Autocrine VEGFC-VEGFR2 signaling Is of Importance
for the growth of Glioblastoma Multiforme
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Figure 3: A) VEGFC level in cell cultures. B) WB showing VEGFR2 and p-VEGFR2 protein levels in CPHO017p4 cells following treatment with VEGFC
(0.2ug/mL) and VEGFA (40ng/mL) for 15 min. C) VEGFC expression in CPHO17p4 cells 24 h following transfection with VEGFC-sIRNA or sc.-sSIRNA

AI | I l constructs. D) Viability of VEGFC siRNA transfected cells over 7 days.
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VEGFC expression in GBM patient tumors = Addition of VEGFC protein to the VEGFR2

= Cell viability profiles were measured by MTT assay.

positive cells iInduced VEGFR2
phosphorylation (Fig. 3B), while inhibition
of VEGFC (by siRNA) reduced the in vitro
growth (Fig. 3C-D).
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“ Protein expression was determined by Western blot
(WB) analysis while mRNA expression was measured
by real-time quantitative PCR (Q-RT-PCR). Lysates
from human dermal microvascular endothelial cells
(HMVEC) and human dermal lymphatic endothelial cells
(HDLEC) were used as controls.
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“ When Injected into the brains of mice,
VEGFC-sIRNA transfected cells resulted In
reduced tumor growth (Fig. 4A) and
Increased survival compared to control
cells (Fig. 4B).

“ For establishment of tumor xenograft 100.000
CPHO017p4 cells, which had been stably tranduced for
Luciferin expression, were injected orthotopically into
the brain of NMRI nude female mice. Cells had one day
prior to injection been transfected with either VEGFC-
SIRNA or sc.-siRNA. Tumor development was followed
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other GBM patients.
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“ Patient tumor material was collected during surgery at
Rigshospitalet, Denmark, under approval of the
Scientific Ethical Committee for Copenhagen and
Frederiksberg (KF 01-034/04). Tumors were diagnosed

as GBM according to the WHO 2000/2007 guidelines. CO n C I u S | O n S

= Statistics: One sample t-test, setting the hypothetical

R R R R e I = | |ke VEGFA, VEGFC can stimulate autocrine VEGFR2 activation in GBM cells

measurements. General linear model analysis was used
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analysis was performed using the Kaplan-Meier method

and the log-rank test for comparisons between the - VEGFC iS a p()tential target f()r fUture GBM therapy

treatment and the control group.




