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Basic Strategies

» Modification vs. Time
» Modification vs. [Ligand] pLimsTEX
» Modification vs. [Denaturant] suprex & sprox

® Label in solution

SUPREX & SPROX:
Why Denaturant?

Local

A Unfolding
o %

\

V Global

Unfolding

© Bound Deuterium or Oxygen

6/6/2009



SUPREX & SPROX

© Deuterium (SUPREX)
or Oxygen (SPROX)

Quech Rxn
Mass Spec
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» 2-state folding proteins

« EX2 (k,>>rate of labeling rxn)

1 AGy, Ky

« SPROX modification can shift equilibrium
« SPROX modification is very stable
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Protease Digestion

Olp -0 O- B0

For non 2-state proteins
Applicable to SUPREX & SPROX
Protocol is similar to H/D mapping

Used to follow sub global thermodynamic
stability

Protease Digestion Protocol
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| SUPREX/SPROX |

‘ Peptide Mapping ‘
» Conventional H/D Ex & Peptide Mapping - need coverage
* SUPREX/SPROX - only need one peptide/domain
* Need globally protected peptide
* SPROX - peptide must have a Met
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Protease Digestion Protocol:
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Conclusions

unfolding rxns

— many proteins, one ligand (SPROX)

Ligand Discovery Technique

Denaturant - probe global & sub-global

Lower resolution than time course studies

Higher Throughput
— 1 protein, many ligands
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