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Protein A Resin: Application Guidelines 

Application: 

This cross-linked agarose resin conjugated with recombinant Protein A is suitable for the 

purification of IgG antibodies or Fc-tagged recombinant proteins using either batch or 

column methods. 

 

Resin Preparation: 

Gently invert the resin container to thoroughly resuspend the Protein A resin until a uniform 

suspension is achieved. Transfer the desired volume of resin into an empty column and 

allow the beads to settle. Drain the storage buffer completely, but do not let the resin run 

dry. 

Wash the resin with at least 2 column volumes (based on settled resin volume) of PBS or 

PBS containing 0.09% sodium azide to remove residual ethanol. The resin is now ready for 

use. 

 

Binding and Washing: 

• Column Purification: Load the clarified cell lysate or culture supernatant onto the 

column at a flow rate of 0.5–1.0 mL/min. 

• Batch Purification: Add the equilibrated resin directly to the lysate or supernatant. 

Stir gently at 50–70 rpm using a stir plate or rotator. Incubate for 3–5 hours at room 

temperature or overnight at 4 °C to allow binding. After incubation, transfer the 

resin-containing mixture to a column such as the Bio-Rad Econo-Column. 

Once the sample has fully passed through the column (or the resin has settled in batch 

mode), wash with PBS or PBS/0.09% sodium azide to remove non-specific binders. Monitor 

the flow-through using Bradford assay or UV absorbance until baseline is reached. 

 

Target Protein Elution: 

• Elute bound protein using 0.1 M glycine, pH 2.7. 

• Alternatively, perform stepwise elution using 0.1 M citric acid at pH 5.0, pH 4.0, etc. 

• Immediately neutralize collected fractions with 2 M Tris-HCl, pH 8.0 (typically 0.1 

volume of neutralizer is sufficient). 
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For Fc-tagged proteins, stepwise elution is recommended. Analyze elution fractions by 

SDS-PAGE (under reducing and non-reducing conditions) and size-exclusion 

chromatography to assess aggregation. (See attached figures: pH 3.0 elution may result in 

protein aggregation, while pH 4.0 elution shows significantly reduced aggregation.) Protein 

aggregation may affect biological function. 

 

Resin Regeneration and Storage: 

The resin can be reused up to 10 times without significant loss in binding capacity. After 

each use: 

1. Wash with 5 column volumes of elution buffer. 

2. Equilibrate with 5–10 column volumes of PBS/0.09% sodium azide. 

For more thorough regeneration: 

• Wash sequentially with: 

o 6 M guanidine-HCl (2–5 column volumes) 

o 0.5 M NaOH (2–5 column volumes) 

o Deionized water (5–10 column volumes) 

o PBS/0.09% sodium azide or PBS/20% ethanol (5–10 column volumes) 

Store the resin in an appropriate container at 4 °C. For long-term storage, keep the resin in 

PBS containing 20% ethanol at 4 °C. 
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