
expressions of snail, twist, vimentin and MMP-2, crucial factors in epithelial-mesen-
chymal transition (EMT).

Conclusions: DIF-1 exerts anti-cancer effects in TNBC by reducing cell cycle accelera-
tors and reversing EMT. Our findings suggest that using DIF-1 as a lead compound
could develop a novel anti-cancer agent for TNBC.

Legal entity responsible for the study: The study protocol was approved by the
Committee on Ethics of Animal Experiments of Kyushu University. Animal handling
and procedures were carried out in compliance with the Guidelines for Animal
Experiments, Kyushu University, and the Law (No. 105) and Notification (No. 6) of
the Japanese Government.

Funding: Has not received any funding.

Disclosure: All authors have declared no conflicts of interest.

19P The inhibitory effect in oral squamous cell carcinoma cells by knocking
down matrix metalloproteinase 9

X. Zhang, J. Wen, P. Yin

Beijing Institute of Dental Research, Beijing Stomatological Hospital and School of
Stomatology, Capital Medical University, Beijing, China

Background: Extracellular matrix (ECM) is a basic step of tumor invasion and metastasis.
Matrix metalloproteinase (MMPs) family is a kind of zinc-ion-dependent endopeptidase,
which can degrade almost all protein components in the extracellular matrix, destroy the his-
tological barrier of tumor cell invasion, and play a key role in tumor invasion and metastasis.
The role of MMP-9 in tumor invasion and metastasis has attracted increasing attention and
is considered as the main proteolytic enzyme in this process. The aim of this study was to
investigate the role of MMP-9 in human oral squamous cell carcinoma cells.

Methods: Human oral squamous cell carcinoma (OSCC) cells CAL27 and SCC-15
were cultured in DMEM high glucose medium with 10% FBS. The MMP-9-shRNA
Lentiviral clone and control virus was constructed and transfected into OSCC cells. Cell
proliferation was detected by MTT assay. Colony formation was evaluated by colony
formation assay. Cell migration and invasion was evaluated using the scratch assay and
transwell invasion assay. OSCC cells Knockdown with MMP-9-shRNA were injected
into zebra fish and OSCC tumor model in zebra fish was established and evaluated.

Results: MMP-9 expression was down regulated significantly in RNA and protein level
after transfection. Knockdown of MMP-9 gene by shRNA could inhibit oral squamous
cell cancer cells growth and colony formation, and markedly suppress cell migration
and invasion in vitro. And also knockdown of MMP-9 gene could significantly inhibit
OSCC cells metastasis in zebra fish.

Conclusions: MMP-9 plays an important role in OSCC cells metastasis.

Legal entity responsible for the study: Beijing Stomatological Hospital & School of
Stomatology, Capital Medical University.

Funding: Has not received any funding.

Disclosure: All authors have declared no conflicts of interest.

20P Matrix metalloproteinases and their tissue inhibitors genes abnormal
DNA methylation in breast cancer

O. Simonova1, E. Kuznetsova2, A.S. Tanas1, V. Rudenko1, E. Poddubskaya3, T. Kekeeva1,
G. Chesnokova1, S. Kutsev1, D.V. Zaletaev2, M.V. Nemtsova2, V.V. Strelnikov1

1Epigenetics, Federal State Budgetary Scientific Institution "Research Centre for Medical
Genetics", Moscow, Russian Federation, 2Genetics Laboratory, I.M. Sechenov First
Moscow State Medical University, Moscow, Russian Federation, 3Insitute for
Personalized Medicine, I.M. Sechenov First Moscow State Medical University, Moscow,
Russian Federation

Background: Matrix metalloproteinases (MMPs) specifically hydrolyze the extracellu-
lar matrix proteins. MMPs are inhibited by tissue inhibitors of MMPs (TIMPs).

Changes in the expression levels of MMPs and TIMPs have been described in various
cancers, including breast cancer (BC).

Methods: We analyzed methylation status of 11 MMP genes (MMP2, MMP11,
MMP14, MMP15, MMP16, MMP17, MMP21, MMP23B, MMP24, MMP25, MMP28)
and 4 TIMP genes (TIMP1, TIMP2, TIMP3, TIMP4) in 183 BC samples and 183
matched samples of morphologically normal adjacent tissues, 6 BC cell lines (ZR711,
HBL100, HS578T, BT474, T47D, MCF7), and 6 autopsy samples of normal breast tis-
sues by methylation sensitive restriction enzyme digestion PCR (MSRE-PCR).

Results: In our collection of BC samples, cancer related abnormal methylation
was observed for the MMP2, MMP23B, MMP24, MMP25, and MMP28 genes of
the MMPs family (Table). Other MMP genes under study were nonmethylated
both in tumors and in normal tissues, as well as the TIMP genes TIMP2 and TIMP3.
The promoter regions of TIMP1, TIMP4, MMP14, and MMP21 were found to be
constitutively methylated in breast tissues, no matter cancerous or normal. A multi-
ple correspondence analysis demonstrated that nonmethylated status of the pro-
moter regions of MMP2, MMP23B, MMP24, MMP25, MMP28 is associated with
lack of HER2 expression. The methylated status of the MMP23B is associated with a
higher level (3þ) of HER2 expression. Table: MMP genes differentially
methylated in BC.

Conclusions: Taken that HER2-positive BC is a more aggressive disease, one can
assume that unsuppressed expression of the MMP2, MMP23B, MMP24, MMP25,
MMP28 genes allowed by the absence of abnormal methylation of their promoters
is characteristic for less aggressive BCs. Legal entity responsible for the study:
Research Centre for Medical Genetics. Funding: The research was carried out within
the state assignment of Ministry of Science and Higher Education of the Russian
Federation.

Legal entity responsible for the study: Research Centre for Medical Genetics.

Funding: Ministry of Science and Higher Education of the Russian Federation.

Disclosure: All authors have declared no conflicts of interest.

21P Uveal melanoma cell lines depend on multiple signaling pathways for
survival

J.J. Park1, A. Stewart1, M. Irvine1, B. Pedersen1, R. Kefford1, R. Diefenbach1, M.S. Carlino2,
H. Rizos1

1Department of Biomedical Sciences, Macquarie University, Sydney, Australia,
2Department of Medical Oncology, The Crown Princess Mary Cancer Centre,
Westmead, Australia

Background: Uveal melanoma (UM) is a rare cancer that arises from melanocytes in
the uveal tract of the eye. Despite effective treatment for primary UM,> 50% of
patients develop metastatic disease. There is currently no effective treatment for
metastatic UM and median life expectancy is< 8 months. About 90% of UM are
characterised by mutations in the GNAQ or GNA11 GTPases and several signalling
cascades downstream of G-protein activation have been identified as potentially
targetable. These include the protein kinase C (PKC), mitogen activated protein
kinase (MAPK), phosphatidylinositol-3-kinases (PI3K), mammalian target of
rapamycin (mTOR), and YES-associated protein (YAP) pathways. Aim to under-
stand the relative contribution of oncogenic signaling pathways in proliferation
and survival of UM.

Methods: The response 11 UM cell lines to 6 selective inhibitors was investigated using
cell viability assays and cell cycle analyses by flow cytometry. Inhibition of selected
pathways was examined using Western analysis of downstream effector proteins.
The inhibitors used in this study included PKC inhibitors (AEB071 and LXS196), MEK
inhibitor (trametinib), PI3K/mTOR inhibitor (BEZ235), YAP inhibitor (verteporfin)
and ARF6 inhibitor (NAV2729).

Results: PKC inhibitors were most effective with 8 GNAQ/11 mutant UM cell lines
showing some degree of sensitivity to each of the inhibitors, although sensitivity was
usually associated with proliferative arrest rather than cell death. (see Table)
Expression levels of pMARCKS and pERK were strongly inhibited by PKC inhibitors,
however inhibition of these effector proteins did not reflect the degree of UM cell
sensitivity.
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Conclusions: The sensitivity of GNAQ/11 mutation UM cell lines to 6 targeted drugs is
heterogeneous and no single dominant signalling pathway was identified. This suggest
that multiple, independent signal pathways contribute to the survival of UM. Thus,
inhibition of any single pathway is unlikely to be effective in the treatment of majority
of metastatic UM.

Legal entity responsible for the study: The authors.

Funding: Has not received any funding.

Disclosure: All authors have declared no conflicts of interest.

Table: 21P Summary of UM cell lines to each inhibitor. Combined result of cell viability assay and cell cycle analysis

Cell Line Mutation Trametinib BEZ235 NAV2729 AEB071 Verteporfin LXS196

Mel270 GNAQ sensitive sensitive sensitive sensitive sensitive sensitive

OMM1 GNA11 resistant sensitive intermediate sensitivity sensitive sensitive sensitive

92.1 GNAQ resistant intermediate sensitivity sensitive intermediate sensitivity sensitive intermediate sensitivity

Mel202 GNAQ resistant intermediate sensitivity sensitive intermediate sensitivity sensitive intermediate sensitivity

OMM1.3 GNAQ resistant intermediate sensitivity resistant intermediate sensitivity resistant intermediate sensitivity

OMM1.5 GNAQ resistant resistant resistant intermediate sensitivity resistant intermediate sensitivity

MP41 GNA11 resistant resistant resistant intermediate sensitivity resistant intermediate sensitivity

MP46 GNAQ resistant resistant resistant resistant resistant intermediate sensitivity

MP38 GNAQ resistant resistant resistant resistant resistant resistant

Mel290 Nil resistant intermediate sensitivity resistant resistant resistant resistant

Mel285 Nil resistant resistant resistant resistant resistant resistant
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