
Application Highlight:

Automated two-step purification

of antibodies



Why antibodies?
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Antibody purification

Affinity 

chromato-

graphy

Protein AProtein G



Antibody purification

AC: Protein A
Elution: 

Acidic pH

SEC:

Buffer 
exchange
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Antibody purification protocol

Approach

• Affinity purification – protein A column

• pH change (pH3 – pH7)                               

by buffer exchange

• Ready to use antibody

Washing buffer: TBS (Tris-buffered saline)Eluent A:

Elution buffer: 0.2 M Na-Citrate, pH 3Eluent B:

Storage buffer: PBS (phosphate buffered saline) 

pH 7.4Eluent C:

1 mL/minFlow rate:

1.5 barSystem pressure:

RTTemperature:

55 mLRun time:

10 mLInjection volume:

Feed pumpInjection mode:

280 nm (UV)Detection:

Conditions



“You can automate your purification and

safe time and resources. Automation by

combining two methods increases the

efficiency and optimizes the workflow. “

Yannick Krauke / Application Specialist

Automation with 

Two-Step 

Purification



2-step Automated Purification System

Save time

Minimize 

human error

Higher 

reproducibilty

Save 

manpower



2-step Automated Purification System

Binary pump

biocompatible buffer pump with 

flow rate: 0.01 - 10 ml/min;

Detector

Variable single wavelength

UV-detector (190 -500 nm)

Fraction collector

Fraction valve with high 

capacity

Column switching valve

Automatic injection valve

Conductivity monitor

Conductivity monitoring with 

optional pH measurement

Injection

Automatic injection for big  

& small sample volumes

Automation

Peakparking

& Re-injection



2-step Automated Purification System

Schematic overview of two step purification of mouse antibody
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Sample application & column wash
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Elution of IgG
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Buffer exchange with desalting column
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Two-step purification

No protein loss 

in 2nd

purification 

step





Application areas
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• Affinity chromatography for any „tagged“ protein 

(e.g. GST)

• IMAC (immobilized metal ion affinity) for His-

tagged proteins

• Antibody purification – protein A, G, L columns

• IEC 

• Gel filtration, buffer exchange – reducing salt 

concentration, pH change

• IEC 



Another example:

Purification of 6xHis-tagged GFP

IMAC

Elution: 

High 
imidazole 

SEC:

Buffer 
exchange



Purification of 6xHis-tagged GFP
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KNAUER FPLC: Automate your purification

Increase 

efficiency

Increase 

reproducibility
Minimize    

human error



Configured AZURA Bio LC systems

TWO STEP PURIFICATION

AZURA COMPACT BIO LC AC

AZURA COMPACT BIO LC SEC




