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Figure S1. The MS/MS spectra of 2,4,6-TriHB(-) reported in PubChem database.
0
A 2 oH
X Benzoic acid MS1
Intensity X 105 1 123.0442 [M+H]* Pellets, pETDuet-BadA-GmBPS
12
10
08
0.6
04
0.2 1240710
R !

122.0 1225 123.0 1235 124.0 1245 1250 mM/z


mailto:anuwat_kla@yahoo.com
mailto:nnatsa@kku.ac.th

O

B OH
Bt MS1
Intensity X 10° l Medium, pETDuet-BadA-GmBPS
12
1.0
0.8
0.6
0.4
02
0.0 . . . ,nur .
1220 1225 123.0 1235 124.0 1245 1250 m/z

Figure S2. The EICs for the putative benzoic acid (calc. 123.044605 [M+H]") detected both from pellets (A) and medium
(B) of clones harbored pETDuet-Bad A-GmBPS.

>L42322.1:19-1584 Rhodopseudomonas palustris benzoate-coenzyme A ligase
(R@\Qﬁ) gene, complete ngvg
ATGAATGCAGCCGCGGTCACGCCGCCACCCGAGAAGTTTAATTTTGCCGAGCACCTGCTGCAGACCAATC

GCGTGCGGCCGGACAAGACGGCGTTCGTCGACGACATCTCGTCGCTGAGCTTCGCGCAACTCGAAGCTCA
GACGCGTCAGCTCGCCGCCGCCTTACGCGCGATCGGGGTGAAACGCGAAGAGCGCGTGCTGCTGCTGATG
CTCGACGGCACGGATTGGCCGGTGGCGTTTCTCGGCGCAATCTACGCCGGCATCGTGCCGGTCGCGGTCA
ATACGCTGCTGACGGCGGACGACTACGCCTACATGCTég;LCATTCGCGGGCTCAGGCCGTGCTGGTCAG
CGGCGCGCTGCACCCGGTGCTCAAGGCAGCGCTGACCAAGAGCGATCACGAGGTGCAGCGAGTGATCGTT
TCGCGCCCAGCGCTCCGCTGGAGCCGGGCGAGGTCGACTTCGCTGAGTCGGCGCACATCGCTTGAGAAGC
CTGCCGCTACGCAAGCGGACGATCCGGCGTTCTGGCTGTATTCGTCGGGTTCTACCGGGCGGCCGAAGGG
CGTGGTGCACACTCACGCCAATCCGTACTGGACCTCGGAGCTGTACGGCCGCAACACGCTGCATCTGCGC
GAAGACGACGTCTGCTTTTCGGCGGCCAAACTGTTTTTCGCTTACGGCCTCGGCAACGCGCTGACGTTTC
CGATGACGGTCGGCGCGACCACGCTGCTGATGGGCGAGCGACCGACGCCGGACGCGGTGTTCAAGCGCTG
GCTCGGCGGCGTCGGCGGTGTGAAACCGACCGTGTTCTACGGCGCGCCCACCGGCTACGCCGGCATGTTG
GCCGCGCCGAACCTGCCGTCGCGCGACCAGGTGGCGTTGCGGCTCGCGTCGTCGGCGGGCGAAGCACTGE
CGGCGGAGATTGGGCAGCGCTTCCAGCGCCATTTCGGCCTCGACATCGTCGATGGCATCGGCTCGACCGA
GATGCTGCACATCTTTCTGTCGAACCTGCCAGACCGGGTGCGCTACGGCACCACCGGATGGCCGGTGCCG
GGCTATCAGATCGAGCTGCGCGGCGACGGCGGCGGACCGGTCGCCGACGGAGAGCCGGGCGATCTCTACA
TTCACGGCCCGTCATCGGCGACGATGTATTGGGGCAACCGGGCCAAGAGCCGCGACACCTTCCAGGGCGG
CTGGACCAAGAGCGGCGACAAATACGTCCGCAACGACGACGGCTCCTACACCTATGCGGGCCGCACCGAC
GACATGCTGAAGGTCAGCGGCATCTATGTCAGCCCGTTCGAGATCGAAGCGACGCTGGTGCAGCATCCCG
GTGTGCTCGAAGCCGCAGTGGTCGGGGTCGCCGACGAACACGGCCTGACCAARAACCGAAGGCCTATGTGGT
GCCGCGGCCCGGCCAGACCCTGTCGGAGACCGAGCTGAAGACCTTCATCAAGGATCGACTGGCGCCGTAC
AAATATCCGCGCAGCACGGTGTTCGTCGCCGAATTGCCGAAGACGGCGACCGGCAAGATTCAGCGCTTCA
AGCTGCGCGAGGGTGTGTTGGGCTGA

Figure S3. The Xhol recognition site* detected in the Bad A coding sequence. * The restriction site was analysed by NEBcut-
ter V2.0 (http://nc2.neb.com/NEBcutter2/).
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GGGGAATTGATCGCGAATTARTACGACTCACTATAGGGGAATTGTGAGCGGATARCAATTCCCCTCTAGARATAATT
RBS 6XHIS BamHI Start codon
TTGTTTRAACTTTARGAAGGAGATATACCATGGGCAGCAGCCATCACCATCATCACCACAGCCAGGATCCTATGRATG
CAGCCGCGGTCACGCCGCCACCCGAGAAGTTTAATTTTGCCGAGCACCTGCTGCAGACCAATCGCGTGCGGCCGGAC
ALGACGGCGTTCGTCGACGACATCTCGTCGCTGAGCTTCGCGCRAACTCGARGCTCAGACGCGTCAGCTCGCCGCCGT
CTTACGCGCGATCGGGGTGARACGCGARAGAGCGCGTGCTGCTGCTGATGCTCGACGGCACGGATTGGCCGGTGGCGT
TTCTCGGCGCAATCTACGCCGGCATCGTGCCGGTCGCGGTCAATACGCTGCTGACGGCGGACGACTACGCCTACATG
CTCGAGCATTCGCGGGCTCAGGCCGEGTGCTGGTCAGCGGCGCGCTGCACCCGGETGCTCARGGCAGCGCTGACCARGAG
CGATCACGAGGTGCAGCGAGTGATCGTTTCGCGCCCAGCGCTCCGCTGGAGCCGGGCGAGGTCGACTTCGCTGAGTC
GGCGCACATCGCTTGAGAAGCCTGCCGCTACGCAAGCGGACGATCCGGCGTTCTGGCTGTATTCGTCGGGTTCTACC
GGGCGGECCGAAGGGCETGETGCACACTCACGCCAATCCGTACTGGACCTCGGAGCTGTACGGCCGCAACACGCTGCA
TCTGCGCGRAAGACGACGTCTGCTTTTCGGCGGCCARACTGTTTTTCGCTTACGGCCTCGGCRAACGCGCTGACGTTTC
CGATGACGGTCGGCGCGACCACGCTGCTGATGGGCGAGCGACCGACGCCGGACGCGGTGTTCAAGCGCTGGCTCGGC
GGCGTCGGCGETETGARACCGACCGTGTTCTACGGCGCGCCCACCGGCTACGCCGGCATGTTGGCCGCGCCGARCCT
GCCGTCGCGCGACCAGGTGGCGTTGCGGCTCGCGTCGTCGGCGGGCGAAGCACTGCCGGCGGAGATTGGGCAGCGCT
TCCAGCGCCATTTCGGCCTCGACATCGTCGATGGCATCGGCTCGACCGAGATGCTGCACATCTTTCTGTCGAACCTG
CCAGACCGGGTGCGCTACGGCACCACCGGATGGCCGGETGCCGGGCTATCAGATCGAGCTGCGCGGCGACGGCGGCGG
ACCGGTCGCCGACGGAGAGCCGGGCGATCTCTACATTCACGGCCCGTCATCGGCGACGATGTATTGGGGCAACCGGGE
CCAAGAGCCGCGACACCTTCCAGGGCGGCTGGACCAAGAGCGGCGACAAATACGTCCGCAACGACGACGGCTCCTAC
ACCTATGCGGGCCGCACCGACGACATGCTGARAGGTCAGCGGCATCTATGTCAGCCCGTTCGAGATCGARGCGACGCT
GGTGCAGCATCCCGGTGTGCTCGAAGCCGCAGTGGTCGGGGTCGCCGACGRARACACGGCCTGACCARACCGAAGGCCT
ATGTGGTGCCGCGGCCCGECCAGACCCTGTCGGAGACCGAGCTGAAGACCTTCATCARGGATCGACTGGCGCCGTAC
ALRATATCCGCGCAGCACGGTGTTCGTCGCCGRAATTGCCGRAAGACGGCGACCGGCAAGATTCAGCGCTTCAAGCTGCG

CGAGGGTGTGTTGGGCTGAGCGGCCGCATAATGCTARGCGACAGARATTGCCC
Stop codon Notl

Figure S4. The insertion of BadA in MCS-1 region of pETDuet-1 vector.



RBS
AGGGAAACTACTATAGGGGATTGTGAGCGGATAACAATTCCCCATCTTAGTATATTAGTTAAGTATAAGAAGGAGAT

ATACAnggégigg;GCAATGGATTCTGCCCAAAATGGCCACCAAAGCCGAGGTTCTGCCAATGTTCTAGCAATTGG
T Ndel

CACTGCAAATCCACCAAACGTCATTCTGCAAGAAGACTATCCTGATTTTTACTTTARAAGTCACAAATAGCGAGCATT
TAACTGACTTGAAAGAAAANTTTAAGCGTATATGTGTTAAATCAAAAACCAGGAAGAGGCATTTTTATCTAACAGAG
CAAATCCTTAAAGAGAACCCAGGCATTGCAACCTATGGAGCAGGATCTCTCGACTCTCGTCAAAAGATTCTCGAAAC
GGAGATTCCTAAGCTCGGAAAAGAGGCTGCAATGGTAGCCATCCAAGAATGGGGACAACCAGTGTCGAARATCACCC
ACGTTGTATTCGCCACCACTTCAGGCTTTATGATGCCCGGAGCTGACTACTCAATCACCAGGCTTCTCGGCCTAAAT
CCCAATGTAAGGCGCGTAATGATCTATAACCAAGGATGCTTTGCTGGTGGCACGGCCCTTCGTGTTGCCAAGGACCT
TGCAGAGAACAACAAGGGTGCTCGTGTCCTTGTAGTTTGCGCTGAGAACACAGCCATGACCTTCCACGGACCTAATG
AGAATCATTTAGATGTGTTGGTTGGTCAGGCTATGTTCTCTGATGGCGCGGCTGCTTTGATCATTGGAGCCAACCCC
AATTTACCAGAGGAACGTCCAGTTTATGAGATGGTAGCAGCCCATCAAACCATTGTCCCTGAGTCGGATGGGGCGAT
AGTTGCGCATTTTTATGAGATGGGAATGAGTTACTTCCTCARAGAGAATGTTATTCCTCTTTTTGGCAACAACATTG
AGGCTTGCATGGAGGCCGCATTTAAGGAATATGGAATTAGTGACTGGAACTCCTTGTTCTATTCTGTGCATCCTGGT
GGCCGGGCTATCGTTGATGGAATCGCAGAGAAGTTGGGTCTTGATGAAGAAAACCTCAAGGCAACAAGGCACGTTTT
GAGTGAATATGGGAATATGGGTTCTGCTTGTGTCATCTTTATCCTCGATGAGCTGAGGAAGAAATCCAAAGAGGAGA
AGAAGCTCACCACTGGAGATGGAAAGGAGTGGGGTTGCCTTATTGGATTAGGCCCGGGACTCACCGTGGAGACCGTC
GTACTTCGTAGTGTGCCAATAGCACTCGAGTCTGGTAAAGAAACCGCTGCTGCGAAATTTGAACGCCAGCACATGGA

Xhol S-Tag
CTCGTCTACTAGCGCAGCTTTATTTCCTTTCCCCCT

Figure S5. The insertion of GmBPS in MCS-2 region of pETDuet-1 vector.
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Figure S6. The MS/MS spectra of triketide lactone. (A) The MS/MS spectra of triketide lactone obtained from the enzy-
matic reaction of GmBPS reported in this study; (B) The MS/MS spectra of triketide lactone reported by Nualkaew et al.

2012 [12].
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Figure S7. The MS/MS spectra of tetraketide lactone. (A) The MS/MS spectra of tetraketide lactone obtained from the
enzymatic reaction of GmBPS reported in this study; (B) The MS/MS spectra of tetraketide lactone reported by Nualkaew

etal. 2012 [12].
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Figure S8. The raw mass data of 2,4,6-TriHB measured by positive ion mode LC-MS/MS.
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Figure S9. The raw mass data of 2,4,6-TriHB measured by negative ion mode LC-MS/MS.



