Additional file 5: Verification of QueD synthesis by the CFPS system.

Figure S4. Western blot of denaturing polyacrylamide gel of QueD proteins produced by
cell-free protein synthesis.
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Figure S4. QueD proteins were produced by cell-free protein synthesis in the presence of
various M** ions (1 mL scale) and purified by Strep-tactin affinity chromatography. The
metal ion added to the cell-free protein synthesis reaction is indicated above the lanes.
Denaturing (sodium dodecyl sulfate) PAGE was performed as described by Laemmli [1],
using an overall acrylamide concentration of 12.5% and a crosslinker concentration of 2.6%
in the separating gel. Semi-dry electroblotting was performed according to Towbin et al. [2].
Immunodetection of Strep-tagged proteins was carried out with primary Anti-Strep 1gG1l
mouse antibodies (IBA) and secondary Anti-mouse 1gG antibodies fused to alkaline
phosphatase (Sigma-Aldrich).
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