CONCEPT: ORDERING CLEAVED FRAGMENTS

eRecall: after fragmenting a protein, we separate peptide fragments & sequence each separately via degradation.

0 Question: How do we determine the order of the fragments in the original protein sequence?
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2) Separate fragments & 3) What is the of fragments
via Edman degradation. in the original protein (1%, 2" or 39)? ; Can you tell which sequence is correct? _
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e Problem: by cleaving a protein with only cleavage method, proper ordering of fragments may not be possible.

2+ Cleavage Methods Needed to Order Fragments

e Typically, a minimum of different cleavage methods required to properly order the fragments.
eTreating the same protein with different reagents generates different peptide fragments.
o Aligning overlapping peptide fragment reveals the original order & of the protein.

EXAMPLE: Overlapping/ordering cleaved fragments.
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Cleavage technique #2
(ex. Chymotrpsin)

Fragments from cleavage method #2: gLeu—Trp—GIy—IIe—Argg & gGIy—Met—Phe—Lys;




