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Project summary:

Fluorescence cell imaging benefited from the Green Fluorescent Protein revolution in the early 1990’s, which saw the
development of genetically-encoded fluorophores covering the whole visible spectrum. 15 years later, another family of
fluorescent proteins (FPs) were developed from the chromophore-binding domain of phytochromes, with emission
peaks between 670 and 720 nm. Such infrared FPs (IFPs) can be used for whole-body imaging in the optical window of
biological tissues (between 660 and 900 nm), in which light is minimally absorbed by haemoglobin and water.
Phytochromes are photoreceptors shuffling between a red-light-absorbing (Pr) and a far-red-light-absorbing state (Pfr),
whose absorption maxima differ by 50 to 70 nm. As IFPs were developed by stabilizing the chromophore configuration
observed in the Pr state, a lead to generate largely red-shifted IFPs would be to stabilize the chromophore configuration
observed in the Pfr state. We will engineer the protein environment in the chromophore-binding region so as to change
its affinity towards different configurations, including that observed in the Pfr state. IFPs harbouring these
chromophores will exhibit red-shifting of their fluorescence excitation and emission properties, thus extending the
possibilities of multicolour imaging in the optical window. To this end, we will use high-pressure crystallography,
structure prediction using artificial intelligence and molecular dynamics simulations in order to further our
understanding of protein dynamics.

Preferred skills: We are looking for a student with a Master in molecular biology, biochemistry or structural biology,
who has proven experience in molecular biology and biochemistry and skills in one or more of the following techniques:
optical spectroscopy, X-ray crystallography and/or bioinformatics.

Student role: The student will perform in silico mutagenesis using the structure prediction software AlphaFold, based

on information gained through structural analysis obtained by various techniques, including high-pressure
crystallography and molecular dynamics simulations. The most promising mutants will be used as starting material
for saturation mutagenesis in bacteria. High-throughput spectroscopic characterization of the resulting colonies will
be performed to identify fluorescent proteins of interest, which will be crystallized for structure determination and
subject to iterative rounds of optimization. Promising proteins will be used in whole-organism imaging experiments
in collaborators’ labs.
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