£ Kelly 4 fy & 4A4MIEA T SEQ 1D NO: 77-79 (X
ALK) , £ Kelly 4 i & R4 7 SEQ ID NO:80-82 (415%F BCL2) 4t Kelly 4 il & il
X T SEQ ID NO:83.84 ( &% PLK4) .

[0270] W& T PrINAA SEAZ R AN H AR B S T Re T, I HOE VRN T 45 7 % IR
JE AR TR R ) . A RMEFE TR 11 P

(02711 H4f 2o 6 HUAEAR 55 R (1) mRNA PRI A 230300 T3 2 AR A4t e 3 4 1 0o, L Bt A 5%
AR 75 AEAE ) Gs LA R nim T &
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[02721 #* 11

[0273]

[0274]

SEQ ID NO mRna ™
g 4 o 3% 5
(%) (%)
SBQ ID WO: | TCOGGAGCAGTAGAC | ot
66 A
o v
SER IDNO: | geasarcocasecac | oo o
67 G "
o
N SEQ ID NO: | paengerceaceced | ., -
68 G 3
Qe .
SEQ ID NO: | pogeeeeancaTAAG e -
69 G
SEQ 1D WO: | TCGGGAGCAGTGGEC | -
66 a
SR 7
SEQ ID NO: | goggprescececac |, al
67 G -
62 8Eo 1D HO:
g | TGGAGGTCEEOE0CE - i5
68 G
CR T pe——— n
69 g
£ s : :
SEGAD N erenenenoTTecs - "
70 a s
SEQID RO goggecssoragner | .
71 = v 4
o o IO | cgaccagorneaere |, "
g4 8 72 & e g
B0 IO WO | oocoscasancan || g -
73 G
s : . T—
SPRID MO | aencoseeaoseres | o) ”
74 n
- QR 5 ' 5
L p——— -
70 g
SEQ IR MO eaacosuctaGadt - -
71 a “ 5
8 g SR IDNOI Y cogocgsemagaere | e
3 72 &
o5 % ) ) S S
ZER TR T [ps— -
73 ¢ :
1 0,
R T p— -
74 3
9EQ ID WO | aeaanagenlessts o '3
8 & 75 c : :
7 = -
5 g SEQID MOt coagneaeneess ” =
78 G .

26



N 104169421 A i B P 24/24 T

SEQ ID NO: | gongeacaGeACeeT 57 55
77 A
K SEQ ID NO: | (aGGAGAGGACGGTA
e g 0O C 68 46
78 c
&
SEQ ID NO: | (. oAGGAGAGGACGG
BuAREIanpanaLee 79 39
79 P
SEQ ID NO: | camGGCGCACGCTG
GGATEG i 59 62
80 G
kel SEQ ID NO:
g - GGGAAGGATGGCGCA
v o1 SEERACGATEC 62 58
a 2
T P ——— B e
82 A
SEQ ID NO: | »n6GCARGEGGEGEE
e Lok 62 59
by 83 A
e
v SEQ ID NO: | soaceeeanceeaes
iy FEACIECARCEEECE 74 49

[0275] &% J&, 76 BCAF 4 A 2L 10 40 g &R ' (Phoenix AT NTH-3T3) w45 7 2 45 SEQ 1D
NO:66-84 WAL TR . (EixXsedifurh, WM L RN A s A .

[0276] XUk QLR B PNA SER% IR IE R e (A A FD6 H AR BE DR ) ik i /R A i el
AHEA IR I LEFL LA (A0 i b AN BT AR AT ARRE e vk ) s A E A

[0277] PRI, AT DASREWT IS T AR & W A IR 1 S 208 719 PNA SERZ P Rs S HLAT 2350
VER THERRIEDN, FF H AR T3R8 / Rl L D (1) 40
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Abstract

The present invention regards oligonucleotides for modulating the expression
of a gene, 1n particular for modulating a gene responsible for a pathology of
genetic, tumoural or viral origin. Moreover, the present invention relates to the
use of said oligonucleotides, possibly chemically modified, for the treatment

and/or the diagnosis of said diseases.
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