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Quantitation of Peptides in Plasma

Assays that are both specific and quantitative for target
proteins are critical for preclinical validation of putative

6490 0QQ Using Standard, Capillary and Nano Flow LC
LC System: 1290 Infinity, LC1200 capLC system or HPLC-Chip

Excellent sensitivity at standard LC flow rates
Calibration curves for the plasminogen SIS peptide from 5 —

biomarkers. Such assays are typically multiplexed, multiple LC Column: Zorbax SB-C18 columns 2.1 or 0.5 mm id x 150 10000 amol/pL in 250 ng/pL plasma digest.  Area
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mass spectrometer. This study investigates the sensitivity For capillary flow LC, a new R Linear plot
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spectrometer modified with a dual ion funnel. active cooling of the nebulizer. 0.5 mm column 121%RsD
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6460 0QQ vs. 6490 AQQ Using Standard Flow LC

Instrument: 1290 LC system + 6460 or 6490 QQQ using AJS
Column: Poroshell 120 2.1 x 150 mm

Flow rate: 0.5 mL/min

Sample: HSA synthetic peptide standard LVNEVTEFAK

Results for this peptides showed a 10x improvement in

Quantitation of Peptides in Plasma

6490 0QQ Using Standard Flow LC

Instrument: 1290 LC system + 6460 or 6490 QQQ using AJS
Column: ZORBAX Eclipse Plus RRHD C18, 2.1x150mm, 1.8

* Retention time reproducibility was less than 0.2%RSD for

all peptides.

o After these 110 analyses, the sensitivity of the system

remained unchanged.

The figure below shows the

calibration curves for the plasminogen peptide with points
from before and after the 110 injections of the QC standard.

sensitivity for the 6490 QQQ compared to the 6460 QQQ. um, 95A at 50 C ( )
Flow rate: 0.4 mL/min
[ A Sample: 12 stable isotope-labed standard (SIS)' peptides
6460 + AJS 6490-iFunnel + AJS spiked into a non-depleted plasma digest
1 fmol on-column 100 amol on-column MRM: 3 transitions for each heavy and light peptide 2.2% RSD
¥ e L Injection volume: 10 pL n=110
» . Impact of matrix: 10x dilution improves LOD!
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Initial analyses were done using 25 pg of plasma digest per
” injection.  Diluting the sample 10-fold reduced matrix 4.7% RSD, n=4
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