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Abstract

Is specificity an important issue regarding affinity reagents? What about
the validation of affinity reagents today, is it good enough? This depends
on the application and the producer of the reagent. Validation should be
the most important marketing argument that can be found.Today there is a
continuous growth of both the number of affinity reagents that are produced
and the different types of affinity reagents that are developed. In proteomics
they become more and more important in exploring the human proteome.
Therefore, validated affinity reagents should be on top of every proteomic
researcher’s list. How should this be accomplished?Better international
agreements on how affinity reagents should be tested to be regarded as
functional reagents are needed. One of the most important issues is the
specificity of the affinity reagent. An international standard for which specific
validation that is needed for different kinds of applications would be very
useful.In this thesis, it is shown that the protein microarray platform that was
established within the HPA project at KTH is a very good tool to determine
the specificity of different affinity binders.In the first study, the production of
mono-specific antibodies for tissue profiling in the Human Protein Atlas (HPA)
project is presented. The section describing the use of protein microarrays
for validation of the antibodies is relevant for this thesis. The implementation
of protein microarrays in the HPA workflow was an important addition,
because a deeper insight of the specificity of all the antibodies produced were
now available.In a second study, bead based arrays were compared to planar
protein microarrays used in the HPA project. In this study, 100 different
bead identities were coupled with 100 different antigens and mixed together
to generate an array. The correlation between the two types of assays was
very high and the conclusion was that the methods can be used as backup to
each other.A third study was a part of an international initiative to produce
renewable affinity binders against proteins containing SH2 domain. Here, the
HPA protein microarrays were modified to analyze different types of reagents
produced at six laboratories around the world. Monoclonal antibodies, single
chain fragment and fibronectin scaffolds were tested as well as mono-specific
antibodies. It was shown to be possible to adapt protein microarrays used in
the HPA project to validate other kinds of affinity reagents.
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