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1. Introduction -~ whatis chromatography ? ~

 Chroma, color + graphein, to write

g

 Physical method of separation,
components distributed between
two phases: stationary phase and

mobile phase



1. Introduction - Basic principle ~
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1. Introduction

~ Classification of chromatographic methods ~

* According to mobile and stationary phases

Gas-liquid chromatography
Liquid-liquid chromatography

* According to the nature of the dominant intereaction

lon exchange chromatography

Gel filtration chromatography - === Main methods to

Affinity chromatography purify proteins



2. lon exchange chromatography

 lons that are electrostatically bound to an insoluble and
chemically inert matrix are reversibly replaced by ions in
solution

R*A" "+ B> R'B™+A”
R*A™ acts as an ion exchanger



2. lon exchange chromatography
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== Stepwise elution
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A * Also called “size

exclusion” or “molecular
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4. Affinity chromatography

e = ®
 Proteins can bind specific molecules tightly
but noncovalently S e
— Proteins can be purified by affinity Mgy ru o lete
Chromatog raphy | -. H‘“ﬁ Matrix-anchored
ligand

/== Macromolecules
with differing
ligand-binding
sites

* Aligand is covalently attached to inert and
porous matrix

— The desired protein binds to the
Immobilized ligand
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4. Affinity chromatography
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