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SUPPLEMENTARY FIGURES

A c xo1 D Esi-cont
=30 o Dsi-SNAI2
=] —+—U87 si-cont g ) iy
2% —*—U87 si-PKCd 3 % .
= 207 350 #

3o &= 8200
-E e 8 200
o
2, swn: [ Vi
dayl da day3 day4
= 0 -
IP : PKC3 - Migration Invasion
: -
100 1 4 U7 si-cont PKCB - F =
= 75 1 0O U87 si-PKC3
£ £
o (o] D
g 2 £ 3
E 25 E us7 us7 us7? CDH2
@a [
= & = 8 = O
L ] BT § ¥ ¥ x vim
0 I iz ;¥

48hr 98hr Sl

PKCa PKCP PKCE,
ZEB1
CDH2 CDH2 CDH2
IP: PKC3

vim

=
=

Vim

p-PKC3(T505)

B-actin p-actin B-actin

HA

PKC3

B-actin

Supplementary Figure S1: Effect of PKCd on infiltration of GBM cells through mesenchymal transformation. A. Cell
growth curves of U87 GBM cells transfected with control or PKCd siRNAs. B. Measurement of cell death in U87 GBM cells transfected
with control or PKCS siRNAs by FACS analysis after staining with propidium iodide. C. Western blot analysis for mesenchymal cell
markers (CDH2, VIM) and regulators (SNAI1, ZEB1, TWIST1 and SNAI2) in X01 GBM cells transfected with control or PKCo siRNAs.
D. Migration and invasion assay in U887 GBM cells transfected with control, SNAI2 or ZEB1 siRNAs. E. Western blot analysis for
mesenchymal cell markers (CDH2, VIM) in U87 GBM cells transfected with siRNA against PKCa, -B, -C or scrambled negative control
siRNA. F. Western blot analysis for CDH2, VIM, SNAI2 and ZEB1 in X01 GBM cells transduced with empty vector MFG or HA-PKC3.
[-actin was used for a loading control. **, p<0.01 versus control.
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Supplementary Figure S2: Downstream effectors of PKCo on infiltration of GBM cells through mesenchymal
transformation. A. Western blot analysis for activation status of AKT, MAPK (ERK, p38, JNK) and NF«B in U87 GBM cells transfected
with control or PKCS siRNAs. B. Western blot analysis for activation status of PKCS in U87 GBM cells transfected with control or PKC8
siRNAs. C. Western blot analysis for CDH2, SNAI2 and ZEB1 in X01 GBM cells transfected with control siRNAs or siRNAs against SRC
or STAT3. D. Western blot analysis for phosphorylation status of STAT3 after treatment with SRC inhibitor PP2. B-actin was used for a
loading control.



www.impactjournals.com/oncotarget/ Oncotarget, Supplementary Materials 2015

A i B c . D
Egi-cont
« O Ssi-cont
c 2 85i-PKC3 o g
g i 15 & 8 400 ; DSFNOTCH2
- s _ s - 3 ro- .
5 - ¢ = -] :
s 10 NOTCH2 o E
E < 200
| e s o
NICD4 . a— =
PKGb- MoloHz Jaat VAGE Migration  Invasion
E X01 F G
o
5 1.5 7 Wsi-cont 1.5 1 ®si-cont
E &5 Bsi-STAT3 Bsi-SRC
o = -y o - - 5 - Tk
%8 K ] -—‘
SNAI2 e = g 10 <10
. c @«
E E
B : s
.?.‘ 0.5 -Ef 0.5
NOTCH2  JAG1 JAGZ NOTCHZ  JAGT JAG2

Supplementary Figure S3: PKCo boosts mesenchymal transformation through NOTCH2. A. Western blot analysis for
NOTCH intracellular domain (NICD)-1, -2, -3, and -4 in U87 GBM cells transfected with control or PKCS siRNAs. B. qRT-PCR for
NOTCH2, JAG1 and JAG2 in X01 GBM cells transfected with control or PKCS siRNAs. C. Western blot analysis for phosphorylation
status of STAT3 in U87 GBM cells transfected with control or NOTCH2 siRNAs. D. Migration and invasion assay in X01 GBM cells
transfected with control or NOTCH2 siRNAs. E. Western blot analysis for CDH2, SNAI2 and ZEB1 in X01 GBM cells transfected with
control or NOTCH2 siRNAs. F, G. qRT-PCR for NOTCH2, JAG1 and JAG2 in X01 GBM cells transfected with control siRNAs or siRNAs
against STAT3 (F) or SRC (G). B-actin was used for a loading control. *, P < 0.05 versus control; **, p<0.01 versus control.



www.impactjournals.com/oncotarget/

Oncotarget, Supplementary Materials 2015

>
W
(o]

X01 D
Esi-cont o1

Osi-c-MET

Xo1

si-c-MET
si-c-MET

si-cont

(4] Y
g 8
el

p-PKCB
(T505)

p-SRC(Y418) " CDH2 -

Number of Cells/field
- n
8 8

Migration  Invasion

Xo01 HGF
(ng/ml) 0 125 25 50

1.5 1

=
o

PKC3

g - o p-c-MET
[}

3 | si-cont oMET
3 Bsj-c-MET

'E p-PKC3
o (T505)
=

3

NOTCH2

NOTCHZ JAGT JAG2

Supplementary Figure S4: PKCo is activated by ¢-MET in GBM. A. Western blot analysis for activation status of PKC$ in
X01 GBM cells transfected with control or c-MET. B. Migration and invasion assay in X01 GBM cells transfected with control or c-MET
siRNAs. C. Western blot analysis for activation status of SRC, STAT3 and NOTCH2 in X01 GBM cells transfected with control or c-MET
siRNAs. D. Western blot analysis for CDH2, SNAI2 and ZEB1 in X01 GBM cells transfected with control or c-MET siRNAs. E. qRT-PCR

for NOTCH-2, JAGI and -2 in X01 GBM cells transfected by control or c-MET siRNAs. F. Western blot analysis for phosphorylation status
of PKC8 and NOTCH2 levels after treatment with HGF. B-actin was used for a loading control. **, p<0.01 versus control.



www.impactjournals.com/oncotarget/ Oncotarget, Supplementary Materials 2015

>
w

-

(=]

(=]
J

100

—— High PRKCA (n=164)
—— Low PRKCA (n=165)

~— High PRKCB (n=168)
—— Low PRKCB (n=161)

=l
[41]

1
~l
g

p <0.001 p <0.001

Percent overall survival
(4]
(=]
1

Percent overall survival
14
(=]
1

25+ 25+
0 L L L] 1 d| L] G ] L L L] T L]
0 50 100 150 200 250 300 0 50 100 150 200 250 300
Months since initial diagnosis Months since initial diagnosis

Supplementary Figure S5: Kaplan-Meier survival curves of human brain tumor patients expressing high and low
levels of PRKCA A. and PRKCB B. in REMBRANDT database.



