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Figure S1: Circular dichroism spectra of Gn®' showing that addition of EDTA causes loss of
secondary structure content due to Zn** depletion, both when synthesized in the presence
(purple line) or in the absence (blue line) of ZnSO4. When the protein is synthesized without
addition of ZnSOs, secondary structure is observed (green curve), likely by use of ions present
in the extract, but the features are less pronounced than when ZnSOys is added to the cell-free

reaction (red curve).
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Figure S2: Comparison between the >N HSQC spectrum recorded on the CFPS Gn®' sample
in red, compared to a simulation using the chemical shifts deposited in the BMRB 17383
(Estrada and De Guzman, 2011). The sequences of the analyzed proteins are shown in Figure

S3.
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Sequence in Estrada 130 735 740 745 750 755 760 765 770 775 780 785 790 795 800 805 810
and De Guzmann 2011 RELKPQTCTICETTPVNAIDAEMHDLNCSYNICPYCASRLTSDGLARHVTQCPKRKEKVEETELYLNLERI PWWVVRE
IKPQTCTICETTPVNAIDAEMHDLNCSYNICPYCASRLTSDGLARHVIQCPKRKEKVEETELYLNLERIGGH
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Figure S3: CSPs, calculated according to CSP =

2
(0'H, — 0'H,)? + <];11—5;V(615N1 —615N2)> , where 0'H stands for the amide proton

chemical shift, 315N is the amide nitrogen chemical shift, y1°N is the gyromagnetic ratio of

nitrogen and yH the proton gyromagnetic ratio. Differences in the amino-acid sequence are

highlighted.
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