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Development of oral cancer therapy utilizing the regulation of CD82 expresssion,
a suppressor of metastasis, by microRNA.
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We investigated the mechanism through which CD82 inhibited FZD expression by
examining the effects of miRNAs. The miRanda algorithm predicted 11 miRNAs from FZD sequences.
Among these miRNAs, CD82 caused upregulation of miR-203 as compared with control cells. Transfection
with miR-203 mimics or inhibitors revealed that miR-203 downregulated FZD2 mRNA and protein
expression. Moreover, transfection with the miR-203 mimic also inhibited cell mi?ration. Therefore,
these findings suggested that CD82 enhanced the expression of miR-203 and directly downregulate FZD2
expression, suppressing cancer metastasis by inhibition of the Wnt signaling pathway.
We also studied specific serum miRNAs as biomarkers for OSCC diagnosis. In conclusion, miR-125b and

miR-183 expression levels in serum have significant potential as effective biomarkers for the
detection of 0SCC.
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A novel function of CD82/KAI-1
on E-cadherin-mediated hemophilic
cellular adhesion of cancer cells. Masakazu
Abe et al. Cancer Letters 266: 163-170
(2008)
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CD82 inhibits canonical Wnt signalling
by controlling the cellular distribution of
B -catenin in carcinoma cells. Satomi
Chigita et al. [International Journal of
Oncology 41(6): 2021-8 (2012)
CD82
CD82

microRNA miRNA small non-coding

RNA
miRNA
50
miRNA
(oncomiR)
(anti-oncomiR)
miRNA Wnt
signal
CD82 Wnt
CD8&2 miRNA
miRNA
CD8&2
CD8&2
miRNA
miRNA
OSCC
miRNA
miRNA

CD82/KAI1 FZD

Wnt
E-cadherin
miRNA
CD8&2
CD8&2
miRNA
miRNA
miRNA CcD82 Wnt
)
CD82
h1299 CD82 cDNA
h1299/CD82
h1299/zeo
h1299/CD82  CD82
h1299 h1299/zeo 20
CD82 9

( ) Short hairpin RNA (ShRNA)
h1299/CD82 CD82 short hairpin RNA
(shRNA) CD82
h1299/CD82

pLKO.1-puro Control Vector
pLKO.1-puro/sh.CD82 (

h1299/CD82-sh.control
h1299/CD82-sh.CD82)  shRNA
h1299 RT-PCR

CD82

() miRNA Mimics, miRNA Hairpin Inhibtors

h1299/zeo h1299/CD82
miRIDIAN microRNA Mimics
microRNA Hairpin Inhibitors
Negative Controls (
h1299/ze0/338 inhibitor
h1299/ze0/203 mimic  h1299/zeo/control
inhibitor h1299/zeo/control mimic
h1299/CD82/338 mimic h1299/CD82/203
inhibitor h1299/CD82/control inhibitor
h1299/CD82/control mimic)

miRIDIAN

)
miRNA
FZD Wnt miRNA
miRanda
miRNA
miRNA
miRanda miRNA
FzD2, -3, -5, -7, -9 miRNA



Wnt miRNA

)
reaction (PCR)

h1299 total RNA
First-Strand  ¢cDNA  Synthesis
SuperScript 11 RT cDNA
mRNA LightCycler FastStart DNA
Master SYBER Green 1 kit
PCR 3
mRNA
B -actin mRNA

polymerase chain

Using

miRNA h1299 miRNA
total RNA miScript 11 RTKit
CDNA miRNA
miScript SYBR Green PCR kit
PCR 3
miRNA
RNU6B

)
SDS-PAGE

1
HRP ECL

( ) Wound healing assay
6 h1299/zeo
h1299/CD82 miRNA 48

200 pl

(D) (
) x 100
0SCC miRNA
2014 2015

42
20

TNM
(TNM classification of malignant tumours)
7 (2009 )

(
126-306)
1975
()
0scC 2
9
10 ml 30
1900 g 4 30
1600 g
4 10
-80
) mIRNA
6 200 p 1
6
3D-Gene RNA extraction reagent
total RNA 3D-Gene

miRNA labeling kit 3D-Gene Mouse
miRNA Oligo chips
3D-Gene Scanner

3D-Gene Extraction software

25D

25

)
reaction (PCR)

miRNeasy serum/plasma kit  MS2

polymerase chain

MIRNA total RNA
TagMan ® MicroRNA RT kit cDNA
miRNA TagMan®
MicroRNA Assays PCR
3 PCR
95 10 1 2
95 15
/ 60 60 40
miRNA
miRNA
microarray
3 miRNA (miR-23a, miR-24,
miR-423)
PCR
miR-125b  miR-183

miR-24



CT = cycle threshold

ddCT (patient) = CT (patient) - (CT miR-24)
- dCT (health control)

dCT (health control) = [(CT (health
control) - (CT miR-24))]
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