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Spectrophotometric kinetic assay procedure

the activity of the DHFDH domain was monitored measuring the time-dependent variation of the
absorbance at A = 520 nm (¢ = 6.9 mM-1 cm-1) of a mixture containing 100 pL of 10 mM D-(-)-
fructose, 780 uL of 50 mM NaAc buffer, 20 pL of enzyme solution, and 100 pL of 3 mM DCIP

as two- electrons/two protons acceptor [1].
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Fig. S1 Spectrophotometric kinetic measurements of FDH enzymatic activity using 2,6-
dichloroindophenol (DCIP, 0.06 mM) as electron acceptor performed in 50 mM NaAc buffer at
pH 4.5 (adding 1 mM D-(-)-fructose as substrate) in the absence of SDS (red line) and in the
presence of 0.15 M SDS (black line)
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Fig. S2 (A) Storage stability measurements performed in 50 mM NaAc buffer at pH 4.5 in the
presence of 1 mM D-(-)-fructose for (black line) FDH/G, (red line) FDH/AuNSphs/G and (blue
line) FDH/AuNTrs/G . The measurements were carried out by applying E = +0.4 V vs.
Ag|AgClg, at a flowrate of 0.5 mL min™. (A) Operational stability measurements performed in
50 mM NaAc buffer at pH 4.5 in the presence of 1 mM D-(-)-fructose for (black line) FDH/G,
(red line) FDH/AuNSphs/G and (blue line) FDH/AuNTrs/G. The measurements were carried out
by applying E = +0.4 V vs. Ag|AgClg, at a flow rate of 0.5 mL min™
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Fig. S3 TEM picture and size distribution of AuNSphs
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Fig. S4 Scheme of the wall-jet cell used for kinetic measurements
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