Spike in 50 μg lysate (HEK/HELA):










50 femtomole BSA
20 femtomole BSA










10 femtomole BSA










5 femtomole BSA










2 femtomole BSA










1 femtomole BSA










500 attomole BSA

Start with a BSA concentration of 20 μg/μl. And spike the quantities as indicated above in 50 μg of lysate (HEK/HELA is fine for a test) and perform FASP according to the protocol used for platelet/granulocyte lysis.

 Injection volume should be 10 μl. For diluting, 10 μl of sample should be used as an absolute minimum to reduce the relative error in pipetting. Samples should be checked on the LTQ prior to analysis on the Q-ToF.
Analyze all samples on Q-ToF. 










Analyze the lowest BSA concentration spiked sample in which at least 5 BSA peaks are detectable multiple times to ensure its validity (5 replicas should suffice).

Analyze different injection volumes of a spiked sample to check whether Pview returns the same ratios

Reference sample: Mix of 10-15 samples spiked with appropriate concentration of BSA 
(Needs to be prepared in large quantities once the BSA spike level is determined)

Sample analysis strategy for labelfree on Q-ToF:








Prior to sample analysis:

· Initiate chip

· 2-3 x BSA (45 mins) until chromatogram looks fine and 722.32 and 582.32 Da peaks are visible (722.32 is sometimes missing the first few runs when reinitiating a chip)


· 1 x Reference sample (90 mins)


· 1 x BSA (90 mins)











Sample analysis:







· 5 x sample (90 mins)






· 1 x BSA (45 mins)

· 5 x sample (90 mins)

· 1 x BSA (45 mins)

· 5 x sample (90 mins)

· 1 x reference sample (90 mins)


· 1 x BSA (45 mins)

· Repeat until all samples are analyzed









After sample analysis:


· 1 x reference sample (90 mins) 

· 1 x BSA (90 mins)

· 1 x BSA (45 mins)

· Standby












