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What about mass accuracy?

• FTs and TOFs can measure 
masses very accurately (< 10 
ppm)

• Specifying a narrow peptide or 
precursor mass tolerance can 
greatly reduce the search space

• However, might not always be 
wise to use an extremely narrow 
mass tolerance in the primary 
search for a couple of reasons
– Accurate monoisotopic mass often 

incorrectly determined
– Opportunity to take advantage of 

mass accuracy in validation step
– Sparse search space can lead to 

increased false positives 50

Interpretation rules

K.LLGNQATFSPIVTVEPR.R

K.SPSDVKPLPSPDTDVPLSSVE.I

D.PEDVFTENPDEKSIITY.V  

An enzyme un-restricted (or 
semi-enzyme) search can 
greatly assist in the 
interpretation process.

Look for peptides that exhibit 
the expected cleavage at both 
the N- and C-terminus.

Don’t bother with peptides that 
exhibit no correct cleavage.
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Match all fragment ions!

Correct identifications 
don’t exhibit random 
fragment ion matches.  
Look for a series of y-ions 
or b-ions.

Trypsin leaves a basic 
residue (K or R) at the C-
terminus which translate 
to strong y-ions so 
hopefully the big peaks 
match y-ions.

Interpretation rules
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If a big peak matches a y-
ion from an N-terminal 
cleavage of proline, that is 
a good indication of a 
correct identification.

The reverse is not true:  a 
proline in a peptide that 
does not correspond to a 
big peak is not an 
indication of an incorrect 
identification.

Interpretation rules




