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Disclaimer
DISCLAIMER - FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,
or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have
undergone a formal approval of any kind. Information presented in this protocol should not substitute for
independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from
taking using or relying upon the information presented here is strictly at your own risk. You agree that
neither the Company nor any of the authors, contributors, administrators, or anyone else associated with
protocols.io, can be held responsible for your use of the information contained in or linked to this protocol
or any of our Sites/Apps and Services.

Abstract

1. IBP-HRP conjugates can be prepared in the laboratory by the periodate method.

2. The Human IgG used can be commercially available of prepared in the laboratory from human sera by affinity
chromatography (using an SpG-agarose column).

3. SpG-agarose column are widely commercially prepared.

4. PURE-1A antibody purification kit will be discontinued. However there are others product for this purpose as
Montage Antibody Purification Kit with PROSEP-G media.

Materials

MATERIALS
&R Affinity Purification Using HiTrap™ Columns

&3 Montage Antibody Purification Kit with PROSEP-G media
88 PURE-1A (antibody purification kit)-- Sigma Aldrich

Troubleshooting
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1 The binding of Human IgG to peroxidase-conjugated Immunoglobulin-binding protein
(IBP-HRP) including SpA-HRP, SpG-HRP, SpL-HRP, SpLA-HRP, SpAG-HRP, SpLG-HRP,
SpLAG-HRP and turtle serum (Sigma-Aldrich) as a negative control are investigated by
double immunodiffusion.

2 Briefly, 1% agarose gels are prepared and wells cut into the gel using a template.

3 Initially, aliquots of 25 pl of purified human IgG (Sigma-Aldrich) at a concentration of one
(1) pg/ul are applied to the centre well. Human IgG could be prepared homemade by
purifying human serum by SpA-affinity chromatography (PURE-1A, Sigma-Aldrich).

4 The peripheral wells are filled with 25 pl each of bacterial protein conjugates including
SpA-HRP, SpG-HRP, SpL-HRP, SpLA-HRP, SpAG-HRP, SpLG-HRP, SpLAG-HRP diluted
1:5.

5 The gels are incubated at RT for 48-72 hours incubated in a humidity chamber.
6 After that the gels are examined for precipitin lines.
7 Turtle serum is included as negative controls and all IBP-HRP conjugates suppose to

react with human IgG.

8 The positive results are taken as the presence of precipitin line/s and negative results,
the absence of precipitin lines.
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