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ATGAACITACATGAATATCAGGCAAAACAACUTTTTGCCCGCTATGGCTTACCAGCACCGGTGGGITATG 

GGCGACCATTITCCTGGAGCGCGACCIGGCGTTGATCGAAATCAACCCGCTGGTCATCACCAAACAGGG 
CGATCTGATTTGCOTCGACGGCAAACTGGGCGCTGACGGCAACGCACTGTTCCGCCAGCCIGATCTGOG 
CGAAAIGCGTGACCAGICGCAGGAAGATCCGCGTGAAGCACAGGCTGCACAGTGGGAACIGAACTACG 
TTGCGCTGGACGGTAACATCGGTTGTATGGITAACGGCGCAGGICIGGCGATGGGTACGATGGACATC 
GTTAAACTGCACGOCGGCGAACCGGCTAACTTCCTTGACGITGGCGGCGGCGCAACCAAAGAACOIGT 

TATTATTGCAGCAAAAGGTCTGACGGATGCAGCTCAGCAGGTTGTTGCCGCAGTGGAGGGGAAATAAT 

TCAGAACAGGCCATTGCATACGGCACTAAAATGGTTGGCGGCGTAACCCCAGOTAAAGGCOGCACCAC 

ATCTACGTACCAGCACC6TTCTGCAAAGACTCCATTCTGGAAGCCATCGACGCAGGCATCAAACTGATTA 
TCACCATCACTGAAGGCATCCCGACGCTGGATATGCTGACCGTGAAAGTGAAGCTGGATGAAGCAGGC 

AAACAGACCACGGATTACGGTTTCGGTCAGTCGACCIGTGTCGGTATCGGCGGTGACCCGATCCCGGGC 

GAGATCGGCGGTAGCGCTGAAGAAGAAGCAGCIGCGTACATCAAAGAGCACGTTACCAAGCCAGTIGT 
GGGTTACATCGCTGGTGTGACTGCGOOGAAAGGCAAACGTATGGGCCACGCGGGTGCCATCATTGCCG 
GTGGGAAAGGGACTGCGGATGAGAAATTCGCIGCTCTGGAAGCOGCAGGCGTGAAAACCGTTCGCAGC 

MNLHEYQAKQLFARYGLPAPVGYACT PREAEEAASKIGAGPWWVKCQVHAGGRGKAGOVEWNSKEDIR 

UKKVALOPLTGPMPYQGRELAFKLGLEGKIVQOFTKIFMGLATIFLERDLAUEINPLVITKOGDUCEDGKIGA 

MSIUDKNTKVICOGFTGSQGTEHSEQAIAYGTKMVGGVTPGKGGTTHLGLPVENTVREAVAATGATASVIY 

GIVSRSGILTYEAVKQTTDYGFGOSTCVGIGGOPIPGSNFIDILEMFEKOPQTEAIVMGEGGSAEEEAAAYIK 
CHVIKPVVGYIAGVTAPKGKRVGHAGAIIAGGKGTADEKFAALEAAGVKIVASLADIGEALKTVLK 
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FIG . 15A 

AGGCACCCCCCAAGCCGGCCGACACCGCGGCCGCGGGCAACGGCGTGGTCGCCGCACTGGCCGCCAAA 
ACTGCCOTTCCCCCGCCAGCCGAAGGIGACGAGGIAGCGGIGCTGCGCGGCGCCGCCGCGGCCGTCGI 
CAAGAACATGTCCGCGTCGITGGAGGTGCCGACGGCGACCAGCGTCCGGGCGGTCCCGGCCAAGCTAC 

GCCAGGGCGCCATCATCGGCGTGGGCGCCATGGAATACCCCGCCGAGTTTCAAGGCGCCAGCGAGGAA 
CGCATCGCCGAGCTGGGCATCGGCAAATTGATCACTTIGACCICCACCTACGACCACCGCATCATCCAGG 
GCGCGGAATCGGGCGACTTCCTGCGCACCATCCACGAGITGCIGCTCICGGATGGCITCTGGGACGAGG 

ACAAGAACGCTCGCGTCAIGAACTIGATCGCGGCCIACCGCAACCGCGGCCATCIGAIGGCCGATACCG 

CGCTGTGGGATCICGATCGGGTGTTCAAGGTCGACGGOTTTGCCGGTGCGCAGTACAAGAAACTGCGC 

GALATACATCCTCAGCAAGCTCAACGCCGCCGAGGCCTITGAAACGTICCTACAGACCAAGTACGTCGG 
CCAGAAGCGOTTCTCGCTGGAAGGCGCCGAAAGCGTGATCCCGATGATGGACGCGGCGATCGACCAGT 
GCGCTGAGCACGGCCTCGACGAGGIGGTCATCGGGATGCCGCACOGGGGCCGGCTCAACGTGCTGGCC 

GGTGCGGGCCAAGCAGGATCIGCTCGACCACGGAAGCATCGACAGCGACGGCCAACGGGCGTTCTCGG 

CTGGCGAATCTGCCGGGCTACCGCGTCGGCGGCACCATCCACATCATCGTCAACAACCAGATCGGCNTC 
ACCACCGCGCCCGAGTATTCCAGGTCCAGCGAGTACTGCACCGACGTCGCAAAGATGATCGGGGCACC 
GATCTTTCACGTCAACGGCGACGACCCGGAGGCGTGTGICTGGGTGGCGCGGTTGGCGGTGGACITCO 
GACAACGGTTCAAGAAGGACGTCGTCATCGACATGCTGTGCTACCGCCGCCGCGGGCACAACGAGGGT 
GACGACOCGTCGATGACCAACCCCTACATGTACGACGTCGTCGACACCAAGCGCGGGGCOCGCAAAAG 

ACCAGGGCCAGCTGGAACGGGTGTICAACGAAGTGCGCGAGCTGGAGAAGCACGGTGTGCAGCCGAG 
CGAGTCGGTCGAGTCCGACCAGATGATTCCCGCGGGGCIGGCCACIGOGGTGGACAAGICGCTGCIGG 
CCCGGATCGGCGATGCGTTCCTCGCCTTGCCGAACGGCITCACCGCGCACCCGCGAGTCCAACCGGTGC 
TGGAGAAGCGCCGGGAGATGGCCTATGAAGGCAAGATCGACTGGGCCTTTGGCGAGCTGCTGGCGCT 
GGGCTCGCTGGTGGCCGAAGGCAAGCTGGTGCGCTTGTCGGGGCAGGACAGCOGCCGCGGCACCTTCT 

CCAACTCCGACGGCAGCCCGACCGGCGGAAAGTTCCTGGTCTACGACTCGCCACIGTCGGAGTACGCCG 
COGTCGGCTTCGAGTACGGCTACACTGTGGGCAATCCGGACGCCGTGGTGCTCTGGGAGGCGCAGTTC 
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FIG . 15A continued 

CCGGATCGAACGCTTCTTGCAGTTGTGGGCGGAAGGTTCGATGACCATCGCGATGCCGTCGACTOCGTC 
GAACTACTICCACCTGCTACGCCGGCATGCOCTOGACGGCATCCAACGCCCGCTGATCGTGTTCACGCCC 

GTGCTGGAGGAACCCACCTATGAGGACGGCATCGGAGACOGCAACAAGGTCAGCCGGATCCIGCTGAC 

???? TGCGGCTTGAACAGCTCGCCCCGCTGCCCAGGCGTCGACTGCGTGAAACGCTGGACCGOTACGAGAAC 

ACTACCCGAGCIGCTGCCTGACAAGTTGOCCGGGATCAAGCGAATCTCGCGCCGGGCGATGICAGCCCC 

FIG . 15B 
MANISSPFGONEWLVEEMYRKFROOPSSVDPSWHEELVDYSPEPTSQPAAEPTRVTSPLVAERAAAAAPQA 

VINNOLKATRGGKISFTHLIGYALVOAVKKFPNMNRHYTEVOGKPTAVTPAHTNLGLAIDLOGKDGKRSLV 

YPAEFOGASEERIAELGIGKUTLTSTYOHRIOGAESGOFLRTIHELLLSDGFWDEVFRELSIPYLPVRWSTONP 

LROVIGURDAYCRHIGVEYAHILDPEQKEWLEQRVETKHVKPTVAQQKYIISKINAAEAFETFIQTKYVGQK 
RFSLEGAESVIPMMDAADQCACHGLOEWIGMPHRGRINVLANIVGKPYSQIFTEFEGNINPSQAHGSGD 
VKYHLGATGLYLQMFGONDIQVSLTANPSHLEAVOPVLEGEVRAKQDLLDHGSIDSDGQRAFSVVPUMLHG 

and maintain DAAFAGQGVVAETUNLANLPGYRVGGTIHIIVNNOIGFTTAPEYSRSSEYCTOVAKMIGAPIFHVNGODPEAC 
VWVARLAVDFROREKKOVVIOMLCYRRRGHNEGDDESMTNPYNYDVVDTKAGARKSYTEAUGRGDISK 
KEAEDALROYOGQLERVENEVRELEKHGVOPSESVESCOMPAGLATAVOKSULARIGDAFTALPNGFTAMP 
RVOPVLEKRREMAYEGKIOWAFGELLALGSLVAEGKIVRLSGQOSRRGTESQRHSVUDRHTGEEFTPLQLLA 
INSOGSPTGGKFLVYOSPISEYAAVGFEYGYIVGNPOAWLWEAQFGOFVNGAQSIDEHISSGEAKWGQES 
NVULPHCHEGQGPONTSARIERFLQLWAEGSNDAMPSTPSNYFHLURRHALDGIQRPUVETPKSMURU 
KAAVSEKOFTEIKFRSVLEEHTYEDGIODRNKVSRILLISGKUYYELAARKAKONRNDLAIVRLEQLAPUPRRRL 
RETLDRYENVKEFFWVOEEPANOGAWPREGLELPELLPOKLAGIKRISRRAMSAPSSGSSKVHAVEQQELDE 
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FIG . 18A 

AGAAGCAGTTGACAACATTTGCCGAGCTGCAGCAAAAGITAITTATGAAAATGCAGCTATTCIGGCTCG 
CGAAGCAGTAGACGAAACCGGCATGGGCGTTTACGAACACAAAGIGGCCAAGAATCAAGGCAAATCCA 

GATCGAGATTGCAAAGCCTATCGGAGTTGTAGGAGCCGTAACGCCGACGACCAACCCGATCGTTACTCC 
GATGAGCAATATCATCITTGCTCTTAAGACCIGCAATGCCATCATTATTGCCCCCCACCCCAGATCCAAAA 

GGTAACGTTCAGGTGATCGTGGATAGCAACATCGATTTCGAAGCTGCIGCAGAAAAAAICATCACCGGT 
CGTGCITTCGACAACGGTATCATCTGCTCAGGCGAACAGAGCATCATCTACAACGAGGCTGACAAGGAA 

GCAGCTATOTTCGAAAATGGAGCCATCGCGAAAGATGTAGTAGGTCAGAGCGTTGOCITCATTGCCAAG 

AAGCATTCACATCCCCGATGACAAAGAAATCTGGGAACICTAA 

MEKEMVSLARKAQKEYQATHNQEAVONICRAAAKVIYENAAILAREAVDETGMGVYEHKVAKNQGKSKG 

UIKEAIAPENVPEGMVONEEPSIEKTQEIMGAVOWWATGGMGMVKSAYSSGKPSFGVGAGNVQVIVOSNI 
DFEAAAEKUITGRAFONGUCSGEOSYNEADKEAVETAFRNHGAYFCDEAEGDRARAAIFENGAIAKOVVGQ 
SVAFAKKANINPEGTRILVEARGVGAEDVICKEKMCPVMCALSYKHFEEGVEJARTNLANEGNGHTCAIMS 
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FIG . 19A 

AGAGAAAGAACTGATCATTGTGCCCACAACATGCGGAACGGGIAGCGAGGTGACGAACAITTCTATCG 

GCCATCGAGTCATACGTATCTCCTAAAGCCAGTCCATATTCTCGTCTGTTCAGTGAGGCGGOTIGOGACA 
TTATCCTGGAAGTATTCAAGAAAATCOCCGAACACGGCCCTGAATACCGCTTCOAAAAGCIGGGAGAAA 

TCAAAGTATACCAAAAGAAGAATCCTTTCGGCTATATAGTCGAACTCAACTGGAAGCTCCCAAGATACT 
GAACTGCCAGCCCGAATACGTATATCCGAAGCTGGATGAACTICTCGGATGCCTTCTTACCAAGAAACCT 

2 ... 

FIG . 19B 
MOLFKLKSVTHHFOTFAEFAKEFCLGERDLVITNEFIYEPYMKACQUPCHFVMQEKYGQGEPSDEMMNNI . 
ADIRNIQFORVIGIGGGTVIDISKUFVUKGUNDVIDAFORKIPLIKEKEUIVPTTOGTGSEVINISIAEIKSRHTKM 
GLADDAIVADHANIPELIKSLPFHFYACSAIDAUHAIESYVSPKASPYSRLFSEAAWDILEVEKKIAEHGPEYRFE 
KLGEMIMASNYAGIAFGNAGVGAVHALSYPLGGNYAVPHGEANYQFFTEVEKVYQKKNPEGYIVELNWKLS 
KILNCOPEYVYPKLDELIGCLLTKKPLHEYGMKDEEVRGFAESVIKTOQRLLANNYVELTVDEIEGIYARLY 
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FIG . 20A 
ATGAAAGACGTATTAGCGGAATATGCCTCCCGAATTGTTOGGCCGAAGAAGCCGTAAAACATATCAAA 

TAGATGTCGCCATCGTTCAGCNTTCAATGCCTGATGAGAAIGGITACTGTAGITTIGGAGTATCTTGCGA 
TTATAGCAAACCGGCAGCAGAAAGCGCTCATITAGTATAGGGGAAATCAACCGICAAAIGCCATATGT 
ACATGGCGACAACTTGATTCACATATCGAAGTTGGATTACATCGTGATGGCAGACTACCCTATCTATTCT 

GCTCAAAATGATAATATGGTCAGCATCAATAGCTGTATCGALATCGATCTTATGGGACAAGTCGTGTCC 

CGGTATAGCACAACICAAAGGAAAGAGITIGCGCCAGCGAGCAGAAGCTCTTATTGCCATAGCCCACCC 

FIG . 200 
MKOVLAEYASRIVSAEEAVKHIKNGERVALSHAAGVPQSCVOALVQQADLFQNVEIYHMLCLGEGKYMAPE 
MAPHFRHITNFVGGNSRKAVEENAADFIPVFFYEVPSMRKOILMIDVAIVQUSMPDENGYCSFGVSCOYSKP 
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FIG . 23C 
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FIG . 28B continued 
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AGAAGCAGCTCCGGCAGCAGCACCAGCGGCTGCGGCGGCAAAAGACGTTAACGTTCCGGATATCGGCA 

ATCACCGTAGAAGGCGACAAGGCTTCTATGGAAGTICCGGOTOCGTTTGCIGGCACCGTGAAAGAGATO 
AAAGTGAACGTGGGIGACAAAGTGTCTACCGGCTCGCTGATTATGGTCTTCGAAGTCGCGGGTGAAGC 

GGGCGACAAAGITGCCGCIGAACAGICACIGATCACCGTAGAAGGCGACAAAGONCTATGGAAGIC 

TGATTATGATCTTCGAAGTTGAAGGCGCAGCGCCTGCGGCAGCTCCTGCGAAACAGGAAGCGGCAGCG 

ATCTCTGGTGCGAACCTGAGCCGTAACTGGGTAATGATCCCGCATGTTACTCACTICGACAAAACCGATA 
TCACCGAGTTGGAAGCGTTOCGTAAACAGCAGAACGAAGAAGCGGCGAAACGTAAGCTGGATGTGAAG 
ATCACCCCGGTTGTCTTCATCATGAAAGCCGTTGCTGCAGCTCTTGAGCAGATGCOICGCTICAATAGTIC 

TGATGACTATTTCTAAGAAAGCGCGTGACGGTAAGCTGACTGCGGGCGAAATGCAGGGCGGTTGCTIC 

CTGCCGATITCTCTCTCOTTCGACCACOGCGTGATCGACGGTGCTGATGGTGCCCGITTCATTACCATCAT 

ACCCTATGGALICTGGGTGCAGCAAGGTAGCAAGCOCCAGAATCCCCAGGAGCITACATAAGTAAGTG 

AAATATATAGAGGTCATGATGAGTACIGAAATCAAAACICAGGTOGTGGTACTTGGGGCAGGCOCCGCA 
GGIACICCGCIGCCUCCGUIGCGCIGATITAGGICIGGAAACCGTAATCGTAGAACGITACAACACCC 

AGAAGCGAAAGCGCTGGCCGAACACGGCATCOTTICGGCGAACCGAAAACTGACATTGACAAGATCC 

GIGAAGGIGGITAACGGICIGGGIAAAHIACCGGCGCIAACACCCIGGAAGIGGAAGGCGAAAACGG 
CAAAACCGTGATCAACTTCGACAACGCCATCATCGCGGCGGGTTCCCGTCCGATTCAGCTGCCGTTTATC 

CIGGIGAIGGGCOGCGGIAICAICGGICIGGAAAIGGGIACCGIAIACCAIGCOCIGGGHICAGAGALI 

FIG . 35 



U.S. Patent Aug. 2 , 2022 Sheet 36 of 61 US 11,401,534 B2 

GGTCAICCGCGTIGACAAACAAAIGOGCACCAACGIGCCGCACAICIGCIAICGGCGAIAICGICG 

AACACTACTICGATCCGAAAGIGAICCCATCCATCGCCTACACTAAACCAGAAGIGGCATGGGTCGGICI 
GACCGAGAAAGAAGCGAAAGAGA4AGGCATCAGCTACGAAACCGCCACCIOCCGTGGGCIGCTICCG 

CIGGCGGCGGAAGIGHTCGAAGGCAGCATCACCGACCIGCCAAACGCCAAAGEGAAGAAAAAGTAACT 
TTCTTTCAGGAAAAAAGCATAAGCGGCTCCGGGAGCCGCTTTTTTTATGCCTGATGITTAGAACTATG 

CTGCAATTTACCITTCCAGTCTTCTTGCTCCACGTTCAGAGAGACGTTCGCATACTGCTGACGGTTGCTCG 

FIG . 35 continued 
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CAGGCAGAAGAGAAGAAAGAAGCAGCTCCGGCAGCAGCACCAGCGGCIGCGGCGGCAAAAGACGITA 
ACGTTCCGGATATCGGCAGCGACGAAGTTGAAGTGACCGAAATCCTGGTGAAAGITGGCGATAAAGIT 
GAAGCTGAACAGICGCTGATCACCGTAGAAGGCGACAAGGCTICTATGGAAGTTCCGGCTCCGITTGCT 

GAAGTCGCGGGTGAAGCAGGCGCGGCAGCTCCGGCCGCTAAACAGGAAGCAGCICOGGCAGCGGCCC 
CTGCACCAGCGGCTGGCGTGAAAGAAGITAACGTTCCGGATATCGGCGGIGACGAAGTIGAAGIGACT 

AGCTTCTATGGAAGTTCCGGCGCCGTTIGCAGGCGTCGTGAAGGAACTGAAAGTCAACGITGGCGATAA 
AGTGAAAACIGGCICGCIGATTATGAICITCGAAGTTGAAGGCGCAGCGCCTGCGGCAGCICCIGCGAA 
ACAGGAAGCGGCAGCGCCGGCACCGGCAGCAAAAGCIGAAGCCCCOGCAOCAGCACCAGCTGCGAAA 

GTATCCCTGGCATGCTGCCGTGGCCGAAGGTGGACTTCAGCAAGTTTGGTGAAAICGAAGAAGTGGAA 

CACTTCGACAAAACCGATATCACCGAGTTGGAAGCGITCCGTAAACAGCAGAACGAAGAAGCGGCGAL 

GAIGCCTCGCTICAATAGITCGCIGICGGAAGACGGTCAGCGTCTGACCCIGAAGAAATACATCAACAT 
CGGTGTGGCGGTGGATACCCCGAACGGTCTGGTTGTTCCGGTATTCAAAGACGTCAACAAGAAAGGCA 
TCATCGAGCTGICTCGCGAGOTGATGACTAITTOTAAGAAAGCGCGTGACGGTAAGCTGACIGCGGGCG 
AAATGCAGGGCGGTTGCTTCACCATCTCCAGCATCGGCGGCCTGGGTACTACCCACITCGCGCCGATTGT 

AGTTCGTGCCGCGTCTGATGCTGCCGATTICTCICTCCTTCGACCACCGCGTGATCGACGGTGCTGATGG 
TGCCCGTTICATTACCATCAITAACAACACGCTGICIGACATTCGCCGICIGGTGATGTAAGTAAAAGAG 

AACACGGCATCGTTTTCGGCGAACCGAAAACTGACATTGACAAGATCCGCACCTGGAAAGAAAAAGTCA 

CAACGCCATCATCGOGGCGGGTICCOGTCCGATICAGCTGCCGTITATOOCGCATGAAGATCOGCGCOTA 

CCAGGTTATCOCGGCTGCCGACAAAGACGTGGTGAAAGTCTTCACCAAACGCATCAGCAAGAAATTTAA 
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AGTGATCCCATCCATCGCCTACACTAAACCAGAAGTGGCATGGGTCGGTCIGACCGAGAAAGAAGOGA 

ACTGCGCAGATGGTATGACCAAACTGATCTTCGACAAAGAGACCCACCGTGTTATCGGCGGCGCGATTO 
TCGGCACCAACGGCGGCGAGCTGCTGGGTGAGATCGGCCTGGCTATCGAGATGGGCTGTGACGCTGAA 

*** 

CATAAGOGGOTCOGGGAGCCGCTITITATGCCTGATGTTAGAACTATGTCAQTGITCATAAACOGOTA 

GGTTCTGCGGGTTAGTCTGCATITTOTCGCGAACCGCCTGGCGCTGCICAGGCGAGGCGGA?TGAATOC 
GCTCACGCGCTGCCTCTCTTCGCTGCTGGATCTTCGGGTTAGTCTGCATTCTCTCGCGAACTGCCTGGCG 
CTGCTCAGGCGAGGGGGAOTGATAACGCTGACGAGCGGCGTCOTTTTGTTGCTGGGTCAGTGGTTGGO 

TGAAACCGCUITGCCATATCCIGATCATGATAGGGCACACCATTACGGTAGUTTGGATTGTGCCGCCATG 
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TCATGGCTCGTTCGCGTAAAGCTTGCAGTTGATGTTGGTCTGCCGTTGCATCACITITCGCCGGITGITGT 
ATTAATGTTGCTAATTGATAGCAATAGACCATCACCGCCIGCOCCAGATTGAGCGAAGGATAATCCGCCA 

GGCTGGCTCCAGGTGTGCCTGACTATCGACAATCCGCAGATCGCTAAACCCCATCGUITCAITGCCCGC 

CTTGATCAAATAACCGCGAACCGGGTGATCACIGTCAACITATTACGCGGTGCGAATITACAAATTCTTA 

TTGAGTTGTTAAAAAATGCTACATATCCTTCTGITTACITAGGATAATTITATAAAAAATAAATCTCGACA 

GAAAGTGCATCAAGAACGCAATTACGTACT TAGTCATGTTACGCCGATCATGITAATTTGCAGCATGCA 

ATTACGGGTCACAAACATCATGCOGGCCAGCGCCACCACCAGCACAOTGGTTCCCAACAACAGCGCGCT 

TCCATGCCACGGTAAAACCGGTATGT1CAGAAAGCGCCAGCAAGAGCAAATAAAACATCACCAATGAAA 

CACCGAGATTATTAGCAAACCAGCTGOTTIGCCAGTGCGCOTGAAAACCTGACTCGCTAACTTCCOGNIT 
GGCTGGTAGAAAATCACCIAAAAAACTGGGATGCGGCCAGTTGCTGGTTAAGGTCATTCGCTATTACG 
CCCGCCAGGCACCACAGAAAGATCGCOGOTACOGCTTAAATTCAGGGCCATATTCAGCTTCAGGTTCTG 
CUICCGCCAGTCCCCTTCAGGTAAAGGGATATGCACGCCCTGCCCGCCTTGCTCTAACCCGGTGCCGGGT 

TAATCACAATAAATGGOITGCCTAAGGIGATAITGGOGOGTTGAGIICGOTAAGACGCGAAACATCGA 

TTCTGATTGCCATCAACCATCAATGACTCAGGTAACCAAAAATGGATAAAACITCGTTTOCGCTGCAGGG 
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TCGGGITTATCCTGAACAGTGATCCAGGTCACGATAACAACATTATTAATTTTTAATCATCTAATTTG 

TTACCTGCAAGCGCCCAGAGCTCTGTACCCAGGTTTTCCCCTCTTTCACAGAGCGGCGAGCCAAATAAAA 
AACGGGTAAAGCCAGGTTGATGTGCGAAGGCAAATTTAAGTTCCGGCAGTCTTACGCAATAAGGCGOT 

TTTGCTGCACCGCGGTTTCCCGATOGATCAGCTGGCGACCGATTCTAACTACCIGGAAGTTTGTTACATC 

CAGCCATTTGITTACCCGCGCAACGATCICICCTACGCCGGIAAQTTCCTGAATATGATGTTCTCCACGCC 

CATGAACAGAACGCCTCTACCTCCACCGTGCGTACCGCTGGCTCTTCGGGTGCGAACOCGTTTGCCIGTA 
TCGCAGCAGGTATTGCTTCACTOTGGGGACCTGCGCACGGCGGTGCTAACGAAGCGGCGCTGAAAATG 

TCATCCIGAAAGCGATGGGTATTCCGTCTICCATGTTCAQCGTCAITTCGCAATGGCACGTACCGTTGG 
OTGGATCGCCCACTGGAGCGAAATGCACAGTGACGGTATGAAGATTGCCCGTCCGCGTCAGCTGTATAC 
AGGATATGAAAAACGCGACITTAAAAGCGATATCAAGCGTTAATGGTIGATTGCTAAGTTGTAAATATIT 

ATGCTGCIGATGAAGGITCIGGCGAAATTCACTITAAGGGGGAGGTTATTGAAGCACCIGTGAAATTC 
ATCCAGAAGATATTGATAAAAACATAGATCTTGGACAAGTCACGACAACCCATATAAACCGGGAGCATC 
ATAGCAATAAAGTGGCCGTCGACATTCGCTIGATCAACTGTGATOTGCCTGCTICTGACAACGGTAGCG 

TGAGCAACACCAGTGCAGGCGAAGCAACTGGGGTCGGTGTACGACTGATGGACAAAAATGACGGTAAO 
ATCGTATTAGGTTCAGCOGCGCCAGATCTTGACCTGGATGCAAGCTCATCAGAACAGACGCIGAACTTTT 
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GGGCACICCAGOGATCCAGCACGCGGAGITAACGCTATCGAACTAATGCACGACGCCATCGGGCATATT 

GAACGCTGGCCGGGTCGTCTGACGGTCGACGAGCTGCATCCGCCGATCCCTGGCIATGAATGCCCACCG 
AAICATCAACIGGITGAAGTGGTGAGAAATTGOTOGGAGCAAAAACCGAAGIGGTGAACTACIGIACC 

AACCTGATGAATATCTGGAAACACGGTTTATCAAGCCCACCCGCGAACTGATAACCCAGGTAATTCACCA 

AGGCGCTCGCGCCGCATCCGGCACTGTTGOCAAACTCCAGTGCCGCAATAATGTCGGATGCGATACTTG 

TGCTAGCAAGAGGAGAAGTCGACATGACAGACTTAAATAAAGIGGTAAAAGAACTIGAAGCICUGGT 
ANTATGACGTAAAAGAAGTIGUITACAATCCAAGCTACGAGCAATTGIICGAAGAAGAAACTAAACCA 
GGUTTAGAAGGCITTGAAAAAGGIACITTAACTACGACTGGIGCAGTGGCAGTAGATACAGGTAICIC 
ACAGGICGIICICCAAAAGAIAAAIAIAIQGIGIIAGAIGAAAAAACCAAAGAIACIGIIGGIGGACA 
ICIGAAACAGCAAAAAACGACAACAAGCCAAIGAACCAAGCTACAIGGCAAAGCUTAAAAGACHGGIA 
ACCAACCAGCITTCTCGTAAACGCITATTIGTAGTIGATGGTTTCTGTGGTGCGAGCGAACACGACOGTA 

TGGAAAGAACAAGGTTTAAATTCAGAAAACUTTGTTGCTTICAACTTGACTGAACGCATTCAATTAATCG 

AGGTGTIGOIGCAATGCACIGCICAGCTAACONTGOTAAAGATGGCGAIGTAGCAAICHTIGGGCI 

CTGGGATGAIGTGGGTATCITTAACITTGAAGOTGGTTGCTATGGGAAAACCATTCACCHICAGAAGAA 
AATGAACCAGATAITTACCGCGCTATCCGTCGCGACGCATTATTAGAAAACGTGGTIGTICGTGCAGATG 

AAATTAGCAGGTACTGAACQTGGTATTACTGAACCAACICCAACTICICAGCATGITTCGOTGCTGCGT 
TCITAACCCCACCCAACICAATATGCAGAAGIGITAGTAAAACGTAIGCAAGCAGTGGGIGCIGAAG 

AAGGCAAAGCTITAATIGCAGCTGGICCTAAAGCITAATCTAGAAAGCTTCCTAGAGGCATCAAATAAA 

FIG . 48 
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CGAACCGCGCACTTTAGTGCTGGTGATTGGCGAGTCGACCCAGCGCGGACGCATGAGTCTGTACGGTTA 
TCCGCGTGAAACCACGCCGGAGCTGGATGCGCTGCATAAAACCGATCCGAATCTGACCGTGTTTAATAA 
CGTAGTTACGTCTCOTCCGTACACCATTGAAATCCTGCAACAGGCGCTGACCTTTGCCAATGAAAAGAAC 
CCGGATCTGTATOTGACGCAGCCGTCGCTGATGAACATGATGAAACAGGCGGGTTATAAAACCTTC 

FIG . 48 ( cont'd ) 
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GTAGTGAAATGTCAGGTTCACGCTGGTGGCCGCGGTAAAGCGGGCGGTGTGAAAGTTGTAAACAGCAA 

AGTGGCGGAAGAAACTCCCCACCIGATCCATAAAGTTGCOCITGATCCGCIGACIGGCCCGATGCCGTA 
TCAGGGACGCGAGCTGGCGTTCAAACTGGGTCTGGAAGGTAAACIGGITCAGCAGTTCACCAAAATCTT 
CATGGGCCTGGCGACCATTITCCTGGAGCGCGACCTGGCGTTGATCGAAAICAACCCGCIGGTCAICAC 

TGAACTACGTTGCGCTGGACGGTAACATCGGTIGTATGGTTAACGGCGCAGGTCTGGCGATGGGTACG 

GGCACCACCCACOTOGGCCTGCCGGTGTTCAACACCGTGCGTGAAGCCGTTGCTGCCACTGGCGCTACC 

AACIGAITATCACCATCACIGAAGGCATCCCGACGCIGGATATGCTGACCGTGAAAGTGAAGCTGGATG 
AAGCAGGCGTTCGTATGATOGGCCCGAACTGCCCAGGCGTTATCACTCCGGGTGAATGCAAAATCGGTA 
TCCAGCCTGGTCACATTCACAAACCGGGTAAAGTGGGTATCGTITCCOGTICCGGTACACTGACCTATGA 

GATCGGTGAGATCGGCGGTAGCGCTGAAGAAGAAGCAGCIGCOTACATCAAAGAGCACGTTACCAAGC 

ATTGCOGGTGGGAAAGGGACTGCGGATGAGAAATTCGCTGOTOGGAAGCCGCAGGCGTGAAAACCGT 

CCAAGAAGCAGTGACAACATTTGCCGAGCTGCAGCAAAAGTTATTATGAAAATGCAGCTATTCTGGC 
TCGCGAAGCAGTAGACGAAACCGGCATGGGCGTTTACGAACACAAAGIGGCCAAGAATCAAGGCAAAT 
CCAAAGGTGTTTGGTACAACCICCACAATAAAAAATCGATTGGTATCCICAATATAGACGAGCGTACCG 
GTATGATCGAGATTGCAAAGCCTATOGGAGTTGTAGGAGCCGTAACGCCGACGACCAACCOGATCGTTA 

AGCCGGTAACGTTCAGGIGATCGTGGATAGCAACATCGATTICGAAGCTGCIGCAGAAAAAATCATCAC 

FIG . 52 
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OGGTCGIGOTTOGACAACGGTATCATCTGOTCAGGCGAACAGAGCATCATCTACAAGGAGGOTGACHA 

TCGTGCAGCTATCTTCGAAAATGGAGCCATCGCGAAAGATGTAGTAGGTCAGAGCGTTGCCUCATTGC 

AGGTGTAGAAATCGCACGTACGAACCTCGCCAACGAAGGTAACGGCCACACCIGTGCTATCCACICCAA 
CAATCAGGCACACATCATCCTCGCAGGATCAGAGCTGACGGTATCTCGTATCGTAGTGAATGCTCCGAG 
TGCCACTACAGCAGGCOGICACATCCAAAACGGICITGCCGTAACCAATACGCICGGATGCOGATCATG 

TCTTGGAGAACGCGACTTGGTAATTACCAACGAGUTCAICIATGAACCGTATATGAAGGCATOCCAGCIC 

AGAGAAAGAACTGATCATTGTGCCCACAACATGCGGAACGGGTAGCGAGGTGACGAACATTICTATCG 

GCCATCGAGTCATACGTATCTCCTAAAGCCAGTCCATATTCTCGICTGTTCAGTGAGGGGGCTTGGGACA 
TTATOOTGGAAGTATTCAAGAAAATCGCOGAACAOGGCCOTGAATACCGCTTCGAAAAGCTGGGAGAAA 

FIG . 52 ( cont'd ) 
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CGGATAACAATTTCACACAGAATTCAATTAAGCTAGCAAGAGGAGAAGTCGACATGGCCAACATAAGIT 

TCGATCCCAGCTGGCACGAGTTCCTGGTTGACTACAGCCCCGAACCCACCICCCAACCAGCTGCCGAACC 

CCCTGGTGCAGGCGOTGAAGAAATTCCCGAACATGAACCGGCACTACACCGAAGTCGACGGCAAGCCC 
ACCGCGGTCACGCCGGCGCACACCAATCTCGGCCTGGCGATCGACCTGCAAGGCAAGGANGGGAAGCO 

AGACATCGTACGCCGGGCCCGCGACGGCAAGOTGACCACTGAAGACTTTGCCGGCGTGACGATITC6CT 

ACTTCCTGCGCACCATCCACGAGTTGCTGCTCTCGGATGGCTTCTGGGACGAGGTCTTCCGCGAACIGAG 
CATCCCATATCTGCCGGTGCGCTGGAGCACCGACAACCCCGACTCGATCGTCGACAAGAACGCTCGCGT 
CATGAACTIGATCGCGGCCTACCGCAACCGCGGCCATCTGATGGCOGATACCGACCCGCTGCOGTTGGA 

GGAAGGCGCOGAAAGCGTGATCCCGATGATGGACGCGGCGATCGACCAGTGCGCTGAGCACGGCCTC 
. 

GTACTOGCAGATCITCACCGAGTTCGAGGGCAACCTGAATCOGTOCCAGGCGCACGGOTCOGGTGACGT 

GACCGCCAACCCGTCGCATCTGGAGGCCGTCGACCCGGTGCTGGAGGGATTGGTGCGGGCCAAGCAOG 
ATCTGCTCGACCACGGAAGCATCGACAGCGACGGCCAACGGGCGTTCTCGGTGGTGCCGCTGATGTTGC 

ACGTGGOGACATCTCGATGAAGGAGGCCGAGGACGCGCTGCGCGACTACCAGGGCCAGCIGGAACGG 

AGATGATTCCCGCGGGGCTGGCCACTGCGGTGGACAAGTCGCTGCTGGCCCGGATCGGCGATGCGTTC 
GGCCIATGAAGGCAAGATCGACTGGGCCTTGGCGAGCTGCTGGCGCTGGGCTCGCTGGTGGCCGAAG 
GCAAGCTGGTGCGCTTGTCGGGGCAGGACAGCCGCCGCGGCACCTTCICCCAGCGGCATTCGGTTCTCA 

CCGGCGGAAAGTTCCTGGTCTACGACTCGCCACTGTCGGAGTACGCCGCCGTCGGCTTCGAGTAOGGCT 
ACACIGTGGGCAATCCGGACGCCGTGGTGCTCTGGGAGGCGCAGTTCGGCGACTTCGTCAACGGCGCA 
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CAGTCGATCATCGACGAGTTCATCAGCTCCGGTGAGGCCAAGTGGGGCCAATIGTCCAACGTCGTGCIG 

GGCATGCCCTGGACGGCATCCAACGCCCGCTGATCGTGTTCACGCCCAAGTCGATGTTGCGTCACAAGG 

AGGACGGCATCGGAGACCGCAACAAGGTCAGCCGGATCCTGCTGACCAGTGGCAAGCTGTATTACGAG 

AGAGGAACCGGCCAACCAGGGTGCGTGGCCGCGATTCGGGCICGAACTACCCGAGCTGCTGCCTGACA 

CACGCCGTCGAACAGCAGGAGATCCTCGACGAGGCGTTCGGCTAATCTAGCAAGAGGAGAAGTCGACA 

GTGCAGATGCTGTATTICAGGAGAAATATGGACICGGTGAACCUCIGATGAAAIGATAAACAATATAA 

CCAAAATCCTCAGTCTTAAGTATACIGATGATTCATTGGATTGTTTGAGGGAAAAGTACCIOTTOTAAA 

AACAGAAGCTTATGTATCTCCAAAIGCAAATCCITATACIGATATGTTTAGTGTAAAAGCTATGGAGITA 

ATCTGTTGTTTGTCGGTGAACGCTCTCCTGAGTAGGACAAATCCGCCGCCCTAGACCTA 
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MICROORGANISMS FOR THE prising at least one exogenous nucleic acid encoding a BDO 
PRODUCTION OF 1,4- BUTANEDIOL AND pathway enzyme expressed in a sufficient amount to produce 

RELATED METHODS BDO and further optimized for expression of BDO . The 
invention additionally provides methods of using such This application is a continuation of application Ser . No. 5 microbial organisms to produce BDO . 5 15 / 148,759 , filed May 6 , 2016 , now U.S. Pat . No. 10,273 , 

508 , which is a continuation of application Ser . No. 13/361 , BRIEF DESCRIPTION OF THE DRAWINGS 
799 , filed Jan. 30 , 2012 , now U.S. Pat . No. 9,434,964 , which 
is a continuation of application Ser . No. 12 / 794,700 , filed FIG . 1 is a schematic diagram showing biochemical Jun . 4 , 2010 , now U.S. Pat . No. 8,129,169 , which claims the benefit of priority of U.S. provisional application No. 10 pathways to 4 - hydroxybutyurate ( 4 - HB ) and to 1,4 - butane 
61 / 184,311 , filed Jun . 4 , 2009 , the entire contents of each of diol production . The first 5 steps are endogenous to E. coli , 
which is incorporated herein by reference . while the remainder can be expressed heterologously . 

Enzymes catalyzing the biosynthetic reactions are : ( 1 ) suc 
BACKGROUND OF THE INVENTION cinyl - CoA synthetase ; ( 2 ) COA - independent succinic semi 

15 aldehyde dehydrogenase ; ( 3 ) a - ketoglutarate dehydroge 
Incorporated herein by reference is the Sequence Listing nase ; ( 4 ) glutamate : succinate semialdehyde transaminase ; 

being concurrently submitted via EFS - Web as an ASCII text ( 5 ) glutamate decarboxylase ; ( 6 ) COA - dependent succinic 
file named 12956-475-999_SeqList.TXT , created Mar. 6 , semialdehyde dehydrogenase ; ( 7 ) 4 - hydroxybutanoate 
2019 , and being 150,422 bytes in size . dehydrogenase ; ( 8 ) a - ketoglutarate decarboxylase ; ( 9 ) 4 - hy 

This invention relates generally to in silico design of 20 droxybutyryl CoA : acetyl - CoA transferase ; ( 10 ) butyrate 
organisms and engineering of organisms , more particularly kinase ; ( 11 ) phosphotransbutyrylase ; ( 12 ) aldehyde dehy 
to organisms having 1,4 - butanediol biosynthesis capability . drogenase ; ( 13 ) alcohol dehydrogenase . 

The compound 4 - hydroxybutanoic acid ( 4 - hydroxybu- FIG . 2 is a schematic diagram showing homoserine bio 
tanoate , 4 - hydroxybutyrate , 4 - HB ) is a 4 - carbon carboxylic synthesis in E. coli . acid that has industrial potential as a building block for FIGS . 3A - 3C show the production of 4 - HB in glucose various commodity and specialty chemicals . In particular , minimal medium using E. coli strains harboring plasmids 4 - HB has the potential to serve as a new entry point into the expressing various combinations of 4 - HB pathway genes . 1,4 - butanediol family of chemicals , which includes solvents , ( FIG . 3A ) 4 - HB concentration in culture broth ; ( FIG . 3B ) resins , polymer precursors , and specialty chemicals . 1,4 
Butanediol ( BDO ) is a polymer intermediate and industrial succinate concentration in culture broth ; ( FIG . 3C ) culture 
solvent with a global market of about 3 billion lb / year . BDO 30 OD , measured at 600 nm . Clusters of bars represent the 24 
is currently produced from petrochemical precursors , pri hour , 48 hour , and 72 hour ( if measured ) timepoints . The 
marily acetylene , maleic anhydride , and propylene oxide . codes along the x - axis indicate the strain / plasmid combina 

For example , acetylene is reacted with 2 molecules of tion used . The first index refers to the host strain : 1 , MG1655 
formaldehyde in the Reppe synthesis reaction ( Kroschwitz lac12 ; 2 , MG1655 AgabD lac1 ° ; 3 , MG1655 AgabD AaldA 
and Grant , Encyclopedia of Chem . Tech . , John Wiley and 35 lacle . The second index refers to the plasmid combination 
Sons , Inc. , New York ( 1999 ) ) , followed by catalytic hydro- used : 1 , pZE13-0004-0035 and PZA33-0036 ; 2 , pZE13 
genation to form 1,4 - butanediol . It has been estimated that 0004-0035 and PZA33-0010n ; 3 , PZE13-0004-0008 and 
90 % of the acetylene produced in the U.S. is consumed for PZA33-0036 ; 4 , PZE13-0004-0008 and PZA33-0010n ; 5 , 
butanediol production . Alternatively , it can be formed by Control vectors pZE13 and PZA33 . 
esterification and catalytic hydrogenation of maleic anhy- 40 FIG . 4 shows the production of 4 - HB from glucose in E. 
dride , which is derived from butane . Downstream , butane- coli strains expressing a - ketoglutarate decarboxylase from 
diol can be further transformed ; for example , by oxidation to Mycobacterium tuberculosis . Strains 1-3 contain pZE13 
y - butyrolactone , which can be further converted to pyrroli- 0032 and PZA33-0036 . Strain 4 expresses only the empty 
done and N - methyl - pyrrolidone , or hydrogenolysis to tetra- vectors pZE13 and PZA33 . Host strains are as follows : 1 and 
hydrofuran . These compounds have varied uses as polymer 45 4 , MG1655 lac12 ; 2 , MG1655 Agabd lac12 ; 3 , MG1655 
intermediates , solvents , and additives , and have a combined AgabD AaldA lac12 . The bars refer to concentration at 24 
market of nearly 2 billion lb / year . and 48 hours . 

It is desirable to develop a method for production of these FIG . 5 shows the production of BDO from 10 mM 4 - HB 
chemicals by alternative means that not only substitute in recombinant E. coli strains . Numbered positions corre 
renewable for petroleum - based feedstocks , and also use less 50 spond to experiments with MG1655 lacle containing 
energy- and capital - intensive processes . The Department of PZA33-0024 , expressing cat2 from P. gingivalis , and the 
Energy has proposed 1,4 - diacids , and particularly succinic following genes expressed on pZE13 : 1 , none ( control ) ; 2 , 
acid , as key biologically - produced intermediates for the 0002 ; 3 , 0003 ; 4 , 0003n ; 5 , 0011 ; 6 , 0013 ; 7 , 0023 ; 8 , 0025 ; 
manufacture of the butanediol family of products ( DOE 9 , 0008n ; 10 , 0035. Gene numbers are defined in Table 6 . 
Report , “ Top Value - Added Chemicals from Biomass ” , 55 For each position , the bars refer to aerobic , microaerobic , 
2004 ) . However , succinic acid is costly to isolate and purify and anaerobic conditions , respectively . Microaerobic condi 
and requires high temperatures and pressures for catalytic tions were created by sealing the culture tubes but not 
reduction to butanediol . evacuating them . 

Thus , there exists a need for alternative means for effec- FIGS . 6A - 6H show the mass spectrum of 4 - HB and BDO 
tively producing commercial quantities of 1,4 - butanediol 60 produced by MG1655 lac12 PZE13-0004-0035-0002 
and its chemical precursors . The present invention satisfies PZA33-0034-0036 grown in M9 minimal medium supple 
this need and provides related advantages as well . mented with 4 g / L unlabeled glucose ( FIGS . 6A , 6C , 6E and 

6G ) uniformly labeled 13C - glucose ( FIGS . 6B , 6D , 6F and 
SUMMARY OF INVENTION 6H ) . FIGS . 6A and 6B , mass 116 characteristic fragment of 

65 derivatized BDO , containing 2 carbon atoms ; FIGS . 6C and 
The invention provides non - naturally occurring microbial 6D , mass 177 characteristic fragment of derivatized BDO , 

organisms containing a 1,4 - butanediol ( BDO ) pathway com- containing 1 carbon atom ; FIGS . 6E and 6F , mass 117 
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characteristic fragment of derivatized 4 - HB , containing 2 FIG . 22A shows the nucleotide sequence ( SEQ ID 
carbon atoms ; FIGS . 6G and 6H , mass 233 characteristic NO : 58 ) of butyrate kinase ( bukl ) from Clostridium aceto 
fragment of derivatized 4 - HB , containing 4 carbon atoms . butylicum , and FIG . 22B shows the encoded amino acid 
FIG . 7 is a schematic process flow diagram of biopro- sequence ( SEQ ID NO : 59 ) . 

cesses for the production of y - butyrolactone . The upper FIGS . 23A - 23D show alternative nucleotide sequences 
panel illustrates fed - batch fermentation with batch separa- for C. acetobutylicum 020 ( phosphtransbutyrylase ) with 
tion and the lower panel illustrates fed - batch fermentation altered codons for more prevalent E. coli codons relative to 
with continuous separation . the C. acetobutylicum native sequence . FIGS . 23A - 23D 
FIGS . 8A and 8B show exemplary 1,4 - butanediol ( BDO ) ( 020A - 020D , SEQ ID NOS : 60-63 , respectively ) contain 

pathways . FIG . 8A shows BDO pathways from succinyl- sequences with increasing numbers of rare E. coli codons 
COA . FIG . 8B shows BDO pathways from alpha - ketoglut- replaced by more prevalent codons ( A < B < C < D ) . 
arate . FIGS . 24A - 24D show alternative nucleotide sequences 
FIGS . 9A - 9C show exemplary BDO pathways . FIGS . 9A for C. acetobuytlicum 021 ( butyrate kinase ) with altered 

and 9B show pathways from 4 - aminobutyrate . FIG . 9C codons for more prevalent E. coli codons relative to the C. 
shows a pathway from acetoactyl - CoA to 4 - aminobutyrate . acetobutylicum native sequence . FIGS . 24A - 24D ( 021A 
FIG . 10 shows exemplary BDO pathways from alpha- 021B , SEQ ID NOS : 64-67 , respectively ) contain sequences 

ketoglutarate . with increasing numbers of rare E. coli codons replaced by 
FIG . 11 shows exemplary BDO pathways from glutamate . more prevalent codons ( A < B < C < D ) . 
FIG . 12 shows exemplary BDO pathways from 20 FIGS . 25A and 25B show improved expression of 

acetoacetyl - CoA . butyrate kinase ( BK ) and phosphotransbutyrylase ( PTB ) 
FIG . 13 shows exemplary BDO pathways from homos- with optimized codons for expression in E. coli . FIG . 25A 

erine . shows sodium dodecyl sulfate polyacrylamide gel electro 
FIGS . 14A - 14C show the nucleotide and amino acid phoresis ( SDS - PAGE ) stained for proteins with Coomassie 

sequences of E. coli succinyl - CoA synthetase . FIG . 14A 25 blue ; lane 1 , control vector with no insert ; lane 2 , expression 
shows the nucleotide sequence ( SEQ ID NO : 45 ) of the E. of C. acetobutylicum native sequences in E. coli ; lane 3 , 
coli sucCD operon . FIG . 14B ( SEQ ID NO : 46 ) and 14C expression of 020B - 021B codon optimized PTB - BK ; lane 4 , 
( SEQ ID NO : 47 ) show the amino acid sequences of the expression of 020C - 021C codon optimized PTB - BK . The 
succinyl - CoA synthetase subunits encoded by the sucCD positions of BK and PTB are shown . FIG . 25B shows the 
operon . 30 BK and PTB activities of native C. acetobutylicum sequence 
FIGS . 15A and 15B show the nucleotide and amino acid ( 2021n ) compared to codon optimized 020B - 021B ( 2021B ) 

sequences of Mycobacterium bovis alpha - ketoglutarate and 020C - 021C ( 2021C ) . 
decarboxylase . FIG . 15A shows the nucleotide sequence FIG . 26 shows production of BDO and gamma - butyry 
( SEQ ID NO : 48 ) of Mycobacterium bovis sucA gene . FIG . lactone ( GBL ) in various strains expressing BDO producing 
15B shows the amino acid sequence ( SEQ ID NO : 49 ) of M. 35 enzymes : Cat2 ( 034 ) ; 2021n ; 2021B ; 2021C . 
bovis alpha - ketoglutarate decarboxylase . FIG . 27A shows the nucleotide sequence ( SEQ ID 
FIG . 16 shows biosynthesis in E. coli of 4 - hydroxybu- NO : 68 ) of the native Clostridium biejerinckii ald gene 

tyrate from glucose in minimal medium via alpha - ketoglu- ( 025n ) , and FIG . 27B shows the encoded amino acid 
tarate under anaerobic ( microaerobic ) conditions . The host sequence ( SEQ ID NO : 69 ) . 
strain is ECKh - 401 . The experiments are labeled based on 40 FIGS . 28A - 28D show alternative gene sequences for the 
the upstream pathway genes present on the plasmid PZA33 Clostridium beijerinckii ald gene ( 025A - 025D , SEQ ID 
as follows : 1 ) 4hbd - sucA ; 2 ) sucCD - sucD - 4hbd ; 3 ) sucCD- NOS : 70-73 , respectively ) , in which increasing numbers of 
sucD - 4hbd - sucA . rare codons are replaced by more prevalent codons 
FIG . 17 shows biosynthesis in E. coli of 4 - hydroxybu- ( A < B < C < D ) . 

tyrate from glucose in minimal medium via succinate and 45 FIG . 29 shows expression of native C. beijerinckii ald 
alpha - ketoglutarate . The host strain is wild - type MG1655 . gene and codon optimized variants ; no ins ( control with no 
The experiments are labeled based on the genes present on insert ) , 025n , 025A , 025B , 025C , 025D . 
the plasmids pZE13 and PZA33 as follows : 1 ) empty control FIGS . 30A and 30B show BDO or BDO and ethanol 
vectors 2 ) empty pZE13 , PZA33-4hbd ; 3 ) pZE13 - sucA , production in various strains . FIG . 30 shows BDO produc 
PZA33-4hbd . 50 tion in strains containing the native C. beijerinckii ald gene 

FIG . 18 A shows the nucleotide sequence ( SEQ ID ( 025n ) or variants with optimized codons for expression in 
NO : 50 ) of COA - dependent succinate semialdehyde dehy- E. coli ( 025A - 025D ) . FIG . 30B shows production of ethanol 
drogenase ( sucD ) from Porphyromonas gingivalis , and FIG . and BDO in strains expressing the C. acetobutylicum AdhE2 
18B shows the encoded amino acid sequence ( SEQ ID enzyme ( 002C ) compared to the codon optimized variant 
NO : 51 ) . 55 025B . The third set shows expression of P. gingivalis sucD 
FIG . 19A shows the nucleotide sequence ( SEQ ID ( 035 ) . In all cases , P. gingivalis Cat2 ( 034 ) is also expressed . 

NO : 52 ) of 4 - hydroxybutyrate dehydrogenase ( 4hbd ) from FIG . 31A shows the nucleotide sequence ( SEQ ID 
Porphymonas gingivalis , and FIG . 19B shows the encoded NO : 74 ) of the adh1 gene from Geobacillus thermoglucosi 
amino acid sequence ( SEQ ID NO : 53 ) . dasius , and FIG . 31B shows the encoded amino acid 
FIG . 20A shows the nucleotide sequence ( SEQ ID 60 sequence ( SEQ ID NO : 75 ) . 

NO : 54 ) of 4 - hydroxybutyrate CoA transferase ( cat2 ) from FIG . 32A shows the expression of the Geobacillus ther 
Porphyromonas gingivalis , and FIG . 20B shows the moglucosidasius adh1 gene in E. coli . Either whole cell 
encoded amino acid sequence ( SEQ ID NO : 55 ) . lysates or supernatants were analyzed by SDS - PAGE and 
FIG . 21A shows the nucleotide sequence ( SEQ ID stained with Coomassie blue for plasmid with no insert , 

NO : 56 ) of phosphotransbutyrylase ( ptb ) from Clostridium 65 plasmid with 083 ( Geotrichum capitatum N - benzyl - 3 - pyr 
acetobutylicum , and FIG . 21B shows the encoded amino rolidinol dehydrogenase ) and plasmid with 084 ( Geobacil 
acid sequence ( SEQ ID NO : 57 ) . lus thermoglucosidasius adhl ) inserts . FIG . 32B shows the 
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activity of 084 with butyraldehyde ( diamonds ) or 4 - hy- ( EtOH ) , and other products , which include gamma - butyro 
droxybutyraldehyde ( squares ) as substrates . lactone ( GBL ) , succinate , and lactate . 
FIG . 33 shows the production of BDO in various strains : FIG . 48 shows the sequence ( SEQ ID NO : 85 ) of the 

plasmid with no insert ; 025B , 025B - 026n ; 025B - 026A ; region following replacement of PEP carboxylase ( ppc ) by 
025B - 026B ; 025B - 026C ; 025B - 050 ; 025B - 052 ; 025B - 053 ; 5 H. influenzae phosphoenolpyruvate carboxykinase ( pepck ) . 
025B - 055 ; 025B - 057 ; 025B - 058 ; 025B - 071 ; 025B - 083 ; The pepck coding region is underlined . 
025B - 084 ; PTSlacO - 025B ; PTSlacO - 025B - 026n . FIG . 49 shows growth of evolved pepCK strains grown in 
FIG . 34 shows a plasmid map for the vector pRE119 - V2 . minimal medium containing 50 mM NaHCO3 . 
FIG . 35 shows the sequence ( SEQ ID NO : 76 ) of the FIG . 50 shows product formation in strain ECKH - 453 

ECKh - 138 region encompassing the aceF and lpdA genes . 10 expressing P. gingivalis Cat2 and C. beijerinckii Ald on the 
The K. pneumonia lpdA gene is underlined , and the codon plasmid pZS * 13 . The products measured were 1,4 - butane 
changed in the Glu354Lys mutant shaded . diol ( BDO ) , pyruvate , 4 - hydroxybutyrate ( 4HB ) , acetate , 
FIG . 36 shows the protein sequence comparison of the Y - butyrolactone ( GBL ) and ethanol . 

native E. coli lpdA ( SEQ ID NO : 77 ) and the mutant K. 15 and ECKH - 432 . Both contain the plasmid pZS * 13 express FIG . 51 shows BDO production of two strains , ECKh - 453 
pneumonia lpdA ( SEQ ID NO : 78 ) . ing P. gingivalis Cat2 and C. beijerinckii Ald . The cultures FIG . 37 shows 4 - hydroxybutyrate ( left bars ) and BDO were grown under microaerobic conditions , with the vessels ( right bars ) production in the strains AB3 , MG1655 AldhA punctured with 27 or 18 gauge needles , as indicated . 
and ECKh - 138 . All strains expressed E. coli sucCD , P. FIG . 52 shows the nucleotide sequence ( SEQ ID NO : 86 ) 
gingivalis sucD , P. gingivalis 4hbd on the medium copy 20 of the genomic DNA of strain ECKH - 426 in the region of 
plasmid PZA33 , and P. gingivalis Cat2 , C. acetobutylicum insertion of a polycistronic DNA fragment containing a 
AdhE2 on the high copy plasmid pZE13 . promoter , sucCD gene , sucD gene , 4hbd gene and a termi 
FIG . 38 shows the nucleotide sequence ( SEQ ID NO : 79 ) nator sequence . 

of the 5 ' end of the aceE gene fused to the pflB - po promoter FIG . 53 shows the nucleotide sequence ( SEQ ID NO : 87 ) 
and ribosome binding site ( RBS ) . The 5 ' italicized sequence 25 of the chromosomal region of strain ECKH - 432 in the region 
shows the start of the aroP gene , which is transcribed in the of insertion of a polycistronic sequence containing a pro 
opposite direction from the pdh operon . The 3 ' italicized moter , sucA gene , C. kluyveri 4hbd gene and a terminator 
sequence shows the start of the aceE gene . In upper case : sequence . 
pflB RBS . Underlined : FNR binding site . In bold : pflB - p6 FIG . 54 shows BDO synthesis from glucose in minimal 
promoter sequence . 30 medium in the ECKh - 432 strain having upstream BDO 

FIG . 39 shows the nucleotide sequence ( SEQ ID NO : 80 ) pathway encoding genes intergrated into the chromosome 
in the aceF - lpdA region in the strain ECKH - 456 . and containing a plasmid harboring downstream BDO path 

FIG . 40 shows the production of 4 - hydroxybutyrate , BDO way genes . 
and pyruvate ( left to right bars , respectively ) for each of FIG . 55 shows a PCR product ( SEQ ID NO : 88 ) contain 
strains ECKh - 439 , ECKh - 455 and ECKh - 456 . 35 ing the non - phosphotransferase ( non - PTS ) sucrose utiliza 
FIG . 41A shows a schematic of the recombination sites tion genes flanked by regions of homology to the rrnC 

for deletion of the mdh gene . FIG . 41B shows the sequence region . 
( nucleotide sequence , SEQ ID NO : 81 , and coded amino acid FIG . 56 shows a schematic diagram of the integrations 
sequence , SEQ ID NO : 82 ) of the PCR product of the site in the rrnC operon . 
amplification of chloramphenicol resistance gene ( CAT ) 40 FIG . 57 shows average product concentration , normalized 
flanked by FRT sites and homology regions from the mdh to culture OD600 , after 48 hours of growth of strain ECKh 
gene from the plasmid PKD3 . 432 grown on glucose and strain ECKh - 463 grown on 
FIG . 42 shows the sequence ( SEQ ID NO : 83 ) of the arcA sucrose . Both contain the plasmid pZS * 13 expressing P. 

deleted region in strain ECKH - 401 . gingivalis Cat2 and C. beijerinckii Ald . The data is for 6 
FIG . 43 shows the sequence ( SEQ ID NO : 84 ) of the 45 replicate cultures of each strain . The products measured 

region encompassing a mutated gltA gene of strain ECKh- were 1,4 - butanediol ( BDO ) , 4 - hydroxybutyrate ( 4HB ) , 
422 . y - butyrolactone ( GBL ) , pyruvate ( PYR ) and acetate ( ACE ) 
FIGS . 44A and 44B show the citrate synthase activity of ( left to right bars , respectively ) . 

wild type gltA gene product ( FIG . 44A ) and the R163L 
mutant ( FIG . 44B ) . The assay was performed in the absence 50 DETAILED DESCRIPTION OF THE 
( diamonds ) or presence of 0.4 mM NADH ( squares ) . INVENTION 
FIG . 45 shows the 4 - hydroxybutyrate ( left bars ) and BDO 

( right bars ) production in strains ECKh - 401 and ECKH - 422 , The present invention is directed to the design and pro 
both expressing genes for the complete BDO pathway on duction of cells and organisms having biosynthetic produc 
plasmids . 55 tion capabilities for 4 - hydroxybutanoic acid ( 4-14B ) , y - bu 
FIG . 46 shows central metabolic fluxes and associated tyrolactone and 1,4 - butanediol ( BDO ) . The invention , in 

95 % confidence intervals from metabolic labeling experi- particular , relates to the design of microbial organisms 
ments . Values are molar fluxes normalized to a glucose capable of producing BDO by introducing one or more 
uptake rate of 1 mmol / hr . The result indicates that carbon nucleic acids encoding a BDO pathway enzyme . 
flux is routed through citrate synthase in the oxidative 60 In one embodiment , the invention utilizes in silico stoi 
direction and that most of the carbon enters the BDO chiometric models of Escherichia coli metabolism that 
pathway rather than completing the TCA cycle . identify metabolic designs for biosynthetic production of 

FIGS . 47A and 47B show extracellular product formation 4 - hydroxybutanoic acid ( 4 - HB ) and 1,4 - butanediol ( BDO ) . 
for strains ECKh - 138 ( FIG . 47A ) and ECKh - 422 ( FIG . The results described herein indicate that metabolic path 
47B ) , both expressing the entire BDO pathway on plasmids . 65 ways can be designed and recombinantly engineered to 
The products measured were acetate ( Ace ) , pyruvate ( Pyr ) , achieve the biosynthesis of 4 - HB and downstream products 
4 - hydroxybutyrate ( 4HB ) , 1,4 - butanediol ( BDO ) , ethanol such as 1,4 - butanediol in Escherichia coli and other cells or 
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organisms . Biosynthetic production of 4 - HB , for example , NAD - dependent 4 - hydroxybutyrate dehydrogenase and 
for the in silico designs can be confirmed by construction of 4 - hydroxybutyrate coenzyme A transferase . The BDO path 
strains having the designed metabolic genotype . These way consisted of a multifunctional aldehyde / alcohol dehy 
metabolically engineered cells or organisms also can be drogenase . Further described herein are additional pathways 
subjected to adaptive evolution to further augment 4 - HB 5 for production of BDO ( see FIGS . 8-13 ) . 
biosynthesis , including under conditions approaching theo- As used herein , the term “ non - naturally occurring " when 
retical maximum growth . used in reference to a microbial organism or microorganism 

In certain embodiments , the 4 - HB biosynthesis charac- of the invention is intended to mean that the microbial 
teristics of the designed strains make them genetically stable organism has at least one genetic alteration not normally 
and particularly useful in continuous bioprocesses . Separate 10 found in a naturally occurring strain of the referenced 
strain design strategies were identified with incorporation of species , including wild - type strains of the referenced spe 
different non - native or heterologous reaction capabilities cies . Genetic alterations include , for example , modifications 
into E. coli or other host organisms leading to 4 - HB and introducing expressible nucleic acids encoding metabolic 
1,4 - butanediol producing metabolic pathways from either polypeptides , other nucleic acid additions , nucleic acid 
CoA - independent succinic semialdehyde dehydrogenase , 15 deletions and / or other functional disruption of the microbial 
succinyl - CoA synthetase and CoA - dependent succinic semi- genetic material . Such modification include , for example , 
aldehyde dehydrogenase , or glutamate : succinic semialde- coding regions and functional fragments thereof , for heter 
hyde transaminase . In silico metabolic designs were identi- ologous , homologous or both heterologous and homologous 
fied that resulted in the biosynthesis of 4 - HB in both E. coli polypeptides for the referenced species . Additional modifi 
and yeast species from each of these metabolic pathways . 20 cations include , for example , non - coding regulatory regions 
The 1,4 - butanediol intermediate y - butyrolactone can be gen- in which the modifications alter expression of a gene or 
erated in culture by spontaneous cyclization under condi- operon . Exemplary metabolic polypeptides include enzymes 
tions at pH < 7.5 , particularly under acidic conditions , such as or proteins within a biosynthetic pathway for a BDO family 
below pH 5.5 , for example , pH < 7 , pH < 6.5 , pH < 6 , and of compounds . 
particularly at pH < 5.5 or lower . A metabolic modification refers to a biochemical reaction 

Strains identified via the computational component of the that is altered from its naturally occurring state . Therefore , 
platform can be put into actual production by genetically non - naturally occurring microorganisms having genetic 
engineering any of the predicted metabolic alterations which modifications to nucleic acids encoding metabolic polypep 
lead to the biosynthetic production of 4 - HB , 1,4 - butanediol tides or , functional fragments thereof . Exemplary metabolic 
or other intermediate and / or downstream products . In yet a 30 modifications are disclosed herein . 
further embodiment , strains exhibiting biosynthetic produc- As used herein , the term “ isolated ” when used in refer 
tion of these compounds can be further subjected to adaptive ence to a microbial organism is intended to mean an organ 
evolution to further augment product biosynthesis . The ism that is substantially free of at least one component as the 
levels of product biosynthesis yield following adaptive referenced microbial organism is found in nature . The term 
evolution also can be predicted by the computational com- 35 includes a microbial organism that is removed from some or 
ponent of the system . all components as it is found in its natural environment . The 

In other specific embodiments , microbial organisms were term also includes a microbial organism that is removed 
constructed to express a 4 - HB biosynthetic pathway encod- from some or all components as the microbial organism is 
ing the enzymatic steps from succinate to 4 - HB and to found in non - naturally occurring environments . Therefore , 
4 - HB - COA . Co - expression of succinate coenzyme A trans- 40 an isolated microbial organism is partly or completely 
ferase , COA - dependent succinic semialdehyde dehydroge- separated from other substances as it is found in nature or as 
nase , NAD - dependent 4 - hydroxybutyrate dehydrogenase it is grown , stored or subsisted in non - naturally occurring 
and 4 - hydroxybutyrate coenzyme A transferase in a host environments . Specific examples of isolated microbial 
microbial organism resulted in significant production of organisms include partially pure microbes , substantially 
4 - HB compared to host microbial organisms lacking a 4 - HB 45 pure microbes and microbes cultured in a medium that is 
biosynthetic pathway . In a further specific embodiment , non - naturally occurring . 
4 - HB - producing microbial organisms were generated that As used herein , the terms " microbial , ” “ microbial organ 
utilized a - ketoglutarate as a substrate by introducing nucleic ism ” or “ microorganism ” is intended to mean any organism 
acids encoding a - ketoglutarate decarboxylase and NAD- that exists as a microscopic cell that is included within the 
dependent 4 - hydroxybutyrate dehydrogenase . 50 domains of archaea , bacteria or eukarya . Therefore , the term 

In another specific embodiment , microbial organisms is intended to encompass prokaryotic or eukaryotic cells or 
containing a 1,4 - butanediol ( BDO ) biosynthetic pathway organisms having a microscopic size and includes bacteria , 
were constructed that biosynthesized BDO when cultured in archaea and eubacteria of all species as well as eukaryotic 
the presence of 4 - HB . The BDO biosynthetic pathway microorganisms such as yeast and fungi . The term also 
consisted of a nucleic acid encoding either a multifunctional 55 includes cell cultures of any species that can be cultured for 
aldehyde / alcohol dehydrogenase or nucleic acids encoding the production of a biochemical . 
an aldehyde dehydrogenawse and an alcohol dehydroge- As used herein , the term “ 4 - hydroxybutanoic acid ” is 
nase . To support growth on 4 - HB substrates , these BDO- intended to mean a 4 - hydroxy derivative of butyric acid 
producing microbial organisms also expressed 4 - hydroxy- having the chemical formula C4H2O3 and a molecular mass 
butyrate CoA transferase or 4 - butyrate kinase in conjunction 60 of 104.11 g / mol ( 126.09 g / mol for its sodium salt ) . The 
with phosphotranshydroxybutyrlase . In yet a further specific chemical compound 4 - hydroxybutanoic acid also is known 
embodiment , microbial organisms were generated that syn- in the art as 4 - HB , 4 - hydroxybutyrate , gamma - hydroxybu 
thesized BDO through exogenous expression of nucleic tyric acid or GHB . The term as it is used herein is intended 
acids encoding a functional 4 - HB biosynthetic pathway and to include any of the compound's various salt forms and 
a functional BDO biosynthetic pathway . The 4 - HB biosyn- 65 include , for example , 4 - hydroxybutanoate and 4 - hydroxy 
thetic pathway consisted of succinate coenzyme A transfer- butyrate . Specific examples of salt forms for 4 - HB include 
ase , CoA - dependent succinic semialdehyde dehydrogenase , sodium 4 - HB and potassium 4 - HB . Therefore , the terms 
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4 - hydroxybutanoic acid , 4 - HB , 4 - hydroxybutyrate , 4 - hy- herein and their corresponding metabolic reactions or a 
droxybutanoate , gamma - hydroxybutyric acid and GHB as suitable source organism for desired genetic material such as 
well as other art recognized names are used synonymously genes encoding enzymes for their corresponding metabolic 
herein . reactions . However , given the complete genome sequencing 
As used herein , the term “ monomeric ” when used in 5 of a wide variety of organisms and the high level of skill in 

reference to 4 - HB is intended to mean 4 - HB in a non- the area of genomics , those skilled in the art will readily be 
polymeric or underivatized form . Specific examples of poly- able to apply the teachings and guidance provided herein to 
meric 4 - HB include poly - 4 - hydroxybutanoic acid and copo- essentially all other organisms . For example , the E. coli 
lymers of , for example , 4 - HB and 3 - HB . A specific example metabolic alterations exemplified herein can readily be 
of a derivatized form of 4 - HB is 4 - HB - COA . Other poly- 10 applied to other species by incorporating the same or analo 
meric 4 - HB forms and other derivatized forms of 4 - HB also gous encoding nucleic acid from species other than the 
are known in the art . referenced species . Such genetic alterations include , for 
As used herein , the term “ y - butyrolactone ” is intended to example , genetic alterations of species homologs , in general , 

mean a lactone having the chemical formula C H20 , and a and in particular , orthologs , paralogs or nonorthologous 
molecular mass of 86.089 g / mol . The chemical compound 15 gene displacements . 
y - butyrolactone also is know in the art as GBL , butyrolac- An ortholog is a gene or genes that are related by vertical 
tone , 1,4 - lactone , 4 - butyrolactone , 4 - hydroxybutyric acid descent and are responsible for substantially the same or 
lactone , and gamma - hydroxybutyric acid lactone . The term identical functions in different organisms . For example , 
as it is used herein is intended to include any of the mouse epoxide hydrolase and human epoxide hydrolase can 
compound's various salt forms . 20 be considered orthologs for the biological function of hydro 
As used herein , the term " 1,4 - butanediol ” is intended to lysis of epoxides . Genes are related by vertical descent 

mean an alcohol derivative of the alkane butane , carrying when , for example , they share sequence similarity of suffi 
two hydroxyl groups which has the chemical formula cient amount to indicate they are homologous , or related by 
C4H1002 and a molecular mass of 90.12 g / mol . The chemi- evolution from a common ancestor . Genes can also be 
cal compound 1,4 - butanediol also is known in the art as 25 considered orthologs if they share three - dimensional struc 
BDO and is a chemical intermediate or precursor for a ture but not necessarily sequence similarity , of a sufficient 
family of compounds referred to herein as BDO family of amount to indicate that they have evolved from a common 
compounds . ancestor to the extent that the primary sequence similarity is 
As used herein , the term “ tetrahydrofuran ” is intended to not identifiable . Genes that are orthologous can encode 

mean a heterocyclic organic compound corresponding to the 30 proteins with sequence similarity of about 25 % to 100 % 
fully hydrogenated analog of the aromatic compound furan amino acid sequence identity . Genes encoding proteins 
which has the chemical formula C4H2O and a molecular sharing an amino acid similarity less that 25 % can also be 
mass of 72.11 g / mol . The chemical compound tetrahydro- considered to have arisen by vertical descent if their three 
furan also is known in the art as THF , tetrahydrofuran , dimensional structure also shows similarities . Members of 
1,4 - epoxybutane , butylene oxide , cyclotetramethylene 35 the serine protease family of enzymes , including tissue 
oxide , oxacyclopentane , diethylene oxide , oxolane , furani- plasminogen activator and elastase , are considered to have 
dine , hydrofuran , tetra - methylene oxide . The term as it is arisen by vertical descent from a common ancestor . 
used herein is intended to include any of the compound's Orthologs include genes or their encoded gene products 
various salt forms . that through , for example , evolution , have diverged in 
As used herein , the term “ COA ” or “ coenzyme A ” is 40 structure or overall activity . For example , where one species 

intended to mean an organic cofactor or prosthetic group encodes a gene product exhibiting two functions and where 
( nonprotein portion of an enzyme ) whose presence is such functions have been separated into distinct genes in a 
required for the activity of many enzymes ( the apoenzyme ) second species , the three genes and their corresponding 
to form an active enzyme system . Coenzyme A functions in products are considered to be orthologs . For the growth 
certain condensing enzymes , acts in acetyl or other acyl 45 coupled production of a biochemical product , those skilled 
group transfer and in fatty acid synthesis and oxidation , in the art will understand that the orthologous gene harbor 
pyruvate oxidation and in other acetylation . ing the metabolic activity to be disrupted is to be chosen for 
As used herein , the term “ substantially anaerobic ” when construction of the non - naturally occurring microorganism . 

used in reference to a culture or growth condition is intended An example of orthologs exhibiting separable activities is 
to mean that the amount of oxygen is less than about 10 % 50 where distinct activities have been separated into distinct 
of saturation for dissolved oxygen in liquid media . The term gene products between two or more species or within a 
also is intended to include sealed chambers of liquid or solid single species . A specific example is the separation of 
medium maintained with an atmosphere of less than about elastase proteolysis and plasminogen proteolysis , two types 
1 % oxygen . of serine protease activity , into distinct molecules as plas 
The non - naturally occurring microbial organisms of the 55 minogen activator and elastase . A second example is the 

invention can contain stable genetic alterations , which refers separation of mycoplasma 5 ' - 3 ' exonuclease and Drosophila 
to microorganisms that can be cultured for greater than five DNA polymerase III activity . The DNA polymerase from the 
generations without loss of the alteration . Generally , stable first species can be considered an ortholog to either or both 
genetic alterations include modifications that persist greater of the exonuclease or the polymerase from the second 
than 10 generations , particularly stable modifications will 60 species and vice versa . 
persist more than about 25 generations , and more particu- In contrast , paralogs are homologs related by , for 
larly , stable genetic modifications will be greater than 50 example , duplication followed by evolutionary divergence 
generations , including indefinitely . and have similar or common , but not identical functions . 

Those skilled in the art will understand that the genetic Paralogs can originate or derive from , for example , the same 
alterations , including metabolic modifications exemplified 65 species or from a different species . For example , microsomal 
herein are described with reference to a suitable source epoxide hydrolase ( epoxide hydrolase I ) and soluble epoxide 
organism such as E. coli , yeast , or other organisms disclosed hydrolase ( epoxide hydrolase II ) can be considered paralogs 
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because they represent two distinct enzymes , co - evolved given the size of the data set can be carried out to determine 
from a common ancestor , that catalyze distinct reactions and the relevance of these sequences . 
have distinct functions in the same species . Paralogs are Exemplary parameters for determining relatedness of two 
proteins from the same species with significant sequence more sequences using the BLAST algorithm , for 
similarity to each other suggesting that they are homolo- 5 example , can be as set forth below . Briefly , amino acid 
gous , or related through co - evolution from a common ances sequence alignments can be performed using BLASTP tor . Groups of paralogous protein families include HipA version 2.0.8 ( Jan. 5 , 1999 ) and the following parameters : homologs , luciferase genes , peptidases , and others . Matrix : 0 BLOSUM62 ; gap open : 11 ; gap extension : 1 ; A nonorthologous gene displacement is a nonorthologous x_dropoff : 50 ; expect : 10.0 ; wordsize : 3 ; filter : on . Nucleic gene from one species that can substitute for a referenced 10 acid gene function in a different species . Substitution includes , sequence alignments can be performed using BLASTN 

version 2.0.6 ( Sep. 16 , 1998 ) and the following parameters : for example , being able to perform substantially the same or 
a similar function in the species of origin compared to the Match : 1 ; mismatch : -2 ; gap open : 5 ; gap extension : 2 ; 
referenced function in the different species . Although gen X_dropoff : 50 ; expect : 10.0 ; wordsize : 11 ; filter : off . Those 

skilled in the art will know what modifications can be made erally , a nonorthologous gene displacement will be identi- 15 
fiable as structurally related to a known gene encoding the to the above parameters to either increase or decrease the 
referenced function , less structurally related but functionally stringency of the comparison , for example , and determine 
similar genes and their corresponding gene products never the relatedness of two or more sequences . 
theless will still fall within the meaning of the term as it is Disclosed herein are non - naturally occurring microbial 
used herein . Functional similarity requires , for example , at 20 biocatalyst or microbial organisms including a microbial 
least some structural similarity in the active site or binding organism having a 4 - hydroxybutanoic acid ( 4 - HB ) biosyn 
region of a nonorthologous gene compared to a gene encod- thetic pathway that includes at least one exogenous nucleic 
ing the function sought to be substituted . Therefore , a acid encoding 4 - hydroxybutanoate dehydrogenase , COA 
nonorthologous gene includes , for example , a paralog or an independent succinic semialdehyde dehydrogenase , succi 
unrelated gene . 25 nyl - CoA synthetase , COA - dependent succinic semialdehyde 

Therefore , in identifying and constructing the non - natu- dehydrogenase , glutamate : succinic semialdehyde transami 
rally occurring microbial organisms of the invention having nase , alpha - ketoglutarate decarboxylase , or glutamate decar 
4 - HB , GBL and / or BDO biosynthetic capability , those boxylase , wherein the exogenous nucleic acid is expressed 
skilled in the art will understand with applying the teaching in sufficient amounts to produce monomeric 4 - hydroxybu 
and guidance provided herein to a particular species that the 30 tanoic acid ( 4 - HB ) . 4 - hydroxybutanoate dehydrogenase is 
identification of metabolic modifications can include iden- also referred to as 4 - hydroxybutyrate dehydrogenase or 
tification and inclusion or inactivation of orthologs . To the 4 - HB dehydrogenase . Succinyl - CoA synthetase is also 
extent that paralogs and / or nonorthologous gene displace- referred to as succinyl - CoA synthase or succinyl - CoA 
ments are present in the referenced microorganism that ligase . 
encode an enzyme catalyzing a similar or substantially 35 Also disclosed herein is a non - naturally occurring micro 
similar metabolic reaction , those skilled in the art also can bial biocatalyst or microbial organism including a microbial 
utilize these evolutionally related genes . organism having a 4 - hydroxybutanoic acid ( 4 - HB ) biosyn 

Orthologs , paralogs and nonorthologous gene displace- thetic pathway having at least one exogenous nucleic acid 
ments can be determined by methods well known to those encoding 4 - hydroxybutanoate dehydrogenase , succinyl 
skilled in the art . For example , inspection of nucleic acid or 40 COA synthetase , CoA - dependent succinic semialdehyde 
amino acid sequences for two polypeptides will reveal dehydrogenase , or a - ketoglutarate decarboxylase , wherein 
sequence identity and similarities between the compared the exogenous nucleic acid is expressed in sufficient 
sequences . Based on such similarities , one skilled in the art amounts to produce monomeric 4 - hydroxybutanoic acid 
can determine if the similarity is sufficiently high to indicate ( 4 - HB ) . 
the proteins are related through evolution from a common 45 The non - naturally occurring microbial biocatalysts or 
ancestor . Algorithms well known to those skilled in the art , microbial organisms can include microbial organisms that 
such as Align , BLAST , Clustal W and others compare and employ combinations of metabolic reactions for biosyntheti 
determine a raw sequence similarity or identity , and also cally producing the compounds of the invention . The bio 
determine the presence or significance of gaps in the synthesized compounds can be produced intracellularly and / 
sequence which can be assigned a weight or score . Such 50 or secreted into the culture medium . Exemplary compounds 
algorithms also are known in the art and are similarly produced by the non - naturally occurring microorganisms 
applicable for determining nucleotide sequence similarity or include , for example , 4 - hydroxybutanoic acid , 1,4 - butane 
identity . Parameters for sufficient similarity to determine diol and y - butyrolactone . 
relatedness are computed based on well known methods for In one embodiment , a non - naturally occurring microbial 
calculating statistical similarity , or the chance of finding a 55 organism is engineered to produce 4 - HB . This compound is 
similar match in a random polypeptide , and the significance one useful entry point into the 1,4 - butanediol family of 
of the match determined . A computer comparison of two or compounds . The biochemical reactions for formation of 
more sequences can , if desired , also be optimized visually 4 - HB from succinate , from succinate through succinyl - CoA 
by those skilled in the art . Related gene products or proteins or from a - ketoglutarate are shown in steps 1-8 of FIG . 1 . 
can be expected to have a high similarity , for example , 25 % 60 It is understood that any combination of appropriate 
to 100 % sequence identity . Proteins that are unrelated can enzymes of a BDO pathway can be used so long as con 
have an identity which is essentially the same as would be version from a starting component to the BDO product is 
expected to occur by chance , if a database of sufficient size achieved . Thus , it is understood that any of the metabolic 
is scanned ( about 5 % ) . Sequences between 5 % and 24 % pathways disclosed herein can be utilized and that it is well 
may or may not represent sufficient homology to conclude 65 understood to those skilled in the art how to select appro 
that the compared sequences are related . Additional statis- priate enzymes to achieve a desired pathway , as disclosed 
tical analysis to determine the significance of such matches herein . 
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In another embodiment , disclosed herein is a non - natu- transaminase . Alternatively , the exogenous nucleic acids can 
rally occurring microbial organism , comprising a microbial encode 4 - aminobutyrate kinase ; [ ( 4 - aminobutanolyl ) oxy ] 
organism having a 1,4 - butanediol ( BDO ) pathway compris- phosphonic acid oxidoreductase ( deaminating ) or [ ( 4 - ami 
ing at least one exogenous nucleic acid encoding a BDO nobutanolyl ) oxy ] phosphonic acid transaminase ; 4 - hydroxy 
pathway enzyme expressed in a sufficient amount to produce 5 butyryl - phosphate dehydrogenase ; and 
BDO , the BDO pathway comprising 4 - aminobutyrate COA 4 - hydroxybutyraldehyde dehydrogenase ( phosphorylating ) . 
transferase , 4 - aminobutyryl - CoA hydrolase , 4 - aminobu- Additionally disclosed herein is a non - naturally occurring 
tyrate - CoA ligase , 4 - aminobutyryl - CoA oxidoreductase microbial organism , comprising a microbial organism hav 
( deaminating ) , 4 - aminobutyryl - CoA transaminase , or 4 - hy- ing a BDO pathway comprising at least one exogenous 
droxybutyryl - CoA dehydrogenase ( see Example VII Table 10 nucleic acid encoding a BDO pathway enzyme expressed in 
17 ) . The BDO pathway further can comprise 4 - hydroxybu- a sufficient amount to produce BDO , the BDO pathway 
tyryl - CoA reductase ( alcohol forming ) , 4 - hydroxybutyryl- comprising alpha - ketoglutarate 5 - kinase , 2,5 - dioxopen 
CoA reductase , or 1,4 - butanediol dehydrogenase . tanoic semialdehyde dehydrogenase ( phosphorylating ) , 2,5 

It is understood by those skilled in the art that various dioxopentanoic acid reductase , alpha - ketoglutarate COA 
combinations of the pathways can be utilized , as disclosed 15 transferase , alpha - ketoglutaryl - CoA hydrolase , alpha - keto 
herein . For example , in a non - naturally occurring microbial glutaryl - CoA ligase , alpha - ketoglutaryl - CoA reductase , 
organism , the nucleic acids can encode 4 - aminobutyrate 5 - hydroxy - 2 - oxopentanoic acid dehydrogenase , alpha - keto 
COA transferase , 4 - aminobutyryl - CoA hydrolase , or 4 - ami- glutaryl - CoA reductase ( alcohol forming ) , 5 - hydroxy - 2 
nobutyrate - COA ligase ; 4 - aminobutyryl - CoA oxi- oxopentanoic acid decarboxylase , or 5 - hydroxy - 2 - oxopen 
doreductase ( deaminating ) 4 - aminobutyryl - CoA 20 tanoic acid dehydrogenase ( decarboxylation ) ( see Example 
transaminase ; and 4 - hydroxybutyryl - CoA dehydrogenase . VIII and Table 20 ) . The BDO pathway can further comprise 
Other exemplary combinations are specifically describe 4 - hydroxybutyryl - CoA reductase ( alcohol forming ) , 4 - hy 
below and further can be found in FIGS . 8-13 . For example , droxybutyryl - CoA reductase , or 1,4 - butanediol dehydroge 
the BDO pathway can further comprise 4 - hydroxybutyryl- nase . For example , the exogenous nucleic acids can encode 
CoA reductase ( alcohol forming ) , 4 - hydroxybutyryl - CoA 25 alpha - ketoglutarate 5 - kinase ; 2,5 - dioxopentanoic semialde 
reductase , or 1,4 - butanediol dehydrogenase . hyde dehydrogenase ( phosphorylating ) ; 2,5 - dioxopentanoic 

Additionally disclosed herein is a non - naturally occurring acid reductase ; and 5 - hydroxy - 2 - oxopentanoic acid decar 
microbial organism , comprising a microbial organism hav- boxylase . Alternatively , the exogenous nucleic acids can 
ing a BDO pathway comprising at least one exogenous encode alpha - ketoglutarate 5 - kinase ; 2,5 - dioxopentanoic 
nucleic acid encoding a BDO pathway enzyme expressed in 30 semialdehyde dehydrogenase ( phosphorylating ) ; 2,5 - dioxo 
a sufficient amount to produce BDO , the BDO pathway pentanoic acid reductase ; and 5 - hydroxy - 2 - oxopentanoic 
comprising 4 - aminobutyrate CoA transferase , 4 - aminobu- acid dehydrogenase ( decarboxylation ) . Alternatively , the 
tyryl - CoA hydrolase , 4 - aminobutyrate - CoA ligase , 4 - ami- exogenous nucleic acids can encode alpha - ketoglutarate 
nobutyryl - CoA reductase ( alcohol forming ) , 4 - aminobu- COA transferase , alpha - ketoglutaryl - CoA hydrolase , or 
tyryl - CoA reductase , 4 - aminobutan - 1 - ol dehydrogenase , 35 alpha - ketoglutaryl - CoA ligase ; alpha - ketoglutaryl - CoA 
4 - aminobutan - 1 - ol oxidoreductase ( deaminating ) or 4 - ami- reductase , 5 - hydroxy - 2 - oxopentanoic acid dehydrogenase ; 
nobutan - 1 - ol transaminase ( see Example VII and Table 18 ) , and 5 - hydroxy - 2 - oxopentanoic acid decarboxylase . In 
and can further comprise 1,4 - butanediol dehydrogenase . For another embodiment , the exogenous nucleic acids can 
example , the exogenous nucleic acids can encode 4 - ami- encode alpha - ketoglutarate CoA transferase , alpha - ketoglu 
nobutyrate CoA transferase , 4 - aminobutyryl - CoA hydro- 40 taryl - CoA hydrolase , or alpha - ketoglutaryl - CoA ligase ; 
lase , or 4 - aminobutyrate - CoA ligase ; 4 - aminobutyryl - CoA alpha - ketoglutaryl - CoA reductase , 5 - hydroxy - 2 - oxopen 
reductase ( alcohol forming ) ; and 4 - aminobutan - 1 - ol oxi- tanoic acid dehydrogenase , and 5 - hydroxy - 2 - oxopentanoic 
doreductase ( deaminating ) or 4 - aminobutan - 1 - ol transami- acid dehydrogenase ( decarboxylation ) . Alternatively , the 
nase . In addition , the nucleic acids can encode . 4 - aminobu- exogenous nucleic acids can encode alpha - ketoglutarate 
tyrate CoA transferase , 4 - aminobutyryl - CoA hydrolase , or 45 COA transferase , alpha - ketoglutaryl - CoA hydrolase , or 
4 - aminobutyrate - COA ligase ; 4 - aminobutyryl - CoA alpha - ketoglutaryl - CoA ligase ; alpha - ketoglutaryl - CoA 
reductase ; 4 - aminobutan - 1 - ol dehydrogenase ; and 4 - ami- reductase ( alcohol forming ) ; and 5 - hydroxy - 2 - oxopentanoic 
nobutan - 1 - ol oxidoreductase ( deaminating ) or 4 - aminobu- acid decarboxylase . In yet another embodiment , the exog 
tan - 1 - ol transaminase . enous nucleic acids can encode alpha - ketoglutarate COA 

Also disclosed herein is a non - naturally occurring micro- 50 transferase , alpha - ketoglutaryl - CoA hydrolase , or alpha - ke 
bial organism , comprising a microbial organism having a toglutaryl - CoA ligase ; alpha - ketoglutaryl - CoA reductase 
BDO pathway comprising at least one exogenous nucleic ( alcohol forming ) ; and 5 - hydroxy - 2 - oxopentanoic acid 
acid encoding a BDO pathway enzyme expressed in a dehydrogenase ( decarboxylation ) . 
sufficient amount to produce BDO , the BDO pathway com- Further disclosed herein is a non - naturally occurring 
prising 4 - aminobutyrate kinase , 4 - aminobutyraldehyde 55 microbial organism , comprising a microbial organism hav 
dehydrogenase ( phosphorylating ) , 4 - aminobutan - 1 - ol dehy- ing a BDO pathway comprising at least one exogenous 
drogenase , 4 - aminobutan - 1 - ol oxidoreductase ( deaminat- nucleic acid encoding a BDO pathway enzyme expressed in 
ing ) , 4 - aminobutan - 1 - ol transaminase , [ ( 4 - aminobutanolyl ) a sufficient amount to produce BDO , the BDO pathway 
oxy ] phosphonic acid oxidoreductase ( deaminating ) , [ ( 4- comprising glutamate CoA transferase , glutamyl - CoA 
aminobutanolyl ) oxylphosphonic acid transaminase , 60 hydrolase , glutamyl - CoA ligase , glutamate 5 - kinase , gluta 
4 - hydroxybutyryl - phosphate dehydrogenase , or 4 - hydroxy- mate - 5 - semialdehyde dehydrogenase ( phosphorylating ) , 
butyraldehyde dehydrogenase ( phosphorylating ) ( see glutamyl - CoA reductase , glutamate - 5 - semialdehyde 
Example VII and Table 19 ) . For example , the exogenous reductase , glutamyl - CoA reductase ( alcohol forming ) , 
nucleic acids can encode 4 - aminobutyrate kinase ; 4 - ami- 2 - amino - 5 - hydroxypentanoic acid oxidoreductase ( deami 
nobutyraldehyde dehydrogenase ( phosphorylating ) ; 4 - ami- 65 nating ) , 2 - amino - 5 - hydroxypentanoic acid transaminase , 
nobutan - 1 - ol dehydrogenase ; and 4 - aminobutan - 1 - ol oxi- 5 - hydroxy - 2 - oxopentanoic acid decarboxylase , 5 - hydroxy 
doreductase ( deaminating ) 4 - aminobutan - 1 - ol 2 - oxopentanoic acid dehydrogenase ( decarboxylation ) ( see or 
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Example IX and Table 21 ) . For example , the exogenous ligase . Alternatively , the exogenous nucleic acids can 
nucleic acids can encode glutamate CoA transferase , gluta- encode homoserine CoA transferase , homoserine - COA 
myl - CoA hydrolase , or glutamyl - CoA ligase ; glutamyl - CoA hydrolase , or homoserine - CoA ligase ; homoserine - CoA 
reductase ; glutamate - 5 - semialdehyde reductase ; 2 - amino - 5- deaminase ; and 4 - hydroxybut - 2 - enoyl - CoA reductase . 
hydroxypentanoic acid oxidoreductase ( deaminating ) or 5 Further disclosed herein is a non - naturally occurring 
2 - amino - 5 - hydroxypentanoic acid transaminase ; and 5 - hy- microbial organism , comprising a microbial organism hav 
droxy - 2 - oxopentanoic acid decarboxylase or 5 - hydroxy - 2- ing a BDO pathway comprising at least one exogenous 
oxopentanoic acid dehydrogenase ( decarboxylation ) . Alter- nucleic acid encoding a BDO pathway enzyme expressed in 
natively , the exogenous nucleic acids can encode glutamate a sufficient amount to produce BOD , the BDO pathway 
5 - kinase ; glutamate - 5 - semialdehyde dehydrogenase ( phos- 10 comprising succinyl - CoA reductase ( alcohol forming ) , 
phorylating ) ; glutamate - 5 - semialdehyde reductase ; 4 - hydroxybutyryl - CoA hydrolase , 4 - hydroxybutyryl - CoA 
2 - amino - 5 - hydroxypentanoic acid oxidoreductase ( deami- ligase , 4 - hydroxybutanal dehydrogenase ( phosphorylating ) 
nating ) or 2 - amino - 5 - hydroxypentanoic acid transaminase ; ( see Table 15 ) . Such a BDO pathway can further comprise 
and 5 - hydroxy - 2 - oxopentanoic acid decarboxylase or 5 - hy- succinyl - CoA reductase , 4 - hydroxybutyrate dehydrogenase , 
droxy - 2 - oxopentanoic acid dehydrogenase ( decarboxy- 15 4 - hydroxybutyryl - CoA transferase , 4 - hydroxybutyrate 
lation ) . In still another embodiment , the exogenous nucleic kinase , phosphotrans - 4 - hydroxybutyrylase , 4 - hydroxybu 
acids can encode glutamate CoA transferase , glutamyl - CoA tyryl - CoA reductase , 4 - hydroxybutyryl - CoA reductase ( al 
hydrolase , or glutamyl - CoA ligase ; glutamyl - CoA reductase cohol forming ) , or 1,4 - butanediol dehydrogenase . 
( alcohol forming ) ; 2 - amino - 5 - hydroxypentanoic acid oxi- Additionally disclosed herein is a non - naturally occurring 
doreductase ( deaminating ) or 2 - amino - 5 - hydroxypentanoic 20 microbial organism , comprising a microbial organism hav 
acid transaminase ; and 5 - hydroxy - 2 - oxopentanoic acid ing a BDO pathway comprising at least one exogenous 
decarboxylase or 5 - hydroxy - 2 - oxopentanoic acid dehydro- nucleic acid encoding a BDO pathway enzyme expressed in 
genase ( decarboxylation ) . In yet another embodiment , the a sufficient amount to produce BDO , the BDO pathway 
exogenous nucleic acids can encode glutamate 5 - kinase ; comprising glutamate dehydrogenase , 4 - aminobutyrate oxi 
glutamate - 5 - semialdehyde dehydrogenase ( phosphorylat- 25 doreductase ( deaminating ) , 4 - aminobutyrate transaminase , 
ing ) ; 2 - amino - 5 - hydroxypentanoic acid oxidoreductase glutamate decarboxylase , 4 - hydroxybutyryl - CoA hydrolase , 
( deaminating ) 2 - amino - 5 - hydroxypentanoic acid 4 - hydroxybutyryl - CoA ligase , 4 - hydroxybutanal dehydro 
transaminase ; and 5 - hydroxy - 2 - oxopentanoic acid decar- genase ( phosphorylating ) ( see Table 16 ) . Such a BDO path 
boxylase or 5 - hydroxy - 2 - oxopentanoic acid dehydrogenase way can further comprise alpha - ketoglutarate decarboxy 
( decarboxylation ) . 30 lase , 4 - hydroxybutyrate dehydrogenase , 4 - hydroxybutyryl 

Also disclosed herein is a non - naturally occurring micro- COA transferase , 4 - hydroxybutyrate kinase , phosphotrans 
bial organism , comprising a microbial organism having a 4 - hydroxybutyrylase , 4 - hydroxybutyryl - CoA reductase , 
BDO pathway comprising at least one exogenous nucleic 4 - hydroxybutyryl - CoA reductase ( alcohol forming ) , or 1,4 
acid encoding a BDO pathway enzyme expressed in a butanediol dehydrogenase . 
sufficient amount to produce BDO , the BDO pathway com- 35 The pathways described above are merely exemplary . 
prising 3 - hydroxybutyryl - CoA dehydrogenase , 3 - hydroxy- One skilled in the art can readily select appropriate pathways 
butyryl - CoA dehydratase , vinylacetyl - COA A - isomerase , or from those disclosed herein to obtain a suitable BDO 
4 - hydroxybutyryl - CoA dehydratase ( see Example X and pathway or other metabolic pathway , as desired . 
Table 22 ) . For example , the exogenous nucleic acids can The invention provides genetically modified organisms 
encode 3 - hydroxybutyryl - CoA dehydrogenase ; 3 - hydroxy- 40 that allow improved production of a desired product such as 
butyryl - CoA dehydratase ; vinylacetyl - CoA A - isomerase ; BDO by increasing the product or decreasing undesirable 
and 4 - hydroxybutyryl - CoA dehydratase . byproducts . As disclosed herein , the invention provides a 

Further disclosed herein is a non - naturally occurring non - naturally occurring microbial organism , comprising a 
microbial organism , comprising a microbial organism hav- microbial organism having a 1,4 - butanediol ( BDO ) pathway 
ing a BDO pathway comprising at least one exogenous 45 comprising at least one exogenous nucleic acid encoding a 
nucleic acid encoding a BDO pathway enzyme expressed in BDO pathway enzyme expressed in a sufficient amount to 
a sufficient amount to produce BDO , the BDO pathway produce BDO . In one embodiment , the microbial organism 
comprising homoserine deaminase , homoserine CoA trans- is genetically modified to express exogenous succinyl - CoA 
ferase , homoserine - CoA hydrolase , homoserine - CoA ligase , synthetase ( see Example XII ) . For example , the succinyl 
homoserine - CoA deaminase , 4 - hydroxybut - 2 - enoyl - CoA 50 COA synthetase can be encoded by an Escherichia coli 
transferase , 4 - hydroxybut - 2 - enoyl - CoA hydrolase , 4 - hy sucCD genes . 
droxybut - 2 - enoyl - CoA ligase , 4 - hydroxybut - 2 - enoate In another embodiment , the microbial organism is geneti 
reductase , 4 - hydroxybutyryl - CoA transferase , 4 - hydroxybu- cally modified to express exogenous alpha - ketoglutarate 
tyryl - CoA hydrolase , 4 - hydroxybutyryl - CoA ligase , or 4 - hy- decarboxylase ( see Example XIII ) . For example , the alpha 
droxybut - 2 - enoyl - CoA reductase ( see Example XI and Table 55 ketoglutarate decarboxylase can be encoded by the Myco 
23 ) . For example , the exogenous nucleic acids can encode bacterium bovis sucA gene . In still another embodiment , the 
homoserine deaminase ; 4 - hydroxybut - 2 - enoyl - CoA trans- microbial organism is genetically modified to express exog 
ferase , 4 - hydroxybut - 2 - enoyl - CoA hydrolase , 4 - hydroxy- enous succinate semialdehyde dehydrogenase and 4 - hy 
but - 2 - enoyl - CoA ligase ; 4 - hydroxybut - 2 - enoyl - CoA droxybutyrate dehydrogenase and optionally 4 - hydroxybu 
reductase . Alternatively , the exogenous nucleic acids can 60 tyryl - CoAlacetyl - CoA transferase ( see Example XIII ) . For 
encode homoserine COA transferase , homoserine - CoA example , the succinate semialdehyde dehydrogenase ( COA 
hydrolase , or homoserine - CoA ligase ; homoserine - CoA dependent ) , 4 - hydroxybutyrate dehydrogenase and 4 - hy 
deaminase ; and 4 - hydroxybut - 2 - enoyl - CoA reductase . In a droxybutyryl - CoA / acetyl - CoA transferase can be encoded 
further embodiment , the exogenous nucleic acids can by Porphyromonas gingivalis W83 genes . In an additional 
encode homoserine deaminase ; 4 - hydroxybut - 2 - enoate 65 embodiment , the microbial organism is genetically modified 
reductase ; and 4 - hydroxybutyryl - CoA transferase , 4 - hy- to express exogenous butyrate kinase and phosphotransbu 
droxybutyryl - CoA hydrolase , or 4 - hydroxybutyryl - CoA tyrylase ( see Example XIII ) . For example , the butyrate 
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kinase and phosphotransbutyrylase can be encoded by Additionally provided is a microbial organism in which 
Clostridium acetobutilicum bukl and ptb genes . one or more genes encoding the exogenously expressed 

In yet another embodiment , the microbial organism is enzymes are integrated into the fimD locus of the host 
genetically modified to express exogenous 4 - hydroxybu- organism ( see Example XVII ) . For example , one or more 
tyryl - CoA reductase ( see Example XIII ) . For example , the 5 genes encoding a BDO pathway enzyme can be integrated 
4 - hydroxybutyryl - CoA reductase can be encoded by into the fimD locus for increased production of BDO . 
Clostridium beijerinckii ald gene . Additionally , in an Further provided is a microbial organism expressing a 
embodiment of the invention , the microbial organism is non - phosphotransferase uptake system that 
genetically modified to express exogenous 4 - hydroxybuta increases production of BDO . 
nal reductase ( see Example XIII ) . For example , the 4 - hy Although the genetically modified microbial organisms 
droxybutanal reductase can be encoded by Geobacillus disclosed herein are exemplified with microbial organisms 

containing particular BDO pathway enzymes , it is under thermoglucosidasius adhl gene . In another embodiment , the stood that such modifications can be incorporated into any microbial organism is genetically modified to express exog microbial organism having a BDO pathway suitable for enous pyruvate dehydrogenase subunits ( see Example XIV ) . 15 enhanced production in the presence of the genetic modifi 
For example , the exogenous pyruvate dehydrogenase can be cations . The microbial organisms of the invention can thus NADH insensitive . The pyruvate dehydrogenase subunit can have any of the BDO pathways disclosed herein . For 
be encoded by the Klebsiella pneumonia lpdA gene . In a example , the BDO pathway can comprise 4 - hydroxybutano 
particular embodiment , the pyruvate dehydrogenase subunit ate dehydrogenase , succinyl - CoA synthetase , COA - depen 
genes of the microbial organism can be under the control of 20 dent succinic semialdehyde dehydrogenase , 4 - hydroxybu 
a pyruvate formate lyase promoter . tyrate : COA transferase , 4 - butyrate kinase , 

In still another embodiment , the microbial organism is phosphotransbutyrylase , alpha - ketoglutarate decarboxylase , 
genetically modified to disrupt a gene encoding an aerobic aldehyde dehydrogenase , alcohol dehydrogenase or an alde 
respiratory control regulatory system ( see Example XV ) . hyde / alcohol dehydrogenase ( see FIG . 1 ) . Alternatively , the 
For example , the disruption can be of the arcA gene . Such 25 BDO pathway can comprise 4 - aminobutyrate CoA transfer 
an organism can further comprise disruption of a gene ase , 4 - aminobutyryl - CoA hydrolase , 4 - aminobutyrate - COA 
encoding malate dehydrogenase . In a further embodiment , ligase , 4 - aminobutyryl - CoA oxidoreductase ( deaminating ) , 
the microbial organism is genetically modified to express an 4 - aminobutyryl - CoA transaminase , or 4 - hydroxybutyryl 
exogenous NADH insensitive citrate synthase ( see Example COA dehydrogenase ( see Table 17 ) . Such BDO pathway 
XV ) . For example , the NADH insensitive citrate synthase 30 can further comprise 4 - hydroxybutyryl - CoA reductase ( al 
can be encoded by gltA , such as an R163L mutant of gltA . cohol forming ) , 4 - hydroxybutyryl - CoA reductase , or 1,4 
In still another embodiment , the microbial organism is butanediol dehydrogenase 
genetically modified to express exogenous phospho- Additionally , the BDO pathway can comprise 4 - aminobu 
enolpyruvate carboxykinase ( see Example XVI ) . For tyrate CoA transferase , 4 - aminobutyryl - CoA hydrolase , 
example , the phosphoenolpyruvate carboxykinase can be 35 4 - aminobutyrate - COA ligase , 4 - aminobutyryl - CoA 
encoded by an Haemophilus influenza phosphoenolpyruvate reductase ( alcohol forming ) , 4 - aminobutyryl - CoA 
carboxykinase gene . reductase , 4 - aminobutan - 1 - ol dehydrogenase , 4 - aminobu 

It is understood that any of a number of genetic modifi- tan - 1 - ol oxidoreductase ( deaminating ) or 4 - aminobutan - 1 - ol 
cations , as disclosed herein , can be used alone or in various transaminase ( see Table 18 ) . Also , the BDO pathway can 
combinations of one or more of the genetic modifications 40 comprise 4 - aminobutyrate kinase , 4 - aminobutyraldehyde 
disclosed herein to increase the production of BDO in a dehydrogenase ( phosphorylating ) , 4 - aminobutan - 1 - ol dehy 
BDO producing microbial organism . In a particular embodi- drogenase , 4 - aminobutan - 1 - ol oxidoreductase ( deaminat 
ment , the microbial organism can be genetically modified to ing ) , 4 - aminobutan - 1 - ol transaminase , [ ( 4 - aminobutanolyl ) 
incorporate any and up to all of the genetic modifications oxylphosphonic acid oxidoreductase ( deaminating ) , [ ( 4 
that lead to increased production of BDO . In a particular 45 aminobutanolyl ) oxylphosphonic acid transaminase , 
embodiment , the microbial organism containing a BDO 4 - hydroxybutyryl - phosphate dehydrogenase , or 4 - hydroxy 
pathway can be genetically modified to express exogenous butyraldehyde dehydrogenase ( phosphorylating ) ( see Table 
succinyl - CoA synthetase ; to express exogenous alpha - keto- 19 ) . Such a pathway can further comprise 1,4 - butanediol 
glutarate decarboxylase ; to express exogenous succinate dehydrogenase . 
semialdehyde dehydrogenase and 4 - hydroxybutyrate dehy- 50 The BDO pathway can also comprise alpha - ketoglutarate 
drogenase and optionally 4 - hydroxybutyryl - CoA / acetyl- 5 - kinase , 2,5 - dioxopentanoic semialdehyde dehydrogenase 
COA transferase ; to express exogenous butyrate kinase and ( phosphorylating ) , 2,5 - dioxopentanoic acid reductase , 
phosphotransbutyrylase ; to express exogenous 4 - hydroxy- alpha - ketoglutarate CoA transferase , alpha - ketoglutaryl 
butyryl - CoA reductase ; and to express exogenous 4 - hy- COA hydrolase , alpha - ketoglutaryl - CoA ligase , alpha - keto 
droxybutanal reductase ; to express exogenous pyruvate 55 glutaryl - CoA reductase , 5 - hydroxy - 2 - oxopentanoic acid 
dehydrogenase ; to disrupt a gene encoding an aerobic respi- dehydrogenase , alpha - ketoglutaryl - CoA reductase ( alcohol 
ratory control regulatory system ; to express an exogenous forming ) , 5 - hydroxy - 2 - oxopentanoic acid decarboxylase , or 
NADH insensitive citrate synthase ; and to express exog- 5 - hydroxy - 2 - oxopentanoic acid dehydrogenase ( decarboxy 
enous phosphoenolpyruvate carboxykinase . Such strains for lation ) ( see Table 20 ) . Such a BDO pathway can further 
improved production are described in Examples XII - XIX . It 60 comprise 4 - hydroxybutyryl - CoA reductase ( alcohol form 
is thus understood that , in addition to the modifications ing ) , 4 - hydroxybutyryl - CoA reductase , or 1,4 - butanediol 
described above , such strains can additionally include other dehydrogenase . Additionally , the BDO pathway can com 
modifications disclosed herein . Such modifications include , prise glutamate CoA transferase , glutamyl - CoA hydrolase , 
but are not limited to , deletion of endogenous lactate dehy- glutamyl - CoA ligase , glutamate 5 - kinase , glutamate - 5 
drogenase ( IdhA ) , alcohol dehydrogenase ( adhE ) , and / or 65 semialdehyde dehydrogenase ( phosphorylating ) , glutamyl 
pyruvate formate lyase ( pflB ) ( see Examples XII - XIX and CoA reductase , glutamate - 5 - semialdehyde reductase , gluta 
Table 28 ) . myl - CoA reductase ( alcohol ( alcohol forming ) , 2 - amino - 5 
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hydroxypentanoic acid oxidoreductase ( deaminating ) , secreted ; ( 2 ) can be devoid of any derivatizations such as 
2 - amino - 5 - hydroxypentanoic acid transaminase , 5 - hydroxy- Coenzyme A ; ( 3 ) avoids thermodynamic changes during 
2 - oxopentanoic acid decarboxylase , 5 - hydroxy - 2 - oxopen- biosynthesis ; ( 4 ) allows direct biosynthesis of BDO , and ( 5 ) 
tanoic acid dehydrogenase ( decarboxylation ) ( see Table 21 ) . allows for the spontaneous chemical conversion of 4 - HB to 
Such a BDO pathway can further comprise 4 - hydroxybu- 5 y - butyrolactone ( GBL ) in acidic pH medium . This latter 
tyryl - CoA reductase ( alcohol forming ) , 4 - hydroxybutyryl- characteristic also is particularly useful for efficient chemi 
CoA reductase , or 1,4 - butanediol dehydrogenase . cal synthesis or biosynthesis of BDO family compounds 

Additionally , the BDO pathway can comprise 3 - hydroxy- such as 1,4 - butanediol and / or tetrahydrofuran ( THF ) , for 
butyryl - CoA dehydrogenase , 3 - hydroxybutyryl - CoA dehy- example . 
dratase , vinylacetyl - CoA A - isomerase , or 4 - hydroxybutyryl- 10 Microbial organisms generally lack the capacity to syn 
COA dehydratase ( see Table 22 ) . Also , the BDO pathway can thesize 4 - HB and therefore any of the compounds disclosed 
comprise homoserine deaminase , homoserine CoA transfer- herein to be within the 1,4 - butanediol family of compounds 
ase , homoserine - CoA hydrolase , homoserine - CoA ligase , or known by those in the art to be within the 1,4 - butanediol 
homoserine - CoA deaminase , 4 - hydroxybut - 2 - enoyl - CoA family of compounds . Moreover , organisms having all of the 
transferase , 4 - hydroxybut - 2 - enoyl - CoA hydrolase , 4 - hy- 15 requisite metabolic enzymatic capabilities are not known to 
droxybut - 2 - enoyl - CoA ligase , 4 - hydroxybut - 2 - enoate produce 4 - HB from the enzymes described and biochemical 
reductase , 4 - hydroxybutyryl - CoA transferase , 4 - hydroxybu- pathways exemplified herein . Rather , with the possible 
tyryl - CoA hydrolase , 4 - hydroxybutyryl - CoA ligase , or 4 - hy- exception of a few anaerobic microorganisms described 
droxybut - 2 - enoyl - CoA reductase ( see Table 23 ) . Such a further below , the microorganisms having the enzymatic 
BDO pathway can further comprise 4 - hydroxybutyryl - CoA 20 capability use 4 - HB as a substrate to produce , for example , 
reductase ( alcohol forming ) , 4 - hydroxybutyryl - CoA succinate . In contrast , the non - naturally occurring microbial 
reductase , or 1,4 - butanediol dehydrogenase . organisms of the invention can generate 4 - HB or BDO as a 
The BDO pathway can additionally comprise succinyl- product . As described above , the biosynthesis of 4 - HB in its 

CoA reductase ( alcohol forming ) , 4 - hydroxybutyryl - CoA monomeric form is not only particularly useful in chemical 
hydrolase , 4 - hydroxybutyryl - CoA ligase , or 4 - hydroxybuta- 25 synthesis of BDO family of compounds , it also allows for 
nal dehydrogenase ( phosphorylating ) ( see Table 15 ) . Such a the further biosynthesis of BDO family compounds and 
pathway can further comprise succinyl - CoA reductase , avoids altogether chemical synthesis procedures . 
4 - hydroxybutyrate dehydrogenase , 4 - hydroxybutyryl - CoA The non - naturally occurring microbial organisms of the 
transferase , 4 - hydroxybutyrate kinase , phosphotrans - 4 - hy- invention that can produce 4 - HB or BDO are produced by 
droxybutyrylase , 4 - hydroxybutyryl - CoA reductase , 4 - hy- 30 ensuring that a host microbial organism includes functional 
droxybutyryl - CoA reductase ( alcohol forming ) , or 1,4 - bu- capabilities for the complete biochemical synthesis of at 
tanediol dehydrogenase . Also , the BDO pathway can least one 4 - HB or BDO biosynthetic pathway of the inven 
comprise glutamate dehydrogenase , 4 - aminobutyrate oxi- tion . Ensuring at least one requisite 4 - HB or BDO biosyn 
doreductase ( deaminating ) , 4 - aminobutyrate transaminase , thetic pathway confers 4 - HB biosynthesis capability onto 
glutamate decarboxylase , 4 - hydroxybutyryl - CoA hydrolase , 35 the host microbial organism . 
4 - hydroxybutyryl - CoA ligase , or 4 - hydroxybutanal dehy- Five 4 - HB biosynthetic pathways are exemplified herein 
drogenase ( phosphorylating ) ( see Table 16 ) . Such a BDO and shown for purposes of illustration in FIG . 1. Additional 
pathway can further comprise alpha - ketoglutarate decar- 4 - HB and BDO pathways are described in FIGS . 8-13 . One 
boxylase , 4 - hydroxybutyrate dehydrogenase , 4 - hydroxybu- 4 - HB biosynthetic pathway includes the biosynthesis of 
tyryl - CoA transferase , 4 - hydroxybutyrate kinase , phospho- 40 4 - HB from succinate ( the succinate pathway ) . The enzymes 
trans - 4 - hydroxybutyrylase , 4 - hydroxybutyryl - CoA participating in this 4 - HB pathway include CoA - indepen 
reductase , 4 - hydroxybutyryl - CoA reductase ( alcohol form- dent succinic semialdehyde dehydrogenase and 4 - hy 
ing ) , or 1,4 - butanediol dehydrogenase . droxybutanoate dehydrogenase . In this pathway , CoA - inde 
The invention is described herein with general reference pendent succinic semialdehyde dehydrogenase catalyzes the 

to the metabolic reaction , reactant or product thereof , or with 45 reverse reaction to the arrow shown in FIG . 1. Another 4 - HB 
specific reference to one or more nucleic acids or genes biosynthetic pathway includes the biosynthesis from succi 
encoding an enzyme associated with or catalyzing the ref- nate through succinyl - CoA ( the succinyl - CoA pathway ) . 
erenced metabolic reaction , reactant or product . Unless The enzymes participating in this 4 - HB pathway include 
otherwise expressly stated herein , those skilled in the art will succinyl - CoA synthetase , COA - dependent succinic semial 
understand that reference to a reaction also constitutes 50 dehyde dehydrogenase and 4 - hydroxybutanoate dehydroge 
reference to the reactants and products of the reaction . nase . Three other 4 - HB biosynthetic pathways include the 
Similarly , unless otherwise expressly stated herein , refer- biosynthesis of 4 - HB from a - ketoglutarate ( the a - ketoglu 
ence to a reactant or product also references the reaction and tarate pathways ) . Hence , a third 4 - HB biosynthetic pathway 
that reference to any of these metabolic constitutes also is the biosynthesis of succinic semialdehyde through gluta 
references the gene or genes encoding the enzymes that 55 mate : succinic semialdehyde transaminase , glutamate decar 
catalyze the referenced reaction , reactant or product . Like- boxylase and 4 - hydroxybutanoate dehydrogenase . A fourth 
wise , given the well known fields of metabolic biochemistry , 4 - HB biosynthetic pathway also includes the biosynthesis of 
enzymology and genomics , reference herein to a gene or 4 - HB from a - ketoglutarate , but utilizes a - ketoglutarate 
encoding nucleic acid also constitutes a reference to the decarboxylase to catalyze succinic semialdehyde synthesis . 
corresponding encoded enzyme and the reaction it catalyzes 60 4 - hydroxybutanoate dehydrogenase catalyzes the conver 
as well as the reactants and products of the reaction . sion of succinic semialdehyde to 4 - HB . A fifth 4 - HB bio 

The production of 4 - HB via biosynthetic modes using the synthetic pathway includes the biosynthesis from a - keto 
microbial organisms of the invention is particularly useful glutarate through succinyl - CoA and utilizes a - ketoglutarate 
because it can produce monomeric 4 - HB . The non - naturally dehydrogenase to produce succinyl - CoA , which funnels into 
occurring microbial organisms of the invention and their 65 the succinyl - CoA pathway described above . Each of these 
biosynthesis of 4 - HB and BDO family compounds also is 4 - HB biosynthetic pathways , their substrates , reactants and 
particularly useful because the 4 - HB product can be ( 1 ) products are described further below in the Examples . As 
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described herein , 4 - HB can further be biosynthetically con- host deficient in 4 - hydroxybutanoate dehydrogenase 
verted to BDO by inclusion of appropriate enzymes to through exogenous expression of a 4 - hydroxybutanoate 
produce BDO ( see Example ) . Thus , it is understood that a dehydrogenase encoding nucleic acid . In contrast , 4 - HB 
4 - HB pathway can be used with enzymes for converting biosynthesis can be established from all five pathways in a 
4 - HB to BDO to generate a BDO pathway . 5 host deficient in all eight enzymes through exogenous 

The non - naturally occurring microbial organisms of the expression of all eight of CoA - independent succinic semi 
invention can be produced by introducing expressible aldehyde dehydrogenase , succinyl - CoA synthetase , COA 
nucleic acids encoding one or more of the enzymes partici- dependent succinic semialdehyde dehydrogenase , gluta 
pating in one or more 4 - HB or BDO biosynthetic pathways . mate : succinic semialdehyde transaminase , glutamate 
Depending on the host microbial organism chosen for bio- 10 decarboxylase , a - ketoglutarate decarboxylase , a - ketoglut 
synthesis , nucleic acids for some or all of a particular 4 - HB arate dehydrogenase and 4 - hydroxybutanoate dehydroge 
or BDO biosynthetic pathway can be expressed . For 
example , if a chosen host is deficient in one or more Given the teachings and guidance provided herein , those 
enzymes in a desired biosynthetic pathway , for example , the skilled in the art will understand that the number of encoding 
succinate to 4 - HB pathway , then expressible nucleic acids 15 nucleic acids to introduce in an expressible form will , at 
for the deficient enzyme ( s ) , for example , both CoA - inde- least , parallel the 4 - HB or BDO pathway deficiencies of the 
pendent succinic semialdehyde dehydrogenase and 4 - hy- selected host microbial organism . Therefore , a non - naturally 
droxybutanoate dehydrogenase in this example , are intro- occurring microbial organism of the invention can have one , 
duced into the host for subsequent exogenous expression . two , three , four , five , six , seven , eight or up to all nucleic 
Alternatively , if the chosen host exhibits endogenous 20 acids encoding the enzymes disclosed herein constituting 
expression of some pathway enzymes , but is deficient in one or more 4 - HB or BDO biosynthetic pathways . In some 
others , then an encoding nucleic acid is needed for the embodiments , the non - naturally occurring microbial organ 
deficient enzyme ( s ) to achieve 4 - HB or BDO biosynthesis . isms also can include other genetic modifications that facili 
For example , if the chosen host exhibits endogenous COA- tate or optimize 4 - HB or BDO biosynthesis or that confer 
independent succinic semialdehyde dehydrogenase , but is 25 other useful functions onto the host microbial organism . One 
deficient in 4 - hydroxybutanoate dehydrogenase , then an such other functionality can include , for example , augmen 
encoding nucleic acid is needed for this enzyme to achieve tation of the synthesis of one or more of the 4 - HB pathway 
4 - HB biosynthesis . Thus , a non - naturally occurring micro- precursors such as succinate , succinyl - CoA , a - ketoglut 
bial organism of the invention can be produced by intro- arate , 4 - aminobutyrate , glutamate , acetoacetyl - CoA , and / or 
ducing exogenous enzyme or protein activities to obtain a 30 homoserine . 
desired biosynthetic pathway or a desired biosynthetic path- Generally , a host microbial organism is selected such that 
way can be obtained by introducing one or more exogenous it produces the precursor of a 4 - HB or BDOpathway , either 
enzyme or protein activities that , together with one or more as a naturally produced molecule or as an engineered 
endogenous enzymes or proteins , produces a desired product product that either provides de novo production of a desired 
such as 4 - HB or BDO . 35 precursor or increased production of a precursor naturally 

In like fashion , where 4 - HB biosynthesis is selected to produced by the host microbial organism . For example , 
occur through the succinate to succinyl - CoA pathway ( the succinyl - CoA , a - ketoglutarate , 4 - aminobutyrate , glutamate , 
succinyl - CoA pathway ) , encoding nucleic acids for host acetoacetyl - CoA , and homoserine are produced naturally in 
deficiencies in the enzymes succinyl - CoA synthetase , COA- a host organism such as E. coli . A host organism can be 
dependent succinic semialdehyde dehydrogenase and / or 40 engineered to increase production of a precursor , as dis 
4 - hydroxybutanoate dehydrogenase are to be exogenously closed herein . In addition , a microbial organism that has 
expressed in the recipient host . Selection of 4 - HB biosyn- been engineered to produce a desired precursor can be used 
thesis through the a - ketoglutarate to succinic semialdehyde as a host organism and further engineered to express 
pathway ( the a - ketoglutarate pathway ) can utilize exog- enzymes or proteins of a 4 - HB or BDO pathway . 
enous expression for host deficiencies in one or more of the 45 In some embodiments , a non - naturally occurring micro 
enzymes for glutamate : succinic semialdehyde transaminase , bial organism of the invention is generated from a host that 
glutamate decarboxylase and / or 4 - hydroxybutanoate dehy- contains the enzymatic capability to synthesize 4 - HB or 
drogenase , or a - ketoglutarate decarboxylase and 4 - hy- BDO . In this specific embodiment it can be useful to 
droxybutanoate dehydrogenase . One skilled in the art can increase the synthesis or accumulation of a 4 - HB or BDO 
readily determine pathway enzymes for production of 4 - HB 50 pathway product to , for example , drive 4 - HB or BDO 
or BDO , as disclosed herein . pathway reactions toward 4 - HB or BDO production . 

Depending on the 4 - HB or BDO biosynthetic pathway Increased synthesis or accumulation can be accomplished 
constituents of a selected host microbial organism , the by , for example , overexpression of nucleic acids encoding 
non - naturally occurring microbial organisms of the inven- one or more of the 4 - HB or BDO pathway enzymes dis 
tion will include at least one exogenously expressed 4 - HB or 55 closed herein . Over expression of the 4 - HB or BDO pathway 
BDO pathway - encoding nucleic acid and up to all encoding enzyme or enzymes can occur , for example , through exog 
nucleic acids for one or more 4 - HB or BDO biosynthetic enous expression of the endogenous gene or genes , or 
pathways . For example , 4 - HB or BDO biosynthesis can be through exogenous expression of the heterologous gene or 
established in a host deficient in a pathway enzyme or genes . Therefore , naturally occurring organisms can be 
protein through exogenous expression of the corresponding 60 readily generated to be non - naturally 4 - HB or BDO produc 4 
encoding nucleic acid . In a host deficient in all enzymes or ing microbial organisms of the invention through overex 
proteins of a 4 - HB or BDO pathway , exogenous expression pression of one , two , three , four , five , six and so forth up to 
of all enzyme or proteins in the pathway can be included , all nucleic acids encoding 4 - HB or BDO biosynthetic path 
although it is understood that all enzymes or proteins of a way enzymes . In addition , a non - naturally occurring organ 
pathway can be expressed even if the host contains at least 65 ism can be generated by mutagenesis of an endogenous gene 
one of the pathway enzymes or proteins . For example , 4 - HB that results in an increase in activity of an enzyme in the 
biosynthesis can be established from all five pathways in a 4 - HB or BDO biosynthetic pathway . 
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In particularly useful embodiments , exogenous expres- Thermoanaerobacter brockii , Metallosphaera sedula , Leu 
sion of the encoding nucleic acids is employed . Exogenous conostoc mesenteroides , Chloroflexus aurantiacus , Rosei 
expression confers the ability to custom tailor the expression flexus castenholzii , Erythrobacter , Simmondsia chinensis , 
and / or regulatory elements to the host and application to Acinetobacter species , including Acinetobacter calcoaceti 
achieve a desired expression level that is controlled by the 5 cus and Acinetobacter baylyi , Porphyromonas gingivalis , 
user . However , endogenous expression also can be utilized Sulfolobus to kodaii , Sulfolobus solfataricus , Sulfolobus aci 
in other embodiments such as by removing a negative docaldarius , Bacillus subtilis , Bacillus cereus , Bacillus 
regulatory effector or induction of the gene's promoter when megaterium , Bacillus brevis , Bacillus pumilus , Rattus nor 
linked to an inducible promoter or other regulatory element . vegicus , Klebsiella pneumonia , Klebsiella oxytoca , Euglena 
Thus , an endogenous gene having a naturally occurring 10 gracilis , Treponema denticola , Moorella thermoacetica , 
inducible promoter can be up - regulated by providing the Thermotoga maritima , Halobacterium salinarum , Geoba 
appropriate inducing agent , or the regulatory region of an cillus stearothermophilus , Aeropyrum pernix , Sus scrofa , 
endogenous gene can be engineered to incorporate an induc- Caenorhabditis elegans , Corynebacterium glutamicum , 
ible regulatory element , thereby allowing the regulation of Acidaminococcus fermentans , Lactococcus lactis , Lactoba 
increased expression of an endogenous gene at a desired 15 cillus plantarum , Streptococcus thermophilus , Enterobacter 
time . Similarly , an inducible promoter can be included as a aerogenes , Candida , Aspergillus terreus , Pedicoccus pen 
regulatory element for an exogenous gene introduced into a tosaceus , Zymomonas mobilus , Acetobacter pasteurians , 
non - naturally occurring microbial organism ( see Examples ) . Kluyveromyces lactis , Eubacterium barkeri , Bacteroides 

“ Exogenous ” as it is used herein is intended to mean that capillosus , Anaerotruncus colihominis , Natranaerobius 
the referenced molecule or the referenced activity is intro- 20 thermophilusm , Campylobacter jejuni , Haemophilus influ 
duced into the host microbial organism . The molecule can be enzae , Serratia marcescens , Citrobacter amalonaticus , 
introduced , for example , by introduction of an encoding Myxococcus xanthus , Fusobacterium nuleatum , Penicillium 
nucleic acid into the host genetic material such as by chrysogenum marine gamma proteobacterium , butyrate - pro 
integration into a host chromosome or as non - chromosomal ducing bacterium , and others disclosed herein ( see 
genetic material such as a plasmid . Therefore , the term as it 25 Examples ) . For example , microbial organisms having 4 - HB 
is used in reference to expression of an encoding nucleic or BDO biosynthetic production are exemplified herein with 
acid refers to introduction of the encoding nucleic acid in an reference to E. coli and yeast hosts . However , with the 
expressible form into the microbial organism . When used in complete genome sequence available for now more than 550 
reference to a biosynthetic activity , the term refers to an species ( with more than half of these available on public 
activity that is introduced into the host reference organism . 30 databases such as the NCBI ) , including 395 microorganism 
The source can be , for example , a homologous or heterolo- genomes and a variety of yeast , fungi , plant , and mammalian 
gous encoding nucleic acid that expresses the referenced genomes , the identification of genes encoding the requisite 
activity following introduction into the host microbial 4 - HB or BDO biosynthetic activity for one or more genes in 
organism . Therefore , the term " endogenous ” refers to a related or distant species , including for example , homo 
referenced molecule or activity that is present in the host . 35 logues , orthologs , paralogs and nonorthologous gene dis 
Similarly , the term when used in reference to expression of placements of known genes , and the interchange of genetic 
an encoding nucleic acid refers to expression of an encoding alterations between organisms is routine and well known in 
nucleic acid contained within the microbial organism . The the art . Accordingly , the metabolic alterations enabling 
term " heterologous ” refers to a molecule or activity derived biosynthesis of 4 - HB or BDO and other compounds of the 
from a source other than the referenced species whereas 40 invention described herein with reference to a particular 
“ homologous ” refers to a molecule or activity derived from organism such as E. coli or yeast can be readily applied to 
the host microbial organism . Accordingly , exogenous other microorganisms , including prokaryotic and eukaryotic 
expression of an encoding nucleic acid of the invention can organisms alike . Given the teachings and guidance provided 
utilize either or both a heterologous or homologous encod- herein , those skilled in the art will know that a metabolic 
ing nucleic acid . 45 alteration exemplified in one organism can be applied 

Sources of encoding nucleic acids for a 4 - HB or BDO equally to other organisms . 
pathway enzyme can include , for example , any species In some instances , such as when an alternative 4 - HB or 
where the encoded gene product is capable of catalyzing the BDO biosynthetic pathway exists in an unrelated species , 
referenced reaction . Such species include both prokaryotic 4 - HB or BDO biosynthesis can be conferred onto the host 
and eukaryotic organisms including , but not limited to , 50 species by , for example , exogenous expression of a paralog 
bacteria , including archaea and eubacteria , and eukaryotes , or paralogs from the unrelated species that catalyzes a 
including yeast , plant , insect , animal , and mammal , includ- similar , yet non - identical metabolic reaction to replace the 
ing human . Exemplary species for such sources include , for referenced reaction . Because certain differences among 
example , Escherichia coli , Saccharomyces cerevisiae , Sac- metabolic networks exist between different organisms , those 
charomyces kluyveri , Clostridium kluyveri , Clostridium 55 skilled in the art will understand that the actual genes usage 
acetobutylicum , Clostridium beijerinckii , Clostridium sac- between different organisms may differ . However , given the 
charoperbutylacetonicum , Clostridium perfringens , teachings and guidance provided herein , those skilled in the 
Clostridium difficile , Clostridium botulinum , Clostridium art also will understand that the teachings and methods of the 
tyrobutyricum , Clostridium tetanomorphum , Clostridium invention can be applied to all microbial organisms using the 
tetani , Clostridium propionicum , Clostridium aminobutyri- 60 cognate metabolic alterations to those exemplified herein to 
cum , Clostridium subterminale , Clostridium sticklandii , construct a microbial organism in a species of interest that 
Ralstonia eutropha , Mycobacterium bovis , Mycobacterium will synthesize 4 - HB , such as monomeric 4 - HB , or BDO . 
tuberculosis , Porphyromonas gingivalis , Arabidopsis thali- Host microbial organisms can be selected from , and the 
ana , Thermus thermophilus , Pseudomonas species , includ- non - naturally occurring microbial organisms generated in , 
ing Pseudomonas aeruginosa , Pseudomonas putida , 65 for example , bacteria , yeast , fungus or any of a variety of 
Pseudomonas stutzeri , Pseudomonas fluorescens , Homo other microorganisms applicable to fermentation processes . 
sapiens , Oryctolagus cuniculus , Rhodobacter spaeroides , Exemplary bacteria include species selected from Escheri 
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chia coli , Klebsiella oxytoca , Anaerobiospirillum succinici- stable integration into a host chromosome . Additionally , the 
producens , Actinobacillus succinogenes , Mannheimia suc- expression vectors can include one or more selectable 
ciniciproducens , Rhizobium etli , Bacillus marker genes and appropriate expression control sequences . 
Corynebacterium glutamicum , Gluconobacter Oxydans , Selectable marker genes also can be included that , for 
Zymomonas mobilis , Lactococcus lactis , Lactobacillus 5 example , provide resistance to antibiotics or toxins , comple 
plantarum , Streptomyces coelicolor , Clostridium aceto ment auxotrophic deficiencies , or supply critical nutrients butylicum , Pseudomonas fluorescens , and Pseudomonas not in the culture media . Expression control sequences can putida . Exemplary yeasts or fungi include species selected include constitutive and inducible promoters , transcription from Saccharomyces cerevisiae , Schizosaccharomyces enhancers , transcription terminators , and the like which are pombe , Kluyveromyces lactis , Kluyveromyces marxianus , 10 well known in the art . When two or more exogenous Aspergillus terreus , Aspergillus niger and Pichia pastoris . E. 
coli is a particularly useful host organisms since it is a well encoding nucleic acids are to be co - expressed , both nucleic 
characterized microbial organism suitable for genetic engi acids can be inserted , for example , into a single expression 
neering . Other particularly useful host organisms include vector or in separate expression vectors . For single vector 
yeast such as Saccharomyces cerevisiae . expression , the encoding nucleic acids can be operationally 

Methods for constructing and testing the expression levels linked to one common expression control sequence or linked 
of a non - naturally occurring 4 - HB- or BDO - producing host to different expression control sequences , such as one induc 
can be performed , for example , by recombinant and detec- ible promoter and one constitutive promoter . The transfor 
tion methods well known in the art . Such methods can be mation of exogenous nucleic acid sequences involved in a 
found described in , for example , Sambrook et al . , Molecular 20 metabolic or synthetic pathway can be confirmed using 
Cloning : A Laboratory Manual , Third Ed . , Cold Spring methods well known in the art . Such methods include , for 
Harbor Laboratory , New York ( 2001 ) ; Ausubel et al . , Cur- example , nucleic acid analysis such as Northern blots or 
rent Protocols in Molecular Biology , John Wiley and Sons , polymerase chain reaction ( PCR ) amplification of mRNA , 
Baltimore , Md . ( 1999 ) . 4 - HB and GBL can be separated by , or immunoblotting for expression of gene products , or other 
for example , HPLC using a Spherisorb 5 ODS1 column and 25 suitable analytical methods to test the expression of an 
a mobile phase of 70 % 10 mM phosphate buffer ( pH = 7 ) and introduced nucleic acid sequence or its corresponding gene 
30 % methanol , and detected using a UV detector at 215 nm product . It is understood by those skilled in the art that the 
( Hennessy et al . 2004 , J. Forensic Sci . 46 ( 6 ) : 1-9 ) . BDO is exogenous nucleic acid is expressed in a sufficient amount to 
detected by gas chromatography or by HPLC and refractive produce the desired product , and it is further understood that 
index detector using an Aminex HPX - 87H column and a 30 expression levels can be optimized to obtain sufficient 
mobile phase of 0.5 mM sulfuric acid ( Gonzalez - Pajuelo et expression using methods well known in the art and as 
al . , Met . Eng . 7 : 329-336 ( 2005 ) ) . disclosed herein . 

Exogenous nucleic acid sequences involved in a pathway The non - naturally occurring microbial organisms of the 
for production of 4 - HB or BDO can be introduced stably or invention are constructed using methods well known in the 
transiently into a host cell using techniques well known in 35 art as exemplified herein to exogenously express at least one 
the art including , but not limited to , conjugation , electropo- nucleic acid encoding a 4 - HB or BDO pathway enzyme in 
ration , chemical transformation , transduction , transfection , sufficient amounts to produce 4 - HB , such as monomeric 
and ultrasound transformation . For exogenous expression in 4 - HB , or BDO . It is understood that the microbial organisms 
E. coli or other prokaryotic cells , some nucleic acid of the invention are cultured under conditions sufficient to 
sequences in the genes or cDNAs of eukaryotic nucleic acids 40 produce 4 - HB or BDO . Exemplary levels of expression for 
can encode targeting signals such as an N - terminal mito- 4 - HB enzymes in each pathway are described further below 
chondrial or other targeting signal , which can be removed in the Examples . Following the teachings and guidance 
before transformation into prokaryotic host cells , if desired . provided herein , the non - naturally occurring microbial 
For example , removal of a mitochondrial leader sequence organisms of the invention can achieve biosynthesis of 
led to increased expression in E. coli ( Hoffmeister et al . , J. 45 4 - HB , such as monomeric 4 - HB , or BDO resulting in 
Biol . Chem . 280 : 4329-4338 ( 2005 ) ) . For exogenous expres- intracellular concentrations between about 0.1-200 mM or 
sion in yeast or other eukaryotic cells , genes can be more , for example , 0.1-25 mM or more . Generally , the 
expressed in the cytosol without the addition of leader intracellular concentration of 4 - HB , such as monomeric 
sequence , or can be targeted to mitochondrion or other 4 - HB , or BDO is between about 3-150 mM or more , 
organelles , or targeted for secretion , by the addition of a 50 particularly about 5-125 mM or more , and more particularly 
suitable targeting sequence such as a mitochondrial targeting between about 8-100 mM , for example , about 3-20 mM , 
or secretion signal suitable for the host cells . Thus , it is particularly between about 5-15 mM and more particularly 
understood that appropriate modifications to a nucleic acid between about 8-12 mM , including about 10 mM , 20 mm , 
sequence to remove or include a targeting sequence can be 50 MM , 80 mM or more . Intracellular concentrations 
incorporated into an exogenous nucleic acid sequence to 55 between and above each of these exemplary ranges also can 
impart desirable properties . Furthermore , genes can be sub- be achieved from the non - naturally occurring microbial 
jected to codon optimization with techniques well known in organisms of the invention . In particular embodiments , the 
the art to achieve optimized expression of the proteins . microbial organisms of the invention , particularly strains 
An expression vector or vectors can be constructed to such as those disclosed herein ( see Examples XII - XIX and 

harbor one or more 4 - HB biosynthetic pathway and / or one 60 Table 28 ) , can provide improved production of a desired 
or more BDO biosynthetic encoding nucleic acids as exem- product such as BDO by increasing the production of BDO 
plified herein operably linked to expression control and / or decreasing undesirable byproducts . Such production 
sequences functional in the host organism . Expression vec- levels include , but are not limited to , those disclosed herein 
tors applicable for use in the microbial host organisms of the and including from about 1 gram to about 25 grams per liter , 
invention include , for example , plasmids , phage vectors , 65 for example about 2 , 3 , 4 , 5 , 6 , 7 , 8 , 9 , 10 , 11 , 12 , 13 , 14 , 15 , 
viral vectors , episomes and artificial chromosomes , includ- 16 , 17 , 18 , 19 , 20 , 21 , 22 , 23 , 24 , or even higher amounts of 
ing vectors and selection sequences or markers operable for product per liter . 

a 

9 
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In some embodiments , culture conditions include anaero- alcohol dehydrogenase or an aldehyde / alcohol dehydroge 
bic or substantially anaerobic growth or maintenance con- nase , wherein the exogenous nucleic acid is expressed in 
ditions . Exemplary anaerobic conditions have been sufficient amounts to produce 1,4 - butanediol ( BDO ) . 
described previously and are well known in the art . Exem- Non - naturally occurring microbial organisms also can be 
plary anaerobic conditions for fermentation processes are 5 generated which biosynthesize BDO . As with the 4 - HB 
described herein and are described , for example , in U.S. producing microbial organisms of the invention , the BDO 
patent application Ser . No. 11 / 891,602 , filed Aug. 10 , 2007 . producing microbial organisms also can produce intracellu 
Any of these conditions can be employed with the non larly or secret the BDO into the culture medium . Following 
naturally occurring microbial organisms as well as other the teachings and guidance provided previously for the 

construction of microbial organisms that synthesize 4 - HB , anaerobic conditions well known in the art . Under such 10 
anaerobic conditions , the 4 - HB or BDO producers can additional BDO pathways can be incorporated into the 4 - HB 

producing microbial organisms to generate organisms that synthesize 4 - HB or BDO at intracellular concentrations of also synthesize BDO and other BDO family compounds . 5-10 mM or more as well as all other concentrations The chemical synthesis of BDO and its downstream prod exemplified herein . It is understood that , even though the ucts are known . The non - naturally occurring microbial above description refers to intracellular concentrations , 15 organisms of the invention capable of BDO biosynthesis 4 - HB or BDO producing microbial organisms can produce circumvent these chemical synthesis using 4 - HB as an entry 4 - HB or BDO intracellularly and / or secrete the product into point as illustrated in FIG . 1. As described further below , the the culture medium . 
The culture conditions can include , for example , liquid 4 - HB producers also can be used to chemically convert 

4 - HB to GBL and then to BDO or THF , for example . culture procedures as well as fermentation and other large 20 Alternatively , the 4 - HB producers can be further modified to scale culture procedures . As described herein , particularly include biosynthetic capabilities for conversion of 4 - HB useful yields of the biosynthetic products of the invention and / or GBL to BDO . can be obtained under anaerobic or substantially anaerobic The additional BDO pathways to introduce into 4 - HB culture conditions . producers include , for example , the exogenous expression in As described herein , one exemplary growth condition for 25 a host deficient background or the overexpression of one or achieving biosynthesis of 4 - HB or BDO includes anaerobic more of the enzymes exemplified in FIG . 1 as steps 9-13 . culture or fermentation conditions . In certain embodiments , One such pathway includes , for example , the enzyme activi the non - naturally occurring microbial organisms of the ties necessary to carryout the reactions shown as steps 9 , 12 invention can be sustained , cultured or fermented under and 13 in FIG . 1 , where the aldehyde and alcohol dehydro anaerobic or substantially anaerobic conditions . Briefly , 30 genases can be separate enzymes or a multifunctional anaerobic conditions refers to an environment devoid of enzyme having both aldehyde and alcohol dehydrogenase oxygen . Substantially anaerobic conditions include , for activity . Another such pathway includes , for example , the example , a ure , batch fermentation or continuous fer enzyme activities necessary to carry out the reactions shown mentation such that the dissolved oxygen concentration in 
the medium remains between 0 and 10 % of saturation . 35 and alcohol dehydrogenases can be separate enzymes or a 

as steps 10 , 11 , 12 and 13 in FIG . 1 , also where the aldehyde 
Substantially anaerobic conditions also includes growing or multifunctional enzyme having both aldehyde and alcohol resting cells in liquid medium or on solid agar inside a sealed dehydrogenase activity . Accordingly , the additional BDO chamber maintained with an atmosphere of less than 1 % pathways to introduce into 4 - HB producers include , for oxygen . The percent of oxygen can be maintained by , for example , the exogenous expression in a host deficient back example , sparging the culture with an N / CO , mixture or 40 ground or the overexpression of one or more of a 4 - hy other suitable non - oxygen gas or gases . droxybutyrate : CoA transferase , butyrate kinase , phospho The invention also provides a non - naturally occurring transbutyrylase , CoA - independent aldehyde dehydrogenase , microbial biocatalyst including a microbial organism having COA - dependent aldehyde dehydrogenase or an alcohol 4 - hydroxybutanoic acid ( 4 - HB ) and 1,4 - butanediol ( BDO ) dehydrogenase . In the absence of endogenous acyl - CoA biosynthetic pathways that include at least one exogenous 45 synthetase capable of modifying 4 - HB , the non - naturally nucleic acid encoding 4 - hydroxybutanoate dehydrogenase , occurring BDO producing microbial organisms can further COA - independent succinic semialdehyde dehydrogenase , 
succinyl - CoA synthetase , COA - dependent succinic semial include an exogenous acyl - CoA synthetase selective for 

4 - HB , or the combination of multiple enzymes that have as dehyde dehydrogenase , 4 - hydroxybutyrate : CoA transferase , a net reaction conversion of 4 - HB into 4 - HB - COA . As glutamate : succinic semialdehyde transaminase , glutamate 50 exemplified further below in the Examples , butyrate kinase decarboxylase , COA - independent aldehyde dehydrogenase , and phosphotransbutyrylase exhibit BDO pathway activity COA - dependent aldehyde dehydrogenase or alcohol dehy and catalyze the conversions illustrated in FIG . 1 with a drogenase , wherein the exogenous nucleic acid is expressed 4 - HB substrate . Therefore , these enzymes also can be in sufficient amounts to produce 1,4 - butanediol ( BDO ) . referred to herein as 4 - hydroxybutyrate kinase and phos 4 - Hydroxybutyrate : CoA transferase also is known as 4 - hy- 55 photranshydroxybutyrylase respectively . droxybutyryl CoA : acetyl - CoA transferase . Additional 4 - HB Exemplary alcohol and aldehyde dehydrogenases that can or BDO pathway enzymes are also disclosed herein ( see be used for these in vivo conversions from 4 - HB to BDO are Examples and FIGS . 8-13 ) . listed below in Table 1 . The invention further provides non - naturally occurring 
microbial biocatalyst including a microbial organism having 60 TABLE 1 4 - hydroxybutanoic acid ( 4 - HB ) and 1,4 - butanediol ( BDO ) 
biosynthetic pathways , the pathways include at least one Alcohol and Aldehyde Dehydrogenases for Conversion of 4 - HB to BDO . 
exogenous nucleic acid encoding 4 - hydroxybutanoate dehy 
drogenase , succinyl - CoA synthetase , COA - dependent suc 
cinic semialdehyde dehydrogenase , 4 - hydroxybutyrate : COA 65 alcohol dehydrogenase 
transferase , 4 - butyrate kinase , phosphotransbutyrylase , alcohol dehydrogenase ( NADP + ) 
a - ketoglutarate decarboxylase , aldehyde dehydrogenase , 

a 

a 

ALCOHOL DEHYDROGENASES 

ec : 1.1.1.1 
ec : 1.1.1.2 
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TABLE 1 - continued TABLE 1 - continued 

Alcohol and Aldehyde Dehydrogenases for Conversion of 4 - HB to BDO . Alcohol and Aldehyde Dehydrogenases for Conversion of 4 - HB to BDO . 

5 
ec : 1.1.1.4 
ec : 1.1.1.5 
ec : 1.1.1.6 
ec : 1.1.1.7 

ec : 1.1.1.101 
ec : 1.1.1.103 
ec : 1.1.1.104 
ec : 1.1.1.105 
ec : 1.1.1.110 
ec : 1.1.1.112 
ec : 1.1.1.113 
ec : 1.1.1.129 
ec : 1.1.1.137 

ec : 1.1.1.8 

10 ec : 1.1.1.11 
ec : 1.1.1.12 
ec : 1.1.1.13 
ec : 1.1.1.14 
ec : 1.1.1.15 
ec : 1.1.1.16 
ec : 1.1.1.17 

ec : 1.1.1.138 

ec : 1.1.1.140 

15 
ec : 1.1.1.142 
ec : 1.1.1.143 
ec : 1.1.1.144 
ec : 1.1.1.156 

ec : 1.1.1.18 
ec : 1.1.1.21 
ec : 1.1.1.23 
ec : 1.1.1.26 
ec : 1.1.1.27 
ec : 1.1.1.28 
ec : 1.1.1.29 
ec : 1.1.1.30 
ec : 1.1.1.31 

ec : 1.1.1.157 
20 

ec : 1.1.1.163 
ec : 1.1.1.164 
ec : 1.1.1.165 
ec : 1.1.1.166 

25 
ec : 1.1.1.35 
ec : 1.1.1.36 
ec : 1.1.1.37 
ec : 1.1.1.38 

ec : 1.1.1.167 
ec : 1.1.1.174 

ec : 1.1.1.177 
ec : 1.1.1.39 

ec : 1.1.1.178 
ec : 1.1.1.40 30 

ec : 1.1.1.185 
ec : 1.1.1.190 

ec : 1.1.1.191 

ec : 1.1.1.41 
ec : 1.1.1.42 
ec : 1.1.1.54 
ec : 1.1.1.55 
ec : 1.1.1.56 
ec : 1.1.1.59 

( R , R ) -butanediol dehydrogenase 
acetoin dehydrogenase 
glycerol dehydrogenase 
propanediol - phosphate 

dehydrogenase 
glycerol - 3 - phosphate 

dehydrogenase ( NAD + ) 
D - arabinitol 4 - dehydrogenase 
L - arabinitol 4 - dehydrogenase 
L - arabinitol 2 - dehydrogenase 
L - iditol 2 - dehydrogenase 
D - iditol 2 - dehydrogenase 
galactitol 2 - dehydrogenase 
mannitol - 1 - phosphate 5 

dehydrogenase 
inositol 2 - dehydrogenase 

aldehyde reductase 
histidinol dehydrogenase 

glyoxylate reductase 
L - lactate dehydrogenase 
D - lactate dehydrogenase 
glycerate dehydrogenase 

3 - hydroxybutyrate dehydrogenase 
3 - hydroxyisobutyrate 

dehydrogenase 
3 - hydroxyacyl - CoA dehydrogenase 

acetoacetyl - CoA reductase 
malate dehydrogenase 
malate dehydrogenase 

( oxaloacetate - decarboxylating ) 
malate dehydrogenase 

( decarboxylating ) 
malate dehydrogenase 

( oxaloacetate - decarboxylating ) ( NADP + ) 
isocitrate dehydrogenase ( NAD + ) 
isocitrate dehydrogenase ( NADP + ) 

allyl - alcohol dehydrogenase 
lactaldehyde reductase ( NADPH ) 

ribitol 2 - dehydrogenase 
3 - hydroxypropionate 

dehydrogenase 
2 - hydroxy - 3 - oxopropionate 

reductase 
4 - hydroxybutyrate dehydrogenase 

omega - hydroxydecanoate 
dehydrogenase 

mannitol 2 - dehydrogenase 
alcohol dehydrogenase [ NAD ( P ) + ] 
glycerol dehydrogenase ( NADP + ) 

octanol dehydrogenase 
( R ) -aminopropanol dehydrogenase 

( S , S ) -butanediol dehydrogenase 
lactaldehyde reductase 

methylglyoxal reductase ( NADH 
dependent ) 

glyoxylate reductase ( NADP + ) 
isopropanol dehydrogenase 

( NADP + ) 
hydroxypyruvate reductase 

malate dehydrogenase ( NADP + ) 
D - malate dehydrogenase 

( decarboxylating ) 
dimethylmalate dehydrogenase 

3 - isopropylmalate dehydrogenase 
ketol - acid reductoisomemse 

homoisocitrate dehydrogenase 
hydroxymethylglutaryl - CoA 

reductase 
aryl - alcohol dehydrogenase 
aryl - alcohol dehydrogenase 

( NADP + ) 
oxaloglycolate reductase 

( decarboxylating ) 
glycerol - 3 - phosphate dehydrogenase 

[ NAD ( P ) + ] 
phosphoglycerate dehydrogenase 

3 - hydroxybenzyl - alcohol 
dehydrogenase 

35 

acylglycerone - phosphate reductase 
L - threonine 3 - dehydrogenase 

4 - oxoproline reductase 
retinol dehydrogenase 

indolelactate dehydrogenase 
indanol dehydrogenase 

L - xylose 1 - dehydrogenase 
L - threonate 3 - dehydrogenase 

ribitol - 5 - phosphate 2 
dehydrogenase 

mannitol 2 - dehydrogenase 
( NADP + ) 

sorbitol - 6 - phosphate 2 
dehydrogenase 

D - pinitol dehydrogenase 
sequoyitol dehydrogenase 

perillyl - alcohol dehydrogenase 
glycerol 2 - dehydrogenase 

( NADP + ) 
3 - hydroxybutyryl - COA 

dehydrogenase 
cyclopentanol dehydrogenase 
hexadecanol dehydrogenase 
2 - alkyn - 1 - ol dehydrogenase 

hydroxycyclohexanecarboxylate 
dehydrogenase 

hydroxymalonate dehydrogenase 
cyclohexane - 1,2 - diol 

dehydrogenase 
glycerol - 3 - phosphate 1 
dehydrogenase ( NADP + ) 

3 - hydroxy - 2 - methylbutyryl - CoA 
dehydrogenase 

L - glycol dehydrogenase 
indole - 3 - acetaldehyde reductase 

( NADH ) 
indole - 3 - acetaldehyde reductase 

( NADPH ) 
long - chain - alcohol dehydrogenase 
coniferyl - alcohol dehydrogenase 
cinnamyl - alcohol dehydrogenase 

( + ) - borneol dehydrogenase 
1,3 - propanediol dehydrogenase 

( - ) - menthol dehydrogenase 
( + ) - neomenthol dehydrogenase 

farnesol dehydrogenase 
benzyl - 2 - methyl - hydroxybutyrate 

dehydrogenase 
( R ) -4 - hydroxyphenyllactate 

dehydrogenase 
isopiperitenol dehydrogenase 

4 - hydroxycyclohexanecarboxylate 
dehydrogenase 

diethyl 2 - methyl - 3 - oxosuccinate 
reductase 

hydroxyphenylpyruvate reductase 
methanol dehydrogenase 

cyclohexanol dehydrogenase 
D - arabinitol 2 - dehydrogenase 

galactitol 1 - phosphate 5 
dehydrogenase 

mannitol dehydrogenase 
fluoren - 9 - ol dehydrogenase 

4 
( hydroxymethyl ) benzenesulfonate 

dehydrogenase 
6 - hydroxyhexanoate 

dehydrogenase 
3 - hydroxypimeloyl - CoA 

dehydrogenase 
glycerol - 1 - phosphate 

dehydrogenase [ NAD ( P ) + ] 
3 - methylbutanal reductase 

methylglyoxal reductase ( NADPH 
dependent ) 

isocitrate - homoisocitrate 
dehydrogenase 

ec : 1.1.1.192 
ec : 1.1.1.194 
ec : 1.1.1.195 
ec : 1.1.1.198 
ec : 1.1.1.202 
ec : 1.1.1.207 
ec : 1.1.1.208 
ec : 1.1.1.216 
ec : 1.1.1.217 

ec : 1.1.1.60 

ec : 1.1.1.61 
ec : 1.1.1.66 

40 

ec : 1.1.1.222 

ec : 1.1.1.67 
ec : 1.1.1.71 
ec : 1.1.1.72 
ec : 1.1.1.73 
ec : 1.1.1.75 
ec : 1.1.1.76 
ec : 1.1.1.77 
ec : 1.1.1.78 

ec : 1.1.1.223 
ec : 1.1.1.226 45 

ec : 1.1.1.229 

ec : 1.1.1.79 
ec : 1.1.1.80 

50 

ec : 1.1.1.237 
ec : 1.1.1.244 
ec : 1.1.1.245 
ec : 1.1.1.250 
ec : 1.1.1.251 

ec : 1.1.1.81 
ec : 1.1.1.82 
ec : 1.1.1.83 

ec : 1.1.1.255 
ec : 1.1.1.256 
ec : 1.1.1.257 55 

ec : 1.1.1.84 
ec : 1.1.1.85 
ec : 1.1.1.86 
ec : 1.1.1.87 
ec : 1.1.1.88 ec : 1.1.1.258 

ec : 1.1.1.90 
ec : 1.1.1.91 ec : 1.1.1.259 

60 
ec : 1.1.1.92 ec : 1.1.1.261 

ec : 1.1.1.94 ec : 1.1.1.265 
ec : 1.1.1.283 

ec : 1.1.1.95 
ec : 1.1.1.97 65 ec : 1.1.1.286 
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TABLE 1 - continued TABLE 1 - continued 

Alcohol and Aldehyde Dehydrogenases for Conversion of 4 - HB to BDO . Alcohol and Aldehyde Dehydrogenases for Conversion of 4 - HB to BDO . 
ec : 1.1.1.287 ec : 1.2.1.58 

5 
D - arabinitol dehydrogenase 

( NADP + ) 
butanol dehydrogenase 

ALDEHYDE DEHYDROGENASES 
ec : 1.2.1.59 

ec : 1.2.1.62 ec : 1.2.1.2 
ec : 1.2.1.3 
ec : 1.2.1.4 
ec : 1.2.1.5 

10 ec : 1.2.1.63 
ec : 1.2.1.64 

phenylglyoxylate dehydrogenase 
( acylating ) 

glyceraldehyde - 3 - phosphate 
dehydrogenase ( NAD ( P ) + ) 

( phosphorylating ) 
4 - formylbenzenesulfonate 

dehydrogenase 
6 - oxohexanoate dehydrogenase 

4 - hydroxybenzaldehyde 
dehydrogenase 

salicylaldehyde dehydrogenase 
mycothiol - dependent formaldehyde 

dehydrogenase 
vanillin dehydrogenase 

coniferyl - aldehyde dehydrogenase 
fluoroacetaldehyde dehydrogenase 
succinylglutamate - semialdehyde 

dehydrogenase 

ec : 1.2.1.7 ec : 1.2.1.65 
ec : 1.2.1.66 

ec : 1.2.1.8 
ec : 1.2.1.9 15 ec : 1.2.1.67 

ec : 1.2.1.68 
ec : 1.2.1.69 
ec : 1.2.1.71 

ec : 1.2.1.10 

ec : 1.2.1.11 

ec : 1.2.1.12 
20 

ec : 1.2.1.13 

ec : 1.2.1.15 

ec : 1.2.1.16 

ec : 1.2.1.17 

ec : 1.2.1.18 

ec : 1.2.1.19 

ec : 1.2.1.20 

ec : 1.2.1.21 
ec : 1.2.1.22 
ec : 1.2.1.23 

ec : 1.2.1.24 

ec : 1.2.1.25 

formate dehydrogenase 
aldehyde dehydrogenase ( NAD + ) 
aldehyde dehydrogenase ( NADP + ) 

aldehyde dehydrogenase 
[ NAD ( P ) + ] 

benzaldehyde dehydrogenase 
( NADP + ) 

betaine - aldehyde dehydrogenase 
glyceraldehyde - 3 - phosphate 
dehydrogenase ( NADP + ) 

acetaldehyde dehydrogenase 
( acetylating ) 

aspartate - semialdehyde 
dehydrogenase 

glyceraldehyde - 3 - phosphate 
dehydrogenase ( phosphorylating ) 

glyceraldehyde - 3 - phosphate 
dehydrogenase ( NADP + ) ( phosphorylating ) 

malonate - semialdehyde 
dehydrogenase 

succinate - semialdehyde 
dehydrogenase [ NAD ( P ) + ] 
glyoxylate dehydrogenase 

( acylating ) 
malonate - semialdehyde 

dehydrogenase ( acetylating ) 
aminobutyraldehyde 

dehydrogenase 
glutarate - semialdehyde 

dehydrogenase 
glycolaldehyde dehydrogenase 
lactaldehyde dehydrogenase 

2 - oxoaldehyde dehydrogenase 
( NAD + ) 

succinate - semialdehyde 
dehydrogenase 

2 - oxoisovalerate dehydrogenase 
( acylating ) 

2,5 - dioxovalerate dehydrogenase 
methylmalonate - semialdehyde 
dehydrogenase ( acylating ) 

benzaldehyde dehydrogenase 
( NAD + ) 

aryl - aldehyde dehydrogenase 
aryl - aldehyde dehydrogenase 

( NADP + ) 
L - aminoadipate - semialdehyde 

dehydrogenase 
aminomuconate - semialdehyde 

dehydrogenase 
retinal dehydrogenase 

phenylacetaldehyde dehydrogenase 
glutamate - 5 - semialdehyde 

dehydrogenase 
hexadecanal dehydrogenase 

( acylating ) 
formate dehydrogenase ( NADP + ) 
4 - carboxy - 2 - hydroxymuconate - 6 
semialdehyde dehydrogenase 
formaldehyde dehydrogenase 

4 - trimethylammoniobutyraldehyde 
dehydrogenase 

long - chain - aldehyde 
dehydrogenase 

2 - oxoaldehyde dehydrogenase 
( NADP + ) 

pyruvate dehydrogenase ( NADP + ) 
oxoglutarate dehydrogenase 

( NADP + ) 
4 - hydroxyphenylacetaldehyde 

dehydrogenase 
butanal dehydrogenase 

Other exemplary enzymes and pathways are disclosed 
herein ( see Examples ) . Furthermore , it is understood that 
enzymes can be utilized for carry out reactions for which the 
substrate is not the natural substrate . While the activity for 
the non - natural substrate may be lower than the natural 

25 substrate , it is understood that such enzymes can be utilized , 
either as naturally occurring or modified using the directed 
evolution or adaptive evolution , as disclosed herein ( see also 
Examples ) . 
BDO production through any of the pathways disclosed 

30 herein are based , in part , on the identification of the appro 
priate enzymes for conversion of precursors to BDO . A 
number of specific enzymes for several of the reaction steps 
have been identified . For those transformations where 
enzymes specific to the reaction precursors have not been 

35 identified , enzyme candidates have been identified that are 
best suited for catalyzing the reaction steps . Enzymes have 
been shown to operate on a broad range of substrates , as 
discussed below . In addition , advances in the field of protein 
engineering also make it feasible to alter enzymes to act 
efficiently on substrates , even if not a natural substrate . 
Described below are several examples of broad - specificity 
enzymes from diverse classes suitable for a BDO pathway as 
well as methods that have been used for evolving enzymes 
to act on non - natural substrates . 
A key class of enzymes in BDO pathways is the oxi 

doreductases that interconvert ketones or aldehydes to alco 
hols ( 1.1.1 ) . Numerous exemplary enzymes in this class can 
operate on a wide range of substrates . An alcohol dehydro 
genase ( 1.1.1.1 ) purified from the soil bacterium Brevibac 
terium sp KU 1309 ( Hirano et al . , J. Biosc . Bioeng . 100 : 
318-322 ( 2005 ) ) was shown to operate on a plethora of 
aliphatic as well as aromatic alcohols with high activities . 
Table 2 shows the activity of the enzyme and its Km on 
different alcohols . The enzyme is reversible and has very 
high activity on several aldehydes also ( Table 3 ) . 

ec : 1.2.1.26 
ec : 1.2.1.27 

40 

ec : 1.2.1.28 

a 
ec : 1.2.1.29 
ec : 1.2.1.30 

ec : 1.2.1.31 45 

ec : 1.2.1.32 

ec : 1.2.1.36 
ec : 1.2.1.39 
ec : 1.2.1.41 50 

ec : 1.2.1.42 

ec : 1.2.1.43 
ec : 1.2.1.45 

55 
ec : 1.2.1.46 
ec : 1.2.1.47 

TABLE 2 
ec : 1.2.1.48 Relative activities of an alcohol dehydrogenase 

from Brevibacterium sp KU to oxidize various alcohols . ec : 1.2.1.49 60 

ec : 1.2.1.51 
ec : 1.2.1.52 

Relative Activity 
( 0 % ) 

Km 
( MM ) Substrate 

ec : 1.2.1.53 
65 

2 - Phenylethanol 
( S ) -2 - Phenylpropanol 
( R ) -2 - Phenylpropanol 

Bynzyl alcohol 

100 * 
156 
63 
199 

0.025 
0.157 
0.020 
0.012 ec : 1.2.1.57 



Substrate 

Ethanol 
1 - Butanol 

135 
76 
111 
101 
68 
46 
54 

10 

a 

Substrate 

0.261 
0.864 

100 
188 
87 
0 
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TABLE 2 - continued organisms including Rattus norvegicus ( Paxton et al . , 
Biochem . J. 234 : 295-303 ( 1986 ) ) and Saccharomyces cere 

Relative activities of an alcohol dehydrogenase visiae ( Sinclair et al . , Biochem . Mol Biol . Int . 32 : 911-922 from Brevibacterium sp KU to oxidize various alcohols . ( 1993 ) , this complex has been shown to have a broad 
Relative Activity Km 5 substrate range that includes linear oxo - acids such as 

( 0 % ) ( mm ) 2 - oxobutanoate and alpha - ketoglutarate , in addition to the 
3 - Phenylpropanol 0.033 branched - chain amino acid precursors . 

Members of yet another class of enzymes , namely ami 
notransferases ( 2.6.1 ) , have been reported to act on multiple 1 - Octanol 

1 - Dodecanol substrates . Aspartate aminotransferase ( aspAT ) from Pyro 
1 - Phenylethanol coccus fursious has been identified , expressed in E. coli and 

2 - Propanol the recombinant protein characterized to demonstrate that 
* The activity of 2 - phenylethanol , corresponding to 19.2 U / mg , was taken as 100 % . the enzyme has the highest activities towards aspartate and 

15 alpha - ketoglutarate but lower , yet significant activities 
towards alanine , glutamate and the aromatic amino acids 

TABLE 3 ( Ward et al . , Archaea 133-141 ( 2002 ) ) . In another instance , 
an aminotransferase identified from Leishmania mexicana Relative activities of an alcohol dehydrogenase 

from Brevibacterium sp KU 1309 to and expressed in E. coli ( Vernal et al . , FEMS Microbiol . Lett . 
reduce various carbonyl compounds . 20 229 : 217-222 ( 2003 ) ) was reported to have a broad substrate 

specificity towards tyrosine ( activity considered 100 % on Relative Activity Km 
( % ) ( MM ) tyrosine ) , phenylalanine ( 90 % ) , tryptophan ( 85 % ) , aspartate 

( 30 % ) , leucine ( 25 % ) and methionine ( 25 % ) , respectively Phenylacetaldehyde ( Vernal et al . , Mol . Biochem . Parasitol 96 : 83-92 ( 1998 ) ) . 2 - Phenylpropionaldehyde 
1 - Octylaldehyde 25 Similar broad specificity has been reported for a tyrosine 
Acetophenone aminotransferase from Trypanosoma cruzi , even though 

both of these enzymes have a sequence homology of only 
Lactate dehydrogenase ( 1.1.1.27 ) from Ralstonia eutro 6 % . The latter enzyme can accept leucine , methionine as 

pha is another enzyme that has been demonstrated to have well as tyrosine , phenylalanine , tryptophan and alanine as 
high activities on several 2 - oxoacids such as 2 - oxobutyrate , efficient amino donors ( Nowicki et al . , Biochim . Biophys . 
2 - oxopentanoate and 2 - oxoglutarate ( a C5 compound analo Acta 1546 : 268-281 ( 2001 ) ) . 
gous to 2 - oxoadipate ) ( Steinbuchel and Schlegel , Eur . J. CoA transferases ( 2.8.3 ) have been demonstrated to have 
Biochem . 130 : 329-334 ( 1983 ) ) . Column 2 in Table 4 dem the ability to act on more than one substrate . Specifically , a 
onstrates the activities of IdhA from R. eutropha ( formerly 35 CoA transferase was purified from Clostridium acetobutyli 
A. eutrophus ) on different substrates ( Steinbuchel and Schle- cum and was reported to have the highest activities on 
gel , supra , 1983 ) . acetate , propionate , and butyrate . It also had significant 

activities with valerate , isobutyrate , and crotonate ( Wiesen 
TABLE 4 born et al . , Appl . Environ . Microbiol . 55 : 323-329 ( 1989 ) ) . In 

40 another study , the E. coli enzyme acyl - CoA : acetate - COA 
The in vitro activity of R. eutropha IdhA ( Steinbuchel and Schlegel , transferase , also known as acetate - CoA transferase ( EC 

supra , 1983 ) on different substrates and compared with that on pyruvate . 2.8.3.8 ) , has been shown to transfer the CoA moiety to 
Activity ( % ) of acetate from a variety of branched and linear acyl - CoA 

L ( + ) - lactate L ( + ) - lactate D ( - ) - lactate substrates , including isobutyrate ( Matthies and Schink , App . dehydrogenase dehydrogenase dehydrogenase 45 Environm . Microbiol . 58 : 1435-1439 ( 1992 ) ) , valerate from rabbit 
eutrophus muscle leichmanii ( Vanderwinkel et al . , Biochem . Biophys . Res Commun . 

33 : 902-908 ( 1968b ) ) and butanoate ( Vanderwinkel et al . , Glyoxylate 
Pyruvate Biochem . Biophys . Res Commun . 33 : 902-908 ( 1968a ) . 

2 - Oxobutyrate Other enzyme classes additionally support broad substrate 
2 - Oxovalerate specificity for enzymes . Some isomerases ( 5.3.3 ) have also 3 - Methyl - 2 0.0 been proven to operate on multiple substrates . For example , oxobutyrate 
3 - Methyl - 2 L - rhamnose isomerase from Pseudomonas stutzeri catalyzes 
oxovalerate the isomerization between various aldoalses and ketoses 
4 - Methyl - 2 ( Yoshida et al . , J. Mol . Biol . 365 : 1505-1516 ( 2007 ) ) . These oxopentanoate 
Oxaloacetate include isomerization between L - rhamnose and L - rhamnu 

2 - Oxoglutarate lose , L - mannose and L - fructose , L - xylose and L - xylulose , 3 - Fluoropyruvate 33.6 D - ribose and D - ribulose , and D - allose and D - psicose . 
In yet another class of enzymes , the phosphotransferases 

Oxidoreductases that can convert 2 - oxoacids to their 60 ( 2.7.1 ) , the homoserine kinase ( 2.7.1.39 ) from E. coli that 
acyl - CoA counterparts ( 1.2.1 ) have been shown to accept converts L - homoserine to L - homoserine phosphate , was 
multiple substrates as well . For example , branched - chain found to phosphorylate numerous homoserine analogs . In 
2 - keto - acid dehydrogenase complex ( BCKAD ) , also known these substrates , the carboxyl functional group at the R - po 
as 2 - oxoisovalerate dehydrogenase ( 1.2.1.25 ) , participates sition had been replaced by an ester or by a hydroxymethyl 
in branched - chain amino acid degradation pathways , con- 65 group ( Huo and Viola , Biochemistry 35 : 16180-16185 
verting 2 - keto acids derivatives of valine , leucine and iso- ( 1996 ) ) . Table 5 demonstrates the broad substrate specificity 
leucine to their acyl - CoA derivatives and CO2 . In some of this kinase . 

from A. from L. 
Substrate * 

8.7 
100.0 
107.0 
125.0 
28.5 

23.9 
100.0 
18.6 
0.7 
0.0 

5.0 
100.0 

1.1 
0.0 50 

5.3 0.0 0.0 

39.0 1.4 1.1 
55 

0.0 
79.6 

33.1 
0.0 

74.3 

23.1 
0.0 

40.0 


























































































































































































































































