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ABSTRACT

Described herein are methods for evaluating the risk of mela-
noma in subjects. The methods involve detecting and quanti-
fying one or more biomarkers associated with melanoma in a
biological sample from a subject.
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MOLECULAR SIGNATURES AND
BIOMARKERS ASSOCIATED WITH
MELANOMA AND METHODS OF USE
THEREOF

CROSS REFERENCE TO RELATED
APPLICATION

[0001] This application claims priority upon U.S. Provi-
sional Application Ser. No. 61/063,232 filed on Feb. 1, 2008,
and to U.S. Provisional Application Ser. No. 61/063,651 filed
on Feb. 4, 2008. These applications are hereby incorporated
by reference in its entireties for all of their teachings.

CROSS REFERENCE TO SEQUENCE LISTING

[0002] ncRNAs, including miRNAs, and genomic DNA
encoding ncRNA described herein are referred to by a
sequence identifier number (SEQ ID NO). The SEQ ID NO
corresponds numerically to the sequence identifiers <400>1,
<400>2, etc. The Sequence Listing, in written computer read-
able format (CFR), is incorporated by reference in its entirety.

BACKGROUND

[0003] Malignant melanoma is the most lethal form of skin
cancer in the United States. Typically abnormal cell division
of melanocytes and of other ill-defined skin cell types cause
this malady. Multiple clinical subtypes of melanomas exist
such as acral lentiginious melanoma (ALM) which accounts
for about 50% of melanoma in non-Caucasian populations
and superficial spreading melanoma (SSM). In 2006 alone,
newly reported cases of melanoma totaled 62,190, and in that
same year, melanoma resulted in approximately 8,000 deaths.
[0004] This malady widely afflicts multiple races, genders,
and ethnicities, and the molecular causes for this disease are
poorly understood. It is theorized that UV exposure from the
sun causes skin cancers such as melanoma, and in general,
much research has focused on the effects of UV radiation
damage and abnormal repair of DNA within these diseased
cells. In particular, research has focused on mutated or defi-
cient DNA proofreading and repair pathways, which include
nucleotide excision repair pathways, the translesion synthesis
repair pathway, and mismatch repair pathways. It has been
further theorized that these mutated pathways, may lead to
gross chromosomal rearrangements, aberrant cell signaling,
or a multitude of other abnormal cellular activities. To date,
however, little if any focus has attributed non-coding RNA
(ncRNA), including microRNA (miRNA), involvement in
melanoma or aberrant epigenetic regulation of these ncRNAs
in melanoma development and progression.

[0005] MicroRNAs are small, non-coding RNAs with an
average length of about twenty-one to twenty-three base
pairs. Though hundreds of miRNAs have been discovered in
a variety of organisms, little is known about their cellular
function. They have been implicated, for example, in post-
transcriptional regulation, regulation of developmental tim-
ing and pattern formation, restriction of differentiation poten-
tial, regulation of insulin secretion, resistance to viral
infection, and in genomic rearrangements associated with
carcinogenesis and other genetic disorders, such as fragile X
syndrome. While miRNAs have been linked to post-tran-
scriptional and developmental regulations, other non-coding
RNAs have little or no known function.

[0006] Recent evidence suggests that the number of unique
miRNAs in humans alone could exceed 800, and may even be
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as high as 20,000. These post-transcriptional regulators of
gene expression in higher eukaryotes play an important role
in development, tumor suppression, and other cellular pro-
cesses by hybridizing to complementary target messenger
RNA (mRNA) transcripts and ultimately down-regulating or
up-regulating gene expression depending on the abundance
of that particular miRNA. Because of this unique function,
special attention has been given to miRNAs as candidate drug
targets for cancer, diabetes, obesity, and viral diseases,
whereinmiRNAs influence cancer development by serving as
either tumor suppressors or oncogenes, but the regulation of
miRNA is poorly investigated.

[0007] While miRNAs have been shown to affect post-
transcriptional regulation, regulation of developmental tim-
ing and pattern formation, restriction of differentiation poten-
tial, regulation of insulin secretion, resistance to viral
infection, genomic rearrangements associated with carcino-
genesis and other genetic disorders, the role of miRNAs and
other ncRNAs with respect to melanoma development or
progression is not understood. In addition, miRNA target
genes within melanomas have remained undiscovered.
Therefore an important unmet need exists to further identify
and characterize biomarkers including miRNAs and other
ncRNAs that contribute to the molecular signatures for mela-
noma, to identify epigenetic changes in miRNA and other
ncRNA expression that contribute to melanoma pathogen-
esis, and for the development of diagnostic and prognostic
methods recognizing these signatures for efficient testing,
diagnosis, and treatment of melanoma.

SUMMARY

[0008] Described herein are methods for evaluating the risk
and/or progression of melanoma in subjects. The methods
involve detecting and quantifying one or more biomarkers
associated with melanoma in a biological sample from a
subject. The biomarkers useful in predicting the risk of mela-
noma are also described in detail. The advantages of the
invention will be set forth in part in the description which
follows, and in part will be obvious from the description, or
may be learned by practice of the aspects described below.
The advantages described below will be realized and attained
by means of the elements and combinations particularly
pointed out in the appended claims. It is to be understood that
both the foregoing and general description and the following
detailed description are exemplary and explanatory only and
are not restrictive.

BRIEF DESCRIPTION OF FIGURES

[0009] The accompanying Figures, which are incorporated
in and constitute a part of this specification, illustrate several
aspects described below.

[0010] FIG. 1 shows differentially expressed miRNA in
melanoma cell line WM1552C compared to normal melano-
cyte cell line HEM-1.

[0011] FIG. 2 shows various miRNA expression levels in
six different melanoma cell lines and melanocytes by qRT-
PCR.

[0012] FIG. 3 shows Northern blotting analysis of three
miRNAs (miR-211, miR-16, and let-7g) in melanoma cell
lines and melanocytes.

[0013] FIG. 4 shows the quantification of miR-34b expres-
sion in different grades of melanoma, normal skin, and mel-
anocytes by qRT-PCR.
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[0014] FIG. 5 shows miR-211 target gene expression in
melanoma compared to melanocytes.

[0015] FIG. 6 shows miR-16 target gene expression in
melanoma compared to melanocytes.

[0016] FIG. 7 shows miR-34b target gene expression in
melanoma compared to melanocytes.

[0017] FIG. 8 shows quantification of KCNMA1 target
gene expression under various conditions.

[0018] FIG. 9 shows a Western Blot of KCNMAT target
gene expression under various conditions.

[0019] FIG. 10 shows differential expression among mela-
noma cell lines with a stably integrated miRNA expressing
construct versus cell lines without an miRNA expressing
construct.

[0020] FIG. 11 shows an example construct for f-galactosi-
dase target cleavage assays.

[0021] FIG. 12 shows -galactosidase target cleavage assay
for miR-211 and its target TCF-12.

[0022] FIG. 13 shows f-galactosidase target cleavage
assays for miR-211 and its targets RAB22A and SLC37A3.
[0023] FIG. 14 shows a differential expressing of miRNAs
in melanoma cell lines treated with 5AzadC, 4PBA, or a
combination of 5AzadC and 4PBA.

[0024] FIGS. 15 and 16 show miR-375 and miR-34b CpG
island methylation respectively in WM1552C.

[0025] FIG. 17 shows CpG island methylation in patient
samples, normal skin and nevus of the miR-34b putative
promoter.

[0026] FIG. 18 shows Northern blotting analysis of miR-
34b expression in WM1552C when treated with varying
doses of 5AzadC.

[0027] FIG. 19 shows systems level pathway mapping of
both direct and indirect miR-34b putative target genes
[0028] FIG. 20 shows systems level pathway mapping of
direct miR-34b putative target genes.

[0029] FIG. 21 shows qRT-PCR data confirming that
NOTCH 1 expression is down regulated in WM1552C/34b
cells and melanocytes when compared WM1552C which
under express miR-34b.

[0030] FIG.22shows Western blot analysis confirming that
NOTCHI is up-regulated in WM1552C cells when compared
to melanocytes and WM1552C/34b cells.

[0031] FIG. 23 shows an ncRNA array for melanoma cell
lines, melanocytes, and keratinocytes.

[0032] FIG. 24 shows an ncRNA array for patients having
melanoma.

DETAILED DESCRIPTION
[0033] Before the present compounds, compositions, and/

or methods are disclosed and described, it is to be understood
that the aspects described below are not limited to specific
compounds, synthetic methods, or uses as such may, of
course, vary. It is also to be understood that the terminology
used herein is for the purpose of describing particular aspects
only and is not intended to be limiting.

[0034] In this specification and in the claims that follow,
reference will be made to a number of terms that shall be
defined to have the following meanings:

[0035] Itmustbe noted that, as used in the specification and
the appended claims, the singular forms “a,” “an” and “the”
include plural referents unless the context clearly dictates
otherwise. Thus, for example, reference to “a biomarker”
includes mixtures of two or more such biomarkers, and the
like.
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[0036] “Optional” or “optionally” means that the subse-
quently described event or circumstance can or cannot occur,
and that the description includes instances where the event or
circumstance occurs and instances where it does not.

[0037] “Risk” may be used to refer to a subject that may
develop melanoma at a future date. To be at “risk,” the sub-
ject’s skin may be phenotypically evaluated for abnormali-
ties. Subjects who appear to be phenotypically normal or
abnormal may be at “risk” and therefore may be evaluated by
the methods described below.

[0038] “Progression” refers to a subject suspected to have
or diagnosed with melanoma and the various stages of tumor
progression associated with melanoma. The methods
described herein may be performed over different time inter-
vals ranging from days, weeks, months, and years to evaluate
melanoma progression in a subject.

[0039] “Biomarker” may be used to refer to a naturally
occurring biological molecule present in a subject at varying
concentrations useful in predicting the risk or incidence of
melanoma. For example, the biomarker can be an miRNA
present in higher or lower amounts in a subject at risk for
melanoma. The biomarker can include nucleic acids, ribo-
nucleic acids, or a polypeptide used as an indicator or marker
for melanoma in a cell, tissue, or subject.

[0040] The term “peptide” may be used to refer to a natural
or synthetic molecule comprising comprising two or more
amino acids linked by the carboxyl group of one amino acid
to the alpha amino group of another. The peptide is not limited
by length, and thus “peptide” can include polypeptides and
proteins.

[0041] The term “nucleic acid” may be used to refer to a
natural or synthetic molecule comprising a single nucleotide
or two or more nucleotides linked by a phosphate group at the
3' position of one nucleotide to the 3' end of another nucle-
otide. The nucleic acid is not limited by length, and thus the
nucleic acid can include deoxyribonucleic acid (DNA) or
ribonucleic acid (RNA).

[0042] “Subject” refers to a mammal, including humans,
who are at risk for or have melanoma and benefits from the
methods described herein.

[0043] “Diagnostic” means identifying the presence or
nature of a pathologic condition.

[0044] “Detect” refers to the qualitative measurement of
undetectable, low, normal, or high concentrations of one or
more biomarkers such as, for example, nucleic acids, ribo-
nucleic acids, or polypeptides and other biological molecules.
[0045] “Quantify” and “quantification” may be used inter-
changeably, and refer to a process of determining the quantity
or abundance of a substance in a sample (e.g., a biomarker),
whether relative or absolute. For example, quantification may
be determined by methods including but not limited to,
micro-array analysis, qRT-PCR, band intensity on a Northern
blot, or by various other methods know in the art.

[0046] “About” is used to provide flexibility to a numerical
range endpoint by providing that a given value may be
“slightly above” or “slightly below” the endpoint without
affecting the desired result.

[0047] “non-coding RNA or ncRNA” refers to RNA which
is not translated into a protein. Examples of ncRNAs include
smallRNA (sRNA), non-protein-coding RNA (npcRNA),
non-messenger RNA (nmRNA), functional RNA (fRNA),
microRNA (miRNA), and small interfering RNA (siRNA).
[0048] “miRNA” refers to a single-stranded RNA molecule
of about 20-25 nucleotides in length which regulates gene
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expression. Throughout the text, miRNA, miR, and
microRNA may be used interchangeably.

[0049] As used herein, a plurality of items, structural ele-
ments, compositional elements, and/or materials may be pre-
sented in a common list for convenience. However, these lists
should be construed as though each member of the list is
individually identified as a separate and unique member.
Thus, no individual member of such list should be construed
as a de facto equivalent of any other member of the same list
solely based on their presentation in a common group without
indications to the contrary.

[0050] Concentrations, amounts, and other numerical data
may be expressed or presented herein in a range format. It is
to be understood that such a range format is used merely for
convenience and brevity and thus should be interpreted flex-
ibly to include not only the numerical values explicitly recited
as the limits of the range, but also to include all the individual
numerical values or sub-ranges encompassed within the
ranges as if each numerical value and sub-range is explicitly
recited. As an illustration, a numerical range of “about 1 to 5
should be interpreted to include not only the explicitly recited
values of about 1 to about 5, but also include individual values
and sub-ranges within the indicated range. Thus, included in
this numerical range are individual values such as 2, 3, and 4
and sub-ranges such as from 1-3, from 2-4, and from 3-5, etc.
aswellas 1, 2, 3, 4, and 5, individually. The same principle
applies to ranges reciting only one numerical value as a mini-
mum or a maximum. Furthermore, such an interpretation
should apply regardless of the breadth of the range or the
characteristics being described.

[0051] Described herein are methods for evaluating the risk
and progression of melanoma in subjects. The methods
involve quantifying one or more biomarker(s) associated with
melanoma in a biological sample from a subject. Such biom-
arkers may allow for a prognostic or diagnostic distinction
between melanoma and other conditions. Early identification
of subjects at risk for melanoma would be of considerable
value, as such subjects could be more closely monitored and
treated before developing metastatic melanoma.

[0052] Testing using the methods described herein may
occur at any time when biomarkers indicative of melanoma
are quantifiable in the subject. For example, in one aspect a
subject that phenotypically appears to have “normal” skin
may be tested for melanoma using the methods described
herein. In another aspect, a subject that phenotypically
appears to have “abnormal” skin may be tested for melanoma.
Abnormalities may include skin lesions, discolored moles
(nevus) or discolored skin, persistent itching in a skin lesion,
change in size, shape, or color of a lesion, ulceration, bleed-
ing, and/or tenderness of the skin, a skin lesion or skin lesions
with irregular borders, or any signs or symptoms that a clini-
cian would deem worthy of diagnostic testing.

[0053] To quantify whether a biomarker indicative of mela-
noma is quantifiable in a subject, a biological sample must be
acquired. In one aspect, the biological sample includes a
biopsy, a skin biopsy, a mole or nevus biopsy, blood, serum,
cultured cells including primary and secondary (i.e. immor-
talized) cultured cells, or any combination thereof.

[0054] Biomarkers useful foridentifying subjects at risk for
or for monitoring the progression of melanoma include non-
coding RNAs (ncRNA). Quantification of one or more of
these ncRNAs provides some indication of the risk or pro-
gression of melanoma for the subject, and thus may provide
opportunities for preventative treatments. It should be noted
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that any biomarker that is predictive of evaluating the risk or
progression of melanoma should be considered within the
scope of the claims of the present invention. In one aspect,
however, nonlimiting examples of biomarkers associated
with melanoma may include ncRNAs found to be statistically
different (i.e. p<0.01, p<0.02, p<0.05) from control subjects
(i.e. biopsies from “normal” subjects that do not have mela-
noma or primary cell lines derived from “normal” subjects).
In another aspect, nonlimiting examples of biomarkers asso-
ciated with melanoma may include ncRNA found to be quali-
tatively different from control subjects. In this aspect, quali-
tative data reflects that a biomarker is often associated with
melanoma; however, due to sample size or various other
limitations, statistical significance has not been shown.

[0055] In one aspect, nonlimiting examples of ncRNAs
associated with the risk or progression of melanoma may
include miRNAs. In this aspect, these miRNAs may include
the nucleotide sequences of UUCCCUUUGUCAUCCU-
UCGCCU SEQ ID NO 1 (hsa-miR-211) (hereinafter hsa-
miR and miR are used interchangeably), CAAUCAC-
UAACUCCACUGCCAU SEQ ID NO 2 (hsa-miR-34b),
UUUGUUCGUUCGGCUCGCGUGA SEQ ID NO 3 (hsa-
miR-375), UUCCCUUUGUCAUCCUAUGCCU SEQ 1D
NO 4 (hsa-miR-204), AACCCGUAGAUCCGAUCUUGUG
SEQ ID NO 5 (hsa-miR-99a), UAGCAGCACGUAAAUA-
UUGGCG SEQ ID NO 6 (hsa-miR-16), UGAGGUAGUAG-
GUUGUAUAGUU SEQ ID NO 7 (hsa-miR-let-7a), UGAG-
GUAGUAGGUUGUGUGGUU SEQID NO 8 (hsa-miR-let-
), UGAGGUAGUAGGUUGUAUGGUU SEQ ID NO 9
(hsa-miR-let-7c), ~AGAGGUAGUAGGUUGCAUAGUU
SEQ ID NO 10 (hsa-miR-let-7d), UGAGGUAGGAGGUU-
GUAUAGUU SEQ ID NO 11 (hsa-miR-let-7e), UGAG-
GUAGUAGAUUGUAUAGUU SEQ ID NO 12 (hsa-miR-
let-71), UGAGGUAGUAGUUUGUACAGUU SEQ ID NO
13 (hsa-miR-let-7g), UGAGGUAGUAGUUUGUGCUGUU
SEQ ID NO 14 (hsa-miR-let-7i), UCCCUGAGACCCU-
UUAACCUGUGA SEQ ID NO 15 (hsa-miR-125a),
UCCCUGAGACCCUAACUUGUGA SEQ ID NO 16 (hsa-
miR-125b), UAGCAGCACAUCAUGGUUUACA SEQ ID
NO 17 (hsa-miR-15b), CCCAGUGUUCAGACUACCUG-
UUC SEQ ID NO 18 (hsa-miR-199a), UAGCUUAUCA-
GACUGAUGUUGA SEQ IDNO 19 (hsa-miR-21), ACAG-
CAGGCACAGACAGGCAGU SEQ ID NO 20 (hsa-miR-
214), AGCUACAUUGUCUGCUGGGUUUC SEQ ID NO
21 (hsa-miR-221), AGCUACAUCUGGCUACUGGGU
SEQ ID NO 22 (hsa-miR-222), AUCACAUUGCCAGGGA-
UUUCC SEQ ID NO 23 (hsa-miR-23a), AUCACAUUGC-
CAGGGAUUACC SEQ ID NO 24 (hsa-miR-23b), CCUA-
UUCUUGGUUACUUGCACG SEQ ID NO 25 (hsa-miR-
26a), UGUAAACAUCCUACACUCUCAGC SEQ ID NO
26 (hsa-miR-30c), AAAAGCUGGGUUGAGAGGGCGA
SEQ ID NO 27 (hsa-miR-320), any nucleic acid sequence or
ribonucleic acid sequence having between 90 to 100%
homology, or any combination thereof.

[0056] Inyetanother aspect, nonlimiting examples of ncR-
NAs associated with the risk or progression of melanoma may
include the following genomic DNA sequences which code
for the ncRNA nucleotide sequences: SEQ IDNO 28, SEQID
NO 29, SEQIDNO30, SEQIDNO 31, SEQID NO 32, SEQ
ID NO 33, SEQ ID NO 34, SEQ ID NO 35, SEQ ID NO 36,
SEQID NO 37, SEQ ID NO 38, SEQ IDNO 39, SEQ IDNO
40, SEQID NO 41, SEQ ID NO 42, SEQ ID NO 43, SEQ ID
NO 44, SEQIDNO 45, SEQIDNO 46, SEQID NO 47, SEQ
ID NO 48, SEQ ID NO 49, SEQ ID NO 50, SEQ ID NO 51,
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SEQID NO 52, SEQ ID NO 53, SEQ IDNO 54, SEQ IDNO
55,SEQID NO 56, SEQ IDNO 57, SEQ ID NO 58, SEQ ID
NO 59, SEQ IDNO 60, SEQID NO 61, SEQ ID NO 62, SEQ
ID NO 63, SEQ ID NO 64, SEQ ID NO 65, SEQ ID NO 66,
SEQID NO 67, SEQ ID NO 68, SEQ IDNO 69, SEQ ID NO
70,SEQIDNO 71, SEQ IDNO 72, SEQ ID NO 73, SEQ ID
NO74,SEQIDNO 75,SEQID NO 76, SEQ IDNO 77, SEQ
IDNO 78, SEQ ID NO 79, SEQ ID NO 80, SEQ ID NO 81,
SEQID NO 82, SEQ ID NO 83, SEQ IDNO 84, SEQ IDNO
85, SEQ ID NO 86, SEQ IDNO 87, SEQ ID NO 88, SEQ ID
NO 89, any nucleic acid or ribonucleic acid sequence having
between 90 to 100% homology, or any combination thereof.

[0057] Various molecular biology and bioinformatics
approaches may be used to identify and quantify biomarkers
associated with the risk and progression of melanoma. Such
molecular biology and bioinformatics approaches include,
but are not limited to, ncRNA arrays, miRNA arrays, RT-
PCR, qRT-PCR, Northern blotting, Western blotting, DNA
sequencing, dideoxy DNA sequencing, bisulfite DNA
sequencing, computational mapping for target genes of the
above identified ncRNAs and miRNAs, or any combination
thereof. For example, without wishing to be bound by theory,
standard analysis methods such as delta_delta Ct method,
normality of qRT-PCR data and statistical identification of
potential outlier values may be accomplished empirically
with Box and Whisker plots, and analytically by the Grubbs
test when quantifying these biomarkers with gRT-PCR. In
this example, a triangulation approach identifies non-coding
RNA deemed important for validation by QRT-PCR. This will
include statistical significance testing, empirical assessment
via fold change, and functional relevancy as measured by
enrichment of Gene Ontology terms by Fisher’s F-test with
Bonferroni correction. These results may be further con-
firmed by reporter gene assays, stably transfecting ncRNA
constructs to restore “normal” ncRNA amounts, or treating
cells or tissues with various bioactives and therapeutic agents.
The Examples section contains further detail regarding the
use of these approaches within the scope of this application.

[0058] In one aspect, a method for evaluating the risk or
progression of melanoma in a subject may include quantify-
ing the amount of at least one biomarker present in a biologi-
cal sample derived from the subject. In this aspect, the biom-
arker may include SEQ ID NO 1 (miR-211), SEQ ID NO 2
(miR-34b), SEQ ID NO 3 (miR-375), SEQ ID NO 4 (miR-
204), SEQIDNO 5 (miR-99a), SEQ IDNO 6 (miR-16), SEQ
ID NO 7 (miR-let-7a), SEQ ID NO 8 (miR-let-7b), SEQ ID
NO 9 (miR-let-7c), SEQ ID NO 10 (miR-let-7d), SEQ IDNO
11 (miR-let-7e), SEQ ID NO 12 (miR-let-7f), SEQ ID NO 13
(miR-let-7g), SEQ ID NO 14 (miR-let-7i), SEQ ID NO 15
(miR-125a), SEQ ID NO 16 (miR-125b), SEQ ID NO 17
(miR-15b), SEQ ID NO 18 (miR-199a), SEQ ID NO 19
(miR-21), SEQ ID NO 20 (miR-214), SEQ ID NO 21 (miR-
221), SEQ ID NO 22 (miR-222), SEQ ID NO 23 (miR-23a),
SEQ ID NO 24 (miR-23b), SEQ ID NO 25 (miR-26a), SEQ
IDNO 26 (miR-30c), SEQIDNO 27 (miR-320), SEQ IDNO
28, SEQID NO 29, SEQ ID NO 30, SEQ ID NO 31, SEQ ID
NO32,SEQIDNO33,SEQID NO 34, SEQIDNO 35, SEQ
ID NO 36, SEQ ID NO 37, SEQ ID NO 38, SEQ ID NO 39,
SEQID NO 40, SEQ ID NO 41, SEQ IDNO 42, SEQ IDNO
43,SEQID NO 44, SEQ ID NO 45, SEQ ID NO 46, SEQ ID
NO 47, SEQIDNO 48, SEQ ID NO 49, SEQ ID NO 50, SEQ
IDNO 51, SEQ ID NO 52, SEQ ID NO 53, SEQ ID NO 54,
SEQID NO 55, SEQ ID NO 56, SEQ IDNO 57, SEQ IDNO
58, SEQID NO 59, SEQ ID NO 60, SEQ ID NO 61, SEQ ID
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NO 62, SEQ IDNO 63, SEQ IDNO 64, SEQ ID NO 65, SEQ
ID NO 66, SEQ ID NO 67, SEQ ID NO 68, SEQ ID NO 69,
SEQID NO 70, SEQ IDNO 71, SEQIDNO 72, SEQ IDNO
73, SEQID NO 74, SEQ ID NO 75, SEQ ID NO 76, SEQ ID
NO77,SEQIDNO 78, SEQIDNO 79, SEQ ID NO 80, SEQ
ID NO 81, SEQ ID NO 82, SEQ ID NO 83, SEQ ID NO 84,
SEQID NO 85, SEQ ID NO 86, SEQ ID NO 87, SEQ IDNO
88, SEQID NO 89, or any combination thereof. In this aspect,
the amount of the at least one biomarker may be compared to
the amount of at least one biomarker in a control biological
sample derived from a subject not having melanoma to iden-
tify an increased risk or progression of melanoma. To further
illustrate, when measuring the amounts of miRNAs in a sub-
ject either having melanoma or at risk for melanoma versus a
control subject, various miRNAs may be up-regulated or
down-regulated. For example, the methods described herein
reveal that miR-211 (SEQ ID NO 1) is typically down-regu-
lated (F1G. 1, p<0.02) in melanoma. Therefore, in this aspect,
a subject having significantly down-regulated miR-211 when
compared to a control subject may be deemed to either be at
risk for developing melanoma or already have melanoma. In
a further aspect, miR-34b (SEQ ID NO 2) present in a bio-
logical sample may be quantified and compared to the amount
of at least one biomarker in a control biological sample to
further assess the risk or progression of melanoma in a sub-
ject. Inyet another aspect, miR-375 (SEQ ID NO 3) present in
a biological sample may be quantified and compared to the
amount of at least one biomarker in a control biological
sample to further assess the risk or progression of melanoma
in a subject.

[0059] In some instances, up-regulation or down-regula-
tion of these ncRNAs, which include miRNAs, may be attrib-
uted to a modification in epigenetic regulation of gene expres-
sion. Epigenetic regulation may be attributed to, for example,
DNA methylation or chromatin remodeling. To determine
whether the up-regulation or down-regulation of any ncRNAs
was attributed to changes in epigenetic regulation, methyla-
tion of CpG islands within the putative promoter regions of
the SEQ IDs mentioned above were assayed and samples
were further treated with 5AzadC, a methyltransferase inhibi-
tor. Epigenetic regulation is discussed further within the
Examples section. Likewise, specific methods and param-
eters for detecting and quantifying the biomarkers described
herein are further provided in the Examples.

[0060] As described above, numerous biomarkers have
been identified to evaluate the risk or progression of mela-
noma. Depending on the specific biomarker, a biomarker may
either be up-regulated or down-regulated. Biomarkers which
include SEQID NO 1 (miR-211), SEQ ID NO 2 (miR-34b),
SEQ ID NO 3 (miR-375), SEQ ID NO 4 (miR-204), SEQ ID
NO 5 (miR-99a), SEQIDNO38,SEQIDNO 39, SEQIDNO
41,SEQID NO 42, SEQ ID NO 43, SEQ ID NO 44, SEQ ID
NO45,SEQIDNO 47, SEQIDNO 49, SEQ ID NO 50, SEQ
ID NO 53, SEQ ID NO 55, SEQ ID NO 56, SEQ ID NO 58,
SEQID NO 59, SEQ ID NO 63, SEQIDNO 65, SEQ IDNO
68, SEQ ID NO 69, SEQ ID NO 70, SEQ ID NO 76, SEQ ID
NO77,SEQIDNO 78, SEQIDNO 80, SEQ ID NO 81, SEQ
ID NO 82, SEQ ID NO 83, SEQ ID NO 85, SEQ ID NO 87,
SEQ ID NO 88, SEQ ID NO 89, or any combination thereof
may be down-regulated in a subject at risk for or having
melanoma. Specifically, SEQ ID NO 1-5 are miRNAs that
target specific mRNAs and subsequently regulate gene
expression. Without wishing to be bound by theory, if miR-
NAs are under expressed or down-regulated, the correspond-
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ing target mRNAs will be translated in an increased amount
compared to the control subject. In this aspect, eithera down-
regulation for a particular miRNA can be assayed or the
amount of both the target mRNA and the subsequently trans-
lated protein can be assayed by northern and western blotting.
The results from these assays can be compared with a control
subject and the evaluation of risk for or the progression of
melanoma can be further assessed.

[0061] In another aspect, biomarkers may be up-regulated.
For example, these biomarkers include SEQ ID NO 6 (miR-
16), SEQ ID NO 7 (miR-let-7a), SEQ ID NO 8 (miR-let-7b),
SEQ ID NO 9 (miR-let-7c), SEQ ID NO 10 (miR-let-7d),
SEQ ID NO 11 (miR-let-7e), SEQ ID NO 12 (miR-let-71),
SEQ ID NO 13 (miR-let-7g), SEQ ID NO 14 (miR-let-7i),
SEQ ID NO 15 (miR-125a), SEQ ID NO 16 (miR-125b),
SEQIDNO 17 (miR-15b), SEQ IDNO 18 (miR-199a), SEQ
IDNO 19 (miR-21), SEQ ID NO 20 (miR-214), SEQ ID NO
21 (miR-221), SEQ ID NO 22 (miR-222), SEQ ID NO 23
(miR-23a), SEQ ID NO 24 (miR-23b), SEQ ID NO 25 (miR-
26a), SEQ ID NO 26 (miR-30c), SEQ ID NO 27 (miR-320),
SEQID NO 28, SEQ ID NO 29, SEQ IDNO 30, SEQ IDNO
31,SEQID NO 32, SEQ ID NO 33, SEQ ID NO 34, SEQ ID
NO35,SEQIDNO 36, SEQID NO37, SEQ ID NO 40, SEQ
ID NO 46, SEQ ID NO 48, SEQ ID NO 51, SEQ ID NO 52,
SEQ ID NO 54, SEQ ID NO 57, SEQ ID NO 60, SEQ ID NO
61, SEQID NO 62, SEQ ID NO 64, SEQ ID NO 66, SEQ ID
NO67,SEQIDNO 71, SEQID NO 72, SEQ IDNO 73, SEQ
IDNO 74, SEQ ID NO 75, SEQ ID NO 79, SEQ ID NO 84,
SEQ ID NO 86, or any combination thereof may be up-
regulated in a subject at risk for or having melanoma Like
SEQ ID NO 1-5, SEQ ID NO 6-27 are miRNAs which target
specific mRNAs and subsequently regulate gene expression.
Without wishing to be bound by theory, if miRNAs are up-
regulated, the corresponding target mnRNAs will be translated
in a decreased amount compared to a control subject. In this
aspect, either an up-regulation for a particular miRNA can be
assayed or the amount of both the target mRNA and the
subsequently translated protein can be assayed by northern
and western blotting. The results from these assays can be
compared with a control subjects and a determination of
whether a subject is at risk for or has melanoma can be further
assessed.

[0062] In another aspect, multiple biomarkers may be
detected and quantified to evaluate the risk or progression of
melanoma. In one aspect, at least two ncRNAs having the
sequence SEQ ID NO 1 (miR-211), SEQ ID NO 2 (miR-34b),
SEQ ID NO 3 (miR-375), SEQ ID NO 4 (1miR-204), SEQ ID
NO 5 (miR-99a), SEQ ID NO 6 (miR-let-7a), SEQ ID NO 7
(miR-let-7b), SEQ ID NO 8 (miR-let-7c), SEQ ID NO 9
(miR-let-7d), SEQ ID NO 10 (miR-let-7e), SEQ ID NO 11
(miR-let-7f), SEQ ID NO 12 (miR-let-7g), SEQ ID NO 13
(miR-let-71), SEQ ID NO 14 (miR-125a), SEQ ID NO 15
(miR-125b), SEQ ID NO 16 (miR-15b), SEQ ID NO 17
(miR-16), SEQID NO 18 (miR-199a), SEQ ID NO 19 (miR-
21), SEQ ID NO 20 (miR-214), SEQ ID NO 21 (miR-221),
SEQ ID NO 22 (miR-222), SEQ ID NO 23 (miR-23a), SEQ
IDNO 24 (miR-23b), SEQ ID NO 25 (miR-26a), SEQ IDNO
026 (miR-30c), SEQ ID NO 27 (miR-320), SEQ ID NO 28,
SEQID NO 29, SEQ ID NO 30, SEQ IDNO 31, SEQ IDNO
32,SEQID NO 33, SEQ ID NO 34, SEQ ID NO 35, SEQ ID
NO36,SEQIDNO 37, SEQID NO 38, SEQ IDNO 39, SEQ
ID NO 40, SEQ ID NO 41, SEQ ID NO 42, SEQ ID NO 43,
SEQID NO 44, SEQ ID NO 45, SEQ IDNO 46, SEQ IDNO
47,SEQID NO 48, SEQ ID NO 49, SEQ ID NO 50, SEQ ID
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NO 51, SEQIDNO 52, SEQIDNO 53, SEQ ID NO 54, SEQ
ID NO 55, SEQ ID NO 56, SEQ ID NO 57, SEQ ID NO 58,
SEQID NO 59, SEQ ID NO 60, SEQ IDNO 61, SEQ IDNO
62, SEQID NO 63, SEQ ID NO 64, SEQ ID NO 65, SEQ ID
NO 66, SEQIDNO 67, SEQIDNO 68, SEQ ID NO 69, SEQ
ID NO 70, SEQ ID NO 71, SEQ ID NO 72, SEQ ID NO 73,
SEQID NO 74, SEQ ID NO 75, SEQ IDNO 76, SEQ ID NO
77,SEQIDNO 78, SEQ IDNO 79, SEQ ID NO 80, SEQ ID
NO 81, SEQIDNO 82, SEQIDNO 83, SEQ ID NO 84, SEQ
ID NO 85, SEQ ID NO 86, SEQ ID NO 87, SEQ ID NO 88,
SEQ ID NO 89, or any combination thereof are quantified,
and a determination of whether a subject is at risk for or has
melanoma can be further assessed. In this aspect, SEQ IDNO
1 (miR-211) and SEQ ID NO 2 (miR-34b) present in a bio-
logical sample can be quantified and compared to the amount
of at least one biomarker in a control biological sample to
further assess the risk or progression of melanoma in a sub-
ject. Likewise, SEQ ID NO 1 (miR-211) and SEQ 1D NO 3
(miR-375) present in a biological sample can be quantified
and compared to the amount ofat least one or both biomarkers
in a control biological sample to further assess the risk or
progression of melanoma in a subject. Furthermore, SEQ 1D
NO 2 (miR-34b) and SEQ ID NO 3 (miR-375) present in a
biological sample can be quantified to further assess the risk
or progression of melanoma in a subject.

[0063] Inyet another aspect, at least three ncRNAs having
the sequence SEQ ID NO 1 (miR-211), SEQ ID NO 2 (miR-
34b), SEQ ID NO 3 (miR-375), SEQ ID NO 4 (miR-204),
SEQ ID NO 5 (miR-99a), SEQ ID NO 6 (miR-let-7a), SEQ
ID NO 7 (miR-let-7b), SEQ ID NO & (miR-let-7c), SEQ ID
NO9 (miR-let-7d), SEQ ID NO 10 (miR-let-7e), SEQ IDNO
11 (miR-let-71), SEQ ID NO 12 (miR-let-7g), SEQ ID NO 13
(miR-let-71), SEQ ID NO 14 (miR-125a), SEQ ID NO 15
(miR-125b), SEQ ID NO 16 (miR-15b), SEQ ID NO 17
(miR-16), SEQID NO 18 (miR-199a), SEQ ID NO 19 (miR-
21), SEQ ID NO 20 (miR-214), SEQ ID NO 21 (miR-221),
SEQ ID NO 22 (miR-222), SEQ ID NO 23 (miR-23a), SEQ
IDNO 24 (miR-23b), SEQ ID NO 25 (miR-26a), SEQ ID NO
26 (miR-30c), SEQ ID NO 27 (miR-320), SEQ ID NO 28,
SEQID NO 29, SEQ ID NO 30, SEQIDNO 31, SEQ IDNO
32, SEQID NO 33, SEQ ID NO 34, SEQ ID NO 35, SEQ ID
NO36,SEQIDNO37, SEQIDNO 38, SEQ ID NO 39, SEQ
ID NO 40, SEQ ID NO 41, SEQ ID NO 42, SEQ ID NO 43,
SEQID NO 44, SEQ ID NO 45, SEQ IDNO 46, SEQ ID NO
47, SEQID NO 48, SEQ ID NO 49, SEQ ID NO 50, SEQ ID
NO51,SEQIDNO 52, SEQIDNO 53, SEQ ID NO 54, SEQ
ID NO 55, SEQ ID NO 56, SEQ ID NO 57, SEQ ID NO 58,
SEQID NO 59, SEQ ID NO 60, SEQ IDNO 61, SEQ IDNO
62, SEQ ID NO 63, SEQ ID NO 64, SEQ ID NO 65, SEQ ID
NO 66, SEQIDNO 67, SEQ IDNO 68, SEQ ID NO 69, SEQ
ID NO 70, SEQ ID NO 71, SEQ ID NO 72, SEQ ID NO 73,
SEQID NO 74, SEQ ID NO 75, SEQ IDNO 76, SEQ ID NO
71, SEQID NO 78, SEQ ID NO 79, SEQ ID NO 80, SEQ ID
NO 81, SEQIDNO 82, SEQIDNO 83, SEQ ID NO 84, SEQ
ID NO 85, SEQ ID NO 86, SEQ ID NO 87, SEQ ID NO 88,
SEQ ID NO 89, or any combination thereof can be quantified,
and a determination of whether a subject is at risk of has
melanoma can be further assessed. In this aspect, SEQ IDNO
1 (miR-211), SEQ ID NO 2 (miR-34b), and SEQ ID NO 3
(miR-375) present in a biological sample can be quantified to
further assess the risk for or the progression of melanoma in
a subject.

[0064] In afurther aspect, at least four ncRNAs having the
sequence SEQ IDNO 1(miR-211), SEQID NO 2 (miR-34b),
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SEQ ID NO 3 (miR-375), SEQ ID NO 4 (miR-204), SEQ ID
NO 5 (miR-99a), SEQ ID NO 6 (miR-let-7a), SEQ IDNO 7
(miR-let-7b), SEQ ID NO 8 (miR-let-7c), SEQ ID NO 9
(miR-let-7d), SEQ ID NO 10 (miR-let-7¢), SEQ ID NO 11
(miR-let-7f), SEQ ID NO 12 (miR-let-7g), SEQ ID NO 13
(miR-let-7i), SEQ ID NO 14 (miR-125a), SEQ ID NO 15
(miR-125b), SEQ ID NO 16 (miR-15b), SEQ ID NO 17
(miR-16), SEQID NO 18 (miR-199a), SEQ ID NO 19 (miR-
21), SEQ ID NO 20 (miR-214), SEQ ID NO 21 (miR-221),
SEQ ID NO 22 (miR-222), SEQ ID NO 23 (miR-23a), SEQ
IDNO 24 (miR-23b), SEQ IDNO 25 (miR-26a), SEQ IDNO
26 (miR-30c), SEQ ID NO 27 (miR-320), SEQ ID NO 28,
SEQ ID NO 29, SEQID NO 30, SEQ IDNO 31, SEQ IDNO
32,SEQID NO 33, SEQ IDNO 34, SEQ ID NO 35, SEQ ID
NO36,SEQIDNO37,SEQID NO 38, SEQ ID NO 39, SEQ
ID NO 40, SEQ ID NO 41, SEQ ID NO 42, SEQ ID NO 43,
SEQ ID NO 44, SEQ ID NO 45, SEQ IDNO 46, SEQ IDNO
47,SEQID NO 48, SEQ ID NO 49, SEQ ID NO 50, SEQ ID
NO 51, SEQIDNO 52, SEQID NO 53, SEQ ID NO 54, SEQ
ID NO 55, SEQ ID NO 56, SEQ ID NO 57, SEQ ID NO 58,
SEQ ID NO 59, SEQ ID NO 60, SEQ IDNO 61, SEQ IDNO
62,SEQID NO 63, SEQ ID NO 64, SEQ ID NO 65, SEQ ID
NO 66, SEQ IDNO 67, SEQ ID NO 68, SEQ ID NO 69, SEQ
ID NO 70, SEQ ID NO 71, SEQ ID NO 72, SEQ ID NO 73,
SEQ ID NO 74, SEQ ID NO 75, SEQ ID NO 76, SEQ IDNO
77,SEQID NO 78, SEQ ID NO 79, SEQ ID NO 80, SEQ ID
NO 81, SEQ IDNO 82, SEQID NO 83, SEQ IDNO 84, SEQ
ID NO 85, SEQ ID NO 86, SEQ ID NO 87, SEQ ID NO 88,
SEQ ID NO 89, or any combination thereof can be quantified
to further assess the risk for or the progression of melanoma
in a subject.

[0065] Inanother aspect, at least 5, 6,7, 8,9,10,11, 12,13,
14,15,16,17, 18, 19,20,21, 22,23, 24, 25,26, 27,28, 29,30,
31,32,33,34,35,36,37,38,39,40,41,42,43, 44,45, 46,47,
48,49,50, 51, 52, 53, 54,55, 56, 57,58, 59,60, 61, 62, 63, 64,
65,66, 67,68, 69,70,71,72,73,74,75,76,717, 78,79, 80,81,
82,83, 84,85, 86, 87, 88, and 89 ncRNAs having the sequence
provided by SEQ 1D NOs 1-89 may be quantified to further
assess the risk for or the progression of melanoma in a subject.
[0066] As discussed above and within the Examples sec-
tion, ncRNAs and particularly miRNAs regulate gene expres-
sion of specific target genes. To determine miRNA target
genes, computational resources including miRanda, miR-
base, miRNAmap, Tarbase, PicTar, Target ScanS, and
DIANA MicroTest (http://www.ncrna.org) may be used. First
degree interaction maps from each putative target gene are
generated to computationally evaluate whether the putative
target genes are biologically significant. If deemed to be
biologically significant, these targets may be further evalu-
ated.

[0067] In one aspect, computational mapping predicted
TCF12, RAB22A, SLC37A3 and KCNMA1 as possible tar-
gets for miR-211. In addition, computational mapping pre-
dicted that FAM38B, COL12A1, VEGFA, IQGAP2, CDK6,
DNMIL, ARID4B, THRB, HS3ST3B1, STC1, ARRDC3,
DLL1, KCNMALI, NAV3, PCF11, TCF12, TOX, ATXN1,
NFATS,NOTCH1, VEZT, ITSN1, PRR3, TRPS1, PDGFRA,
NAV1, C2lorf66, RDX, FOXP1, and MYB as possible tar-
gets for miR-34b. Computational mapping may be used for
any of the SEQ ID NOs listed above to determine miRNA
target genes.

[0068] In another aspect, these computationally predicted
target genes may be confirmed via, microarrays, qRT-PCR, or
reporter gene assays. For example, in this aspect, the pre-
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dicted target of a particular miRNA may be amplified by
techniques which include PCR and these amplified predicted
targets may be cloned into a plasmid having a reporter gene.
In this aspect, the target may be cloned within the 3' end of the
reporter gene to create a fusion gene having a reporter gene-
target gene. Furthermore, the reporter gene may include the
lacZgene which produces f-galactosidase, a gene encoding
luciferase, or a gene encoding green fluorescent protein
(GFP). In one aspect, the vector containing the fusion gene
may be transfected into cells and fusion gene expression (i.e.
[-galactosidase, luciferase, or GFP) may be measured. With-
out wishing to be bound by theory, endogenous miRNA inter-
acts with the fusion gene’s mRNA transcript and initiates
gene silencing. If the endogenous miRNA does in fact interact
with the predicted target gene, the fusion gene expression
levels will vary according to the amount of endogenous
miRNA. In another aspect, the vector containing the fusion
gene may be contransfected into cells with the miRNA which
is being evaluated. This miRNA may comprise RNA or a
portion encoding the miRNA may be cloned into a vector and
subsequently processed into miRNA upon transfection into
the cell. In this aspect, the fusion gene’s gene expression may
be measured to further confirm whether a predicted target
gene is an actual target gene of a particular miRNA. In each of
these aspects, one of ordinary skill in the art would readily
recognize that these assays may be modified to either measure
the increase or decrease of reporter gene expression and could
correlate these results to whether a predicted target gene is in
fact an actual target of a particular miRNA.

Examples

[0069] The following examples are put forth so as to pro-
vide those of ordinary skill in the art with a complete disclo-
sure and description and description of how the compositions,
compounds, and methods described and claimed herein are
made and evaluated, and are intended to be purely exemplary
and are not intended to limit the scope of what the inventors
regard as their invention. Efforts have been made to ensure
accuracy with respect to numbers (e.g., amounts, tempera-
ture, etc.) but some errors and deviations should be accounted
for. Unless indicated otherwise, parts are parts by weight,
temperature is in ° C. or is at ambient temperature, and pres-
sure is at or near atmospheric. There are numerous variations
and combinations of reaction conditions, e.g., component
concentration, temperatures, pressures, and other reaction
ranges and conditions that can be used to optimize the product
purity and vield from the described process. Only reasonable
and routine experimentation will be required to optimize such
process conditions.

Cell Lines and Clinical Samples

[0070] Experimental studies in this manuscript focused
upon the use of human epidermal melanocytes (ScienCell,
Catalog #2200) (grown in MelM media containing MelGS
growth supplements, 0.5% FBS, and penn/strep solution) and
the melanoma cell lines A375 (ATCC® Number: CRL-1619),
HT-144 (ATCC® Numiber: HTB-63), RPMI-7951 (ATCC®
Number: HTB-66), SK-MEL2 (American Type Culture Col-
lection, Manassas, Va.), WM793B (ATCC® Number: CRL-
2806), RPMI-7951 (ATCC® Number: HTB-66), G-361
(ICLC HTL 99001), LOX, and WM1552C (ATCC® Num-
ber: CRL-2808) (grown in Complete Tu Media containing a
4:1 mixture of MCDB-153 medium with 1.5 g/, sodium
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bicarbonate and Leibovitz’s L-15 medium with 2 mM
L-glutamine, 2% FBS, and 1.68 mM CaCl,). Cells were
cultured at standard conditions.

[0071] Information regarding all clinical samples is
described in Table 1.
TABLE 1
Clinical
Sample # Tumor Type
1 Nodal
Metastasis
2 Nodal
Metastasis
3 Regional
Metastasis
4 Nodal
Metastasis
5 Nodal
Metastasis
6 Regional
Metastasis
7 Nodal
Metastasis
8 Nodal
Metastasis
9 Distant
Metastasis
10 Primary
Melanoma
11 Nodal
Metastasis
12 Nodal
Metastasis
13 Distant
Metastasis
14 Primary
Melanoma
15 Nodal
Metastasis
16 Nodal
Metastasis
17 Distant
Metastasis
18 Distant
Metastasis
19 Nodal
Metastasis
20 Nodal
Metastasis
21 Primary
Melanoma
22 Primary
Melanoma
23 Primary
Melanoma
24 Primary
Melanoma
25 Distant
Metastasis
26 Distant
Metastasis
27 Regional
Metastasis
28 Regional
Metastasis
29 Regional
Metastasis
30 Regional
Metastasis
miRNA Arrays

[0072] The latest miRNA NCode version 2 array (Invitro-
gen) containing 553 human and 427 mouse miRNAs, as well
as the TILDA array (ABI) were used. miRNA was labeled
with the AlexaFluor conjugated dendrimers using the direct
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labeling kit supplied by Genisphere Corp. Hybridization tem-
peratures were routinely evaluated by discriminating
between 2 nt variants at internal sites, and most probes can
distinguish between 1 nt variants. The arrays were scanned by
Axon B-4000. Differentially expressed miRNA genes were
identified in the melanoma cell line WM 1552C, a cell line
derived from a 72 year old patient with a stage 3 skin mela-
noma, and compared to a normal melanocyte cell line, HEM-
1, by hybridization of total RNA samples isolated from these
two cell lines to the NCode and TLDA miRNA arrays. FIG. 1
lists 25 statistically significant, differentially expressed miR-
NAs. To address whether the differential miRNA expression
levels observed within the cell line WM 1552C varied among
other established melanoma cell lines, quantitative reverse
transcriptase mediated polymerase chain reaction (QRT-PCR)
analysis was performed on RNA isolated from WM1552C
and the seven additional melanoma cell lines mentioned
above. Beyond standard analysis methods such as delta_delta
Ct method, normality of gRT-PCR data and statistical identi-
fication of potential outlier values were accomplished empiri-
cally with Box and Whisker plots, and analytically by the
Grubbs test. A triangulation approach will identify those non-
coding RNA deemed important for validation by qRT-PCR.
This will include statistical significance testing, empirical
assessment via fold change, and functional relevancy as mea-
sured by enrichment of Gene Ontology terms by Fisher’s
F-test with Bonferroni correction. Specific miRNAs shown in
FIG. 1 were selected according to their statistical signifi-
cance, and three such groups (P values<0.01, 0.02 and 0.05)
are illustrated in this figure. In addition, miR-34b and miR-
375 were qualitatively shown to be down-regulated within the
WM1552C cell line and will be discussed in further detail
below (data not shown). Two statistically significant down-
regulated miRNAs (miR-211 and miR-204) and three statis-
tically significant up-regulated miRNAs were selected for
expression verification.

Validation of miRNA Array Results

[0073] Expression levels of all statistically significant and
differentially expressed miRNAs (as determined by arrays)
were confirmed by miRNA qRT-PCR using Taqman expres-
sion kits (Applied Biosystems) using multiple technical and
biological replicates. Standard procedures were followed
according to the manufacturer’s guidelines. RNU48 was the
internal reference probe for normalization of expression val-
ues. RNA analysis was performed by northern blot using 20
pg of total RNA concentrated from each sample (melanoma
cell lines and melanocytes), separated on 15% TBE-Urea-
polyacrylamide gels by electrophoresis. Gels were electrob-
lotted to nylon membranes, cross-linked by UV, prehybrid-
ized in Ultrahyb-Oligo (Ambion) for 30" at 42° C. and
hybridized with 5'-biotinylated anti-miRNA DNA oligo-
nucleotides (using anti-U6 reference probes) (10 pM each) at
42° C. overnight, washed and detected by chemiluminiscence
(Brightstar Detection kit, Ambion).

[0074] Two down-regulated miRNAs (miR-211 and miR-
204) and three up-regulated miRNAs (miR-16, miR-Let7a,
and miR-Let7g) were selected for expression verification
using qRT-PCR using Tagman expression kits. Among the
tested miRNAs, three miRNAs (miR-16, miR-Let7a, miR-
Let7g) were expressed at increased levels and one (miR-211)
was decreased in all melanoma cell lines compared to those in
melanocytes (FIG. 2). While miR-211 was down-regulated in
all 7 tested melanoma cell lines, miR-204 was down-regu-
lated only in LOX, RPM1, WM1552C (data not shown).
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Northern blotting analysis further confirmed the expression
levels of miR-16, miR-Let7g, and miR-211 within melano-
cytes, WM1552C, RPMI-7951, SK-MEL2, HT-144, and
A375 (FIG. 3). miR-211 was expressed in melanocytes but
not in any of the tested melanoma cell lines.

[0075] Likewise, miR-34b and miR-375 were qualitatively
shown to be down-regulated in WM1552C when compared to
melanocytes (see FIG. 18, lanes 2-4 for miR-34b data, data
not shown for miR-375). These results were verified by qRT-
PCR.

[0076] Next, clinical melanoma samples were differenti-
ated from melanocytes according to their levels of endog-
enous miRNAs. The two miRNAs that showed the most con-
sistent expression level changes in opposite directions were
selected; miR-16 was selected for over-expression and miR-
211 for under-expression in clinical melanoma samples. miR-
211 and miR-16 transcript levels were assayed by gRT-PCR
in 30 clinical melanoma samples isolated from skin biopsies,
as well as in pre-established cell lines of melanocytes, kera-
tinocytes and normal human skin samples. The level of miR-
211 was statistically significantly depleted in 23 of these
clinical samples compared to its levels observed in melano-
cytes (Table 2). In the remaining seven melanomas, five
showed statistically significant increases in miR-211 expres-
sion, whereas its expression remained unchanged in two
melanoma samples. The level of miR-16 was increased in 10
clinical samples but was significantly decreased in 9 samples.
In addition, miR-34b expression in different grades of mela-
noma, normal skin, and melanocytes was quantified by qRT-
PCR (FIG. 4). FIG. 4 illustrates the miRN-34 expression in
melanocytes, normal skin and various melanoma samples
(primary melanoma, regional metastasis melanoma, distant
metastasis melanoma, and nodular metastasis melanoma).
Unlike cultured melanoma cell lines, patient samples are
made out of many different cells. Therefore, expression of a
given miRNA varies depending on the site of the origin of
melanoma, disease stage, patient’s age, gender, different pro-
cesses in melanoma development and progression, or indi-
vidual genetic differences.

[0077] miR-211 was down-regulated in the majority of
melanoma samples. However, there were several exceptions
such as the miR-211 up-regulation in one primary, one
regional, two distant, and two nodal metastasis clinical mela-
noma samples. miR-211 is also reduced in normal skin
samples, which is expected because melanocytes constitute a
minor fraction of cells. These results suggest that develop-
ment of most melanoma, which is thought to originate in
melanocytes, may specifically involve depletion of miR-211
transcript levels.

TABLE 2
miR-211 miR-16
Sample Name AvgRQ  RQStDev  AvgRQ  RQ St Dev
Melanocyte* 1.00063 0.04371 1.00026 0.02824
Normal Skin 1 001538 0.00330 1.29108 0.08171
Normal Skin 2 0.00272 0.00067 21.37429 2.03094
Normal Skin 3 007133 0.01717 1.06501 0.04539
Normal Skin 4 0.02671 0.00515 4.41538 0.90987
Normal Skin 3 0.03778 0.00469 2.63991 0.31561
Mean Normal 0.01976 0.00391 3.21330 0.29310
Primary MM 10 2.20605 0.12293 2.39985 0.27298
Primary MM 14 0.00093 0.00041 1.06966 0.13106
Primary MM 21 0.03565 0.00577 1.61324 0.13542
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TABLE 2-continued

miR-211 miR-16

Sample Name AvgRQ RQStDev  AvgRQ  RQ St Dev
Primary MM 22 0.00419 0.00086 0.92716 0.03975
Primary MM 23 0.00226 0.00189 1.15155 0.02580
Primary MM 24 0.52232 0.15612 1.06756 0.04822
Mean Primary 0.02669 0.00647 1.29517 0.07881
MM

Regional MM 3 0.01264 0.00628 0.89322 0.07994
Regional MM 6 0.01640 0.00033 0.52149 0.02002
Regional MM 27 1.44156 0.06496 0.50261 0.02094
Regional MM 28 0.00155 0.00016 1.59185 0.06065
Regional MM 29 0.00021 0.00006 1.25152 0.10997
Regional MM 30 0.05138 0.00201 0.14129 0.00150
Mean Regional 0.01309 0.00116 0.63555 0.02635
MM

Distant MM 9 0.00095 0.00011 0.89955 0.03178
Distant MM 13 3.93166 0.07708 2.59978 0.02748
Distant MM 17 0.00774 0.00049 0.84285 0.00337
Distant MM 18 0.01958 0.00208 0.57200 0.02262
Distant MM 25 1.00047 0.09279 0.41892 0.04076
Distant MM 26 2.02149 0.13435 2.62907 0.13364
Mean Distant MM 0.10219 0.00692 1.03675 0.02670
Nodal MM 1 0.04167 0.02092 0.31073 0.02781
Nodal MM 2 0.00420 0.00047 0.82755 0.13423
Nodal MM 4 1.86626 0.03250 0.61582 0.02134
Nodal MM 5 0.00037 0.00008 1.81097 0.02605
Nodal MM 7 0.01243 0.00095 0.19970 0.01478
Nodal MM 8 0.02438 0.00144 0.35540 0.01480
Nodal MM 11 0.00318 0.00034 1.66730 0.06945
Nodal MM 12 0.00061 0.00012 1.19227 0.03328
Nodal MM 15 1.15988 0.04215 1.62191 0.07544
Nodal MM 16 0.55816 0.03670 0.20353 0.01710
Nodal MM 19 0.08403 0.00731 2.25307 0.29363
Nodal MM 20 0.04442 0.00172 0.84962 0.04865
Mean Nodal MM 0.02729 0.00233 0.73673 0.04048

Note: Two-trailed T-test comparisons for mir-211 and mir-16 by mean relative quantifica-
tion levels of melanocyte and primary in situ, regional, distant, and nodal malignant mela-
noma were all statistically significant at p-value <.000001, except for mir-16 and distant
malignant melanoma with (t-test 3,04, df 10) p-value = .0012),

MM-—Metastasis melanoma.

Transfection with miRNA Mimic and RNA Expression
Analysis

[0078] WMI1552C cells were washed with PBS,
trypsinized, and resuspended in complete TU Media at 10°
cells/mL. Cells (2x10°) were transfected using siPORT
NeoFX transfection reagent (Ambion) overnight with 10 nM
mimic microRNA miR-211 (optimized for viability and
expression in the range 0-250 nM) (Dharmacon). Cells were
subsequently washed with PBS and incubated in fresh growth
media. After 48 h (optimized for viability and expression
levels in the range of 0-72 h) cells were recovered by
trypsinization. Total RNA was isolated using the PureLink kit
(Invitrogen), and gRT-PCR was performed (as above).
[0079] To address whether there is a causal relationship of
miRNA differential expression in melanoma, predicted target
genes of miR-211, miR-16, and miR-34b were determined
(discussed below).

Microarray Data Analyses and miRNA Target Prediction
[0080] For the initial transformation of miRNA array data,
GenePixPro 6.0 global normalization method was employed
in which images and results are normalized together. Statis-
tical significance tests were Welsh t-test, nonparametric
ANOVA, (e.g., to select genes that have significantly less
within sample variance compared to between sample vari-
ance), and correlation analysis with Pearson’s product
moment r and Spearman’s r. Analysis was controlled for false
discovery rate using g-values, with a priori cut point of 10
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percent. For mRNA expression array data, commencing with
GeneChip® Human Exon 1.0 ST Array (Affymetrix, Inc.)
four probes per exon and roughly 40 probes per gene, 7 total
arrays were constructed; three melanocyte, and four mela-
noma. Cell files were loaded into Partek® Genomics Suite™
(Partek, Inc. St. Louis, Mo., USA) under the following algo-
rithm constraints: interrogating probes selection, RMA back-
ground correction, adjusted for GC content, quintile normal-
ization, log probes using base 2, with probe set
summarization of median polish. Quality control assessment
indicated clear separation based on tissue type. Gene level
analysis use an ANOVA model; y=u+T +€, where p is the
mean expression of the gene, T, is the tissue type, and €is the
error term. The ANOVA model generated a significance level
for each probe set, along with the fold change, and imputed
gene annotations. miR-16 target set of genes were obtained
from public databases [miRanda, miRbase, miRNAmap, Tar-
base, PicTar, Target ScanS, and DIANA MicroTest (http://
www.ncma.org)] and the results from ANOVA were matched
to obtain the final target gene list of 54 genes. This target list
was imported into Ingenuity Pathway Analysis Version 6.0-
1202 (Ingenuity Systems®, Redwood City, Calif,, USA). A
core analysis was run employing direct relationships only, the
Ingenuity knowledge base genes as the reference set, and with
down-regulators as the defined expression value parameter.
Results showed correlated expression in melanoma cells
compared to those in melanocytes. Results for miR-211 target
binding yielded TCF12, RAB22A, SLC37A3 and KCNMALI
as possible targets for miR-211. Results for miR-204 target
binding were substantially similar and yielded TCF12,
RAB22A, SLC37A3, and KCNMAL as possible targets for
miR-204. In addition, results for miR-34b target binding
yieldled numerous possibilities including FAM38B,
COL12A1, VEGFA, IQGAP2, CDK6, DNMIL, ARID4B,
THRB, HS3ST3B1, STC1, ARRDC3, DLL1, KCNMAI,
NAV3, PCF11, TCF12, TOX, ATXN1, NFATS, NOTCHI,
VEZT, ITSN1, PRR3, TRPS1, PDGFRA, NAV1, C210rf66,
RDX, FOXP1, and MYB.

[0081] Direct targets of miR-211 were expected to be up-
regulated, and those of miR-16 down-regulated, in melanoma
cells. First, the top-scoring target genes of miR-211 and miR-
16 were selected according to the highest total context score
from the target scan database (www.targetscan.org). Second,
whole-genome levels of total RNA isolated from melanoma
cell line WM1552C and the melanocyte line HEM-1 by
hybridizing to Affymetric exon arrays, and filtered the data
for differential expression of the top-scoring target genes of
miR-211 and miR-16, respectively (FIG. 5 and FIG. 6). Like-
wise, in melanoma, miR-34b target genes were expected to be
up-regulated in comparison to melanocytes. Affymetrix exon
array experiments confirmed the up-regulation of these miR-
34b target genes (FIG. 7). miR-34b will be discussed in
further detail below. Third, to investigate the possible rel-
evance of miR-211 in melanoma, a miR-211 expressing
stable WM1552C cell line was engineered. Stable cell lines
selected for Zeocin were assayed for the expression of miR-
211 by qRT-PCR. After selecting stable cell lines, miR-211
target binding for TCF12, RAB22A, SLC37A3 and
KCNMA1 was confirmed by a beta gal target cleavage assay.

Construction of miR-211 Expressing Stable WM 1552C Cell
Line:

[0082] To confirm the miRNA target prediction analyses, a
stably expressing miR-211 WM1552 cell line was con-
structed by random integration of the construct described
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below. Oligonucleotides complimentary to the hsa-miR-211
genomic sequences (miR-211 pre For-TTCCCTTTGT-
CATCCTTCGCCT (SEQ ID NO 90) and miR-211 pre Rev-
AGGCGAAGGATGACAAAGGGAA (SEQ ID NO 91),
containing HindIIT and BamHI sites on their respective 5' and
3' ends), were used to amplify the 110 bp pre-miR-211
sequence from human melanocyte genomic DNA (Amplitag
Gold, Applied Biosystems) and TOPO-cloned into the pCR4-
TOPO vector (Invitrogen). The construct was sequenced and
the pre-hsa-miR-211 fragment was sub-cloned into pcDNA4/
myc-HisA (Invitrogen) to create pcDNA4/miR-211. 2.5x10°
WM1552C Melanoma cells were seeded into a single well of
a 6-well plate and transfected overnight with 5 pg pcDNA4/
miR-211 using Fugene 6 (Roche). The transfected cells were
selected on 800 pg/ml Zeocin for 15 days and the presence of
the transgenic copy in stably Zeocin resistant foci was con-
firmed by PCR (Amplitaq Gold, Applied Biosystems).
[0083] Next, KCNMALI protein levels were measured in
WM1552C only, WM1552C plus the vector only (a negative
control), WM1552C plus the stably integrated pcDNA4/miR-
211 construct, WM 1552C plus KCNMA1 KO vector (a posi-
tive control siRNA construct), and glioma cells by western
blotting analysis. (FIG. 8 and FIG. 9) FIG. 8 and FIG. 9
confirm that KCNMA1 protein expression is completely
abolished by the positive control, WM1552C plus KCNMALI
KO vector, and is partially abolished by WM1552C plus the
stably integrated pcDNA4/miR-211 construct. Protein
expression of KCNMALI is highly visible in WM1552C,
WM1552C plus the vector only, and in the glioma cells. In
addition, FIG. 10 shows ectopic expressionin WM1552C and
A375 which have stably integrated the pcDNA4/miR-211
construct. Expression levels of various predicted targets were
then quantified in comparison to melanocytes, WM1552C
cells not having the pcDNA4/miR-211 construct, and A375
cells not having the pcDNA4/miR-211 construct.

Target Cleavage Assay

[0084] Target cleavage assays using the miRNA targets
from the bioinformatics analyses above were conducted. The
3' UTR seed sequences of putative target genes were ampli-
fied by PCR (Phusion PCR kit, Finnzymes) from human
Melanocyte genomic DNA (Primers: ARL2 For-ctectecac-
cecagectge (SEQ IDNO 92), ARL2 Rev-tgagtgaaggatgagge-
ccacag (SEQ ID NO 93); FGF2 For-cagaagaataggtggtatgttc-
ctaatg (SEQ ID NO 94), FGF2  Rev-
geagcatctgtaagattettetatetg (SEQ ID NO 95); RAB22A For-
taacatttgtaaagggaaaattagcact (SEQ ID NO 96), RAB22A
Rev-agtgctaattttcectttacaaatgtta (SEQ ID NO 97); SLC37A3
For-ttactgacaaaaagggaaaatacgaaac (SEQ ID NO 98),
SLC37A3 Rev-gtttegtattttcectttttgtcagtaa (SEQ 1D NO 99);
TCF12 For-gcaagcagtgtgtegettetgeac (SEQ 1D NO 100),
TCF12 Rev-geaagaggataggagagggcaac ((SEQ 1D NO 101);
all primer sets containing 5' Notl and 3" Agel sites). PCR
products were cloned into pCR4-TOPO (Invitrogen), con-
firmed by sequencing, then subcloned into the 3' UTR of the
LacZ gene in pcDNA6/VS-His/LacZ (Invitrogen) using the 5'
Notl and 3" Agel restriction sites, and reconfirmed by
sequencing (pcDNA6/LacZ/ARL2, pcDNA6/LacZ/FGF2,
pcDNAG6/LacZ/RAB22A, pcDNA6/LacZ/SLC37A3, and
peDNA6/LacZ/TCF12, respectively). FIG. 11 is an example
of the pcDNA6/LacZ construct used within these experi-
ments. As shown, the FGF2 target sequence may be cloned
into the 3' UTR of the LacZ gene. A375 Melanoma cell lines
were transfected in triplicate (Fugene 6, Roche) with 5 pg
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plasmid DNA of: A) one of the five pcDNA6/LacZ/3" target
UTR clones (above), B) pcDNA6/V5-His/LacZ (positive
control) or C) no vector (Negative control), and co-trans-
fected (siPORT, Ambion) at 100 nM with miRIDIAN
microRNA Mimics (Dharmacon) for A) miR-16, B) miR-
211, C) miR-let-7a-1, D) miRIDIAN Negative Control #1.
Negative control sequence is based on cel-miR-67, mature
sequence: UCACAACCUCCUAGAAAGAGUAGA (SEQ
IDNO 102) Cel-miR-67 has been confirmed to have minimal
sequence identity with miRNAs in human, mouse and rat or
E) no mimic. After overnight incubation, cells were washed in
PBS and reincubated in fresh media. After 48 h, cells were
harvested by trypsinization, examined for viability, and
samples were prepared for beta-galactosidase assay using the
[-Gal Assay kit (Invitrogen). Samples were incubated over-
nightat 37° C., then assayed for beta-galactosidase activity in
a 96-well plate format using a FlexStation3 (Molecular
Devices).

[0085] miR-211 target binding in TCF12, RAB22A,
SLC37A3 and KCNMALI was confirmed by a beta gal target
cleavage assay. FIG. 12 depicts the p-gal target cleavage
assay for miR-211 and its target TCF-12. In this experiment,
the miRNA target is cloned into the 3' end of beta-galactosi-
dase. If the cloned fragment is a target of the co-transfected
miRNA, beta-galactosidase expression is expected to be sup-
pressed. However, if the cloned fragment is not a target of the
co-transfected miRNA, beta-galactosidase expression will
not be suppressed. In FIG. 12, the vector-only, without the
TCF-12 fragment. was used as a control for beta-galactosi-
dase activity. In addition, miR-16, Let-7a, and scramble oligo
(miR-CE) were used as negative controls. FormiR-211, there
was a statistically significant reduction in fold change
(Kruskal Wallis test, Chi-square=24.142, p-value<0.001).
[0086] FIG. 13 depicts miR-211 target cleavage assays
with RAB22A and SLC37A3. Each construct was made
according to the procedure described above. As with the
TCF12 target cleavage assay, beta-galactosidase activity
decreased when RAB22A and SLC37A3 were cloned into the
3" end of the beta-galactosidase gene. These results further
confirmed that RAB22A and SLC37A3 mRNA are targets of
miR-211.

[0087] Likewise, using the construct shown in FIG. 11,
target cleavage assays confirmed that FGF2 was in fact a
target of miR-16 (data not shown). In this assay, miR-211,
miR-let-7a-1, miR-scramble, and no miR were used as nega-
tive controls. In addition, the pcDNA6/LacZ vector only and
peDNA6/LacZ/ARL2 were used as controls to confirm that
miR-16 specifically targets FGF2, and that miR-16 targeting
of FGF2 was not related to an aberrant or random event.
5AzadC Treated Melanoma Cells Reactivate Expression of
miR-34b

[0088] Epigenetic regulation was theorized to be involved
in several of the down-regulated miRNAs linked to mela-
noma. To understand the epigenetic gene regulation of
miRNA in melanoma, the melanoma cell line WM1552C
(WM1552C) was treated for 24 hrs with 5AzadC, 4-PBA and
5A7adC+4-PBA to identify DNA methylation and histone
modification related transcriptional changes. Optimal con-
centration of 5AzadC and PBA for the treatment was identi-
fied by measuring the cell viability and cell survival assays.
Three independent biological experiments were conducted
with different doses of either SAzadC or PBA. The higher
doses of PBA treatment (5 mM and above) shown to be toxic
and demonstrated the cell death. 3 uM-5AzadC and 1 mM-
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PBA were chosen as optimal concentrations. miRNA expres-
sion was measured in treated cells with miRNA commercial
arrays (TILDA_ABI and NCode_Invitrogen) as described
above. Both arrays confirmed that several miRNAs were up-
regulated in WM1552C after the treatment (FIG. 14). FIG. 14
displays hierarchical clustering of differentially expressed
miRNAs in melanoma cell line WM1552C treated with
5AzadC, PBA, and 5AzadC+PBA. Up-regulation (red) and
down-regulation (green) of miRNAs after treatment com-
pared to untreated cells are shown in red and green respec-
tively. Fold change values were compared to non-treated
samples. Table 3 displays corresponding data derived from
the arrays described above and shown within FIG. 14.

TABLE 3
miRNA_ID 5AzadC_NT 4PBA_NT  5AzadC + 4PBA_NT
miR-34b 5.158631 -1.872401333 5237561833
miR-489 2064491667  3.527152333 44565325
miR-375 4701135667 3.396965333 6.4151335
miR-132 3239277333 1.033449333 3177381833
miR-142-3p 2927757333 3.620565667 5399643833
miR-200a 2293775 2.088957 6.089661833
miR-145 2948197333 -2.280436333 1.2459855
miR-452 2.043972 -2.272345 0.170035833
miR-21 2124029667 0.090113 1.3438535
miR-34c 4525376333 -0.795777333 3.258946167
miR-452 3.18236 -0.533972 -3.034523167
miR-496 2291125 -0.471388 -1.682155833
let-Te 2960471 0.157148667 1.095689167
miR-654 2422392 -0.322611333 25518105
miR-519b 2459962333 0.208268 0.808306833
[0089] Several of these up-regulated miRNAs such as miR-

34b and miR-375 contain CpG islands in their upstream puta-
tive regulatory regions. Some of them were previously shown
to contain CpG islands in the upstream regions by bioinfor-
matics analysis suggesting that the reactivation is epigenetic.

CpG Island Methylation Detection

[0090] miRNAs that are differentially regulated are likely
to carry epigenetic modifications in the CpG islands located
in their regulatory elements. These modifications include
DNA methylation or histone modification or both. 2 Kb
upstream sequences of these potentially epigenetically modu-
lated miRNAs were extracted and their sequences were
scanned for the presence of CpG islands using the Methyl
Primer express software from the Applied Bio-system. CpG
island methylation of two miRNAs (miR-34b and miR-375)
were investigated.

[0091] To investigate epigenetic miRNA regulation within
melanoma, one ug of genomic DNA was treated with sodium
bisulfite according to the manufacturers protocol (Zymo). 2
uL of bisulfite-treated genomic DNA was used for bisulfite
PCR. PCR was performed using AmpliTaq Gold thermo-
stable polymerase (Applied Biosystems) and the following
thermocycling profile: 6 minute hot-start at 95° C.; 35 cycles
0f94° C. for 20 seconds, 54° C. for 25 seconds, and 72° C. for
30 seconds; 10 minute extension at 72° C. PCR products were
gel purified using the QiaQuick gel extraction kit (Qiagen)
and cloned into the pCR4-TOPO vector (Invitrogen). 9 clones
for each miRNA candidate were sequenced using M13 prim-
ers and the BigDye Terminator kit v1.1 (Applied Biosys-
tems), analyzed on a3130x1 Genetic Analyzer (Applied Bio-
systems), and aligned using VectorNTI AlignX (Invitrogen).
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[0092] As shown in FIG. 15 and FIG. 16, miR-375 and
miR-34b CpG islands are highly methylated in WM1552C,
but not in melanocytes or keratinocytes. Specifically, this
study focused on the putative promoter region of =631 bps to
=396 bps of the CpG islands upstream of miR-34b and
focused on the putative promoter region of =170 bps to +58
bps of the CpG islands of miR-375. In addition, miR-124-3a
and let-71 were used as negative controls because of the lack
of CpG islands (data not shown). No CpG island methylation
was detected in either miR-124-3a or let-7i.

[0093] Next, methylation and chromatin modification sta-
tus of miR-34b was evaluated in a chosen series of melanoma
patients. To understand miR-34b expression in melanoma
samples, this experiment began with a small group of patients
and the gRT-PCR expression was normalized to melanocytes.
CpG island methylation in patient samples, normal skin and
nevus (i.e. achronic lesion, a birthmark, or a mole on the skin)
of the miR-34b putative promoter was tested and the results
are illustrated in FIG. 17. Though the limited number of
samples are not conclusive for disease staging or grouping at
this time, the presence of CpG island methylation in different
stages of patients samples clearly indicate the usefulness of
this marker in melanomas. To use miR-34b methylation as an
assay for clinical diagnostic testing, it is important to under-
stand the percentage of the CpG island methylation of miR-
34b DNA in a given sample. Usually, patient samples are
contaminated with melanocytes, keratinocytes, merkel and
langrahan unless isolated through laser capture microscopy.
Often, these samples contain adipose, fibroblast and other
skin cells. Therefore, the best test for DNA methylation stud-
ies is the use of DNA purosequencer.

5AzadC Treated Melanoma Cells Reactivate the Expression
of miR-34b.

[0094] After treating the WM1552C melanoma cells with
5AzadC, amarked increase in the expression levels of several
miRNAs was seen in TLDA arrays. These results indicate that
differential regulation is epigenetic and that the underlying
epigenetic mechanism is CpG island methylation. To support
this hypothesis, Northern blots with total RNA obtained from
melanoma cell lines which were previously exposed to dif-
ferent concentrations (0.5 uM, 1 uM, 2.5 uM, 5 uM, 7.5 uM
and 10 uM) of 5AzadC were run. Subsequent to SAzadC
treatment, miR-34b expression was restored to the level of
that in melanocytes. See FIG. 15, FIG. 16, and FIG. 18. No
visible expression changes of miR-34b were seen in the low
concentrations (1-2.5 uM) of 5AzadC treatment.

[0095] miR-34b demethylation results were further con-
firmed by the CpG island bisulfite studies. See FIG. 15 and
FIG. 16. WM1552C treated with 5AzadC completely
removed previously methylated sites and this confirms the
regulation is epigenetic. See FIG. 15, FIG. 16, and FIG. 18.
However, at this point, the origin of transcription start site and
any other methylation sites located in the upstream of the
tested CpG island miRNA are unknown.

Systems Level Pathway Mapping of miR-34b Putative Target
Genes

[0096] To understand the significance of down-regulation
of miR-34b in malignant melanoma, and thus to develop a
systematic rationale for its possible future use as a tumor
suppressor and biomarker, its mechanism of action or normal
cellular function in skin cells must be understood. FIG. 19
serves as an example model. First, candidate target genes of
miR-34b were determined using computational resources
including miRanda, miRbase, miRNAmap, Tarbase, PicTar,
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Target ScanS, and DIANA MicroTest (http:/www.ncrna.
org). Second, first degree interaction maps (FIG. 20) from
each putative target gene were generated to computationally
evaluate whether the putative target genes were biologically
significant. In this preliminary analysis the putative target
genes for miR-34b were imported to GeneGo software for
further analysis. In FIG. 20, the nodes in the interaction map
indicate direct interaction between miR-34b and their puta-
tive target genes. From the most connected and representative
genes on the network and pathway analyses, it seems that
organogenesis, proliferation, development and cell cycle
regulation themes are prevalent, along with ECM signaling,
ion and/or vesicle transport. Damage response genes can also
be observed, and some well-known signaling cascades
(MAPK, IP3) were represented among the putative targets of
miR-34b. In addition, systems level mapping for target genes
of miR-34b also yielded NOTCH1, DLL1, and CDK4 as
representative putative targets. Several putative targets
including NOTCH1, DLL1, and CDK4 were verified using
various procedures such as qRT-PCR and Western blotting.
FIG. 21 shows qRT-PCR data confirming that NOTCH 1
expression is down regulated in WM1552C/34b cells (which
are cells that express NOTCH1) compared WM 1552C which
under express miR-34b compared to normal melanocytes.
FIG. 22, via Western blotting, confirms that NOTCH1 1is
up-regulated in WM1552C cells when compared to melano-
cytes and WMI1552C/34b cells. Down-regulation of
NOTCHI in WM1552C/34b compared to WM1552C is due
to ectopic expression of miR-34b. In FIG. 22, a-Pan Actin
was used as a loading control. ncRNA arrays

[0097] AnncRNA array platform that contains over 10,000
putative (>200 nt) ncRNAs including most of the known
ncRNAs in mouse and human was conducted to evaluate
ncRNAs within melanoma. Lack of coding potential was
estimated by an algorithm that scores various characteristics
of protein-coding genes, including open reading frame
length, synonymous/non-synonymous base substitution rates
and similarity to known proteins. These arrays provide the
first generation of tools designed to analyze the dynamic
expression of a large subset of ncRNAs in human and mouse
and to identify candidate genes for more detailed functional
analysis. In addition to the ncRNA content, probes targeting
mRNA content from RefSeq are also included, allowing dis-
covery of coordinated expression with associated protein-
coding genes. The result of these assays is a list of ncRNA
genes (i.e. SEQ ID NO 28-89) and maps of their sequence
boundaries. We have profiled total RNA isolated from mel-
anocytes, keratinocytes, normal human skin, melanoma cell
lines and melanoma patient samples to identify differentially
expressed ncRNAs in cell lines and tissues. ncRNAs expres-
sion in all tested samples were compared to either melano-
cytes or normal skin. We have identified a group of ncRNAs
that are specific for (a) melanocytes (b) Keratinocytes (c)
Melanoma cell lines (d) Melanoma patients. These results are
illustrated in FIG. 23 and FIG. 24 as a hierarchical cluster.
Specifically FIG. 23 shows markers which were identified as
up-regulated ncRNAs in melanoma cell lines compared to
melanocytes and Keratinocytes. Probe DNA sequences for
this array include: AK024556 (SEQ ID NO 103) ATTC-
CAAGGCCTATTAAAATTTCTGAGCAT-
TGCCCATTTCTTTTGCTTTATCTGTAG BC033879
(SEQ ID NO 104) GTTTCCATTGAAGAATAT-
TACGCTCGGGGACAAGCCAGGTGCAC-
GACCAAAAATTTAA AA BC070106 (SEQ ID NO 105)
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GGTTCTATGTCCCTGCGGCTATGTTTC-
CAGTGTCCTCTGGGTGTTTCCAAGAGCAACAGG
870348 (SEQ ID NO 106) CAGTCCCTCACCAGTCGC-
CAGCCTTTCCAAGGTGAGCTTCAGCAT-
TGAGGCCAAGGTGC G In addition, FI1G. 24 shows mark-
ers that were identified as up-regulated ncRNAs in melanoma
patients compared to normal skin. Probe DNA sequences for
this array include: AFO86032 (SEQ ID NO 107) TTAAATA-
CATGTTTCTAATATTTTAGTGTTTTG-
TATTTAGGTTATTTATTCTTTGTATCT BCO071821 (SEQ
ID NO 108) ACGCACTGGGCGTTGAAGCAGT-
GCTTTCTGGATTAAATACGAAATACT-
GATGTCACAAG C AKI130193 (SEQ ID NO 109)
ATTCAAATCTTCATGAATGGCATCACT-
TGCTTTAGACCCATTTTTTTTTITATTGGTCAGA
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AL109719 (SEQ ID NO 110) TATTGAATGTACACAAG-
TAATGATGGAGTTTGATTATATGGT-
TCATTTTCATTTATCCTA AF085888 (SEQ ID NO 111)
CTTAATGTATCTAAGGTTGGCTTAATC-
CTGTCTAAAATCAAGGTATTGGACTAGAACAA T
BC033879 (SEQ ID NO 112) GTTTCCATTGAAGAATAT-
TACGCTCGGGGACAAGCCAGGTGCAC-
GACCAAAAATTTAA AA AK024556 (SEQ ID NO 113)
ATTCCAAGGCCTATTAAAATTTCTGAG-
CATTGCCCATTTCTTTTGCTTTATCTGTAGGAC Probe
nomenclature is standard genebank IDs given by NCBI and
other organizations.

[0098] Furthermore, Tables 4-8 display the results from the
ncRNA arrays in which biomarkers were identified as up-
regulated ncRNAs in melanoma patients compared to normal
skin.

TABLE 4
SEQID NO: NS1 NS 3 NS 4 NS 3 NS 2 patient 1  patient 11
SEQIDNO38 -0.18397 -0.3044 1.543579 1.197678 -1.13473 -0.88439 -0.85307
SEQIDNO39  0.663226 0.678047 0.954746 1.862674 -1.85901 -0.9977  -0.56401
SEQIDNO 28 -1.48475 -0.97267 -1.28892 -1.13725  0.715227 2.166854 0.436006
SEQIDNO40  0.406421 -1.11224 -0.94685 -1.17016  0.588319 2.012531 1.525449
SEQIDNO29  0.601756 -2.1661  -2.00071 -1.85526  2.701639 3.616065 3.759068
SEQID NO 41 0.035406  0.922946 2.677648 0.993721 -2.63014 -2.60073 -2.70316
SEQIDNO42 0923811 0.764642 1.024359 -0.26941 -1.54391 -1.74569 -1.99046
SEQIDNO43 -0.96386  0.925935 -0.29176  1.300785 -0.96564 -1.25726 -1.20789
SEQIDNO44 -0.48532  0.098788 0.086925 0.715883 0.707433 -1.70419 -1.50719
SEQIDNO45  0.484915 1.308266 -0.67635 -0.00992  0.397955 -1.33311 -0.55181
SEQIDNO46 -0.06881 -0.39723 -0.23184 -0.09168 -0.2745 1.303026 -0.02608
SEQIDNO 47 -1.87458 -0.82375 1.678205 -1.65767  1.116929 -2.49453 -2.24242
SEQIDNO 48 -0.46825 -0.43781 1.037048 0.250091 -0.17166  1.057506 -0.35199
SEQIDNO49 -1.86568 -0.49297 -0.70937 -0.64688  1.89652 -2.23469 -1.65322
SEQIDNOS50 -0.06617  0.496216 242918 -0.10802 -1.41505 -2.1832 -1.8771
SEQID NO 51 0.608652 -0.60534 -1.20891  0.901984 -0.33371  2.154459 0.410907
SEQIDNO 352 -0.26283 -0.68498 -0.51959 -0.7429 0.842332  1.937199  0.848953
SEQIDNOS53 -1.49243 -1.49926 5537652 0.223909 -1.16678 -2.24401 -1.61278
SEQIDNO 54 -0.24674 -0.2163  -0.05091  0.24436  0.130864 1.787402 -0.31067
SEQIDNOS55 -0.44889 -0.26618  2.404464 0.680121 -1.25144 -1.6333  -1.3007
SEQIDNOS56 -0.6634  -0.39602  1.848257 0.39775 -0.43324 -1.63561 -0.80657
SEQID NO 30 1.312692  0.784768 -2.23409  0.605742 -0.83501 1.620619  0.365899
SEQID NO 31 0.505206 -0.87536 -2.82416 -1.28581 1.639887  3.404738 3.91425
SEQID NO 32 1412886 -0.87181 -1.9883  -0.82672  0.896139 0.837592 2.486968
SEQIDNO 57 -0.66474 -0.6343  -0.46891  0.197306 0.87607  1.888573  0.419075
SEQIDNO33 0314733 -0.38615 -0.22077 -0.44407 -0.07789  0.829768 1.344372
SEQIDNOS58  0.811138 1.961194 1.438036 -1.79288 -0.60974 -1.79635 -1.448
SEQIDNOS59 0398442 1.874333 -0.97888  0.001484 -0.55924 -1.10189 -1.23864
SEQIDNO 60 -1.18088 -0.1164  -0.98505  0.16024  0.573707 2.560843 2.334506
SEQIDNO34  0.473513 -0.20809 -0.37875  0.840526 -2.09813  2.485134 2.72187
SEQID NO 61 0.098344 -0.01194 -2.05439  1.037346 0.365765 2.512799 0.188703
SEQIDNO 62 -0.79163 -1.64868 -0.03109 -0.50345 1.357536  1.255167 0.235902
SEQIDNO 63 0417787 0.65749  0.930186 1.104023 -1.6116  -1.63564 -0.60608
SEQIDNO 64  1.880259 -2.20068 -2.0353  -1.75378  1.544629 1.545238 1.302229
SEQIDNO 65  0.128576 0.056941 1.965562 -0.05983 -0.86307 -1.0706  -0.97498
SEQIDNO 66  0.980446 -2.66186 -0.36254 -1.97365 1.647882  2.236123  1.392401
SEQIDNO 67 -0.56844  0.461663 -1.12922  0.88806 -0.60087  1.357847 1.482893
SEQIDNO 68 1413835 0.729254  0.025006 0.291339 -1.23434 -1.20533 -0.63355
SEQIDNO 69  0.045796 0.211141 1523084 0.327199 -0.76841 -1.53164  0.839082
SEQIDNO 70 -0.4794 0.547294 1287933 0.406162 -0.3608  -1.53613 -1.4013
SEQIDNO 71 0.283534 -1.3709  -1.33912 -1.40043 1.838322  0.502049  0.934465
SEQIDNO 72 -0.2695 -1.43234  0.813268 -1.49026  1.988003 2.827916 4.21377
SEQIDNO73  0.2452  -1.2044 0.391407 -0.19911  0.074003 0.732405  2.025477
SEQID NO 35 1.018082 -0.78606 -3.7786  -1.07429  1.860119 2.456918 2.091677
SEQIDNO74 0379389 -1.17919 -1.01381 -0.68072  1.22372  1.266685 0.843177
SEQID NO 36 1.16162 -1.68195 -4.55202 -1.90393  3.170115 4.451398 3.257058
SEQIDNO37  0.726121 -1.27405  0.83998 -1.33197 -0.6098 1.200064  0.628988
SEQIDNO75  0.760053 -0.28713 -1.40295 -1.06098 -0.14582  0.616134 1.302725
SEQIDNO 76 -0.6465 0.78978  1.505354 0.229184 -0.44831 -1.0372 0.055859
SEQIDNO77  0.160148 1.103474 0.343862 1.253049 -1.52608 -2.02046 -1.23412
SEQID NO 78 1.07479  1.595052 -0.44073  3.033057 -2.93187 -3.14034 -2.71638
SEQIDNO79 0464777 0.192505 -1.87242  1.352979 -0.60822  0.767177 1.053219
SEQIDNOR&O 0278782 1.102826 1.082085 0.601858 -1.61388 -1.48307  0.169525
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TABLE 4-continued

SEQID NO: NS1 NS 3 NS 4 NS35 NS 2 patient1  patient11

SEQID NO 81 0.970403  0.746081 1.513001 1.379423 -2.66725 -2.72133 -2.22553
SEQIDNO 82 -2.41961 -0.8409 1.176982 -1.58337  1.269688 -3.19584 -3.12161
SEQIDNO 83 -1.01222 -0.27509  3.04037  0.560441 -0.88676 -1.39125 -1.27496
SEQIDNO 84 -0.58759 -0.45317 -1.22814  1.262172 -0.48966  1.549672 1.942534
SEQIDNO 85  0.702044 0.343872 2.856936 1.054756 -2.74773 -2.99039 -2.40689
SEQIDNO 86 -0.01792  0.012527 0.177913 -0.04539 -0.08565 -0.10182 -0.08185
SEQIDNO 87 -1.223 3.012369 0.555366 0.87867 -1.46553 -1.52261 -1.26929
SEQIDNO 88 0496319 0.556697 0.906858 1.107275 -1.74257 -1.72529 -0.73649
SEQIDNO 8  0.58412  0.557906 0.782038 0.498726 -1.52403 -1.32694 -0.52235

TABLE 5

SEQIDNO: patient 12 patient 13 patient 15 patient 16 patient 17 patient 18 patient 19

SEQIDNO 38 -0.95345 -1.02992 -1.12676 -0.78905 -1.02153 -1.00337 -0.77286
SEQIDNO 39 -1.21328 -1.1009  -1.03565 -1.00566 -0.70234 -1.24838 -0.60061
SEQIDNO 28  2.671165 1.062099 -0.04286 -0.48722  0.32281 1.94155  0.548629
SEQIDNO40  0.69372  1.373577 0.188539 0.202627 -1.13075 1.799732  0.334211
SEQIDNO 29  2.81875  4.531029 0.666021 2.803833 0.19858  2.767236 0.662528
SEQIDNO 41 -2.61743 -2.58233 -2.10455 -2.34843 -2.5976  -2.72275 -0.5732
SEQIDNO 42 -1.91945 -1.36432 -1.3991  -1.6423  -1.14864 -1.65093 -2.23111
SEQIDNO43 -1.23116 -0.96809 -1.54556 -1.13262 -1.54107 -1.31451 -1.53066
SEQIDNO 44 -1.77933 -1.85808 -1.43116 -1.54665 -1.86514 -1.91348 -1.82998
SEQIDNO45 -1.62112 -1.56874 -0.86242 -1.59835 -0.00104 -2.0801  -0.85835
SEQIDNO 46  0.490796 3.436705 -0.47179  0.372759 -0.23931  0.685499 2.171824
SEQIDNO 47 -2.48926 -2.49109 -2.34114 -2.4863  -2.21923 -2.49414 -2.48549
SEQIDNO 48  0.065979 3.093074 1.995972 3.948065 1.359635 1.939986 3.379954
SEQIDNO 49 -1.89901 -2.4296  -1.58299 -2.49967 -1.27964 -2.09689 -2.09439
SEQIDNO 50 -2.00018 -2.13016 -1.48014 -1.61278 -1.74695 -1.96624 -0.53471
SEQIDNO 51 0.881063 1.291172 1.05311  0.702135 1.599013 2.077787 0.72279
SEQID NO 52 1.673065 4.366718 -0.80295 1.759657 1.125304 1.958351 0.983528
SEQIDNO 53 -2.12195 -1.89229 -2.33625 -1.94784 -3.09325 -2.19445 -2.31855
SEQIDNO 54  0.996951 0.847678 2.000287 1.812308 1.68305  0.866244 3.033667
SEQIDNO 55 -1.84294 -1.70785 -1.72718 -1.5595  -1.22434 -1.71473 -1.02924
SEQIDNO 56 -1.52824 -1.58976 -1.27299 -1.52975 -1.14716 -1.79832 -1.22795
SEQID NO 30 1.08744  2.246981 0.322973 2.982383 4.196835 4.459658 0.536288
SEQIDNO 31 1.480632 3.61563  2.280679 3.34256  1.262143 2.094968  2.104682
SEQIDNO 32  0.165665 3.047245 1.597491 1.325765 1.559971 1.771834 2.126226
SEQID NO 57 1.099001 0.167803 0.32239  0.439754 0.675117 1.075481 0.26276
SEQIDNO 33 -0.05783  2.215764 2.459112 2438238 0.248438 2.332909 1.067887
SEQIDNO 58 -1.79175 -1.58571 -1.74072 -1.56898 -1.1095  -1.63097 -1.47052
SEQIDNO 59 -1.09389 -0.94546 -1.262 -1.10861 -0.41373 -1.23122 -1.20161
SEQIDNO 60  0.893431 1.253727 0.820188 2.149774 -0.19269  1.892589  0.3888
SEQIDNO 34 2318709 1.538448 2.073947 3.375997 2.300359 2.792678  2.242895
SEQID NO 61 3.056822  2.623271 3.280442 1.989945 1.826711 2.8413 0.686482
SEQID NO 62 1.511383 1.134827 2.797431 1.485165 0.032091 1.1226 1.413912
SEQIDNO 63 -1.27008 -1.72788 -1.13211 -1.24858 -0.87712 -1.31238 -1.15402
SEQIDNO 64 2512348 1.785465 2.763666 1.83198  1.639232 0.955516 0.218436
SEQIDNO 65 -1.28927 -1.42346 -1.38314 -1.5206  -0.33299 -1.40465 -0.65671
SEQIDNO 66  0.20245  3.214596 1.223191 2.229195 0.070371 2.44236  0.722846
SEQIDNO 67  4.005092 1.041516 0.960061 1.241168 6.2781 1.041168 0.706868
SEQIDNO 68 -1.16792 -1.18105 -0.97476 -1.37867 -0.55655 -1.33071 -0.39849
SEQIDNO 69 -1.04664 -1.52484 -1.05798 -0.80891 -1.11157 -1.09614 -0.97493
SEQIDNO 70 -1.76307 -1.75204 -1.31515 -1.67556 -0.63737 -1.78928 -1.79205
SEQIDNO 71 2.563888 0.889395 1.971206 1.362616 1.73853 1.735768  3.43872
SEQIDNO 72 3.062792 2.799667 1.047966 1.289004 0.831137 1.40046  0.298481
SEQIDNO 73  2.087641 1.725928 0.153508 1.140268 1.780365 0.459466 3.50457
SEQIDNO35  2.226042 3.111243 1.769007 3.061817 4.280921 3.66178  0.923749
SEQIDNO 74 -0.09776  2.532365 0.120036 0.787539 2.781802 0.95981 -0.2091
SEQIDNO 36  3.512425 4.617795 3.087587 4.634831 1.868099 5.754836 3.797953
SEQIDNO 37 2325633 1.263248 2.288072 1.635955 1.72629  2.225504 4.510088
SEQIDNO 75 1.301365 1.683382 0.539521 2.332874 0.252565 2.064024 1.21874
SEQIDNO 76 -1.12808 -1.13435 -1.12387 -1.14958 -0.74232 -1.29889 -0.77498
SEQIDNO 77 -1.84382 -2.4965  -1.33314 -1.06243 -1.47072 -1.56014 -0.25806
SEQIDNO 78 -3.84561 -3.79686 -3.31606 -3.87907 -3.01162 -3.96029 -2.80673
SEQID NO 79 1.292007 1.23109  2.142169 1.39626  1.666731 1.371327 1.52002
SEQIDNO 80 -1.27232 -1.60329 -1.1346  -1.29652 -0.65053 -1.49583 -1.23376
SEQIDNO 81 -2.49745 -2.83069 -2.46075 -2.38327 -1.82043 -2.62575 -2.07934
SEQIDNO 82 -3.11252 -3.28004 -2.84139 -2.9464  -3.15007 -3.09578 -3.34674
SEQIDNO 8 -1.35467 -1.7009  -1.22865 -1.28033 -0.95491 -1.04283 -1.6448
SEQIDNO 84  1.202733 1.573044 1.193846 1.657618 1.171341 2.221412 1.044108
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TABLE 5-continued
SEQID NO: patient 12 patient 13 patient 15 patient 16 patient 17 patient 18 patient 19
SEQIDNO &  -2.93295 -3.35298 -2.56704 -3.39891 -1.78054 -3.17515 -2.49685
SEQIDNO 8 -0.01922 1.770661 0.927288 0.355592 -0.10907 0.34898  1.409321
SEQIDNO &7 -1.79591 -1.91369 -1.60779 -1.88488  -0.73443 -1.89423 -0.82615
SEQIDNO 8  -1.11087 -1.32302 -0.92506 -1.46042 -0.50644 -1.47566 -0.56193
SEQIDNO 8  -0.82028 -1.1709 -1.0826 -1.27623  -0.61702 -1.2378  -0.53037
TABLE 6

SEQIDNO: patient 19 patient2  patient 20 patient 21 patient22 patient 23 patient 24
SEQIDNO 38 -0.77286 -1.1813 -0.92846 -1.06758 -0.75931 -1.56903 -1.07787
SEQIDNO 39 -0.60061 -1.04014 -1.26329 -1.23237 -0.30097 -0.164 -1.20438
SEQID NO 28 0.548629  2.064209 1.334248 0.472784 1.387633 2.286112 0.336827
SEQID NO 40 0334211  1.341171  0.999417 0.488995 0.901056 1.124723  0.452038
SEQID NO 29 0.662528  3.623402 2.377179 2.503856 1.796304 1.689425 2.142596
SEQIDNO 41 -0.5732 -2.52904 -2.54502 -2.57405 -2.21237 -1.1449 -2.6637
SEQIDNO 42 -2.23111 -1.5031 -1.77463 -1.59026 -1.26027 -0.10849 -1.65981
SEQIDNO43 -1.53066 -1.29995 -1.23862 -1.32137 -1.45119 -1.44199 -1.2517
SEQIDNO 44 -1.82998 -1.84275 -1.65051 -1.70029 -1.02906 -1.95028 -1.76813
SEQIDNO45 -0.85835 -1.68788 -1.79686 -1.75922 -1.25036 0.22808 -1.58821
SEQID NO 46 2171824 0.197957 0.394974  0.753072 -0.42748 0.608057 0.867517
SEQIDNO 47 -2.48549 -2.44204 -2.49451 -2.24852 -2.41044 -240124 -2.48923
SEQID NO 48 3.379954  0.951453 1.712798 1.143856 -0.46806 -0.45886 2.491667
SEQIDNO 49 -2.09439 -3.13084 -2.12258 -2.20683 -2.11766 -1.78693 -1.64188
SEQIDNO 50 -0.53471 -2.41547 -1.77556 -1.85411 -1.42728 -0.15753 -1.43406
SEQIDNO 51 0.72279 0.892244  1.113353 1.297817 0.554273 0.191775 1.761226
SEQID NO 52 0.983528  2.853243 -0.57287 0.728612 -0.22771 -0.70603 -0.40155
SEQIDNOS53 -2.31855 -2.86702 -1.90301 -2.12442 -2.7031 -3.17466 -1.82665
SEQID NO 54 3.033667 0.356974 1.876156 1.298676 -0.24656 0.763131  2.123655
SEQIDNO 55 -1.02924 -1.54037 -1.81182 -2.32114 -1.43923 -1.27549 -1.47808
SEQIDNO 56 -1.22795 -2.01394 -1.69778 -1.98579 -1.27665 -1.27665 -1.27271
SEQID NO 30 0.536288  4.29971 1.366625 3.468288 1.186881 0.307913 -1.31845
SEQIDNO 31 2.104682  2.957517 2.853256 4.303651 2.577691 2.860125 1.372567
SEQID NO 32 2126226 1.210694 3.195921 0.744307 0.90223 0.861348  1.339127
SEQID NO 57 0.26276 1.808397 0.192211 0.938555 1.472936 1.122106 0.543645
SEQIDNO 33 1.067887 0.657529 1404493 1.613399 0.818509 -0.40721 3.015515
SEQIDNO 58 -1.47052 -1.67536 -1.13372 -1.71895 -1.27998 -1.75602 -1.75726
SEQIDNO 59 -1.20161 -0.93392 -1.13979 -1.26317 -0.5383 -1.16532 -1.15434
SEQID NO 60 0.3888 2775617 2.118682 0.74912 3.235841 1416107 1.294771
SEQID NO 34 2242895  2.375226  3.044325 2.382084 2.726615 2.642669 1.817358
SEQID NO 61 0.686482  1.243506 -0.03568 1.983573 -0.11431 0.552735 3.802216
SEQID NO 62 1413912 1.565419 1.836254 0.698371 0.496815 -0.5784 3.500245
SEQIDNO 63 -1.15402 -1.69405 -1.23201 -1.39691 -0.35615 -0.04699 -1.09298
SEQID NO 64 0.218436 2.496045 2310796 2.60148 1.302407 0.991082 2.424272
SEQIDNO 65 -0.65671 -1.17661 -1.28259 -1.28892 -1.02999 -1.59713 -1.24126
SEQID NO 66 0.722846  2.552707 2.462159 2.262721 1.14959 1.370049  1.433977
SEQID NO 67 0.706868 2.052929 1.071079 3.855572 1.18628 2369163  1.044782
SEQIDNO 68 -0.59849 -1.02912 -1.37867 -1.38458 -0.89534 -0.71054 -1.38042
SEQIDNO 69 -0.97493 -1.69682 -1.42154 -1.5966 -0.87825  -0.21533 -1.79603
SEQIDNO 70 -1.79205 -1.55287 -1.61498 -1.09967 -1.35125 -0.78765 -1.39266
SEQIDNO 71 3.43872 0.741301 1577173 1.245316 1.104884  0.257965 2.527115
SEQIDNO 72 0.298481 2.217068 1.011231 0.626402 0.549926 0.091286 2.832182
SEQIDNO 73 3.50457 -0.11725 0.630096 2.331925 0.962202 0.07892 0.337711
SEQIDNO 35 0923749 1.512872 2507243 2.617989 0.816656 2.728611 -2.78316
SEQIDNO 74 -0.2091 2.155304 0.877274 1.568685 0.239834 1.77611 0.866875
SEQID NO 36 3.797953  3.976906 4.668762 3.908526 3.164022 2.960201 3.814966
SEQID NO 37 4.510088 1.588798 0.993762 2.574942 0.098798 1.771062 4.312107
SEQIDNO 75 1.21874 0.587491 2.944635 1.592447 1.680653 1.545179 2.208766
SEQIDNO 76 -0.77498 -1.68152 -1.18361 -1.21634 -0.05441 0.732802 -1.26193
SEQIDNO 77 -0.25806 -2.14106 -1.52633 -1.23013 -0.58924 0.229965 -1.57848
SEQIDNO 78 -2.80673 -3.70003 -3.81999 -3.78144 -1.08887 -1.0414 -3.41943
SEQID NO 79 1.52002 0.593787 1.494203 1.270635 1.165021 1.44509 2.943103
SEQIDNO 80 -1.23376 -1.59354 -2.05566 -1.5287 -0.70731 -0.11428 -1.17532
SEQIDNO 81 -2.07934 -2.70435 -2.52725 -2.56802 -1.3874 -1.28758 -2.45145
SEQIDNO 82 -3.34674 -3.15288 -3.11061 -3.1409 -2.79067 -3.009 -3.01958
SEQIDNO 83  -1.6448 -1.48815 -1.22813 -1.44981 -1.11604 -1.85472 -1.06648
SEQIDNO &4 1.044108 1.997212 1.667663 156034  2.009666 2.078309 1.532443
SEQIDNO 8 -2.49685 -3.04161 -3.4136 -3.39974 -1.23456 -0.78402 -3.13993
SEQ ID NO &6 1409321 2.020772 0.890605 1.055988 -0.01773 -0.00853 2.719915
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TABLE 6-continued

SEQID NO: patient 19 patient2  patient 20 patient 21 patient22 patient 23  patient 24

SEQIDNO 87 -0.82615 -2.131 -1.93504 -2.07877 -1.31187 -1.99986 -3.01105
SEQIDNO 88  -0.56193 -1.50087 -1.6443  -1.52675 -0.80092 -0.30338 -1.12765
SEQIDNO &  -0.53037 -1.08992 -0.79487 -1.10436 -0.91433 -0.34054 -0.94091

TABLE 7

SEQID NO: patient 25  patient 26 patient 27 patient 28 patient29 patient3  patient 30

SEQIDNO 38 -1.36455 -1.36793 -1.31724 -1.18066 -1.24929 -1.02019  0.332963
SEQIDNO 39 -1.66037 -1.77586 -1.28675 -1.44823 -1.37441 -0.78521  0.023558
SEQIDNO 28  2.417023 3.090634 2.371103 3.315683 3.277863 2.036528 -1.35047
SEQIDNO 40  2.169728 2.020864 1.466993 1.363651 1.24458  1.980291 0.734767
SEQIDNO 29  3.283522 3.992087 2.873002 2.810073 4.100813 2.484602 -2.06226
SEQIDNO 41 -2.4383  -245797 -2.20419 -2.5405  -2.61385 -2.70244  0.710149
SEQIDNO 42 -1.5976  -1.68367 -1.03774 -1.33939 -0.58115 -1.94101 1.332709
SEQIDNO43 -1.54387 -1.39572 -1.33866 -1.38719 -1.36617 -1.27205 -0.14485
SEQIDNO 44 -1.97896 -1.50137 -1.74405 -1.67875 -1.80941 -1.70524  0.981354
SEQIDNO 45 -2.09639 -2.17374 -1.86017 -2.06939 -1.42168 -1.56043  0.879201
SEQID NO 46 1.427713 2918567 1.823524 1.252507 2.277944 0.671777 0.445173
SEQIDNO 47 -2.45296 -2.48639 -2.48855 -2.48126 -2.23379 -2.49427 -1.52883
SEQIDNO 48  4.69976  2.980991 4.71182  0.210228 0.192672 3.672375 -0.33397
SEQIDNO 49 -2.47191 -3.03653 -2.44677 -2.62088 -2.38998 -1.90086 -0.92588
SEQIDNO 50 -1.80386 -1.95235 -1.70723 -1.73825 -2.31664 -1.96228 -0.33124
SEQID NO 51 2.552283 1.144581 1.166454 0.878993 0.719336 2.683112 -0.43254
SEQIDNO 52 3.264585 3.427572 0.447899 2.064106 1.478318 1.985905 -0.58114
SEQIDNO 53 -2.86366 -3.10466 -2.54167 -1.90456 -2.94777 -2.30611 -3.04977
SEQIDNO 54  3.286612 2.689266 4.169981 1.501393 -0.18506  2.626619 -0.11246
SEQIDNO 55 -2.10956 -2.18563 -2.01929 -2.04319 -2.15482 -1.63831 -0.50213
SEQIDNO 56 -2.40695 -2.50133 -1.97031 -1.95248 -1.91242 -1.53454 -0.55988
SEQID NO 30 1.31596  2.451358 4705932 0.803782 4.757449 3.169211 1.116763
SEQIDNO 31 2408005 3.486898 2.156462 2.249816 2.948721 2.154271 -2.88571
SEQIDNO 32  4.071984 3.120524 3.501185 0.996289 1.473412 0.473654 -2.04985
SEQID NO 57 1.558945 1.989069 1.445573 1.064061 0.445897 2.081128 -0.53046
SEQID NO 33 1.628207 2.999043 3.592583 2.239593 2.110611 0.812325 -0.28232
SEQIDNO 58 -1.52045 -1.46328 -1.59498 -1.70845 -1.54307 -1.72271 -1.63113
SEQIDNO 59 -0.9916  -0.87757 -1.16125 -1.23215 -1.07737 -1.01954 -1.04043
SEQID NO 60 1.225776  1.536892 1.485321 0.69825  1.398174 2.279241 0.029727
SEQIDNO 34  2.013434 1.687278 2.94521 2485134 2.128615 2.833394 -0.12422
SEQID NO 61 2.349336 2.816639 1.264154 2.584903 3.11151 1.116562  0.253983
SEQIDNO 62  3.363223 2.39434  1.854942 1417702 1.3702 1.465539 -1.54485
SEQIDNO 63 -2.09928 -2.00759 -1.52539 -1.60082 -1.86183 -1.56509  1.621825
SEQIDNO 64 2501567 2.729029  2.690369 2.931935 1.472695 1.67302 -2.09684
SEQIDNO 65 -1.38389 -1.41526 -1.38825 -1.42137 -1.2518  -1.34372  0.580316
SEQIDNO 66  2.534264 2.983572 2.334058 2.748981 3.271236 2.04372 -2.55802
SEQIDNO 67  0.362183 0.817874 1.392177 6.658797 2.096478 1.72109 -1.19077
SEQIDNO 68 -1.60714 -1.32888 -1.5151  -1.55632 -1.30885 -0.89902 -0.10581
SEQIDNO 69 -1.17807 -1.01513 -0.75943 -1.69311 -1.64495 -1.8068 0.845704
SEQIDNO 70 -1.47321 -1.49484 -1.84789 -1.54893 -1.62455 -1.67292 -0.66662
SEQIDNO 71 2.03409  1.058363 1.848354 0.926028 2.38691  0.612649 -2.46438
SEQIDNO 72 3.663934 3.28966  2.308319 1.04436  2.582929 2.38188% -1.3285
SEQIDNO 73 1.570336 1.308196 0.144742 2.165973 0.915325 1.314058 -0.26117
SEQID NO 35 1.773896  3.301471 3.859837 4.108305 3.127125 3.848335 -0.83229
SEQIDNO 74  2.598869 2.626277 0.406194 2421398 1.974247 1.879418 -1.07535
SEQIDNO 36  5.08385  4.400953 4.908616 4.877666 4.381357 3.577209 -1.69841
SEQIDNO 37  3.470983 2.309514 0.555399 1.731662 2.461243 0.399338 -1.17021
SEQIDNO 75 -0.30239  0.225977 3.290686 1.546326 2.221016 0.217715 -1.4645
SEQIDNO 76 -1.54948 -1.59722 -1.55452 -1.59839 -1.76461 -1.05102  0.406806
SEQIDNO 77 -2.21904 -2.15733 -1.38695 -1.16514 -1.79557 -1.9159 0.644689
SEQIDNO 78 -3.51844 -3.35058 -3.65295 -3.21473 -3.65617 -3.63364  1.597195
SEQID NO 79 1.205548 0.703882 0.923715 0.585155 0.617381 1.323552 0.514772
SEQIDNO 80 -1.99194 -1.98295 -1.66471 -1.4589  -1.48865 -1.48682  0.129621
SEQIDNO 81 -2.88921 -3.08069 -2.76998 -2.66619 -2.72656 -2.66378  2.229336
SEQIDNO 82 -3.42804 -3.44801 -3.17971 -3.34762 -3.30138 -2.94252 -2.48517
SEQIDNO 83 -1.42241 -1.40472 -1.43001 -1.28033 -1.1118  -1.16396 -1.72983
SEQIDNO 84  1.328546 1.372507 1.880005 1.062072 1.557579 1.78879  1.104678
SEQIDNO 8 -3.19999 -3.13878 -3.32756 -3.26095 -3.3212  -2.23632  0.634559
SEQIDNO 8  3.621442 3.088219 5.119098 -0.07222 -0.07156  1.628209 1.028797
SEQIDNO 87 -2.32959 -2.36443 -2.21372 -2.16967 -2.37261 -1.6373 0.79843
SEQIDNO 88 -1.93284 -1.94166 -2.17288 -1.86066 -2.1207  -1.11767  0.720781
SEQIDNO 8 -1.67549 -1.59959 -0.99561 -0.96773 -1.26585 -1.2821 0.759057
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TABLE 8
SEQID NO: patient4  patient5S patient 6 patient7  patient8 patient9 patient 10
SEQIDNO 38 -0.92753 -1.28828 -1.61536 -1.63994 -1.24378 -1.18309 -0.78398
SEQIDNO 39 -1.14861 -1.01662 -0.94036 -1.08582 -0.92822 -1.30604 -1.23656
SEQIDNO 28  2.709147 1.821876 —0.13994  2.031532 1.587939 0.792278 -0.26647
SEQIDNO40 2260786 0.520009 1497327 043729  1.770502 0.462534 0.357686
SEQIDNO29 3451811 2.590454 1.011885 2.657828 3.210596 2.109437 2.286867
SEQIDNO 41 -2.65467 -2.56554 -2.67616 -2.59555 -2.60901 -2.45648 -2.26213
SEQIDNO 42 -1.83712 -1.91554 -1.44475 -1.99627 -2.07274 -156181 -0.80675
SEQIDNO 43 -1.46237 -1.26942 -1.48831 -1.54118 -1.51115 -1.22581 -1.37061
SEQIDNO 44 -1.67857 -1.80682 -1.07988 -1.93212 -2.01945 -1.86091 -0.3103
SEQIDNO45 -1.3912  -1.51868 -0.75284 -0.87816 -2.04168 -1.8261  1.064667
SEQIDNO 46  1.186905 098534  0.043681 0.714153 1.688494 5175403 1.916386
SEQIDNO 47 -2.26475 -2.23379 -2.07567 -236769 -1.92706 -2.48363 -1.68505
SEQIDNO48 3353043 0.236199 -0.1733  0.648005 3.308853 -0.27592  2.286464
SEQIDNO49 -23226 -1.9036  0.798366 -147703 -1.97443 -221304 -4.42945
SEQIDNO 30 -2.10154 -1.78158 -1.15882 -1.97799 -1.67992 -2.02985 -1.53708
SEQIDNO 51 2263838 1.041804 1.115276 1140498 2.047594 0.778933 0.857231
SEQIDNO 52 3.66346  1.551986 0.78088  0.97789 2426471 0.867841 0.733244
SEQIDNO 53 -2.08008 -2.01956 -1.88159 -2.06815 -1.87849 -2.19458 -3.16006
SEQIDNO 54  3.178791 0.254665 0.567959 1299779 1.144290 -0.14005  0.436346
SEQIDNO 55 -1.74672 -1.56474 -1.13451 -1.9789  -1.06535 -2.02941 -1.19066
SEQIDNO 56 -1.64021 -14872 -1.12921 -1.28187 -1.31401 -1.81753 -2.92197
SEQIDNO30 2472328 3.839941 2.19069  4.638524 2.888008 0.450827  3.549002
SEQIDNO31 2238236 2367913 1428063 4220045 -0.41778 2587519 3.165212
SEQIDNO 32 2716652 1.509845 0.743903 1567785 2.60605 1062046 0.728609
SEQIDNO 57  1.612724 2210788 1.679967 0.60993  1.985396 0.645023 0.302274
SEQIDNO33  3.512035 0.699779 1.767996 2378708 2.278138 0313573 1.984065
SEQIDNO 38 -0.43247 -1.70682 -1.80234 -1.2619 -1.82519 -1.56856 -1.22274
SEQIDNO 39 -1.16837 -1.25461 -1.21165 -0.93251 -0.99368 -1.25805 -0.96878
SEQIDNO 60 2327148 0.865485 -1.21782  2.958007 0.315417 1738715 2.002092
SEQIDNO 34 2701105 272187  2.606437 3.005041 2.353917 1.958101 -1.78707
SEQIDNO 61 1120103 3.91709  0.99202  2.069296 1.860453 1.694394 3.678313
SEQIDNO 62 3469573 1.994171 0.575088 2.15236  0.260901 0.580093 1.263919
SEQIDNO 63 -1.39559 -1.31495 -0.59211 -1.30476 -1.25966 -142912 -1.41696
SEQIDNO 64  4.824378 1.545613 1.799399 1388793 2.2638 1339119 2.481019
SEQIDNO 65 -1.21536 -1.30095 -1.64345 -1.26403 -1.39109 -1.26673 -0.30457
SEQIDNO 66 2799394 1.982666 2.127441 2319419 2.869384 1497646 1.386674
SEQIDNO 67  0.653214 4.146274 1480872 2486415 1.375215 1110999 3.887087
SEQIDNO 68 -1.23346 -1.82841 -0.64413 -2.07801 -0.80967 -1.12146 -1.44478
SEQIDNO 69 -1.36938 -1.79732 -0.55261 -1.8141 -1.77721 -1.61799 -1.69559
SEQIDNO 70 -1.21676 -1.52057 -1.48279 -1.75132 -2.18222 -1.36622 -0.69309
SEQIDNO 71 1335923 2.628361 1.002314 1935892 0.722133 0.159163 1.786534
SEQIDNO 72 2365767 1.096361 2335384 2.665174 3.322852 -0.66294  2.244663
SEQIDNO 73 2476865 -0.06181  1.506446 -0.17903  1.517797 1006572 1.767291
SEQIDNO 35 3278374 2.520887 2.070299 3.025305 2.140174 -0.19312  3.606103
SEQIDNO 74 2326328 0.323873 0.8281 2015796 1.308772 0.615668 2.172137
SEQIDNO 36  4.180785 4.049742 3.519736 4.600501 4.360499 3.365296 2.81807
SEQIDNO37  0.777341 2424721 -0.34943 1932962 1.30241  2.618539 3.899319
SEQIDNO75  1.06249  1.072137 1.853037 2113925 2.60475% 1117018 0.696754
SEQIDNO 76 -1.29675 -1.03592  0.39333 -1.74103 -1.68072 -1.28403 -0.61694
SEQIDNO 77 -2.04189 -1.54905 -0.83828 -1.63894 -1.64426 -2.05347 -2.14564
SEQIDNO 78 -3.39298 -3.40956 -1.8308 -3.86136 -3.60731 -3.9856 -3.49614
SEQIDNO 79 1428227 1429766 1.201296 1.729068 1.727739 1129133 0.180842
SEQIDNO8) -1.4489  -1.20751 -0.98203 -1.21327 -1.33774 -1.38329 -1.81549
SEQIDNO 81 -2.73994 -2.51546 -1.77362 -2.53264 -2.25039 -2.57941 -3.02662
SEQIDNO 8 -3.11035 -2.73314 -1.17912 -3.13339 -2.95453 -3.05637 -3.4499
SEQIDNO 83 -1.69088 -1.15569 -0.6047 -0.94958 -0.95335 -1.01611 -1.38122
SEQIDNO 8  1.045907 099586  0.37409  2.004605 1.103943 1549672 0.256062
SEQIDNO 85 -3.33251 -3.14378 -1.87817 -3.33069 -3.24115 -3.14962 -2.87956
SEQIDNO 86  5.075849 -0.09781 -0.05485 -0.10787  0.750996 0.024006 1.096999
SEQIDNO 87 -2.99942 -2.97162 -2.3216 -2.46776 -2.76025 -1.33566 -1.88128
SEQIDNO 8 -1.15771 -1.19155 -0.882  -1.16539 -1.20601 -1.55067 -1.88257
SEQIDNO 89 -1.43365 -1.04904 -0.65334 -0.51616 -1.13656 -1.44178 -1.64281
[0099] When normal skin expression was compared to all [0100] Itis to be understood that the above-described com-
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other samples, a group of up-regulated ncRNAs were identi-
fied in melanoma patients’ as well as in keratinocytes. This
indicates that patients’ samples contain significant amount of
keratinocytes. Keratinocytes specific signatures were sub-
tracted and resultant ncRNAs were validated by qRT-PCR
and Northern blots. Results point out the presence of a group
of melanoma specific ncRNAs (i.e. SEQ ID NO 28-89).

positions and modes of application are only illustrative of
preferred embodiments of the present invention. Numerous
modifications and alternative arrangements may be devised
by those skilled in the art without departing from the spirit and
scope of the present invention and the appended claims are
intended to cover such modifications and arrangements.
Thus, while the present invention has been described above



US 2011/0143948 Al

17

with particularity and detail in connection with what is pres-
ently deemed to be the most practical and preferred embodi-
ments of the invention, it will be apparent to those of ordinary
skill in the art that numerous modifications, including, butnot

Jun. 16, 2011

limited to, variations in size, materials, shape, form, function
and manner of operation, assembly and use may be made
without departing from the principles and concepts set forth
herein.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 113
<210>
<211>
<212>
<213>
<220>
<221>
<222>
<223>

SEQ ID NO 1

LENGTH: 22

TYPE: RNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_RNA

LOCATION: (1)..({22)

OTHER INFORMATION: SEQ ID NO 1 is hsa-miR-211,
microRNA in humans.

<400> SEQUENCE: 1

uucccuuugu cauccuucgce cu

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

SEQ ID NO 2

LENGTH: 22

TYPE: RNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_RNA

LOCATION: (1)..(22)

OTHER INFORMATION: SEQ ID NO 2 is hsa-miR 34b,
microRNA in humans.

<400> SEQUENCE: 2

caaucacuaa cuccacugcc au

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

SEQ ID NO 3

LENGTH: 22

TYPE: RNA

ORGANISM: Homo sapiens
FEATURE:

NAME/KEY: misc_RNA
LOCATION: (1)..(22)

microRNA in humans.
<400> SEQUENCE: 3

uuuguucguu cggceucgegu ga

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

SEQ ID NO 4

LENGTH: 22

TYPE: RNA

ORGANISM: Homo sapiens
FEATURE:

NAME/KEY: misc_RNA
LOCATION: (1)..(22)

microRNA in humans.
<400> SEQUENCE: 4

uucccuuugu cauccuaugce cu

<210> SEQ ID NO 5

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens
«220> FEATURE:

an endogenous

22

an endogenous

22

OTHER INFORMATION: SEQ ID NO 3 is hsa-miR-375, an endogenous

22

OTHER INFORMATION: SEQ ID NO 4 is hsa-miR-204, an endogenous

22
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<221> NAME/KEY: misc_RNA

<222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 5 is hsa-miR-99a, an endogenous
microRNA in humans.

<400> SEQUENCE: 5

aacccguaga uccgaucuug ug 22

<210> SEQ ID NO 6

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 6 is hsa-miR-16, an endogenous
microRNA in humans.

<400> SEQUENCE: 6

uagcagcacg uaaauauugg cg 22

<210> SEQ ID NO 7

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_feature

«222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 7 is hsa-miR-let-7a, an endogenous
microRNA in humans.

<400> SEQUENCE: 7

ugagguagua gguuguauag uu 22

<210> SEQ ID NO 8

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 8 is hsa-miR-let-7¢, an endogenous
microRNA in humans.

<400> SEQUENCE: 8

ugagguagua gguuguaugg uu 22

<210> SEQ ID NO 9

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 9 is hsa-miR-let-7d, an endogenous
microRNA in humans.

<400> SEQUENCE: 9

agagguagua gguugcauag uu 22

<210> SEQ ID NO 10

«<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens
«<220> FEATURE:

<221> NAME/KEY: misc RNA
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«222> LOCATION: (1)..(22)
<223> OTHER INFORMATION: SEQ ID NO 10 is hsa-miR-let-7e, an endogenous
microRNA in humans.

<400> SEQUENCE: 10

ugagguagga gguuguauag uu 22

<210> SEQ ID NO 11

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 11 is hsa-miR-let-7f, an endogenous
microRNA in humans.

<400> SEQUENCE: 11

ugagguagua gauuguauag uu 22

<210> SEQ ID NO 12

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 12 is hsa-miR-let-7g, an endogenous
microRNA in humans.

<400> SEQUENCE: 12

ugagguagua guuuguacag uu 22

<210> SEQ ID NO 13

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 13 is hsa-miR-let-7i, an endogenous
microRNA in humans.

<400> SEQUENCE: 13

ugagguagua guuugugcug uu 22

<210> SEQ ID NO 14

<211> LENGTH: 24

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1) ..(24)

<223> OTHER INFORMATION: SEQ ID NO 14 is hsa-miR-125a, an endogenous
microRNA in humans.

<400> SEQUENCE: 14

ucccugagac ccuuuaaccu guga 24

<210> SEQ ID NO 15

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens
<220> FEATURE:

<221> NAME/KEY: misc RNA
<222> LOCATION: (1)..(22)
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<223> OTHER INFORMATION: SEQ ID NO 15 is hsa-miR-125b, an endogenous
microRNA in humans.

<400> SEQUENCE: 15

ucccugagac ccuaacuugu ga 22

<210> SEQ ID NO 16

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 16 is hsa-miR-15b, an endogenous
microRNA in humans.

<400> SEQUENCE: 16

uagcagcaca ucaugguuua ca 22

<210> SEQ ID NO 17

<211> LENGTH: 23

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(23)

<223> OTHER INFORMATION: SEQ ID NO 17 is hsa-miR-199a, an endogenous
microRNA in humans.

<400> SEQUENCE: 17

¢ecaguguue agacuaccug uuce 23

<210> SEQ ID NO 18

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 18 is hsa-miR-21, an endogenous
microRNA in humans.

<400> SEQUENCE: 18

uagcuuauca gacugauguu ga 22

<210> SEQ ID NO 19

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 19 is hsa-miR-214, an endogenous
microRNA in humans.

<400> SEQUENCE: 19

acagcaggca cagacaggea gu 22

«<210> SEQ ID NO 20

<211> LENGTH: 23

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

«<220> FEATURE:

<221> NAME/KEY: misc RNA

<222> LOCATION: (1)..(23)

<223> OTHER INFORMATION: SEQ ID NO 20 is hsa-miR-221, an endogenous
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microRNA in humans.
<400> SEQUENCE: 20

agcuacauug ucugcugggu uuc 23

<210> SEQ ID NO 21

<211> LENGTH: 21

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(21)

<223> OTHER INFORMATION: SEQ ID NO 21 is hsa-miR-222, an endogenous
microRNA in humans.

<400> SEQUENCE: 21

agcuacaucu ggcuacuggg u 2

<210> SEQ ID NO 22

<211> LENGTH: 21

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(21)

<223> OTHER INFORMATION: SEQ ID NO 22 is hsa-miR-23a, an endogenous
microRNA in humans.

<400> SEQUENCE: 22

aucacauuge cagggauuuc ¢ 21

<210> SEQ ID NO 23

<211> LENGTH: 21

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(21)

<223> OTHER INFORMATION: SEQ ID NO 23 is hsa-miR-23b, an endogenous
microRNA in humans.

<400> SEQUENCE: 23

aucacauuge cagggauuac ¢ 21

<210> SEQ ID NO 24

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 24 is hsa-miR-26a, an endogenous
microRNA in humans.

<400> SEQUENCE: 24

ccuauucuug guuacuugca cg 22

<210> SEQ ID NO 25

<211> LENGTH: 23

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1)..(23)

<223> OTHER INFORMATION: SEQ ID NO 25 isg hsa-miR-30c¢, an endogenous
microRNA in humans.
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<400> SEQUENCE: 25

uguaaacauc cuacacucuc agc 23

<210> SEQ ID NO 26

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 26 is hsa-miR-320, an endogenous
microRNA in humans.

<400> SEQUENCE: 26

aaaagcuggg uugagagggc ga 22

<210> SEQ ID NO 27

<211> LENGTH: 22

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc RNA

<222> LOCATION: (1)..(22)

<223> OTHER INFORMATION: SEQ ID NO 27 is hsa-miR-let-7b, an endogenous
microRNA in humans.

<400> SEQUENCE: 27

ugagguagua gguugugugyg uu 22

<210> SEQ ID NO 28

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) ..(60)

«223> OTHER INFORMATION: Genomic DNA located on ¢hr9:90255724-90255784,
which codes for an ncRNA.

<400> SEQUENCE: 28

cttaatgtat ctaaggttgg cttaatcctg tctaaaatca aggtattgga ctagaacaat 60

<210> SEQ ID NO 29

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221»> NAME/KEY: misc_signal

<222 LOCATION: (1) .. (60

«223> OTHER INFORMATION: Genomic DNA located on chrl2:78691877-78691937,
which encodes for an ncRNA.

<400> SEQUENCE: 29

ttaaatacat gtttctaata ttttagtgtt ttgtatttag gttatttatt ctttgtatet 60

<210> SEQ ID NO 30

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr5:141677414-141677474, which encodes for an ncRNA.
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<400> SEQUENCE: 30

attccaagge ctattaaaat ttctgagcat tgcccattte ttttgcttta tctgtaggac

<210> SEQ ID NO 31

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chrl6:83258512-83258572, which encodes for an ncRNA.

<400> SEQUENCE: 31

ttgcttttgt atttgtaatt ttatgacatt tcgaagtttc tgtgtcttaa ctctttttaa

<210> SEQ ID NO 32

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr20:5121228-5121288, which encodes for an ncRNA.

<400> SEQUENCE: 32

attcaaatct tcatgaatgg catcacttyge tttagaccea tttttttttt attggtcaga

<210> SEQ ID NO 33

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
c¢hr15:79084787-79084847, which encodes an ncRNA.

<400> SEQUENCE: 33

tattgaatgt acacaagtaa tgatggagtt tgattatatg gttcatttte atttatecta

<210> SEQ ID NO 34

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222 LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr3:71578153-71578213, which encodes an ncRNA.

<400> SEQUENCE: 34

ttttetetge ttattaccet cecetgtttec tectgggetyg ccaacaacat attatattac

<210> SEQ ID NO 35

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr4:147079236-147079296, which codeg for an ncRNA.

«<400> SEQUENCE: 35

60

60

60

60

60



US 2011/0143948 Al
24

-continued

Jun

16,2011

gtttccattyg aagaatatta cgctcgggga caagccaggt gcacgaccaa aaatttaaaa

<210> SEQ ID NO 3¢

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr10:46553108-46553168, which encodes an ncRNA.

<400> SEQUENCE: 36

tatttgtgac taactgtata acaggttatt ttagtttctg ttctgtggga agtgtaaagce

<210> SEQ ID NO 37

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr20:37023983-37024043, which encodes an ncRNA.

<400> SEQUENCE: 37

acgcactggg cgttgaagca gtgctttectg gattaaatac gaaatactga tgtcacaagce

<210> SEQ ID NO 38

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
¢hr1:17105017-17105083, which encodes an ncRNA.

<400> SEQUENCE: 38

gtaaacaagg tctcacaaaa acagetgace acaccataaa atcactgaga cegagectyge

<210> SEQ ID NO 39

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr5:9033546-9033606, which encodegs an ncRNA.

<400> SEQUENCE: 39

tgatcctgta aatcatgttt ttgtttattce cccaacacta acctcactcee tttactatte

<210> SEQ ID NO 40

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222 LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr9:73731470-73731530, which encodes an ncRNA.

«<400> SEQUENCE: 40

60

60

60

60

60
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gttaaagact aaattagtga tttgggagat caagccaatg ggcttgtcta aasacctagtce

<210> SEQ ID NO 41

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) ..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr9:110821312-110821372, which encodes an ncRNA.

<400> SEQUENCE: 41

ctcgtaacac tgggaaaact gcatacaata tttagaagga acactaatac agcagaatct

<210> SEQ ID NO 42

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
¢hr7:127930199-127930259, which encodes an ncRNA

<400> SEQUENCE: 42

tagacatagg ttagagggyg aacagtgett aaaattecat ggaactaaga ttttttttat

<210> SEQ ID NO 43

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1).. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr1:149822378-149822438, which encodes an ncRNA

<400> SEQUENCE: 43

cttaatccac atttgttttg aatttttetg attcctatag taccatacte tgatgectat

<210> SEQ ID NO 44

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221»> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chrl11:125333602-125333662, which encodeg an ncRNA

<400> SEQUENCE: 44

agccaactca cgettaggga gaactcatac cgcctaaata taaaggcaat tatatatata

<210> SEQ ID NO 45

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc signal

<222 LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr9:88742481-88742541, which encodes an ncRNA

<400> SEQUENCE: 45

atttagagaa catttaaatc tgtaaggaag aaaataataa cgactcacaa ttacatcatt

60

60

60

60

60

60



US 2011/0143948 Al

26

-continued

Jun

16,2011

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

<400>

SEQ ID NO 46

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1)..(60)

OTHER INFORMATION: Genomic DNA located on human
chrl:62929717-62929777, which encodes an ncRNA

SEQUENCE: 46

ctattggagt gcatataaat tcttgatage accagttctce aaatatgagg tgttaaaaac

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

<400>

SEQ ID NO 47

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) ..(60)

OTHER INFORMATION: Genomic DNA located on human
chr2:14697555-14697615, which encodes an ncRNA

SEQUENCE: 47

gtatttgtaa tatttgattt gottttagea gagaaaacaa taaaagaatc caggaaaagt

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

<400>

SEQ ID NO 48

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misgc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
¢hr12:108979299-108979359, which encodes an ncRNA

SEQUENCE: 48

acttatattc agagecatgtg gattgggact ctgaagaaca actttatggt ggacacctte

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

<400>

SEQ ID NO 49

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chr17:23889984-23890044, which encodes an ncRNA

SEQUENCE: 49

cgatggettyg tcattgteee ctgtectgga acaataaage aagtgecttg tggtetcact

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

«<400>

SEQ ID NO 50

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chrl17:77136100-77136160, which encodes an ncRNA

SEQUENCE: 50

gttattataa ccaatgcaga ctttaaaatc ccacctggac atcgggtgag aggaggaggg

60

60

60

60

60
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<210> SEQ ID NO 51

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr22:41669818-41669878, which encodes an ncRNA

<400> SEQUENCE: 51

atgtatttta ggtaataaga tttttatcaa ttgtgtcttt ttctttettt gectttetata

<210> SEQ ID NO 52

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr2:153150591-153150651, which encodes an ncRNA

<400> SEQUENCE: 52

ttttcttagt ctttttactt tttecattat attctttgat atatttgaga aaatggettyg

<210> SEQ ID NO 53

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
c¢hr2:71136422-71136482, which encodes an ncRNA

<400> SEQUENCE: 53

atatatttag atagtactat gtttegtttt cttecgattt cagggatect tttgtettac

<210> SEQ ID NO 54

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr15:31185251-31185311, which encodes an ncRNA

<400> SEQUENCE: 54

ttttttttet tgtectatta caacatttta taaccttatg aatcaatgga tacttttatt

<210> SEQ ID NO 55

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222 LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chrl:62174567-62174627, which encodes an ncRNA

«<400> SEQUENCE: 55

cetetoecet tottgcaaaa aatattetat attcaagttt aggagaaaac agaatacttyg

60

60

60

60

60
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<210>
<211>
<212>
<213>
<220>
<221>
<222>
<223>

<400>

SEQ ID NO 5¢

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) ..(60)

OTHER INFORMATION: Genomic DNA located on human
chr13:72871205-72871265, which encodes an ncRNA

SEQUENCE: 56

aaaaaatgag gcaatctcat cccgaaacta tttaaaacta ctctectcete tecttgataaa

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

<400>

SEQ ID NO 57

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1)..(60)

OTHER INFORMATION: Genomic DNA located on human
chr6:130070887-130070947, which encodes an ncRNA

SEQUENCE: 57

ttgttgtttt gggagatacc ctgtttagce tgaaaggatt gagatactgt aattgctatg

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

<400>

SEQ ID NO 58

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misgc_signal

LOCATION: (1).. (60

OTHER INFORMATION: Genomic DNA located on human
chr6:24809227-24809287, which encodeg an nceRNA

SEQUENCE: 58

atttatttyga ctetaaaatyg acaatataac aactataagy aattgatatyg atgtecttac

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

<400>

SEQ ID NO 59

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chr20:56684930-56684990, which encodes an ncRNA

SEQUENCE: 59

tgtgecagecag tatcaaaggt ccttaaatte tcaacaatga aggaaaaaca aaaacccatt

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

<400>

SEQ ID NO 60

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chrl17:53763585-53763645, which encodes an ncRNA

SEQUENCE: 60

actaacagca ctggagggtyg tagtgtttee tactttatgg atgagtgtac tgtgggette

«210>

SEQ ID NO 61

60

60

60

60

60
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<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) ..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chrl1:35973194-35973254, which encodes an ncRNA

<400> SEQUENCE: 61

catacattgc cctcactaat caatggacat ttcagcattt cattactaat tttgagagaa

<210> SEQ ID NO 62

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chrX:74877202-74877262, which encodes an ncRNA

<400> SEQUENCE: 62

aatcgttaat atcattgata ttaagtaatt tccccactet gagtgaatac tttgatgatg

<210> SEQ ID NO 63

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
¢hr19:63554003-63554063, which encodes an ncRNA

<400> SEQUENCE: 63

ctcacacgca cocttteact gtttettagt aatttgtttg tetacagaca cagacgggaa

<210> SEQ ID NO 64

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr19:16624313-16624373, which encodes an ncRNA

<400> SEQUENCE: 64

ttgcectagga acaaagaagg cttgtgagga gatcaaggaa cttacatgaa attgtaggaa

<210> SEQ ID NO 65

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc signal

<222 LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr5:133735401-133735461, which encodes an ncRNA

<400> SEQUENCE: 65

caccgtttta ctttttgtgy ggaggggaag cagtatcaaa atttettegy gegcecagaac

«210> SEQ ID NO 66
«211> LENGTH: 60

60

60

60

60

60
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<212>
<213>
<220>
<221>
<222>
<223>

<400>

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1)..(60)

OTHER INFORMATION: Genomic DNA located on human
chr15:32932757-32932817, which encodes an ncRNA

SEQUENCE: 66

tectttttat cttgcactca gatggtattt ttagagatgt ttcttcaatc aaaacaagat

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

<400>

SEQ ID NO 67

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) ..(60)

OTHER INFORMATION: Genomic DNA located on human
chr20:56644135-56644195, which encodes an ncRNA

SEQUENCE: 67

ttceectatte catectttga tgggtggect gttacacgtt tggaaataaa aacaagtggyg

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

<400>

SEQ ID NO 68

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misgc_signal

LOCATION: (1).. (60

OTHER INFORMATION: Genomic DNA located on human
¢hr1:28885069-28885129, which encodes an ncRNA

SEQUENCE: 68

caaaaagaaa tcttgtttac ttgtaaaaat atagactace tectacttge caccgttaag

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

<400>

SEQ ID NO 69

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chr11:43921603-43921663, which encodes an ncRNA

SEQUENCE: 69

agagttcgea ctgggaagag ttaaaaaata aacatttaca aggacgagga aageggecece

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

«<400>

SEQ ID NO 70

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chrl1:199447658-199447718, which encodes an ncRNA

SEQUENCE: 70

agttatagag gaggctcagy aggatctggg gaaacgggac cagagggtaa gatgggttat

<210>
«211>
«212>

SEQ ID NO 71
LENGTH: 60
TYPE: DNA

60

60

60

60

60
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<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) ..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chrX:152518379-152518439, which encodes an ncRNA

<400> SEQUENCE: 71

aaaattccaa gagggccttt tcgaatagac gcatgaacgg tgtttgtgtce tggatcegtcec

<210> SEQ ID NO 72

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr10:17319132-17319192, which encodes an ncRNA

<400> SEQUENCE: 72

aattacatat atttagcagg atttttattt geccgtgatat ataggataat ttagtcectttg

<210> SEQ ID NO 73

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1).. (60

<223> OTHER INFORMATION: Genomic DNA located on human
¢hr20:42809173-42809233, which encodes an ncRNA

<400> SEQUENCE: 73

aaagtttece cataatgete ttgeaagtyga atatgagety tggtttttge agtggagtta

<210> SEQ ID NO 74

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr13:20082609-20082669, which encodes an ncRNA

<400> SEQUENCE: 74

tatattacag gagttgtcta tacgattata gtacctgatt ctttggacat atcattgaac

<210> SEQ ID NO 75

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221»> NAME/KEY: misc_signal

<222 LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chrl12:111954-112014, which encodes an ncRNA

<400> SEQUENCE: 75

caagtgggaa gaaaaagage cctacgtggt gacattetgg aaggatatca tggatgattyg
«<210> SEQ ID NO 76

<211> LENGTH: 60

«<212> TYPE: DNA
<213> ORGANISM: Homo sapiens

60

60

60

60

60
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<220>
<221>
<222>
<223>

<400>

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) ..(60)

OTHER INFORMATION: Genomic DNA located on human
chr9:123585590-123585650, which encodes an ncRNA

SEQUENCE: 76

tgtttctaat gcatactgtg aaaggaaaaa aaatcacagt tatccacctt ctcagggcect

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

<400>

SEQ ID NO 77

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1) ..(60)

OTHER INFORMATION: Genomic DNA located on human
chr22:37591429-37591489, which encodes an ncRNA

SEQUENCE: 77

aagtttccac ggcaggttcet cgtagcacct ttggtcaaga actgaagggg cctttagatg

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

<400>

SEQ ID NO 78

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc_signal

LOCATION: (1).. (60

OTHER INFORMATION: Genomic DNA located on human
c¢hr7:2727349-2727409, which encodeg an ncRNA

SEQUENCE: 78

atggaaagyge caggggagyy tggageteag gagtggaage acagggacta aggectgage

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

<400>

SEQ ID NO 79

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misgc_signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chr6:5748566-5748626, which encodes an ncRNA

SEQUENCE: 79

gtgtgtactg atgtcaaaga ccaaatggat gcccetgtygg ccaacagtac cttgttaaac

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

<400>

SEQ ID NO 80

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: misc signal

LOCATION: (1) .. (60

OTHER INFORMATION: Genomic DNA located on human
chr6:34135488-34135548, which encodes an ncRNA

SEQUENCE: 80

cacacagecce agtctgecty tgatggtaat ataaatcaaa ccagggaccce aagageccag

«210>
«211>
<212>
«213>
«220>

SEQ ID NO 81

LENGTH: 60

TYPE: DNA

ORGANISM: Homo sapiens
FEATURE:

60

60

60

60

60
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<221> NAME/KEY: misc_signal

«222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chrl1:62137113-62137173, which encodes an ncRNA

<400> SEQUENCE: 81

ctaggggegyg agtttctegt aaggggcaag geccaaggcat cttgtattgg ggctgacagg

<210> SEQ ID NO 82

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr8:102702286-102702346, which encodes an ncRNA

<400> SEQUENCE: 82

gaagtcagaa actaaagttc ccttctaaga caaaatcctyg ctttggagaa azaaaaaaat

<210> SEQ ID NO 83

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1).. (60

<223> OTHER INFORMATION: Genomic DNA located on human
c¢hr2:118447564-118447624, which encodes an nc¢RNA

<400> SEQUENCE: 83

tecagtttgat gattgggeta gggaatgaag ctttgecact taggagataa accccataac

<210> SEQ ID NO 84

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr7:38356521-38356581, which encodes an ncRNA

<400> SEQUENCE: 84

ttattaaaag gactgaggat catgtgtgtt ggtgtgtcec ggagtetget ctaaggtaaa

<210> SEQ ID NO 85

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222 LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chrl14:22064398-22064459, which encodes an ncRNA

<400> SEQUENCE: 85

tgaggggaga ggggatggga aacattaggg ctgggttcat gtaaagggac cagcattgtyg

<210> SEQ ID NO 8¢

«<211> LENGTH: 60

«<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
«<220> FEATURE:

<221> NAME/KEY: misc_signal

60

60

60

60

60
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<222> LOCATION: (1)..(60
<223> OTHER INFORMATION: Genomic DNA located on human
chr8:94066049-94066109, which encodes an ncRNA

<400> SEQUENCE: 86

aaaattattt tatcttaagt ttccatttag ttgattaaaa atagggttat gaatgttaaa

<210> SEQ ID NO 87

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
chr20:61945425-61945485, which encodes an ncRNA

<400> SEQUENCE: 87

gggatatttt taaggggaag gggaaggata gagagaaagt gcaggcaggg ctggggtcetg

<210> SEQ ID NO 88

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

<222> LOCATION: (1)..(60)

<223> OTHER INFORMATION: Genomic DNA located on human
¢hr4:191143103-191143163, which encodes an ncRNA

<400> SEQUENCE: 88

ctgttgetta ttetgggage ccaatectag getgagggay gtgggegegy ggetgtttaa

<210> SEQ ID NO 89

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_signal

«222> LOCATION: (1) .. (60

<223> OTHER INFORMATION: Genomic DNA located on human
chr22:18347912-18347972, which encodes an ncRNA

<400> SEQUENCE: 89

ggacacagag agtcatgcac cagcccagtg agaaccaatt cagagccaaa tgecaaaccece

<210> SEQ ID NO 90

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: forward primer

<400> SEQUENCE: 90

ttecetttgt catecttege ct

<210> SEQ ID NO 91

<211> LENGTH: 22

«<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: reverse primer

<400> SEQUENCE: 91

aggcgaagga tgacaaaggy aa

60

60

60

60

22

22
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<210> SEQ ID NO 92

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: forward primer

<400> SEQUENCE: 92

ctcctecace ccagectge

<210> SEQ ID NO 93

<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: reverse primer

<400> SEQUENCE: 93

tgagtgaagg atgaggccca cag

<210> SEQ ID NO 94

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: forward primer

<400> SEQUENCE: 94

cagaagaata ggtggtatgt tectaatg

<210> SEQ ID NO 95

<211> LENGTH: 27

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: reverse primer

<400> SEQUENCE: 95

gcagcatetg taagattctt ctatetg

<210> SEQ ID NO 96

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: forward primer

<400> SEQUENCE: 96

taacatttgt aaagggaaaa ttagcact

<210> SEQ ID NO 97

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: reverse primer
<400> SEQUENCE: 97

agtgctaatt ttecectttac aaatgtta

«210> SEQ ID NO 98
«211> LENGTH: 28

19

23

28

27

28

28
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<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: forward primer

<400> SEQUENCE: 98

ttactgacaa aaagggaaaa tacgaaac 28

<210> SEQ ID NO 99

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: reverse primer

<400> SEQUENCE: 99

gtttcgtatt ttcccttttt gtcagtaa 28

<210> SEQ ID NO 100

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: forward primer

<400> SEQUENCE: 100

gcaagcagtg tgtcgecttct gcac 24

<210> SEQ ID NO 101

<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: reverse primer

<400> SEQUENCE: 101

gcaagaggat aggagaggge aac 23

<210> SEQ ID NO 102

<211> LENGTH: 24

<212> TYPE: RNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_RNA

«222> LOCATION: (1) ..(24)

«223> OTHER INFORMATION: miR-67

<220> FEATURE:

<221> NAME/KEY: misc_RNA

<222 LOCATION: (1) ..(24)

<223> OTHER INFORMATION: SEQ ID NO 102 is miR-67, an endogenous microRNA
in humans.

<400> SEQUENCE: 102

ucacaaccuc cuagaaagag uaga 24
<210> SEQ ID NO 103

<211> LENGTH: 57

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: probe for ncRNA array

«<400> SEQUENCE: 103

attccaagge ctattaaaat ttctgagcat tgeccattte ttttgettta tetgtag 57
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<210> SEQ ID NO 104

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 104

gtttccattyg aagaatatta cgctcgggga caagccaggt gcacgaccaa aaatttaaaa

<210> SEQ ID NO 105

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 105

ggttctatgt ccectgcgget atgttteccag tgtecctetgyg gtgtttecaa gagcaacagg

<210> SEQ ID NO 106

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 106

cagtecctea ccagtegeca gectttecaa ggtgagette ageattgagyg ccaaggtgeg

<210> SEQ ID NO 107

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: primer for ncRNA array

<400> SEQUENCE: 107

ttaaatacat gtttctaata ttttagtgtt ttgtatttag gttatttatt ctttgtatet

<210> SEQ ID NO 108

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 108

acgcactggg cgttgaagea gtgetttetg gattaaatac gaaatactga tgtcacaage

<210> SEQ ID NO 109

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: probe for ncRNA array

<400> SEQUENCE: 109
attcaaatct tcatgaatgg catcacttge tttagaccea tttttttttt attggtcaga
<210> SEQ ID NO 110

«211> LENGTH: 60
«212> TYPE: DNA

60

60

60

60

60

60
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<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 110

tattgaatgt acacaagtaa tgatggagtt tgattatatg gttcattttc atttatccta 60

<210> SEQ ID NO 111

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 111

cttaatgtat ctaaggttgg cttaatcctg tctaaaatca aggtattgga ctagaacaat 60

<210> SEQ ID NO 112

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 112

gtttecatty aagaatatta cgetegggga caagecaggt gcacgaccaa aasatttaaaa 60

<210> SEQ ID NO 113

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: prcbe for ncRNA array

<400> SEQUENCE: 113

attccaagge ctattaaaat ttetgageat tgeccattte ttttgettta tetgtaggac 60

1. A method of evaluating the risk or progression of mela-
noma in a subject comprising quantifying the amount of at
least one biomarker present in a biological sample derived
from the subject, wherein the biomarker comprises an
ncRNA.

2. (canceled)

3. The method of claim 1, wherein the ncRNA is an
miRNA.

4. The method of claim 1, wherein the biomarker compris-
ing the ncRNA comprises SEQ ID NO 1 (miR-211), SEQ ID
NO 2 (miR-34b), SEQ ID NO 3 (miR-375). SEQ ID NO 4
(miR-204), SEQ ID NO 5 (miR-99a), SEQ ID NO 6 (miR-
16), SEQ ID NO 7 (miR-let-7a), SEQ ID NO 8 (miR-let-7b),
SEQ ID NO 9 (miR-let-7c), SEQ ID NO 10 (miR-let-7d),
SEQ ID NO 11 (miR-let-7¢), SEQ ID NO 12 (miR-let-71),
SEQ ID NO 13 (miR-let-7g), SEQ ID NO 14 (miR-let-7i),
SEQ ID NO 15 (miR-125a), SEQ ID NO 16 (miR-125b),
SEQID NO 17 (miR-15b), SEQ ID NO 18 (miR-199a), SEQ
IDNO 19 (miR-21), SEQ ID NO 20 (miR-214), SEQ ID NO
21 (miR-221), SEQ ID NO 22 (miR-222), SEQ ID NO 23
(miR-23a), SEQ ID NO 24 (miR-23b), SEQ ID NO 25 (miR-
26a), SEQ ID NO 26 (miR-30c), SEQ ID NO 27 (miR-320),
SEQ ID NO 28, SEQ ID NO 29, SEQ ID NO 30, SEQ IDNO
31,SEQID NO32, SEQ ID NO 33, SEQ ID NO 34, SEQ ID
NO35,SEQIDNO 36, SEQID NO 37, SEQ ID NO 38, SEQ

ID NO 39, SEQ ID NO 40, SEQ ID NO 41, SEQ ID NO 42,
SEQID NO 43,SEQ ID NO 44, SEQIDNO 45, SEQ IDNO
46,SEQ ID NO 47, SEQ ID NO 48, SEQ ID NO 49, SEQ ID
NO 50, SEQ IDNO 51, SEQIDNO 52, SEQ ID NO 53, SEQ
ID NO 54, SEQ ID NO 55, SEQ ID NO 56, SEQ ID NO 57,
SEQID NO 58, SEQ ID NO 59, SEQ ID NO 60, SEQ IDNO
61, SEQID NO 62, SEQ ID NO 63, SEQ ID NO 64, SEQ ID
NO 65, SEQ IDNO 66, SEQIDNO 67, SEQ ID NO 68, SEQ
ID NO 69, SEQ ID NO 70, SEQ ID NO 71, SEQ ID NO 72,
SEQID NO 73,SEQ ID NO 74, SEQIDNO 75, SEQ IDNO
76,SEQID NO 77, SEQ ID NO 78, SEQ ID NO 79, SEQ ID
NO 80, SEQIDNO &1, SEQIDNO 82, SEQ ID NO 83, SEQ
ID NO 84, SEQ ID NO 85, SEQ ID NO 86, SEQ ID NO 87,
SEQ ID NO 88, SEQ ID NO 89, or any combination thereof.

5. The method of claim 1, further comprising comparing
the amount of the at least one biomarker in a control biologi-
cal sample derived from a subject not having melanoma to
identify an increased risk from melanoma.

6. The method of claim 1, wherein identifying an increased
risk or progression of melanoma comprises determining that
the amount of the at least one biomarker in the biological
sample is significantly higher than the control concentration
of the at least one biomarker in a control biological sample,
and wherein the atleast one biomarker comprises SEQ ID NO
6 (miR-16), SEQ ID NO 7 (miR-let-7a), SEQ ID NO 8 (miR-
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let-7b), SEQ ID NO 9 (miR-let-7c), SEQ ID NO 10 (miR-
let-7d), SEQ ID NO 11 (miR-let-7¢), SEQ ID NO 12 (miR-
let-7f), SEQ ID NO 13 (miR-let-7g), SEQ ID NO 14 (miR-
let-71), SEQ ID NO 15 (miR-125a), SEQ ID NO 16 (miR-
125b), SEQ ID NO 17 (miR-15b), SEQ ID NO 18 (miR-
199a), SEQ ID NO 19 (miR-21), SEQ ID NO 20 (miR-214),
SEQ ID NO 21 (miR-221), SEQ ID NO 22 (miR-222), SEQ
IDNO 23 (miR-23a), SEQ IDNO 24 (miR-23b), SEQ IDNO
25 (miR-26a), SEQ ID NO 26 (miR-30c), SEQ ID NO 27
(miR-320), SEQ ID NO 28, SEQ ID NO 29, SEQ ID NO 30,
SEQIDNO 31, SEQID NO 32, SEQ IDNO 33, SEQ IDNO
34,SEQID NO 35, SEQ IDNO 36, SEQ IDNO 37, SEQID
NO40,SEQIDNO 46, SEQID NO 48, SEQIDNO 51, SEQ
IDNO 52, SEQ ID NO 54, SEQ ID NO 57, SEQ ID NO 60,
SEQID NO 61, SEQID NO 62, SEQ ID NO 64, SEQ IDNO
66, SEQID NO 67, SEQ IDNO 71, SEQ ID NO 72, SEQ ID
NO73,SEQIDNO 74, SEQID NO 75, SEQ IDNO 79, SEQ
ID NO 84, SEQ ID NO 86, or any combination thereof.

7. The method of claim 1, wherein identifying an increased
risk or progression of melanoma comprises determining that
the amount of the at least one biomarker in a biological
sample is significantly lower than the control concentration of
the at least one biomarker in a control biological sample, and
wherein the at least one biomarker comprises SEQ ID NO 1
(miR-211), SEQ ID NO 2 (miR-34b), SEQ ID NO 3 (miR-
375), SEQ ID NO 4 (miR-204), SEQ ID NO 5 (miR-99a),
SEQ ID NO 38, SEQID NO 39, SEQ IDNO 41, SEQ IDNO
42, SEQID NO 43, SEQ IDNO 44, SEQ ID NO 45, SEQ ID
NO47,SEQ IDNO 49, SEQ ID NO 50, SEQ ID NO 53, SEQ
ID NO 55, SEQ ID NO 56, SEQ ID NO 58, SEQ ID NO 59,
SEQ ID NO 63, SEQ ID NO 65, SEQ ID NO 68, SEQ IDNO
69, SEQ ID NO 70, SEQ ID NO 76, SEQ ID NO 77, SEQ ID
NO 78, SEQ IDNO 80, SEQID NO 81, SEQ IDNO 82, SEQ
ID NO 83, SEQ ID NO 85, SEQ ID NO 87, SEQ ID NO 88,
SEQ ID NO 89, or any combination thereof.

8. The method of claim 1, wherein the method comprises
quantifying the amount of at least two ncRNAs having the
sequence SEQ ID NO 1 (miR-211), SEQ ID NO 2 (miR-34b),
SEQ ID NO 3 (miR-375), SEQ ID NO 4 (miR-204), SEQ ID
NO 5 (miR-99a), SEQ ID NO 6 (miR-let-7a), SEQ ID NO 7
(miR-let-7b), SEQ ID NO 8 (miR-let-7¢), SEQ ID NO 9
(miR-let-7d), SEQ ID NO 10 (miR-let-7¢), SEQ ID NO 11
(miR-let-7f), SEQ ID NO 12 (miR-let-7g), SEQ ID NO 13
(miR-let-71), SEQ ID NO 14 (miR-125a), SEQ ID NO 15
(miR-125b), SEQ ID NO 16 (miR-15b), SEQ ID NO 17
(miR-16), SEQID NO 18 (miR-199a), SEQ ID NO 19 (miR-
21), SEQ ID NO 20 (miR-214), SEQ ID NO 21 (miR-221),
SEQ ID NO 22 (miR-222), SEQ ID NO 23 (miR-23a), SEQ
IDNO 24 (miR-23b), SEQ IDNO 25 (miR-26a), SEQ IDNO
26 (miR-30c), SEQ ID NO 27 (miR-320), SEQ ID NO 28,
SEQID NO 29, SEQ ID NO 30, SEQ IDNO 31, SEQ IDNO
32, SEQID NO 33, SEQ IDNO 34, SEQ ID NO 35, SEQ ID
NO36,SEQIDNO37,SEQID NO 38, SEQ IDNO 39, SEQ
ID NO 40, SEQ ID NO 41, SEQ ID NO 42, SEQ ID NO 43,
SEQID NO 44, SEQ ID NO 45, SEQ ID NO 46, SEQ IDNO
47,SEQID NO 48, SEQ ID NO 49, SEQ ID NO 50, SEQ ID
NO 51, SEQIDNO 52, SEQID NO 53, SEQ IDNO 54, SEQ
ID NO 55, SEQ ID NO 56, SEQ ID NO 57, SEQ ID NO 58,
SEQID NO 59, SEQ ID NO 60, SEQ IDNO 61, SEQ IDNO
62, SEQ ID NO 63, SEQ ID NO 64, SEQ ID NO 65, SEQ ID
NO 66, SEQ IDNO 67, SEQID NO 68, SEQ IDNO 69, SEQ
ID NO 70, SEQ ID NO 71, SEQ ID NO 72, SEQ ID NO 73,
SEQID NO 74, SEQ ID NO 75, SEQ ID NO 76, SEQ ID NO
77, SEQID NO 78, SEQ ID NO 79, SEQ ID NO 80, SEQ ID
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NO 81, SEQIDNO 82, SEQIDNO 83, SEQ ID NO 84, SEQ
ID NO 85, SEQ ID NO 86, SEQ ID NO 87, SEQ ID NO 88,
SEQ ID NO 89, or any combination thereof.

9. The method of claim 1, wherein the method comprises
quantifying the amount of at least three ncRNAs having the
sequence SEQ IDNO 1 (miR-211), SEQID NO 2 (miR-34b),
SEQ ID NO 3 (miR-375), SEQ ID NO 4 (miR-204), SEQ ID
NO 5 (miR-99a), SEQ ID NO 6 (miR-let-7a), SEQ IDNO 7
(miR-let-7b), SEQ ID NO 8 (miR-let-7c), SEQ ID NO 9
(miR-let-7d), SEQ ID NO 10 (miR-let-7e), SEQ ID NO 11
(miR-let-7f), SEQ ID NO 12 (miR-let-7g), SEQ ID NO 13
(miR-let-7i), SEQ ID NO 14 (miR-125a), SEQ ID NO 15
(miR-125b), SEQ ID NO 16 (miR-15b), SEQ ID NO 17
(miR-16), SEQID NO 18 (miR-199a), SEQ ID NO 19 (miR-
21), SEQ ID NO 20 (miR-214), SEQ ID NO 21 (miR-221),
SEQ ID NO 22 (miR-222), SEQ ID NO 23 (miR-23a), SEQ
ID NO 24 (miR-23b), SEQ IDNO 25 (miR-26a), SEQ IDNO
26 (miR-30c), SEQ ID NO 27 (miR-320), SEQ ID NO 28,
SEQ ID NO 29, SEQ ID NO 30, SEQIDNO 31, SEQ IDNO
32,SEQID NO 33, SEQ IDNO 34, SEQ ID NO 35, SEQ ID
NO36,SEQIDNO37, SEQIDNO 38, SEQ ID NO 39, SEQ
ID NO 40, SEQ ID NO 41, SEQ ID NO 42, SEQ ID NO 43,
SEQID NO 44, SEQ ID NO 45, SEQID NO 46, SEQ IDNO
47,SEQID NO 48, SEQ ID NO 49, SEQ ID NO 50, SEQ ID
NO 51, SEQ IDNO 52, SEQID NO 53, SEQ ID NO 54, SEQ
ID NO 55, SEQ ID NO 56, SEQ ID NO 57, SEQ ID NO 58,
SEQ ID NO 59, SEQ ID NO 60, SEQIDNO 61, SEQ IDNO
62, SEQID NO 63, SEQ ID NO 64, SEQ ID NO 65, SEQ ID
NO 66, SEQ IDNO 67, SEQID NO 68, SEQ ID NO 69, SEQ
ID NO 70, SEQ ID NO 71, SEQ ID NO 72, SEQ ID NO 73,
SEQ ID NO 74, SEQ ID NO 75, SEQ ID NO 76, SEQ IDNO
77,SEQID NO 78, SEQ ID NO 79, SEQ ID NO 80, SEQ ID
NO 81, SEQ IDNO 82, SEQID NO 83, SEQ ID NO 84, SEQ
ID NO 85, SEQ ID NO 86, SEQ ID NO 87, SEQ ID NO 88,
SEQ ID NO 89, or any combination thereof.

10. The method of claim 1, wherein the at least one biom-
arker comprises at least four ncRNAs having the sequence
SEQ IDNO 1 (miR-211), SEQ ID NO 2 (miR-34b), SEQ ID
NO 3 (miR-375), SEQ ID NO 4 (miR-204), SEQ ID NO 5
(miR-99a). SEQ ID NO 6 (miR-let-7a), SEQ ID NO 7 (miR-
let-7b), SEQ ID NO 8 (miR-let-7c), SEQ ID NO 9 (miR-let-
7d), SEQ ID NO 10 (miR-let-7e), SEQ ID NO 11 (miR-let-
7), SEQ ID NO 12 (miR-let-7g), SEQ ID NO 13 (miR-let-
71), SEQID NO 14 (miR-125a), SEQID NO 15 (miR-125b),
SEQIDNO 16 (miR-15b), SEQIDNO 17 (miR-16), SEQ ID
NO 18 (miR-199a), SEQ IDNO 19 (miR-21), SEQIDNO 20
(miR-214), SEQ ID NO 21 (miR-221), SEQ IDNO 22 (miR-
222), SEQ ID NO 23 (miR-23a), SEQ ID NO 24 (miR-23b),
SEQ ID NO 25 (miR-26a), SEQ ID NO 26 (miR-30c), SEQ
ID NO 27 (miR-320), SEQ ID NO 28, SEQ ID NO 29, SEQ
ID NO 30, SEQ ID NO 31, SEQ ID NO 32, SEQ ID NO 33,
SEQ ID NO 34, SEQ ID NO 35, SEQ IDNO 36, SEQ ID NO
37, SEQID NO 38, SEQ ID NO 39, SEQ ID NO 40, SEQ ID
NO 41, SEQIDNO 42, SEQIDNO 43, SEQ ID NO 44, SEQ
ID NO 45, SEQ ID NO 46, SEQ ID NO 47, SEQ ID NO 48,
SEQ ID NO 49, SEQ ID NO 50, SEQ IDNO 51, SEQ ID NO
52, SEQID NO 53, SEQ ID NO 54, SEQ ID NO 55, SEQ ID
NO 56, SEQIDNO 57, SEQIDNO 58, SEQ ID NO 59, SEQ
ID NO 60, SEQ ID NO 61, SEQ ID NO 62, SEQ ID NO 63,
SEQ ID NO 64, SEQ ID NO 65, SEQ ID NO 66, SEQ ID NO
67, SEQID NO 68, SEQ ID NO 69, SEQ ID NO 70, SEQ ID
NO71,SEQIDNO 72, SEQIDNO 73, SEQ ID NO 74, SEQ
ID NO 75, SEQ ID NO 76, SEQ ID NO 77, SEQ ID NO 78,
SEQID NO 79, SEQ ID NO 80, SEQ ID NO 81, SEQ ID NO
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82, SEQID NO 83, SEQ ID NO 84, SEQ ID NO 85, SEQID
NO 86, SEQ ID NO 87, SEQ ID NO 88, SEQ ID NO 89, or
any combination thereof.

11. The method of claim 1, wherein the biomarker com-
prises SEQ ID NO 1 (miR-211).

12. The method of claim 1, wherein the biomarker com-
prises SEQ ID NO 2 (miR-34b).

13. The method of claim 1, wherein the biomarker com-
prises SEQ ID NO 3 (miR-375)

14. The method of claim 1, wherein the biomarker com-
prises SEQIDNO 1 (miR-211)and SEQID NO 2 (miR-34b).

15. The method of claim 1, wherein the biomarker com-
prises SEQIDNO 1 (miR-211)and SEQID NO3 (miR-375).
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16. The method of claim 1, wherein the biomarker com-
prises SEQ ID NO 2 (miR-34b) and SEQID NO 3 (miR-375).

17. The method of claim 1, wherein the biomarker com-
prises SEQ ID NO 1 (miR-211), SEQ ID NO 2 (miR-34b),
SEQ ID NO 3 (miR-375), or any combination thereof.

18. The method of claim 1, wherein the biological sample
comprises a biopsy, a skin biopsy, a mole or nevus biopsy,
blood, serum, cultured cells, or any combination thereof.

19. The method of claim 1. wherein the quantifying step
comprises an ncRNA microarray analysis, RT-PCR, gRT-
PCR, northern blotting, western blotting, DNA sequencing,
or any combination thereof.
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