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human monoblastic U937 cells provides an opportunity to evaluate the overall proteases examined i panel A Log (Intensity Average) Log (Intensity Average)
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Figure 7. Comparison of PCT and CTRL for post-nuclear membrane tryptic digests. The PCT

APCT produces lower abundance peptides less reproducibly than standard digestion were 60 cycles of 50 s at 20 kPSI followed by 10 s at 1 atm.

methods when 20-30 cycles are used (average RSD: 28%).
Alncreasing the number of PCT cycles to 40 or more increases reproducibility of
lower abundance peptides (average RSD: 16%).
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APCT enables a 2.5-fold increase in peptide identification compared to the conventional
digestion procedure for post-nuclear membrane samples.
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100 o | _ APCT is also more effective in the digestion of integral membrane proteins.
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the pressure cycle was set to ramp to 20 kpsi for 50 seconds followed by 10 seconds . . .
P 4 P P 4 APCT produces more peptides, but with generally lower amplitude (peak area) A PCT digestion of complex mixtures (U937) produces a comparable number of

at 1 atmosphere at 50 AC. Cycles were repeated 30 times for the 9-protein sample and Figure 5: Comparison of PCT digestion to 4 hr control digestion without mixing.

20 times for the single proteins. Each single protein sample was subsequently spiked APCT reproducibly produces missed cleaved peptides In larger amounts than the ((:)ontrol AP o . . identified proteins to that from standard 4h or overnight digestions.
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0.2% formic acid. The samples were loaded onto an home made Jupiter C-18 trypsin digests of U937 monocyte cell lysates o
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analytical column (100 x 0.150 mm) with a 56 min g0-60 % ACN gradient with the AHigher number of peptides in 20 cycle PCT due to higher proportion of peptides with Figure 6: In-gel digestion of BSA using PCT and conventional overnight Smith RD J. Proteome Res. (2008) 7(8), 3276-3281..
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Orbitrap XL with CID. Peptide coordinates (m/z, charge, Rt and peak intensity) were AMissed cleavage trend levels off at 30 cycles A PCT using 30 or more cycles produces peptides in higher abundance than Tech. (2006) 17(2) 173-175.

determined with in-house MassSense software. ANumbers of protein identifications roughly equivalent conventional digestion methods.




