
Affinity Chromatography: Introduction and Theory 

 

Introduction: 

Affinity chromatography is a highly selective separation technique that exploits the specific and 

reversible biological interactions between a target molecule and a binding partner (ligand). This 

method is especially powerful for purifying biomolecules such as enzymes, antibodies, hormones, 

nucleic acids, and receptors from complex mixtures. 

The basic concept involves immobilizing a ligand (such as an antibody, substrate, or metal ion) on a 

solid matrix (stationary phase) within a column. The target molecule in the sample specifically binds 

to the ligand, while non-specific or unbound molecules are washed away. The bound target is then 

eluted by disrupting the interaction, often using a change in pH, ionic strength, or a competitive 

ligand. 

Affinity chromatography is widely used in biochemistry, molecular biology, immunology, and 

pharmaceutical industries due to its high specificity and purity of output. 

 

Theory of Affinity Chromatography: 

The theory of affinity chromatography is based on the lock-and-key model of molecular recognition. 

The technique relies on the specific interaction between a ligand (immobilized on a solid support) 

and its complementary binding molecule (the target analyte) in the sample. 

Key Theoretical Concepts: 

1. Ligand–Target Binding: 

• The ligand is covalently attached to the stationary phase (usually agarose or polyacrylamide 

beads). 

• The ligand may be: 

o Enzyme → Substrate analog 

o Antibody → Antigen 

o Hormone → Receptor 

o Nucleotide → DNA-binding protein 

• The target molecule from the sample binds selectively to the ligand through non-covalent 

interactions such as hydrogen bonds, ionic interactions, van der Waals forces, or hydrophobic 

interactions. 

2. Sample Loading and Binding: 

• The sample is applied to the affinity column under conditions favorable for binding. 

• Only molecules with specific affinity for the ligand bind to the stationary phase. 

• Other molecules pass through and are washed away. 

3. Washing: 

• The column is washed with buffer to remove non-specifically bound molecules. 



• Conditions are maintained to preserve the target-ligand binding during this step. 

4. Elution of Bound Molecules: 

• The target molecule is eluted by disrupting the specific interaction, using: 

o pH change (e.g., acidic or basic buffer), 

o Ionic strength change (e.g., high salt concentration), 

o Competitive elution (adding free ligand to compete), 

o Chaotropic agents (for very strong interactions). 

• The purified target molecule is collected in the eluate. 

5. Regeneration: 

• After elution, the column is washed and regenerated with buffer to restore binding conditions 

for reuse. 

 

Binding Equilibrium and Selectivity: 

The affinity interaction follows an equilibrium binding model: 

 

Where: 

• LL = Ligand, 

• TT = Target molecule, 

• LTLT = Ligand-target complex. 

The association constant (Ka) or dissociation constant (Kd) quantifies the affinity: 

• Lower KdK_d indicates stronger binding and more efficient retention on the column. 

 

Conclusion: 

Affinity chromatography is a highly selective and efficient method that enables one-step purification 

of biomolecules based on biological specificity. Its theoretical foundation lies in molecular 

recognition and equilibrium binding. This technique is invaluable in modern biological and 

pharmaceutical research, offering exceptional purity and yield for a wide range of target molecules. 

 


