CHEMISTRY 2

Biochemistry
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Proteins Can Be Separated
and Purified
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@ Large met positive charge
D Wet positive charge

(D et negative chiarge

i Large net negative charge

Polymer beads with
negativel y charged
functional groups

FProteimn mixtuoare is added
to colurmmn containing
cation exchangers.
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Proteins move through the colummn at rates
determimned by their met chharge at the pH
being used. With cation exchangers,
proteins with a more negative mnet chiarge
(e mowve faster and elute earlier.




mixture is added

to column containing
cross-linked polymer.
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Mixture Solution
of proteins of ligand
—

Protein mixtuare is
added to colummn
containing a
polymer-bound
ligand specific for
protein of interest.
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TUImwanted proteins FProtein of interest
are washed through i= eluted by ligand

(c) colurmn. solution.
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Proteins Can Be%

and Characterized by
Electrophoresis
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Sodium dodecyl sulfate
(SDhs)
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https://www.youtube.com/watch?v=PVvpEKeOzEM
https://www.youtube.com/watch?v=i4U4ndf2ayqg
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https://www.youtube.com/watch?v=PVvpEKeOzEM
https://www.youtube.com/watch?v=i4U4ndf2ayg

The Amino Acid Sequences of Millions of Proteins Have Been

Determined

Short Polypeptides Are Sequenced Using Automated Procedures

Peptide and Protein Sequences:
primary (17) structure- amino acid sequence

N-labeling with Sanger’s reagent: Sanger s (2.4-dinitrofluorobenzene)
reagent reacts with the N-terminal amino group and has a
diagnostic UV absorbance that 1s detected after enzymatic
digestion and amino acid analysis
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N-terminal amino acid is specifically labeled
with a unique UV chromophore
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Edman Degradation: chemical method for the sequential cleavage and
identification of the ammo actds of a peptide, one at a time
starting from the N-termnus,

Reagent: Ph-N=C=5, pheny]isnthincyanate)
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N-phenylthichydantoin: -1 peptide with a new
separated by HPLC, N-terminal amino acid
detected by UV-vis (repeat degradation cycle)
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C-terminal sequencing:
Carboxypeptidase- enzyme that hydrolyzed amide bonds of a peptide
or protein starting from the C-termmal end (exopeptidase)
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