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1. Circular dichroism (CD) spectroscopy of unmodified FhuA ΔCVFtev 

Structural integrity of SDS-denatured transmembrane protein FhuA ΔCVFtev was confirmed 

after refolding by dialysis against sodium phosphate buffer with the addition of 1 mM EDTA 

and 50 mM 2-methyl-2,4-pentanediol (MPD) as refolding agent. It was shown that 

FhuA ΔCVFtev was refolded and folding is kept up to eight weeks.  

 

 
Figure S1: CD spectroscopy of FhuA ΔCVF

tev
 in presence of 2-methyl-2,4-pentanediol as refolding 

agent after A) refolding and B) after eight weeks. The minimum around 215 nm [1] indicates a proper 
folding of the transmembrane protein in both cases. 
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2. Thioglo® 1 titration of FhuA ΔCVFtev and Rh-FhuA ΔCVFtev 

There are in total five cysteine residues in the protein sequence of FhuA ΔCVFtev. Four 

cysteine residues are involved in disulfide bonds according to original amino acid sequence 

of FhuA. A freely accessible cysteine residues was introduced at amino acid position 545 of 

FhuA ΔCVFtev (based on PDB id: 1BY3 [2], FhuA wildtype) as previously published [3-4]. The 

presence of the catalyst in 2 linked to Cys545 was confirmed by decreased Thioglo® 1 

fluorescence compared to 1 [3-5].  

 

 

Figure S2: Titration of cysteines of FhuA ΔCVF
tev

 in the presence of 2-methyl-2,4-pentanediol with the 

fluorescent thiol reagent Thioglo
®
 1. 
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3. Dynamic light scattering (DLS) analysis 

 

To show the interaction of the phenylacetylene with the detergent polyethlyene 

polyethyleneglycol (PE-PEG), DLS measurements were performed (Figure S3). 

 

Figure S3: Dynamic light scattering measurements of PE-PEG buffer (black) and PE-PEG buffer 

containing phenylacetylene (red). PE-PEG, polyethlyene polyethyleneglycol 

 

A clear distortion of the micelles formed by PE-PEG is observed upon the addition of 

phenylacetylene. This effect is related to the observed protein precipitation when PE-PEG is 

used as refolding reagent. 
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