Libra – Exercises
· Using Petunia go to the TPP Tools ( Libra Conditions page.  Make sure that the output filename is c:/TPP/data/class/Libra/condition.xml, then select to Paste the commonly-used values for iTraq – 8 channel, and to Normalize against channel 1.  Click on Generate Condition File to save the Libra parameters to the chosen file.
· Next, go to the “Analyze Peptides” page.  Add the following file to the analyses:
data / class / Libra / Orbi091229_A549_8plex_IPG100_45min_fr_65.pep.xml

· In the PeptideProphet Options pane select Use Accurate Mass Binning (PPM), and Run ProteinProphet Afterwards.  In the Libra Options pane select RUN Libra.  Click Run XInteract to launch the analysis.
· The analysis of this data should take no more than a couple of minutes.  When the program is finished open the peptide results file: c: \ TPP \ data \ class \ Libra \ interact.pep.xml. The results of running Libra quantitation are captured in columns beginning with “Libra”.   In the viewer, select to sort the spectra by probability in descending order.

· Under “Display Options” in the PepXMLViewer change libra values from “absolute” to “normalized” and click to “Update Page”.  What is the effect on the reported values? [ANS:  normalized against the 113.1 channel]
· Select a spectrum with high probability and click on its matched ions link.  Zoom into the 112-121 Da region and compare the relative reporter ions intensities to the Libra values reported in the viewer.
· Examine several other spectra of various probabilities by visually comparing the reporter ion intensities to the values reported by Libra.

· Using Petunia file browser open the file c: \ TPP \ data \ class \ Libra \ interact.prot.xml.
· For several proteins in the file, compare the displayed Libra values to the Libra values of their constituent peptides.  (HINT: Click on the peptide sequences to see the Libra peptide values.)
· Using the Petunia File Browser tool find and View the file: c:\TPP\data\class\Libra\quantitation.tsv.  This file contains information about the protein abundance ratios calculated by Libra for each protein identified by ProteinProphet using the constituent peptide iTRAQ abundance ratios.  The constituent peptide ratios for each protein are listed below the protein entry, along with information about whether or not a given peptide’s ratio contributes to the protein ratio (the “kept?” column).
