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Supplementary Tables 
 
Table S1. Folding efficiencies of Spinach2, Broccoli and iSpinach as a function of 

temperature in the presence of sodium or potassium. Values are expressed in 

percentage of folded molecule and are the mean of three independent experiments 

and error bars correspond to ± 1 standard error. 

 
n.m. : not measurable 
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Table S2. Experimental parameters.  

 
a Calculated as described in (1).  
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Table S3-1. Sequences of isolated mutants. Black crosses represent deletions. 

a Positions numbered according to SpiSel sequence 
b Regions labeled according to the model proposed in (2) 



	 5	

Table S3-2. Sequences of isolated mutants. Black crosses represent deletions. 

 
a Positions numbered according to SpiSel sequence 
b Regions labeled according to the model proposed in (2) 
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Supplementary Figures 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure S1. Fluorescence of isolated mutants. Aptamer-coding genes were PCR 

amplified and DNA in vitro transcribed in the presence of DFHBI. The co-

transcriptional fluorescence increase was monitored at 37°C. Relative fluorescence 

was calculated by dividing the fluorescence increase rate of the analyzed clone by 

the one of SpiSel. 
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Figure S2. Mutations isolated from the in vitro evolution process and summary of the 

changes used to convert Spinach 1.1 into iSpinach. A. The mutations isolated for the 

screening and identified through sequence alignments (Table S3) are shown in green 

and mapped onto the secondary structure of the original Spinach 1.1. B. Conversion 

of Spinach 1.1 into iSpinach. The mutations originally identified from the screening 

process are shown in green, the residue rationally transplanted is squared in cyan 

and the nucleotides rationally deleted are shown in red. 
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Figure S3. Effect of the temperature on RNA/DFHBI complex dissociation. Arrehnius 

plots are shown for DFHBI in complex with Spinach2 (left) or iSpinach (right) in the 

presence of potassium (squares) or sodium (triangles). 
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Figure S4. Excitation and emission spectra of DFHBI in complex with Spinach2 or 

iSpinach in the presence of sodium or potassium. Excitations spectra (dashed lines) 

were determined by recording the fluorescence emitted at 500 nm following 

excitation at a wavelength ranging from 350 nm to 400 nm with a step of 1 nm. 

Emission spectra (continuous line) were determined by exciting the sample at 400 

nm and recording the fluorescence emitted from 475 nm to 600 nm with a step of 1 

nm. 
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