Monoclonal Antibodies Against Transcription Factors Preliminary Characterization for Use in Affinity Capture
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coupling and fast surface binding kinetics as well as rapid magnetic
separation from solutions — so they can be washed and handled very
easily. 2. The surface exhibits low nonspecific binding, reducing the need
for additional blocking agents. Epoxy reactive groups on the beads
primarily react with sulfhydryl and amino groups in proteins.

\, Ponceau stain may be used for

| Western Blot to reveal some major Summary

f bands or to confirm that proteins

have been successfully transferred Although no apparently stiochiometric interactors were observed in
in the membrane. It is reversible and the conditions tested, additional bands were observed. These may
easily removed by water correspond to physiological cofactors of the TFs being studied. After
verification of the suspected TF bands by MS, additional MS of the
other proteins will be carried out. These results may also support
potential differencesin TF abundance in HEK and Hela cells.

1. Breaking Cells

In our experiments we used a Planetary Ball Mill to produce a cell
powder. The cells are broken in the solid state at liquid nitrogen
temperature so that no additional solutions are needed. These can
affect downstream experiments. The principle is that the balls in 3. Extraction Solutions
the jar are subjected to planetary motion (orbiting a central point
and also spinning on an axis), producing frictional and impact The solution used to extract protein complexes from cells should

forces. This procedure reduces cells to a fine powder of roughly separate them from other components of the cell and maintain the

Cells are milled at cryogenic
temperature to produce a
powder. The cell powder is
extracted in many ways in an

micron-scale; which enhances the extraction of cell components. integrity of the interactions within the discrete complexes. Depending of N attempt to preserve protein
the chemical character of the solution used, the solubility and/or stability
of different protein complexes may change. Some factors that affect the

most stabilizing most destabilizing stability of protein interactions are the pH of the solution, the
strongly hydrated anions weakly hydrated anions

complexes during affinity
capture using antibody
coupled magnetic beads.
Different conditions will yield
distinctive results. Numerous
methods exist to detect and
visuals proteins and protein
complexes.

detergent, and the salt used. The capacity of salts to make protein

— precipitate or dissolve is catalogued into the Hofmeister series (aka the

— lyotropic series). In the diagram (LEFT), some stabilizing and destabilizing

weakly hydrated cations strongly hydrated cations ions are displayed in order. Hofmeister also discovered that anions have
larger effect than cations.
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