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Pancreatic cancer is the fourth leading cause of cancer deaths in the United States with an overall 5-year survival rate of 8 ® anchorage-independent growth of A » it ek B
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evaluated the requirement for PKC. for the transformed growth and tumorigenicity of PDAC cells. Our results demonstrate 0 Immunoblot analysis of PKCu expression ik / -] [

that PKCu is significantly over-expressed in human pancreatic cancer and is required for PDAC cellular transformation in in Panc-1 cells co-transfected with RNAI E:i} f{;j;.i"'f{f}'_'f’.-'fl“:f".':}i’t:,?'fif;f"f,?7‘ RNX;. NT PKC L

vitro and in vivo. Specifically, inhibition of PKCu. expression blocks PDAC cell transformed growth in vitro and (NT or PKC) and control vector (pBabe) R R ' 1 H
tumorigenicity in vivo. Analysis of PKC. downstream effectors implicates Rac1/(PAK)-MEK-ERK1/2 signaling in PKCi- or vector expressing wild type PKCu ;
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mediated transformed growth. Inhibition of PKC. expression in orthotopic pancreatic tumors also significantly reduces
tumor angiogenesis and metastasis. Taken together, our data demonstrate a required role for PKCu in the transformed
growth of pancreatic cancer cells and documents a novel role for PKCu in pancreatic cancer cell metastasis and
angiogenesis in vivo. These results strongly suggest that PKCu will be an effective target for pancreatic cancer therapy.
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Figure 1: PKC. is highly expressed in human pancreatic cancer and PDAC cell lines. NI PRCL Crsal NTRNAi  PKCiRNAi A) Left: Immunohistochemical detection of CD31 staining. Right: Quantitative analysis of CD31 positive staining in Panc-1
. L . . ) tumors, calculated as the ratio of CD31-positive pixels to the sum of all pixels. Mean +/- SEM is plotted. Bar=100um. B)
Q)RqNPA(\: aRbszggr?éz ?; isrcmtarlri]zzljﬁoe);%rsesffg 4|n|_|2cé)3ri;noe:1t; r;e”(:]:l::;?:af;nfggagc;;im;égrfngcll\JbaA\CZBLQggntg?;r r?j:_?:?; Figure 4: Constitutively active Rac1 recovers transformed growth of PKC. RNAi PDAC cells. Representative immunoblot analysis of VEGF and actin in Panc-1 NT and PKCu. RNAI orthotopic pancreatic tumors.
matched tissues + 2*(SD). Inset: PKCu MRNA expression is significantly increased in tumors compared to normal A) Panc-1 cells stably expressing NT or PKCt RNAI were assayed for Rac1 activity. Top panel, (Active) Rac1-GTP was Equivalent amounts of protein from each tumor sample were analyzed. C) Bioluminescence VIS images of orthotopic
pancreas tissue. The mean PKC. mRNA abundance in non-tumor matched tissues is set equivalent to 1, and average precipitated from cell extracts with PAK-1 PBD agarose. Immunoblot analysis of precipitates and total cellular extracts Panc-1 NT versus PKCt RNAI pancreatic tumors in live, anesthetized mice at Day 35. D) Representative images of tumor
fold-increase is plotted for pancreatic tumors. B) A representative image of immunohistochemical detection of PKCu (fotal Rac1) was performed using an anti-Rac1 Ab. Bottom panel, Quantitative, densitometric analysis of relative RacT metastases to various organs. E) Percent of orthotopic Panc-1 NT and PKCu RNAI pancreatic tumors that metastasized
activity (active Rac1/total Rac1). Mean of three independent experiments +/- SEM is plotted. B) Panc-1 cells co- to various organs is plotted. *= significantly different than NT RNAi tumors.

expression in a formalin-fixed primary pancreatic cancer reveals a high level of expression compared to normal adjacent
human pancreas (bottom, right panel). C) gPCR analysis of PKCt mRNA expression in ten human pancreatic cancer cell
lines (top). MRNA abundance is normalized to GAPDH x 100, n=3. Immunoblot analysis of total cell lysates from ten
human pancreatic cancer cell lines for expression of PKCt and g-actin (bottom).

transfected with RNAi (NT or PKCt) and control vector (LZRS) or vector expressing constitutively active (ca) Rac1
(caRac) were subject to immunoblot analysis for expression of Rac1, PKCi, phospho-ERK1/2 (Thr202/Tyr204), ERK1/2
and actin as a loading control. C) Expression of caRac1 recovers the inhibitory effect of PKCi1 RNAI on soft agar colony
formation. *= significantly different than control (NT & LZRS), **= significantly different than PKC. RNAi & LZRS. Mean
+/- SEM is plotted and represents at least two independent experiments.
CONCLUSIONS:

»PKC. expression is highly overexpressed in a high percent of primary pancreatic cancer tumors and highly induced in

A Panc-1 B Mia-Paca-2 PDAC cell lines.
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