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Basic Principles of #emoF A D

Screening for optimal purification and storage conditions is one the most important preliminary investigations in the biochemical characterization of
a protein. Usually, this characterization requires time, and a large amount of lab work. Thermofiuor® techniques (Pantoliano, 2001) can be of great
help at this stage gathering a large amount of information by using small amounts of protein in a mid/high throughput approach (Ericsson, 2006;
Mezzasalma, 2007). Here, we present a modified Thermofiuor® approach that simplifies the screening in the case of flavoproteins.
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Targets

In order to validate our thermoFAD technique, we have chosen several flavoproteins under study in our lab. In particular, we have probed flavoproteins bearing non-covalent
(mFMO, LSD1,...) and covalent flavin binding (AIdO, MAO,...). The last ones are known for their characteristic fluorescence-quenching due to covalent flavinylation that,
theoretically, can cause detection problems during thermal protein-unfolding. As a benchmark of the efficiency and sensitivity of our approach, we compared the results obtained
with thermoFAD with conventional thermofiuor measurements done using SYPRO Orange as fluorescent probe for denaturation. The results are in perfect agreement for the
whole set of flavoproteins under analysis. (RED: thermoFAD, GREEN: Thermofiuor® using SYPRO Orange as fluorescent dye).
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(Sampie: FLSD1/HCOREST Complex) (Sample: mFMO 2mgimi) The above examples show how it is possible to obtain preliminary results about ligand affinity
“Ompwi ) to flavoproteins by using the thermoFAD approach. The measured T,, shifts, compared to the
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