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ARTICLE INFO ABSTRACT

Artide higory: Precise and accurate quantification of protein expression levels in a complex bidogical setting is chal-
Received 16 May 2013 lenging: Here. we describe amethod for absolute quantitation of endogenous proteins incell lysates using
Received in revised farm 13 July 2013 an automated capillary immunoassay system, the size-hased Simple Westem system (recently developed

Acoepted 16 |y 2013

Available anline 26 July 2013 by ProteinSimple). The method was able to accurately measure the absolute amounts of target proteins at

picogram or sub-picogram levels per nanogram of cell lysates. The measurements were independent of
the cell matrix or the cell lysis buffer and were not affected by different antibody affinities for their spe-
cific epitopes. Wethen applied this method to quantitate absolute levels of expression of protein kinase €
Capillary immuncasiay (PKC) isoforms in INCaP and 937 cells, two cell lines used extensively for probing the downstream bio-
Simple Western logical responses to PKC targeted ligands. Our absolute quantitation confirmed the predominance of PKCs
Quantitative protein amalysis in both cells, supporting the impornant functional role of this PKC isoform in these cell lines. The method
described here provides an approach to accurately quantitate levels of protein expression and comelate
protein level with function. In addition to enhanced accuracy relative to conventional Western analysis,
it cicumvents the distortions inherent in comparison with signal intensities from different antibodies
with different affinities.

Keywards
Protein kinase C (PXC)

Published by Elsevier Inc.
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