MDA - 9/Syntenin regulates differentiation and angiogenesis
programs in head and neck squamous cell carcinoma

Supplementary Material

>

150

oy

o

o
»H
o

p=0.004

w
o

p=0.004 p=0.02

=N
o

Mean number of BrdU
1<)

positive cells
n
o

*
* = *

£ g o4 i -

FaDu-Vector ' FaDu-ShMDA-9 ' SCC-15-Vector  SCC-15-ShMDA-9 028Vector ~ 028-ShMDA-9

Mean number of BrdU
ell
N
=]
o
Mean number of BrdU
positive cells

o

o

=y

N

o
)

100 4

ey
o
o

150 p=0.02
p=0.01 p=0.01

(o]
o
1

100

S
o
1

* 50

*

Mean number ofinvaded g
)
o

cells

Mean number of invaded
o
=)
*

cells

19,

o
Mean number of invaded
=)

cells

0 -+

0 -

FaDu-Vector ' FaDu-ShMDA-9 ' SCC-15-Vector ' SCC-15-ShMDA-9 ' 028-Vector : 028-ShMDA-9 '

Figure S In vitro cellularproliferation(A, p=0.0040.02) andinvasion(B, p=0.010.02)was
significantly reduced inthe MDA -9/Syntenin silencedgroups compaed to the empty vector

treated groupsEach experimentwas repeatedtwo times and mean + SE of duplicate

experiments are repsente.
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Figure S2  Anchorageindependentgrowth as determned by soft agar assay was
significantly reduced (p=0.040.02) in the MDA-9/Syntenin silenrced HNSCC groups
comparedo the empty vector treatedgroups. Each experimentwas repeatedwo times and

meanzx SE of dugdicate experiments arepresented.
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Figure S3 The extent of DNA-synthesiswas significantly reducedin the MDA -9/Syntenin
dedeted FaDu(A, p=0.009)and SCG15 (B, p=0.014)xenografts comparetb the vector
treatedcontrols. Tumordrom at least5 mice were examinedand data were representeds

meant SE of courting of 10 randonty selectednicroscopidields. MagnificationX 200.
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Figure S4 The expresion level of CCND1 wassignificantly reduced(p=0.020.03) in
the MDA-9/SyntenindepletedFaDu and SCG15 xenografts comparetb the empty vector
treatedgroups(A). The expressiorevel of MDA-9/Synteninwaslower (p=0.01)n the MDA -
9/SyntenindepletedSCG15 xenografts compared to the empty vector treated groups
(B). Arrowheads indicate nuclear localizatiomf MDA -9/Syntenin MagnificationX 200.
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Figure S5: The expression level of KRT6A was significantly increased (p=0.001,
arrowheads)n the MDA-9/SyntenindepletedFaDuand SCG15 xenogafts comparedo the

controlvectortreated groups. Magnificatiox 200.
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Figure S6 The expessionlevel of VEGFR1 (arrow heads)was significantly reduced
(p=0.0020.003)in the MDA -9/SyntenindepletedFaDu and SCG15 xerografts comparedto
the empty vectortreated groupg§A). (B) HUVAC cellstreatedwith conditionedmediumfrom
empty vector treatedHNSCC cells resultedin capillary tube formation (left panel, arrow
heals). Disrupted capillary tube formation by the HUVAC cells when treated with
conditioned medium obtained from MDA-9/Syntenindepleted HNSCC cellgright panel).

Magnificationx 200.
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Figure S7: Vasculatureof the transfectedkenografts.(A) Meanvesseldensityas determined
by CD31 positivity was significantly lower in the tumor surroundingstroma (arrowspf the
MDA -9/Syntenin deplete@CG15 (p=0.01)and FaDu (p=0.004)xenografts comparedo the
empty vector treated groupRed dottedlines indicatetumorstromalinterface.S: stroma; T;
tumor. Magnification x 200. (B) Mean vesseldensity as determned by CD31 positivity
(arrows)wasalsosignificantly lower in the tumorbedsof the MDA-9/Syntenin depleteBCG

15 (p=0.001)and FaDu (p=0.009)xenografts comparetb the empty vector treatedgroups.

Magpnification x 200.






