
















Affinity Chromatography Principles and Methods, GE Healthcare



Affinity chromatography separates proteins on the basis of a 
reversible interaction between a protein (or group of proteins) and 
a specific ligand coupled to a chromatography matrix. The 
technique is ideal for a capture or intermediate step in a 
purification protocol and can be used whenever a suitable ligand is 
available for the protein(s) of interest. With high selectivity, hence 
high resolution, and high capacity for the protein(s) of interest, 
purification levels in the order of several thousand-fold with high 
recovery of active material are achievable. Target protein(s) is 
collected in a purified, concentrated form.
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Any component can be used as a ligand to purify its respective binding 
partner. Some typical biological interactions, frequently used in affinity 
chromatography, are listed below:
• Enzyme � substrate analogue, inhibitor, cofactor.
• Antibody � antigen, virus, cell.
• Lectin � polysaccharide, glycoprotein, cell surface receptor, cell.
• Nucleic acid � complementary base sequence, histones, nucleic acid 

polymerase, nucleic acid binding protein.
• Hormone, vitamin � receptor, carrier protein.
• Glutathione � glutathione-S-transferase or GST fusion proteins.
• Metal ions � Poly (His) fusion proteins, native proteins with histidine, 

cysteine and/or tryptophan residues on their surfaces.
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Ion Exchange Chromatography & Chromatofocusing Principles and Methods, GE Healthcare

“IEX chromatography takes advantage of the fact that the 
relationship between net surface charge and pH is unique for a 
specific protein. A protein that has no net charge at a pH equivalent 
to its isoelectric point (pI) will not interact with a charged medium.”
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