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Our laboratory and its available equipment, more than 4 FTIR
spectrometers with various accessories and highly sensitive MCT
detectors, one FTIR microscope with a 128x128 FPA detector,
offers a complete infrared analysis solution to our TNA visitors.
We developed infrared expertise in the analysis of biomolecules
over decades now, both in the recording and the interpretation of
spectra. We have developed our own analysis program.

The interest of infrared spectroscopy in the study of biomolecules
and especially proteins is numerous. Fourier transform infrared
(FTIR) spectroscopy is fast (a few minutes), required minute
amounts of samples (10-100 ng) and study proteins without any
external labeling or chemical modifications.

Our laboratory is using mainly the attenuated total reflection (ATR)
sampling method which allow an easy study of membrane
proteins in their native lipidic environment but also poorly or
insoluble proteins like amyloids.

FTIR spectrum and analysis of biological samples
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Information  about  post-translational = modifications like
glycosylation or phosphorylation can be acquired also at the same
time. In the case of membrane proteins, linear dichroism allows
the determination of orientation of the proteins and the lipids. For
amyloids, we can distinguish oligomers from fibrils and to follow
aggregation kinetics.

We also developed a new high throughput method for FTIR,
combining an infrared microscope and an array jet protein printer.
This was developed in the framework of the Robotein® platform in
collaboration with Prof. A. Matagne at the University of Liege
(Belgium).

Finally, we recently receive an AQS3®PRO spectrometer from
RedShiftBio. We are now the European reference laboratory for
this new technology. This spectrometer can record high quality
spectrum in aqueous solution even in the presence of highly
concentrated buffer. These new methodologies are now available
and included in the TNA offer provided by the laboratory.

Attenuated total reflection (ATR) and FTIR analysis

With the ATR mode, there’s the formation of an |
evanescent wave at the surface of the internal
reflection element (IRE) interacting with the sample.

ATR-FTIR have multiple advantages:

- No water subtraction needed

- Membrane proteins in their lipidic environment can
be studied including their respective orientations.

- No problems with insoluble proteins (e.g. amyloids)

- Gives information on the accessibility to solvant
(H/D exchange)

Fig. 2. Side view of the IRE (Fig. 1) with details of the electric
field of the cectromagnetic radiation at one point of reflection.
A standing wave exists within the IRE while the evanescent
field decays exponentially outside the IRE. Z in um.

Linear dichroism and orientation Amyloids
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Robotein® offers automated biophysical protein analysis, together with screening for
optimal cloning and gene expression in both bacteria and yeast, and protein purification. £
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eaimage NS FRimasng st U/ IR spectrum of lysozyme (2 mg/ml) in a 30 concentration range, from 0.1 mg/mL to over 200

mM histidine, 40 mM Arginine, and 25 mM . T "
NaCl buffer. Below: results of the automated mg/mL without dilution.

Each spot contains 1 ng of proteins (in 100 pL). Each spot has a diameter of ~80 uM. o _
curve fitting analysis

Each protein is printed in four replicates and gives > 200 high quality spectra that are averaged.



