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Species Sub class Ab-Cap Protein A Protein G

Mouse IgG1
IgG2a
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Rat IgG1
IgG2a
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+

Goat IgGs ++++ - +

Chicken IgY - - -

Human IgG +++++ ++++ ++

Rabbit IgG +++++ ++++ ++



Sample preparation (example)
Ascites 3 x dilution with Binding Buffer. 
Serum Ppt. with 50%-saturated (NH4)2SO4 or 5 x dilution with Binding Buffer
Cultured medium Adjust pH to neutral.

Recommended pre-treatments of sample before applying to column.
Centrifugation 10,000 g, 10 min
Filtration 0.45�m filter

Please use low-protein-adsorption types
If there are insolubles in the sample, make sure to do pre-treatments.

Preparation for 50% ammonium sulfate precipitation 
1. Prepare saturated ammonium sulfate.

Add equal volume of saturated ammonium sulfate gradually to serum and mix.
2. Stand on ice for more than 1hr.
3. After centrifugation at 4 , remove the supernatant.

Wash precipitate with 50%-saturated ammonium sulfate.
4. Resolve the precipitate with small volume of Binding Buffer.  The precipitate contains antibody.
5. Exchange to Binding buffer with dialysis or desalting column.

2.5 mL syringe
Microcentrifuge tube
Buffers
Binding Buffer PBS
Elution Buffer 0.1 M Glycine-HCl, pH 2.8
Nuetralization Buffer 1 M Tris

Materials

Buffer Kit (PN-011) is also available from ProteNova.  
Buffer kit contains Binding Buffer, Elution Buffer and Nuetralization Buffer.

Pool 1-1.5 mL
+ Neutr. buffer

Neutr. buffer

Plug

Luar lock
adaptor

Preparation
Add Neutralization Buffer into a microcentrifuge tube.

(1/30 volume of eluate 30-35�L to 1 mL of eluate) 

Remove a cap on the top of column and fit a luar lock adaptor.

Discard

Elut. buffer
2 mL      �

Bind. buffer
2.5 mL    �

Sample solution �

Flow Through

Wash

0.3-0.5 mL

Step 1. Equilibration of Column
Fill a syringe with 2.5 mL of Binding Buffer and connect to the 

top of column.
After removal of a seal and a plug from the bottom of column, 

pass through 2.5 mL of Binding Buffer at a flow rate of 2.5 mL/min.  
Then, remove the syringe.

Step 2. Sample Apply to Column
Apply the sample solution to column using the syringe at a 

flow rate of 2 mL/min.
Then, remove the syringe.

Step 3. Washing of Column
Wash the column with 2.5 mL of Binding Buffer with the syringe 

at a flow rate of 2.5 ml/min. 
If serum was directly applied to the column, washing of more 

than 5 mL is recommended.
Then, remove the syringe.

Step 4. Elution of IgG
Elute with 2 mL of Elution Buffer using the syringe at a flow 

rate of 2 mL/min.
For this, discard first 0.3-0.5 mL of eluate and collect the 

following 1.0 – 1.5 mL of eluate as IgG fraction into a 
microcentrifuge tube, in which Neutralization Buffer (1/30 
volume of eluate) is pre-added, and mix. 

1 min

5 min
(for 10 mL)

1 min

Protocol for Antibody Purification

1 min

Time: within 10 min

Storage and reuse of column
Ab-Rapid PuRe column is alkali-washable.
When the column is reused, wash the column with 2.5 mL of 0.1N NaOH by syringe 

after elution of IgG. Using immediately after washing, equilibrate with 2.5 mL of 
Binding Buffer twice.  Then, apply the sample. 
For storage of column, add 2.5 mL of 20% EtOH, tightly close a cap and a plug, and 

store at 4-8 .

Bind. buffer
2.5 mL   �

Gel volume
Gel matrix

Particle size
Ligand

Binding Capacity
Storage
Accessories

0.5 mL
4% cross-linked agarose
Sepharose 4 Fast Flow
45-165 μm

Alkali-resistant Protein A–derivatives
(Protein A-R28) E.coli

>65 mg human IgG /mL gel
20% Ethanol at 4-8 
Luar lock adaptor
2.5 mL syringe

Ab-Rapid PuRe Specifications

Luar lock adaptor

Cap

Upper filter

Lower filter
Plug

Ab-Capcher gel

If air appeared in the space between gel and column
Before use, pass through 10 mL of Binding Buffer into the 
column by using 10 mL syringe (flow-rate 5mL/min).
It is important to apply pressure to the column.
Repeat this procedure until air disappeared from the column.


