Supplementary Materials.

Table S1. Primers used in the study.

Primers Sequence
P1 S'atgactatcaaagtaggtatcaacggttttggccgtatcgetcaagttagtataaaaaaget3’
P2 S'agatgtgagcgatcaggtccagaactttgttggagttgaagcectgcttttttatactaagld’
P3 S'attccgcettgacgetgeg3'
P4 5'tcttaatcatgacgcagtc3'
PS5 5’ttgagtcctacgggatcegcetegctttacctgaggtaattcgetcaagttagtataaaaaagetgaac3’
P6 S'gtgttaatgttttgttagaatcagtcactgaagcctgcttttttatactaagttgge3’
P7 5’gccaacttagtataaaaaagcaggcttcagtgactgattctaacaaaacattaacac3’
P8 5’caccggagctccttgcategtcagttgtcgtgtactgecaccaggeacagtgtcatctcaacttatttgg3’
P9 5’catcatgacggcaatcccatcatg3’
P10 5’gctcttcagtatcaaatccgeetgl’
P11 5’ gttctgacatcgagatcgttgeaatcaacnnnctgttagacgetgattacatggcataca3’
P12 5’tgtatgccatgtaatcagcgtctaacagnnngttgattgcaacgatctcgatgtcagaac3’
P13 5’cataagcttttatttggagatgtgagcgatcaggt3’
P14 5’catggatcctgactgattctaacaaaacattaac3’
P15 5’gttgataccaaatctcacaaagactggegeggce3’

P16 5’gtgagatttggtatcaacggttttctgagtageggl’
P17 5’ gttgatgttcgttctcacaaagactggegegge-3’
P18 5’gtgagacggattatcaacggttttctgagtagcgg3’
P19 5’cagaaaaccgttgatggeccg3’

P20 5’cagaaaaccgttgataccaaa3’

P21 5’cagaaaaccgttgatgttcgt3’
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Figure S1. SDS-PAGE analysis of the results of fractional precipitation.
Strain YA1461- pKK-gapA™



Table S2. Growth of strain YA1461AgapA::kan on media with different carbon sources.

Media ODeéoo
LB 0.2+0.05
M9
Glycerol Glucose Xylose Ethanol Succinate Glutamate Yeast ext.
+ - - - - - - 0.1+0.05
+ - - + + + + 3.5+0.20
+ - - + + + - 1.8+0.10
+ - - - + + + 1.1+0.05
- - - + + + + 4.1+0.25
+ - - + - + + 3.94+0.20
+ - - + + - + 3.4+0.10
- + - - - - - 0.1+0.05
- + - + + + + 4.8+0.15
- + - - + + + 1.24+0.10
- + - + - - + 5.6+0.3
- - + + + + + 4.6+0.20
- - + - + + + 1.24+0.10
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) E. coli (gapA) MTIKVGINGFGRIGRIVFRAAQK----RSDIEIVAINPILLDADYMAYMLKYDSTHGRFDG 56

p C.glutamicum (gapA) MTIRVGINGFGRIGRNFFRAILER---SDDLEVVAVNQBILTDNKTLSTLLKFDSIMGRLGQ 57

) B. subtilis (gapA) MAVKVGINGFGRIGRNVFRAALN----NPEVEVVAVNQBILTDANMLAHLLQYDSVHGKLDA 56

) H pilori (gap typel) --MKIFINGFGRIGRCVLRAILERSDTSPHLEVIGINPIPANWEILAYLLEHDSVHGLLPK 58

» N. gonorrhoeae(gap1) MSIKVAINGFGRIGRLALRQIEK----AHGIEVAAVNDILTPAEMLLHLFKYDSTQGRFQG 56

» N. meningitidis (gap1) MSIKVAINGFGRIGRLALRQIEK----AHGIEVVAVNQILTPAEMLLHLFKYDSTQGRFQG 56

B. subtilis (gapB) MKVKVAINGFGRIGRMVFRKAML----DDQIQVVAINRISYSAETLAHLIKYDTIHGRYDK 56
H. pylori (gap2) MPIRIAINGTGRIGLCTIRVASQ----RKDIEIVAINSITAELETLLHLIRHDSVHGYFEA 56
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MGIKVAINGYGRIGRQVLRAIYDY-QIQDQLQIVAVNERISGSLETNAHLTKFDTVHGRFEA 59
MGIKVAINGYGRIGRQVLRAIYDY-QIQDQLQIVAVNESGSLETNAHLTKFDTVHGRFEA 59
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GLMTTIHAYT DQ D P-HK--DLRRARAA NIIPTSTGAAKA LVLPELKGKL
190 200 210 220 230 240
EGLMTTVHATTATQKTVDEIFSHK - -DWRGGRGASQNIIPSSTGAAKAVGKVLPELNGKLT 227
NGLMTTVHAYTGDQRLHDYE-HR--DLRRARAAAVNIVPTSTGAAKAVALVLPELKGKLD 229
RGMMTTVHSYTNDQQILD{ME- HK--DYRRARAAAENIIPTSTGAAKAVSLVLPELKGKLN 228
EGMLTTIHSYTSDQKLID[®I HPL-DKRRSRAAASNIIPTTTKAALALHKVLPNLKNKMH 228
EGLMTTIHAYTGDQNTLD[N4- HRKGDLRRARAAALNIVPNSTGAAKAIGLVIPELNGKLD 229
EGLMTTIHAYTSDQNTLDLNE- HRKGDLRRARAAALNIVPNSTGAAKAIGLVIPELNGKLD 229

SGLMTTVHAYTNDQKNIDR4-HK--DLRRARACGESIIPTTTGAAKALSLVLPHLKGKLH 228
NALLTTIHSYTNDQNLLDp@Y-HK--DIRRARAAGLNLIPTSTGVSKAISLVLPHLGPKVT 225
KGAMTTIHALTNDQTVTDUENY-HK--DLRRARSGVENMIPTKTGAAKAVGLVLPELKGRLD 231
KGAMTTIHALTNDQTVTDN-HK--DLRRARSGVENMIPTKTGAAKAVGLVLPELKDKLD 231

Figure S2. Alignment of the sequence of GAPDH relevant for cofactor specificity predictions.
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Figure S3. SDS-PAGE analysis of total proteins of E. coli plasmid-harboring strains
YA1461AgapA::kan.



