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Fig. S1. Flowchart followed for the construction of vector p-R-SETA111.
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In the first step, the pBAM1 vector (Martinez-Garcia et al., 2011) was used as the template to amplify
the bla gene (conferring resistance to ampicillin) using primers Ap-AsiSI-F and Ap-MIul-R (see Table S1
for sequence details), which substitute the original Swal and PshAl restriction sites by target recognition
sites for AsiSI and Mlul, respectively. The transcriptional control of bla through the native P3 promoter
(Brosius et al., 1982) was left intact. The DNA backbone of plasmid pSEVA111 (Silva-Rocha et al.,
2013) was amplified by PCR with the SEVA111-F and SEVA111-R oligonucleotide pair to obtain the
second DNA fragment. Finally, the tnpA gene from pBAM1 was obtained using the oligonucleotides
tnpA-SanDI-F and tnpA-AsiSI-R, that add the corresponding SanDI and AsiSI restriction sites to the

amplified fragment. These fragments were joined together by isothermal assembly as described by
Gibson et al. (2009).
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Table S1. Oligonucleotides used in this study.

Oligonucleotide Sequence (5" — 3')2 Use and reference

GCCGCCGGGCGTTTTTTATTGGTGAGAATC

NpA-SaDIF ) GGGGTCCCCTGGTTTAACTACACAAG  /MPification of tnpA
. CTCATTAGGCGGGCTACTAGCGATCGCCGA I
tnpA-AsiSI-R TTAGATTTTAATGCCC Amplification of tnpA
: GGGCATTAAAATCTAATCGGCGATCGCTAG I
Ap-AsiSI-F TAGCCCGCCTAATGAG Amplification of bla
TAATGACCCCGAAGCAGGGTTATGCAGCGG
Ap-Mlul-R AAAAGGACAAACGCGTGTCCAAAAAAAAAG  Amplification of bla
GCTCC

SEVALLLF  TTGTCCTTTTCCGCTGCATAAC Ampliication of the pSEVA111
plasmid backbone

SEVALLLR GACCCCTGGATTCTCACC AmpI|f_|cat|on of the pSEVA111
plasmid backbone

tnpA-Check-F ATGCGGATGAAAAAGAAAG Sequencing

tnpA-Check-R ACACGTTGAAAGCCAGAG Sequencing

Ap-Check-F TGGGCTATATTGAACTGGAT Sequencing
Checking / sequencing

PS1 AGGGCGGCGGATTTGTCC (Silva-Rocha et al,, 2013)
Checking / sequencing

PS2 GCGGCAACCGAGCGTTC (Silva-Rocha et al,, 2013)
Checking absence of pBAMDs

PS4 CCAGCCTCGCAGAGCAGG plasmid backbone
(Silva-Rocha et al., 2013)
Checking absence of pBAMDs

PS5 CCCTGCTTCGGGGTCATT plasmid backbone
(Silva-Rocha et al., 2013)
Checking absence of pBAMDs

PS6 GGACAAATCCGCCGCCCT plasmid backbone

(Silva-Rocha et al., 2013)

a  Recognition sites for the restriction enzymes specified in the table are indicated in bold in the DNA

sequence.
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Table S2. Identification of the chromosomal locus of insertion of the phaC1AB1 gene cluster from
Cupriavidus necator in selected Escherichia coli JW2293-1 transconjugants.

Genome Gene name and putative PHB accumulation
Clone Gene Locus : :
coordinate (bp) function levelP

1 ykgH 00310 324,097 Errsgfnted inner membrane +++
2 betB b0312 306,772 Eee;‘ygﬁ)g'edne;‘side FHt
3 ligB  b3467 3,817,737 NAD*-dependent DNA ligase +
4 yagF  b0269 284,181 dC;fy grg{gggage’ D-xylonate ++
5 yadM 0138 152,722 FI?rrct?td(;icnted fimbrial-like adhesin it
6 ecpR  b0294 310037  MatA DNA-binding ++

transcriptional dual regulator
7 yadC  b0135 150509 FI?rrct?td(;icnted fimbrial-like adhesin +
8 ydeT  b1505 1588,014 ErrgtdeliCntEd mercury detoxification +

YdjE major facilitator
9 pncA  b1769 1,850,463 superfamily transporter ++
10 yahE  b0319 335 614 Zrﬁgzgtr?d protein of unknown N
1 yadV  b0140 155,969 Probable pilin chaperone similar +

to PapD

a  The insertion sites were ascertained by means of arbitrary PCR with the oligonucleotides indicated
in Table 2 in the main text, and the assigned function of the corresponding ORF is given according
to the information available in the EcoCyc Database (Keseler et al., 2011).

b The poly(3-hydroxybutyrate) (PHB) accumulation level was qualitatively assessed by fluorimetry
after viable staining with Nile red as indicated in the Materials and methods section in the main text.
Individual clones were classified according to their PHB levels as + < 15%, 15% < ++ < 40%, and
+++ > 40%; where the accumulation percentages correspond to the comparison with E. coli S17P
(strain S17-1 Apir carrying plasmid pAeT41, phaC1ABL1*; see Table 1 in the main text), used as a
positive control in the polymer determination assay.
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