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Application Note 
Quantitative label-free LC-MS using a low resolution 
ion trap instrument and Progenesis LC-MS 
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Methods: 
Sample Preparation: Cell free extract of Escherichia coli K12 was prepared, freeze dried and resuspended in 8M Urea, 50mM 
Ammonium Bicarbonate and 10mM DTT and incubated at 60°C for 1h. 1M Iodoacetic Acid was added to a final concentration 
of 15mM and the sample incubated in darkness at RT for 30min before an 8-fold dilution with 10mM Ammonium Bicarbonate 
(final Urea concentration of 1M). A Bradfords Assay determined approximate protein concentration and trypsin was added at 
a ratio of 20:1 (protein: trypsin). Digests were incubated at 37°C overnight and an SDS gel run to confirm digestion.  The 
digested cell free extract was then freeze dried and re-suspended in LC mobile phase Buffer A. The sample was centrifuged at 
10,000xg for 10 min prior to loading on LC-MS to remove insoluble particulates from solution. 
LC and MS: Ultimate 3000 (Dionex) coupled to an HCT-Ultra Ion Trap (Bruker). Peptides were separated with a 15 cm C18 
column, 3µm particle size, (Dionex) using a 0-30% Acetonitrile gradient over 120min. MS spectra were captured in either 
Standard (Enhanced) or Ultra  scan mode with LC settings kept constant and MS/MS spectra captured in Ultra Scan mode in 
both cases. 8 technical replicates of the same E. coli K12 digest were run with each MS scan setting. Data was analysed using 
Progenesis LC-MS v2.6 (Nonlinear Dynamics). 


