Solid-Phase Peptide Synthesis
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Solid-Phase Peptide Synthesis

(anhydrous)

cleave from HF
support

Per cycle yield > 99%;
Capable of routinely synthesizing 60-amino acid peptides.
Fmoc protecting groups now more common (Workshop 23).

Protein Sequencing
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Cleaving Agent Specificity

Cyanogen bromide  Hydrolyzes on C-side of Met

Trypsin Hydrolyzes on C-side of Arg/Lys

Chymotrypsin Hydrolyzes on C-side of aromatics (Phe, Tyr, Trp)




Protein Sequencing
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l Tandem mass

spectrometry

component  GANQVLIW

peptide LIWDEKFPST
sequences STYCMNQGA
l computer
Smith describes Edman
degradation as a primary method assembly
for sequepcing proteins. protein
Not true since the 1990’s. sequence GANQVLIWDEKFPSTYCMNQGA

Reminder: General Characteristics of
Mass Spectrometry
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one ion mass




Tandem Mass Spectrometry (MS/MS)
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Tandem Mass Spectrometry (MS/MS)

* For macromolecules, CID allows molecule to be “sequenced”.
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Computational Analysis of MS/MS Data

Computer searches
for an amino acid
sequence that could
be responsible for
particular pattern of
ion fragments.

Example: Two b-ions
differ by
272-171 =101.

Only Thr has m = 101.
So it must be in
position 3.

Computer analyzes all
possible peak pairs,
searching for
consistencies.
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