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Figure S1. Comparison of the CD spectra of X11 PDZ1-PDZ2 (red) and its
isolated constituent domains (black). To verify that the overall structure of PDZ1
and PDZ2 was not substantially perturbed by expressing them in isolation, the
CD spectrum of X11 PDZ1-PDZ2 was compared with a solution containing
equimolar concentration of both domains. Data were recorded at protein
concentration of 25 uM in Hepes 50 mM pH 7.5 at 37°C.
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Figure S2. Chevron plot for X11 PDZ1-PDZ2 and PDZ1 recorded at different pH
conditions. The data referring to X11 PDZ1-PDZ2 and PDZ1 are reported in filled
and open circles respectively. In the case of X11 PDZ1-PDZ2 data were fitted to a
three state model as described in the experimental procedure section. Whereas
PDZ1 could be well fitted to a two state model. The buffer used are described in

the experimental procedure section.
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Figure S3. CD monitored equilibrium denaturation of PDZ2 (green), PDZ2-AC
(red) and PDZ2 F761W (blue). Lines are the best fit to a two-state equilibrium
unfolding transition. Data were recorded at protein concentration of 25 uM in
Hepes 50 mM pH 7.5 at 37°C.
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Figure S4. Typical folding time course of PDZ2 measured by extrinsic
fluorescence in the presence of ANS. The reported folding time course, which
was obtained by averaging 6 independent traces, were recorded in the presence
of a final urea concentration of 0.6 M. The solid black line is the best fit to a single
exponential decay.
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Figure S5. CD monitored equilibrium denaturation of PDZ1-PDZ2-AC. The line is
the best fit to a two-sate equilibrium transition. In analogy with what previously
observed in the case of the PDZ tandem of whirlin, as expected if when the two
contiguous domains unfold independently on each other, we observed a broader
transition with an apparent lower m-value (m, = 0.63 £ 0.06 kcal mol' M) that
simply represents the sum of the two individual denaturation curves.



