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Purpose
The purpose of this document is to describe the configuration of the LC-MRM system for targeted proteomics analysis. 
Responsibilities
It is the responsibility of person(s) performing this procedure to be familiar with laboratory safety procedures. The interpretation of results must be done by a person trained in the procedure and familiar with such interpretation.
Equipment
· Eksigent 425 LC system, incl 425 autosampler	
· 6500 QTRAP mass spectrometer
Conditions
	
	Description

	Mobile phase A
	0.1% FA

	Mobile phase B
	90% ACN/0.1%FA

	Analytical Column
	ChromXP, C18EP, 3um, 0.3 × 150mm

	Column Temperature
	45oC

	MS Resolution
	Unit/Unit

	MS Spray
	5500 V

	CID gas
	Medium

	Dwell time
	Variable

	RT window
	36 sec

	Target cycle time
	0.8 sec



Gradient:
	Fred Hutch

	Retention Time
	Flow
	%B

	0
	8
	0

	2.3
	8
	0

	3
	10
	10

	11
	10
	30

	13
	10
	60

	13.5
	10
	90

	14.5
	10
	90

	14.6
	10
	0

	15
	10
	0


 
Procedure

1. Prepare MS System Suitability Standards and blank injections (3% ACN / 5% acetic acid / 50 mM citrate).
2. Check system suitability (10 fmol on column Pierce iRT standard).
3. Setup scheduling using synthetic peptide mastermix.
4. When ready for analysis, thaw the samples and spin the plate at 800 × g for 30 seconds. 
5. Add MS system suitability standards and blank injections (3% ACN / 5% acetic acid / 50 mM citrate) to empty wells for external system suitability checks.
6. Cover the plate with a 96-well Silicone Sealing Mat, spin it down briefly, and place it on the autosampler.
7. Analyze 6 µL of the sample.
8. Import the raw data into the Skyline document containing the targeted peptides.
9. Integrate extracted ion chromatograms (XIC) of all transition ions for the peptide sequences in Skyline document.
10. Check the integration and retention time alignment of the endogenous peptides with the heavy peptide standards and relative peak areas of transitions. Confirm identity of peptides by manual inspection of relative light/heavy fragment ion intensities and retention times.
11. Upload final skyline files to Panorama.
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