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Fig. 8. Comparison of folding kinetics of α-lactalbumine measured by fluorescence (black

squares) and SOFAST real-time 2D NMR spectroscopy (red circles). The protocol used for the

fluorescence measurements (protein concentration, pH-jump, solvent...) is identical to that used

for the time-resolved NMR experiments, except for the initiation of the folding reaction. For the

fluorescence measurements manual mixing yielded a dead time of about 1 minute. The

excitation wavelength is 295 nm (bandwidth: 1 nm) and the fluorescence change is monitored at

340 nm (bandwidth: 3 nm). Non-optimal sample volume, and the resulting small detection

window, as well as auto-quenching effects because of the high sample concentration explain the

relatively low signal-to-noise ratio obtained by the fluorescence experiment.  A high protein

concentration was chosen to mimic the NMR conditions, resulting in a small volume for the

available amount of 2 mg 1 5N-labeled protein. The same recombinant 1 5N-labeled α-lactalbumin

has been used for NMR and fluorescence experiments because the recombinant protein

(expressed in E. Coli) is less stable than the natural protein, and this has an effect on the

refolding kinetics (6). The experimental data were fitted to mono-exponential decay shown as

red and black lines for NMR and fluorescence data, respectively.


