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Fig S1: Alignment of human and rabbit TPI, as well as overview of catalytic and mutant 

residues  

The alignment of human TPI (Swiss-Prot: P60174) and rabbit TPI (Swiss-Prot: P00939) amino acid sequences 
was generated with an EMBL-EBI clustalW. The catalytically active residues are highlighted in green and the 
residues that were experimentally exchanged are indicated in purple. Human and Rabbit TPI are virtually 
identical, and differ in four non-catalytic residues. 
 

  



 

Fig S2: Far UV-Circular Dichroism spectra for purified TPI, TPIIle170Val, TPIIle170Thr and 

TPILys13Arg  

The secondary structures of the four purified proteins were measured in 20 mM HEPES buffer, pH 

7.5. The CD spectra indicate similar secondary structure composition of TPI enzymes, indicating 

correct folding of the TPI mutants. 

 

  



 

Fig S3: TPI Lys13Arg is thermally unstable. 

Thermal melt assays upon adding increased concentrations of PEP to wild-type TPI and TPI Lys13Arg. 

TPI Lys13Arg was thermally unstable, and PEP further destabilized the mutant enzyme. 

 

 

  



 

 

Fig S4: Absolute concentrations 

 Glycolytic and PPP intermediate concentrations as determined by LC-SRM in yeast extracts 

expressing human wild-type TPI, TPI Ile170Val or TPI Ile170Thr in micromol / ml*OD600; n=3  

 


