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The sPRG2006 standard has been developed to assist in the
evaluation of:
Separations technologies employed in proteomics analysis
Methodologies used to identify proteins
Bioinformatics tools used to consolidate protein identifications

Methods

Human proteins were purified from their biological source or expressed
as a recombinant.

Subjected to multiple analytical methodologies, e.g., 1D PAGE, IEF, and
RP-HPLC, in order to assess required levels of purity (> 95%).

Protein concentration was determined by amino acid analysis.

Five picomole aliquots of each protein were combined and lyophilized in
a1 mL polypropylene tube.

Prior to distribution to participating labs, the SPRG2006 protein
standard was distributed to the sSPRG committee members for
validation.

Three RG laboratories analyzed using a shotgun approach by digestion

with trypsin of the entire protein mixture followed by on-line 1D LC-
MS/MS, on-line 2D LC-MS/MS, off-line capillary RP-HPLC, TOF/TOF

Two RG laboratories separated the protein mixture by 1D SDS-PAGE,
followed by in-gel tryptic digestion and on-line 1D LC-MS/MS.

For more information about this study,
please visit

www.abrf.org/sprg
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Conclusion

A standard protein mixture has been developed that has
broad usefulness for a variety of proteomics strategies.

No approach performed better than any other: Success was
possibly experience-, or technical ability-dependent.

Good results are achievable by a lab which does not have the
latest instruments but optimizes variables within its control.

Many labs can reliably identify a large fraction of proteins at
these concentrations with few false positive results.

The variability expected in a semi-complex protein mixture
analysis needs to be dealt with in future standards design and
analysis.

We highlighted the need for a community standardized
method for data reporting.

The study has led to a publicly available set of raw data files
for further analysis.
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