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error of 60 ppm, for the predicted 21kD protein.
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Figure 6: Collated List of Proteins Identified. A partial list of proteins
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b 1o 1 M NaCl (pH 8). The 2nd dimension reversed phase separation was I zeTD colored bars. The figure insets show raw and deconvoluted spectra of two
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solvent flow to allow trapping of analytes, column washing, separation and
detection by the online mass spectrometer. A post-valve split permitted
simultaneous fraction collection and ESI-Tof MS analysis. Collected
fractions were proteolytically digested and analyzed using a Waters
Micromass® Q-Tof Ultima™ MALDI MS system. MassLynx™ 4.0 was
used for instrument control, data acquisition, and MS data processing.
ProteinLynx™ Global Server was used for Q-Tof MS/MS data analysis,
and protein database searching against the SwissProt database (http://
www.expasy.org).

Figure 3: Automated ESI-Tof MS Spectral Analysis Using FractionLynx™:
FractionLynx was used for automated data analysis of ESI-Tof data by
performing peak identification, spectral summation, background subtraction,
and MaxEntl deconvolution for identified TIC peaks. Multiple peaks and all
collected fractions were analyzed in a single overnight processing run. The
FractionLynx browser (above) depicts the deconvoluted spectrum for a protein
with mass 15,408 Da, later identified as HNS ECOLI during database
searching of the Q-Tof MS/MS peptide digest data for that fraction.
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Figure 5: ldentification of a Processed Form of the E. coli Protein
OSMY_ECOLI lacking its N-terminal Signaling Sequence. Combining the
data from intact and digest MS analysis we were able to identify a truncated
form of the E. coli protein OSMY_ECOLI lacking the N-terminal 28 amino
acids. The loss of the leader sequence reduced the calculated mass from
21,074 Da to 18,161 Da in line with our observations. A search of the
SwissProt database confirms the processing site predicted from our mass
data (Protein OSMY_ECOLI Accession Number P27291).

of Human Cerebrospinal Fluid. 540 ug of human CSF protein was injected
on the MDLC system for fractionation. Proteins were eluted off the 1D SAX
column by 50 mM NacCl steps at pH 8. The 2D reversed phase separation
was done using a 5-45% ACN gradient in 0.005%TFA/0.1% formic acid.
Fraction collection was done as shown above. The 2D separation protocol
was effective in separating the highly abundant serum albumin protein from
other mixture components. This allowed for analysis of the underlying low
level proteins and peptides within the sample. A closer view of the boxed
region is shown in Figure 8.

components in intricate sample matrices.

e Samples with extreme dynamic range (e.g. many biofluids) may still require
depletion of abundant proteins to permit optimum column loading for
detection of lower abundance components.

e Chromatographic separations offer a high degree of flexibility for proteomic
analyses for dealing with samples exhibiting a wide range of sample
complexity.
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