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Supplementary Figure 1 Genetic organization of the methylene-THF reductase in C. ljungdahlii. The MTHFR encoding genes metV (CLJU_c37620) and metF (CLJU_c37610) are located downstream of folD (CLJU_c37630) that codes for a bifunctional methylene-THF dehydrogenase/methylene-THF cyclohydrolase. Downstream of metF a dihydrolipoamide dehydrogenase (lpdA, CLJU_c37600) and the nickel-insertion protein of the CODH/ACS (cooC1, CLJU_c37590) are encoded
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[bookmark: _GoBack]Supplementary Figure 2 Molecular mass determination of the MTHFR. The molecular mass of the MTHFR was determined by analytical gel filtration. The MTHFR was loaded onto a Superdex® 200 Increase column previously equilibrated with buffer D (50 mM Tris-HCl, 20 mM MgSO4, 20% glycerol, 250 mM NaCl 2 mM DTE, 4 µM resazurin, pH 7.6). Elution was performed with a flow of 0.2 ml/min. The molecular mass was calculated according to Kav = (Ve – V0)/(Vc - V0) with V0 = 8.23 ml, Vc = 24 ml and Ve = 12.95 ml
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Supplementary Figure 3 Influence of temperature and pH to the catalytic activity of the MTHFR. To determine the influence of temperature, the MTHFR was measured in NaPi buffer as described in materials and methods (a). To determine the influence of the pH a combined buffer was used and the measurements were performed at 24°C (b). 100 % activity correspond to 34.7 U/mg (a) and to 486 mU/mg (b). Each measurement was performed in duplicate
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Supplementary Figure 4 Km-value determination for methylene-THF and Fdred in the Fdred:methylene-THF oxidoreductase activity of the MTHFR. The measurements were performed in triplicates as described in materials and methods with different amounts of either methylene-THF (a) or Fdred (b). 100 % activity correspond to 48.8 U/mg (a) and to 71.7 U/mg (b)
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