Supplemental Table 1: Primers used for the Cloning and mutagenesis of E. coli nuoH Gene.

Primer Sequence

A 5’-GCTTCTGCTATCCCCGGGAATGCTGCGCTGG-3’

D 5’-GCATAGAAGCCAGGTCGACCGCCAGTACGTAAG-3’

B 5’-GCAGGATCACCAAAGCTTTGAGGATGGTCAGCAGG-3’
C 5’-CTGCCTGCCGCTGAAGCTTATCAACTTGC-3’

E2 5'-GGGTCAAAGCTTCAGTGGAACGAAAACTCAC-3’

F2 5'-GGAAGATAAGCTTTCTATTTTCAATAGTTACAAATTG-3’

E36A 5’-CATGAGCTTTGGCGCACGTCGCCTGCTGGGTCTG-3’

E36D 5'-GCATTCATGAGCTTTGGCGATCGTCGCCTGCTGGGTCTG-3!
R37A 5’-CATGAGCTTTGGCGAAGCTCGCCTGCTGGGTCTG-3?

R37K 5'-CATGAGCTTTGGCGAAAAGCGCCTGCTGGGTCTG-3!

Q44A 5'-GCCTGCTGGGTCTGTTCGCGAACCGTTACGGACC-3'

R46A 5’-CTGGGTCTGTTCCAGAACGCTTACGGACCTAACCGTG-3’

R46K 5'-GCCTGCTGGGTCTGTTCCAGAACAAGTACGGACC-3'

P49A 5'-CCAGAACCGTTACGGAGCTAACCGTGTTGGCTGG-3'

D63A 5’-CGCTCCAGCTGGTTGCGGCCATGATCAAAATGTTC-3’

D63E 5’-CGCTCCAGCTGGTTGCGGAGATGATCAAAATGTTC-3’

D63N S'-CATTTTGATCATGTTICGCAACCAGCTGGAGCGAACCGCCCCAGC-3!
K70A 5’-GCGGACATGATCAAAATGTTCTTTGCAGAAGACTGGATCCCG-3’
E71A 5’-GCGGACATGATCAAAATGTTCTTTAAAGCAGACTGGATCCCG-3’
G134V 5’ -CGCGGTGCTGTTTGCGGICTGGTCAAGTAACAAC-3’

G134A 5-GGTTTACGCGGTGCTGTTTGCGGCCTGGTCAAG-3'

G134L 5'-GGTTTACGCGGTGCTGTTTGCGCTCTGGTCAAG-3'

S137A 5’-GCGGGCTGGTCAGCTAACAACAAATACTCGTTGCTGG-3”

G145V  5’-CAAATACTCGTTGCTGGITGCGATGCGTGCTTCTGCG-3’

G145A 5'-CAACAAATACTCGTTGCTGGCTGCGATGCGTGCTTC-3'

R148A 5 -CGTTGCTGGGTGCGATGGCTGCTTCTGCGCAGAC-3’

S155A 5’-CTGCGCAGACCCTGGCCTACGAAGTGTTCCTCG-3’

Y156A 5’-CTGCGCAGACCCTGAGCGCCGAAGTGTTCCTCG-3’

E157A 5’-GACCCTGAGCTACGCAGTGTTCCTCGGGCTTTC-3’

E157K 5’-CGCAGACCCTGAGCTACAAAGTGTTCCTCGGGCTTTC-3’

V206G 5’-CATCGCGGGCGTGGCGGGATGTCACCGTCACCCGTTTG-3’
R209A 5’ -GCGTGGCGGTATGTCACGCTCACCCGTTTGACCAGC-3’

D213A 5 -GTATGTCACCGTCACCCGTTTGCCCAGCCGGAAG-3’

E216A 5’-GTTTGACCAGCCGGCAGCCGAGCAGGAACTG-3”

E218A 5’-GACCAGCCGGAAGCCGCGCAGGAACTGGCG GAT G-3°

E220A 5’-GAAGCCGAGCAGGCACTGGCGGATGGTTAC C-3°

E220Q 5’-GAAGCCGAGCAGCAACTGGCGGATGGTTAC C-3°

E228A 5’-GGCGGATGGTTACCACATTGCATATTCCGGTATGAAGTT C-3’
E228Q 5’-GGCGGATGGTTACCACATTCAATATTCCGGTATGAAGTT C-3’
E241A 5’-CTGTTCTTCGTGGGTGCGTACATCGGGATTGTGACCATC-3’
E241Q 5’-CTGTTCTTCGTGGGTCAGTACATCGGGATTGTGACCATC-3’
R286A 5’ -GATGTTCATTTTGATTGCTGCGTCGTTACCGCGTCCGCG-3’
R291A 5 -GATTCGTGCGTCGTTACCGGCTCCGCGTTATGACCAG-3’

D295A 5 -GTTACCGCGTCCGCGTTATGCCCAGGTAATGTCCTTCGGC-3’
D295E 5 -CGTTACCGCGTCCGCGTTATGAGCAGGTAATGTCCTTCGGCTGG-3'
K303A 5'-GTCCTTCGGCTGGGCAATCTGCCTGCCGCTG-3”

A-F2 represent the sequence of primers used for cloning and insertion of spc cassette in
E. coli nuoH gene The italicized bases represent the introduced restriction sites Smal
and Sall (in case of A and D, respectively) and Hindlll (in case of B, C, E2 and F2).
The underlined bases were altered from E. coli DNA. From E36A onwards, the
sequence represents the primers used for the introduction of a site-specific mutation
and the underlined bases represent mutations.
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