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Cd ions were scattered around three different positions in each domain, which was consistent with a β-
domain metal-thiolate-cluster. However, the resolution was insufficient to identify unambiguously any 
bridging and most terminal cysteines, especially because the Cd ions were scattered and not restricted 
to a single place. The calculations with ambiguous metal restraints gave very similar structures as the 
ones calculated without them. The biggest differences were found in the linker regions between the N1- 
and the N2-domain, where the relative orientations of the domains changed to some degree, and also in 
the N-terminus, which was oriented differently in both calculations. The overall fold of the metal-
thiolate clusters was altered only little. One of those changes were found within the C-domain, where 
the region between Cys76 to Cys81 changed. This region was previously determined to be among the 
most flexible parts of the protein backbone. Calculations during which metal restraints were used totally 
ambiguous, meaning no information about metal-thiolate clusters was implemented, yielded the same 
structures as with the regular ambiguous metal restraints. 

 

 
 

Figure 3.7.3 Single structure from the bundle of the 20 structures with the lowest target function from the calculation done in 
CYANA 3.97 with unassigned 15N- and 13C-resolved NOESY peaklists, TALOS+-derived torsion angle restraints and 
ambiguous metal restraints in the form of upper and lower limits. The backbone is shown in white, cysteine side chains in black 
(without Hβs), cysteine sulphurs in yellow and Cd ions in purple. This structure had a target function of 0.60 Å2 and was only 
one of the different possible conformations determined in this calculation, especially the orientation of the N1- and N2-domain 
differed between these structures. The N1-domain is shown at the top, the N2-domain at the lower left and the C-domain at the 
lower right.  




