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Evaluation of Reversed Phase Columns for Protein Separation using a single LC/MS - LC/UV Methodology

Kurt Yardley, Paul Rainville, Jeff Mazzeo, Uwe Neue, and Reb Russell I1*
WCIferS Corpor(:l’rion, Llfe SCienceS AppliCGﬁonS, Milford, MA, USA (*send correspondence: reb_russell@waters.com)

Introducﬁon Protein LC/MS - LC/UV Protein Separation Confiquaration The UV, MS, and MaxEntl Data for the separation of RNase A, Bovine cytochrome C, Horse Heart
: : ) = : : : : Myoglobin, and Carbonic Anhydrase
Allianance® (LC), ZQ® 4000 (MS), 996 PDA (UV), The peak capacity of each column tested as a function of each protein and an average of all four proteins. A)Total lon Chromatography of the Separation of a four protein mixture on Delta-Pak® C.q column.

HPLC separations on reversed phase columns are an impor-
tant part of characterizing complex protein samples from basic re-
search and pharmaceuticals. Recent advances in mass spectrome-
try have allowed for rapid characterization of protein and peptide
samples separated buy HPLC, greatly facilitating the identification
of target proteins and contaminants. Thus, there is a need for good
separation techniques using MS compatible methodology for the
separation of proteins by HPLC. We present her the evaluation of
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This method is an excellent general method for separating proteins for UV/MS detection.
Proteins of various sizes are separated and ionized well, giving good UV and MS signals.

AU

The system described is a robust system with excellent separation and analysis capabilities
for proteins.

Delta-Pak® and Symmetry® columns are outstanding for protein LC-MS. Excellent peak
shape/capacity. No protein carryover. Recovery is excellent.

RNase A T o e e s w0 20w RNase A does not ionize well but we were still able to get a good MS signal with this
Cytochrome C e Average method.
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Carbonic Anhydrase While contaminating protein degradation products are not readily detected by UV, they are
readily detected by using mass spectrometry.
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