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SUPPLEMENTARY MATERIAL AND METHODS

Construction of modular vector pMTL71101

Vector pMTL71101 was built on the basis of plasmid pMTL83141, which is formed of four
modules flanked by 8 bp recognition sites of the type Il restriction endonucleases Ascl, Fsel,
Pmel and Sbfl (1). Three modifications using plasmid pMTL83141 were carried out as
following. First, the 892 bp Pmel-Sbfl-flanked DNA fragment encoding the E. coli Gram
negative replicon ColEl RNA 1 was replaced with a fragment containing broad-host-range
origin of replication (pbBBR1) and mobilisation gene mob. This 4045 bp DNA fragment was
amplified by PCR using primers P015_71101 fand P016_71101 r from plasmid pMEG6000
(2), followed by restriction digestion with Pmel and Sbfl. Second, the 2418 bp Ascl-Pmel-
flanked DNA fragment including the Gram positive replicon pCB102 and chloramphenicol
resistance marker (catP) was replaced with a 805 bp DNA fragment containing solely catP,
which was amplified by PCR using primers P017_CatP_f and P018_CatP_r from
pMTL83141, followed by restriction digestion with Ascl and Pmel. Third, the Notl
restriction site in the mob gene locus was removed by conservative change using the
QuikChange Site-Directed Mutagenesis Kit (Agilent Technologies) and primers
P019_Qmob_fand P020_Qmob_r by following manufacturer’s instructions. The resulting
plasmid pMTL71101 contains the pBBR1 origin of replication and mobilisation gene mob
(Pmel-Sbfl module), the chloramphenicol resistance marker catP (Fsel-Pmel module) and a

multiple cloning site (Sbfl-Ascl module) (Supplementary Figure S1).

Codon-optimised P. alba ispS gene encoding for isoprene synthase, 49 amino acids
truncated at N-terminus

ATGGAAGCCCGCCGCTCGGCCAACTACGAGCCGAACTCGTGGGACTACGACTACCTGCTGTC
GTCGGACACCGACGAGTCGATCGAGGTGTACAAGGACAAGGCCAAGAAGCTGGAAGCCGAGG
TCCGCCGCGAGATCAACAACGAGAAGGCCGAGTTCCTGACGCTGCTGGAACTGATCGACAAC
GTGCAGCGCCTGGGCCTGGGCTACCGCTTCGAAAGCGACATCCGCGGCGCCCTGGACCGCTT



CGTGAGCAGCGGCGGCTTCGACGCCGTGACCAAGACCTCGCTGCATGGCACCGCGCTGTCGT
TCCGCCTGCTGCGCCAGCACGGCTTCGAGGTGTCGCAGGAAGCCTTCTCGGGCTTCAAGGAC
CAGAACGGCAACTTCCTGGAAAACCTGAAGGAAGATATCAAGGCCATCCTGTCGCTGTACGA
GGCCAGCTTCCTGGCGCTGGAAGGCGAGAACATCCTGGACGAGGCCAAGGTGTTCGCCATCT
CGCATCTGAAGGAACTGTCGGAGGAAAAGATCGGCAAGGAACTGGCCGAACAGGTGAACCAT
GCGCTGGAACTGCCGCTGCACCGCCGCACGCAGCGCCTGGAAGCCGTGTGGTCGATCGAAGC
CTACCGCAAGAAGGAAGACGCCAACCAGGTCCTGCTGGAACTGGCCATCCTGGACTACAACA
TGATCCAGTCGGTGTACCAGCGCGACCTGCGCGAAACCAGCCGCTGGTGGCGCCGCGTCGGC
CTGGCCACCAAGCTGCACTTCGCCCGCGACCGCCTGATCGAGTCGTTCTACTGGGCCGTGGG
CGTCGCCTTCGAGCCGCAGTATTCGGACTGCCGCAACTCGGTGGCCAAGATGTTCAGCTTCG
TGACCATCATCGACGACATCTACGACGTGTACGGCACCCTGGACGAACTGGAACTGTTCACC
GACGCGGTGGAACGCTGGGACGTGAACGCCATCAACGACCTGCCGGACTATATGAAGCTGTG
CTTCCTGGCGCTGTACAACACCATCAACGAGATCGCCTACGACAATCTGAAGGACAAGGGCG
AAAATATCCTGCCGTACCTGACCAAGGCCTGGGCCGACCTGTGCAACGCCTTCCTGCAGGAA
GCGAAGTGGCTGTATAACAAGTCGACCCCGACCTTCGACGACTACTTCGGCAACGCGTGGAA
GTCGTCGTCGGGCCCGCTGCAGCTGGTGTTCGCGTACTTCGCCGTGGTGCAGAACATCAAGA
AGGAAGAGATCGAGAACCTGCAGAAGTACCACGACACCATCTCGCGCCCGTCGCACATCTTC
CGCCTGTGCAATGACCTGGCCTCGGCCTCGGCGGAAATCGCCCGCGGCGAAACCGCCAACAG
CGTGTCGTGCTACATGCGCACCAAGGGCATCTCGGAAGAACTGGCGACCGAGTCGGTGATGA
ACCTGATCGACGAAACCTGGAAGAAGATGAACAAGGAAAAGCTGGGCGGCTCGCTGTTCGCC
AAGCCGTTCGTGGAAACCGCGATCAATCTGGCCCGCCAGTCGCACTGCACCTACCACAACGG
CGACGCGCACACCTCGCCGGATGAGCTGACCCGCAAGCGCGTGCTGAGCGTGATCACCGAGC
CGATCCTGCCGTTCGAGCGCTGA



SUPPLEMENTARY TABLES

Supplementary Table S1. Oligonucleotide primers used in this study.

Primer Sequence 5' to 3'

POO1 atatggtaccaaattaagcagaaggccatcctgacggatggectttttgegtttcttaaggetgagggaaagtctagacgattcattaatgeagetgge
P002 aattaccggtaaacaacagataaaacgaaaggcccgaaggcctttegttttatttgatgctagetgaggagacatctagaaaggaagggaagaaageg
P0O03 gggaaaguacccaaaaattcatccttctcg

PO04 ggagacauggatccaagcttacttgtacagctcgtccatge

POO5_p0O_1_r attgtctcuctgccgtcactattcg

PO05 _p0_1-sd r attgagagugagccgtcactattcgaaccg

POO5_p0_1+SD_r agtgaattcugacatttgagtccattgttgcc

POO5 p0 2 r attgtctcuctgccgacatttgagtccattgttgec

POO5_pl1_r attataattgutatccgctcacaaagcaaataaattttttatcgattaatccgecteggeactge

POO5_p2_r aaagtcaguctagggtagtcactatcatcgtgcaagttcgtttttaatccgectcggceactgce

POO5_p3_r attcattauacgagccgatgattaattgtcaacagctcatcgattaatccgecteggeactge

PO05_p4 _r agtatattcuaaatttccacctgtgtcaataacggttttatcgattaatccgectcggeactge

POO5_p5_r acgagaauttgaagcgtttagcaaatgaattttttaatcgattaatccgectcggceactge

POO5_p6_r attctattauacagaaaaattttcctgaaagcaaataaattttttatcgattaatccgecteggeactge
PO05_p7_r aggtctataauaccacaatagtatcagtatgtaaacaactttctgaaattttttatcgattaatccgectcggcactge
POO5_p8_r atgaatctautatatcgccgcaagggataaaaagcaaataaattttttatcgattaatccgecteggeactge
POO5_p9_r atgaatctautataggtacaaaaagatgcgaagtcaatactctttttatcgattaatccgectecggeactge
POO5_p10_r atcttcaauattgagtggcacggttaagctccaaaatgacgatcgattaatccgectcggceactgce

POO5_pl11 r acgttaaauctaggtacaaaaagatgcgaaagcaaataaattttttatcgattaatccgecteggeactge
POO5_p12 r agcacaauacctaggactgagctagccgtcaaatcgattaatccgectcggceactge

POO5_pl13 r acacattauacgagccggatgattaaaagggaaatcgattaatccgectcggceactge

PO05_pl4 r attcgtcccuccacacatcctaggagcecggatgattaattgtcaaatcgattaatcegectcggeactge
POO5_p15 r attcaggtugctagcacagtacctaggactgagctagctgtcaaatcgattaatccgecteggceactge

PO05_pl16_r attaagcuagcactgtacctaggactgagctagccgtcaaatcgattaatccgecteggeactge



POO5 _pl17 r atgaaataautatgggtacaaaaagatgcgatgtcaaatcgattaatccgectcggceactge

PO05_p18 r atgaaataautatgcctataggttagactttatgtcaaatcgattaatccgecteggeactge

PO05_p19 _r acgttaaauctatcgccgcaagggataaatgtcaaatcgattaatcecgecteggeactge
PO05_p20_r atgaaataautatgggtacaaaaagatgcgaaagcaaataaattttttatcgattaatccgecteggeactge
PO05_p21 r actccacauactctacgagccggatgattaattgtcaaatcgattaatccgectecggeactge
PO05_p22_r attcttcgugctagcattatacctaggactgagctagctgtcaaatcgattaatcecgectcggeactge
PO05_p23_r actatgaauctattatacctataggttagactttatgtcaaatcgattaatccgectcggeactge
POO5_p24 r atccacacautatacagaaaaattttcctgaagtcaatactctttttatcgattaatccgectcggceactgce
POO5 p25 r atctcacaautccacacattatacgagccggatgattaattgtcaaatcgattaatccgectcggeactgce
PO06_pO_f gggaaagugacggcagagagacaatc

PO06_p0_1 f agagacaaucaacatatggtgagc

PO06_p0_1-sd_f actctcaaucaacatatggtgagcaagg

PO06_p0_1+SD_f agaattcacuagtttaactttaagaaggagatatacatatggtgagcaagggc

PO06 _p0 2 f agagacaaucaacatatggtgagc

P006_p1_f acaattataauagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
PO06_p2_f actgacttucaaatcgatagcaagcaggtctctcgaggaagccaatcatggtgagcaagggcegag
PO06_p3_f ataatgaautcactagtttaactttaagaaggagatatacatatggtgagcaagggc

PO06_p4_f agaatatacutgaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
PO06_p5_f attctcguataatagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
P0O06_p6_f ataatagaautcactagtttaactttaagaaggagatatacatatggtgagcaagggc

PO06_p7_f attatagaccuatgaattcactagtttaactttaagaaggagatatacatatggtgagcaagggce
PO06_p8_f atagattcaucttagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggce
P006_p9_f atagattcautgctagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
PO06_p10_f attgaagauagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
POO6_p11 f atttaacguatcccgagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
PO0O6_p12_f attgtgcuagccgtcggaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
PO06_p13 f ataatgtguggagacttgaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc

PO06_pl14_f agggacgaautcactagtttaactttaagaaggagatatacatatggtgagcaagggc



PO06_p15_f
P006_pl6_f
PO06_p17_f
PO06_p18 f
PO06_p19_f
PO06_p20_f
PO06_p21 f
P006_p22_f
PO06_p23_f
P006_p24_f
PO06_p25_f
PO07 _rbsO _r
PO07_rbsl r
PO07 rbs2 r
PO07 rbs3 r
PO07_rbs4 r
PO07 rbs5 r
PO07_rbs6_r
PO07_rbs7 r
PO07 rbs8 r
PO07_rbs9 r
PO07 rbs10 r
PO07 rbs11 r
PO07_rbsl12 r
PO07 rbs13 r
PO07_rbsl4 r
PO07_rbs20 r
PO07 rbs21 r

aacctgaautcactagtttaactttaagaaggagatatacatatggtgagcaagggc
agcttaaugaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
attatttcaugcgtcgaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
attatttcauccgacgaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
atttaacguatgacgggaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
attatttcaucttctgaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
atgtggaguatcgaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
acgaagaautcactagtttaactttaagaaggagatatacatatggtgagcaagggc
attcatagugagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
atgtgtggaugttcagaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
attgtgagaugaggaattcactagtttaactttaagaaggagatatacatatggtgagcaagggc
accattacatauagaggaaggccgtcactattcgaaccg
atatctccutcgccgtcactattcgaaccg

aagtagtccuccgcecgtcactattcgaaccg

agtctgtccuccgecgtcactattcgaaccg

acttactccuccgccgtcactattcgaaccg

atccttgttcucctttgcegtcactattcgaaccg

actatctccutcgccgtcactattcgaaccg

accttatccuccgcecgtcactattcgaaccg

atccttgtccucctttgecgtcactattcgaaccg

acctcctucgccgtcactattcgaaccg

atttacctccutcggccgtcactattcgaaccg

aacctcctucgecgtcactattcgaaccg

attaacctccutcgecgtcactattcgaaccg

aacctcctucgecgtcactattcgaaccg

aacctcctucgecgtcactattcgaaccg

attgtctctcucgccgtcactattcgaaccg

attcctttucctccgecegtcactattcgaaccg



PO07 _rbs22 r
PO07_rbs23 r
PO07_rbs24 r
PO07_rbs25 r
PO07_rbs26_r
PO07_rbs27 r
PO07 rbs28 r
PO07_rbs29 r
PO07 rbs30 r
PO07_rbs31 r
PO07_rbs32 r
PO07_SL/rbs_r

PO07_(A/U)12/rbs1_r
PO07_(A/U)12/rbs2_r
P0O07_(A/U)12/rbs8 r
P0O07_(A/U)o/rbsl r
P007_(A/U)e/rbsl_r
P0O07_(A/U)a/rbsl_r

PO08 rbsO_f
PO08 rbsl_f
PO08 rbs2 f
PO08 rbs3 f
PO08 rbs4 f
PO08 rbs5_f
PO08 rbs6_f
PO08 rbs7 f
PO08 rbs8 f

attctattucctccgecgtcactattcgaaccg
atggtctccuccgecgtcactattcgaaccg
acttcctccuttgecgtcactattcgaaccg
accacctccutcgccgtcactattcgaaccg
acgtcctccutagecgtcactattcgaaccg
atctcctutgccgtcactattcgaaccg
atatctccuttgcecgtcactattcgaaccg
atatctcctucgccgtcactattcgaaccg
acactccutcgecgtcactattcgaaccg
acttgatccuccgccgtcactattcgaaccg
atatttccuccgccgtcactattcgaaccg
attatttcuagagggaaaccgttgtggtctcecgecgtcactattcgaaccg

atatctccutcttaaaagatcttttgccgtcactattcgaaccg
aagtagtccuccttaaaagatcttttgccgtcactattcgaaccg
atccttgtccucctttttaaaagatcttttgecgtcactattcgaaccg
atatctccutcaaagatcttttgccgtcactattcgaaccg
atatctccutcgatcttttgccgtcactattcgaaccg
atatctccutccttttgeegtcactattcgaaccg
atatgtaatggugagcaagggcgaggagct
aggagatauacatatggtgagcaagggcgag
aggactactugagatggtgagcaagggcgag
aggacagacuatggtgagcaagggcgag
aggagtaaguatggtgagcaagggcgag
agaacaaggauggtgagcaagggcgag
aggagataguaatggtgagcaagggcgag
aggataagguatggtgagcaagggcgag
aggacaaggauggtgagcaagggcgag



PO08 rbs9 f

P0O08 _rbs10_f
PO08 rbs11 f
P0O08_rbs12_f
PO08 rbs13_f
P0O08_rbs14_f
PO08 rbs20 f
PO08_rbs21_f
P0O08_rbs22_f
PO08_rbs23_f
PO08_rbs24 _f
PO08 rbs25 f
PO08_rbs26_f
P0O08_rbs27_f
PO08 rbs28 f
PO08_rbs29_f
PO08 rbs30 f
PO08_rbs31_f
PO08_rbs32_f

PO08_SL/rbs1_f
PO08_SL/rbs2_f
PO08_SL/rbs8 f

P0OQ9 ispS_f
P010_ispS_r
PO11_16S f
PO12_16S r
PO13_yfp f
P014_yfp_r

aaggagguaagatggtgagcaagggcgag
aggaggtaaauaatggtgagcaagggcgag
aaggaggtuaacatggtgagcaagggcgag
aggaggttaauacatggtgagcaagggcgag
aaggaggtucatatggtgagcaagggcgag
aaggaggtuaacatatggtgagcaagggcgag
agagagacaaucaacatatggtgagcaagggcgag
aaaaggaauggtgagcaagggcgag
aaatagaauggtgagcaagggcgag
aggagaccauatggtgagcaagggcgag
aggaggaaguatggtgagcaagggcgag
aggaggtgguatggtgagcaagggegag
aggaggacguatggtgagcaagggcgag
aaggagauttagatggtgagcaagggcgag
aggagatauagatggtgagcaagggcgag
aaggagatauagatggtgagcaagggcgag
aggagtgugtaatggtgagcaagggcgag
aggatcaagutgatggtgagcaagggcgag
aggaaatauaagatggtgagcaagggcgag
agaaataautttggaaggagatatacatatggtgagcaagggcgag
agaaataautttgggaggactacttgagatggtgagcaagggcgag
agaaataautttgaaaggaggacaaggatggtgagcaagggcgag
gacggcgaaggagatatacatatgg
tatacttaagtctagattcagcgctcgaacgg
agagtttgatcctggctcag

ttaccgcggctgetggeac

agaagaacggcatcaaggtg

gaactccagcaggaccatgt



PO15_71101 f
PO16_71101 r
PO17_CatP_f
P018_CatP_r
P019_Qmob_f
P020_Qmob_r
EHOO7_f
EHO08 r
EHO11_f
EHO12_r
EHO16_r
EHO25 f
EHO26_r
EHO27_f
EHO28 r
EHO48 f
EHO55 r
EHO56_f
EHO57 r
EH109 r
EH111 r
EH112_f
EH113 r
EH114 f
EH310_f

tatagtttaaacgtgctacgcctgaataagtg

tatacctgcaggctgaggtctgcctcgtgaag

ttatggcgcgecggecggecagtgggcaagttgaaaaattcac

aggtttaaacttagggtaacaaaaaacaccgtatttctac

cccgegaccagaccacgtttgeecgeegetgtggecgatctagggetgc
gcagccctagatcggecacageggeggcaaacgtggtetggtegeggs
atttctagagggaaaccgttgtggtctccctacgaccagtctaaaaagegect

atcgacgtcttaatctttctgcgaattgagatgacgce

aatccaagcgtttaaacggaggcagacaaggtatagggc

tctgectecgtttaaacgcttggattctcaccaataaaaaacge
cgaaaggctcagtcgaaagactgggcctttcgttttatgacgtcttatgacaacttgacggctacatcattc
tcagaaggccatcctgacggatggecttttggegegecaggecggecgata
catacgagccggaagcataaagtgtaaagccgatcgttgttgacactctatcattgatagagttattttaccacgggagaccacaacggtttcc
tacactttatgcttccggctcgtatgttgtgtggaattgtgageggataacaatttcacacaggaaacagctatgacaaagttgcagecgaat
ggccatccgtcaggatggcecttctgacgtctcaategtcaccctttctegg

gacgtcagaaggccatcct

atccgtcaggatggccttctgacgtcttattectgtgtccgggtcacg
tacactttatgcttccggctcgtatgttgtgtggaattgtgageggataacaatttcacacaggaaacagctatgectctgacagacaccc
tacgagccggaagcataaagtgtaaagccgatcggcttcacaaccgcacttgatttaatagaccataccgtctattatttctgggggagaccacaacggtttec
tttaagaaggagatatacatatggcgagtagc

atccgtcaggatggccttctgacgtcctagegcettgaatttcgegtac
ccggctcgtatgttgtgtggaattgtgageggataacaatttcacacaggaaacagctatggtgatcatgagtccaaagagaa
acaattccacacaacatacgagccggaagcataaagtgtaaagccgatcgaaatcataaaaaatttatttgetttgtgageg
atgtatatctccttcttaaagttaaacaaaattatttctagtaac
gctactcgccatatgtatatctecttcttaaaagatcttttgaattcccaaaaaaacgggtatggagaaac




Supplementary Table S2. Plasmids used and generated in this study.

Reference or

Plasmid Characteristic source
pMTL83141 Cm', ColE1 RNA Il, CatP, lacz, pCB102 (1)
pME6000 Tet", pBBR1 ori, lacZ, mob* (2)
pBBR1MCS-2-PphaC-eyfp-
cl Kan'; broad host range vector used as a backbone and to amplify the eyfp gene (3)
PGEM-T Amp"; E. coli vector used to amplify the lacZ gene for blue/white colony screening Promega
pEHO06 Cm’; Parac-araC-Trms1 and Paragap-T75sI-ECRBS-rfp-Tapi (4)
pJOE7784.1 Kan’; vector used to amplify Prnasr-rhaSR and Prhasan (5)
pJOE7801.1 Kan’; vector used to amplify tetR (5)
pMTL71101 Cm"; broad host range modular vector used as a backbone This study
pBBR1MCS-2-USER Kan'; broad host range vector with USER cassette This study
pMTL71107 Cm"; broad host range modular vector with USER cassette This study
Kan'; Pg-eyfp, assembled from pBBR1MCS-2-USER1 and PCR fragments generated by PCR using
pBBR1MCS-2-Py primer pair PO06_PO0_f-P004 from pBBR1MCS-2-PphaC-eyfp-cl This study
Kan'; Po_1-eyfp, assembled from pBBR1MCS-2-USER1 and PCR fragments generated by PCR
using primer pairs PO03-P005 PO 1 rand P0O06 PO 1 f-P004 from pBBR1MCS-2-PphaC-eyfp-
pBBR1MCS-2-Pg ; cl This study
Kan'; P 1-sa-eyfp, assembled as above using corresponding primers as described in Material
PBBR1MCS-2-Pg 1-sq and Methods This study
Kan'; Po_1+sp-eyfp, assembled as above using corresponding primers as described in Material
pPBBR1MCS-2-Pg 1+sp and Methods This study



PBBR1MCS-2-P; »

pBBR1MCS-2-P;

pBBR1IMCS-2-P;

pBBR1MCS-2-P3

pBBRIMCS-2-P,

pBBR1MCS-2-Ps

pBBR1MCS-2-Pg

pBBR1MCS-2-P;

pBBR1MCS-2-Pg

pBBR1MCS-2-Pg

pBBR1MCS-2-P1o

pBBR1MCS-2-P1;

Kan"; Po >-eyfp, assembled as above using corresponding primers as described in Material and

Methods

Kan'; Pi-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P;-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P7-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P1o-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P11-eyfp, assembled as above using corresponding primers as described in Material and
Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pBBR1MCS-2-P1;

pBBR1MCS-2-P13

pBBR1MCS-2-P14

pBBR1MCS-2-P;5

pBBR1MCS-2-Ps6

pBBR1MCS-2-P;7

pBBR1MCS-2-P3g

pBBR1MCS-2-P3g

pBBR1MCS-2-P2o

pBBR1MCS-2-P2;

PBBR1MCS-2-P2;

PBBR1MCS-2-P;

Kan'; P12-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P13-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P1s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P1s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P1s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P17-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P1s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P1s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Pyo-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P21-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P22-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P23-eyfp, assembled as above using corresponding primers as described in Material and
Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



PBBR1IMCS-2-P

PBBR1MCS-2-Pys

pMTL71101-P,

p|V|TL71101-P0_1

p|V|TL71101-P0_1.5d

pMTL71101-Pg_1+sp

pMTL71101-Pg >

pMTL71101-P;

pMTL71101-P2

pMTL71101-P3

pMTL71101-P,

pMTL71101-Ps

Kan'; Pos-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; P2s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm'; Po-eyfp, assembled from pMTL71107 and PCR fragments generated by PCR using primer
pair PO06_PO_f-P004 from pBBR1MCS-2-PphaC-eyfp-cl

Cm’; Po 1-eyfp, assembled from pMTL71107 and PCR fragments generated by PCR using primer
pairs P003-P005 PO 1 rand POO6_PO_1 f-P004 from pBBR1MCS-2-PphaC-eyfp-c1

Cm’; Po_1-s¢-eyfp, assembled as above using corresponding primers as described in Material
and Methods

Cm’; Po_1+sp-eyfp, assembled as above using corresponding primers as described in Material
and Methods

Cm’; Po »-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Pi-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Py-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pMTL71101-Ps

pMTL71101-P;

pMTL71101-Ps

pMTL71101-Ps

pPMTL71101-Ps0

pMTL71101-P1;

pMTL71101-Ps2

pMTL71101-Ps3

pPMTL71101-P14

pMTL71101-Pss

pMTL71101-Ps6

pMTL71101-P;;

Cm’"; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm’"; Pr-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Ps-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Po-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Pip-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P11-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P12-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P1z-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Pis-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P1s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Pis-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P17-eyfp, assembled as above using corresponding primers as described in Material and
Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pMTL71101-Psg

pMTL71101-P19

PMTL71101-P20

pMTL71101-P;;

pMTL71101-P;;

pMTL71101-P23

pPMTL71101-P24

pMTL71101-P2s

pBBR1MCS-2-RBSo

pBBR1MCS-2-RBS;

pBBR1MCS-2-RBS;

Cm’"; P1g-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm’; P19-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Pyo-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P21-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Po2-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; Pos-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P2s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Cm"; P2s-eyfp, assembled as above using corresponding primers as described in Material and
Methods

Kan'; Pphac-RBSo-eyfp, assembled from pBBR1MCS-2-USER1 and PCR fragments generated by
PCR using primer pairs P003-P007_rbsO_r and PO08_rbs0_f-P004 from pBBR1MCS-2-PphaC-
eyfp-cl

Kan'; Pphac-RBS:-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS2-eyfp, assembled as above using corresponding primers as described in
Material and Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pBBR1MCS-2-RBS3

pBBR1MCS-2-RBS4

pBBR1MCS-2-RBS5

pBBR1MCS-2-RBSs

pBBR1MCS-2-RBS;

pBBR1MCS-2-RBSs

pBBR1MCS-2-RBSg

pBBR1MCS-2-RBS10

pBBR1MCS-2-RBS;

pBBR1MCS-2-RBS;2

pBBR1MCS-2-RBS3

pBBR1MCS-2-RBS 14

Kan"; Pphac-RBS3-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan"; Pphac-RBS4-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBSs-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBSe-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Ppnac-RBS7-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan"; Pphac-RBSs-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Ppnac-RBSo-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS:0-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Ppnac-RBS11-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS12-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS13-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS14-eyfp, assembled as above using corresponding primers as described in
Material and Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pBBR1MCS-2-RBS20

pBBR1MCS-2-RBS;;

pBBR1MCS-2-RBS;>

pBBR1MCS-2-RBS;3

pBBR1MCS-2-RBS24

pBBR1MCS-2-RBS5

pBBR1MCS-2-RBSzs

pBBR1MCS-2-RBSz7

pBBR1MCS-2-RBSzs

pBBR1MCS-2-RBSz9

pBBR1MCS-2-RBS30

pBBR1MCS-2-RBS3;

Kan"; Pphac-RBS20-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan"; Pphac-RBS21-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS22-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan"; Pphac-RBS23-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS24-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS25-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Ppnac-RBS26-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Ppnac-RBS27-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Ppnac-RBS2s-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS29-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS30-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS3:1-eyfp, assembled as above using corresponding primers as described in
Material and Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pBBR1MCS-2-RBS32

pBBR1MCS-2-SL/RBS;

pBBR1MCS-2-SL/RBS;

pBBR1MCS-2-SL/RBSs

pBBR1MCS-2-(A/U)a/RBS;

pBBR1MCS-2-(A/U)s/RBS;

pBBR1MCS-2-(A/U)s/RBS;

pBBR1MCS-2-(A/U)12/RBS;

pBBR1MCS-2-(A/U)12/RBS;

pBBR1MCS-2-(A/U)12/RBSs

pBBR1MCS-2-RBS;-ispS

pBBR1MCS-2-RBS-ispS

Kan"; Pphac-RBS32-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan"; Pphac-T7g10 mRNA stemloop-RBS;-eyfp, assembled as above using corresponding primers
as described in Material and Methods

Kan'; Pphac-T7g10 mRNA stemloop-RBS;-eyfp, assembled as above using corresponding primers
as described in Material and Methods

Kan'; Pphac-T7g10 mRNA stemloop-RBSs-eyfp, assembled as above using corresponding primers
as described in Material and Methods

Kan'; Pprac-(A/U)a-RBS;:-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pprac-(A/U)s-RBS1-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pprac-(A/U)o-RBS;:-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pprac-(A/U)12-RBS;:-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pprac-(A/U)12-RBS2-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pprac-(A/U)12-RBSs-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Kan'; Pphac-RBS:-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS; as
described in Material and Methods

Kan'; Pphac-RBS2-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS; as
described in Material and Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pBBR1MCS-2-RBSs-ispS

pBBR1MCS-2-RBSs-ispS

pBBR1MCS-2-RBSs-ispS

pBBR1MCS-2-RBSg-ispS

pBBR1MCS-2-RBS3-ispS

pBBR1MCS-2-RBS 14-ispS

pBBR1MCS-2-RBS 2-ispS

pBBR1MCS-2-RBS 24-ispS

pBBR1MCS-2-RBS5-ispS

pBBR1MCS-2-RBSs-ispS

pBBR1MCS-2-RBS3:-ispS

pBBR1MCS-2-RBS32-ispS

Kan"; Pphac-RBSs-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBSs as
described in Material and Methods

Kan"; Pphac-RBSs-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBSs as
described in Material and Methods

Kan'; Pphac-RBSs-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBSg as
described in Material and Methods

Kan'; Pphac-RBSo-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBSg as
described in Material and Methods

Kan'; Pphac-RBS13-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS;3 as
described in Material and Methods

Kan'; Pphac-RBS14-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS14 as
described in Material and Methods

Kan'; Pphac-RBS20-ispS, constructed by replacing eyfp with ispS in pBBR1IMCS-2-RBS2 as
described in Material and Methods

Kan'; Pphac-RBS24-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS24 as
described in Material and Methods

Kan'; Pphac-RBS25-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS;5 as
described in Material and Methods

Kan'; Pphac-RBS2s-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS;s as
described in Material and Methods

Kan'; Pphac-RBS31-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS3; as
described in Material and Methods

Kan'; Pphac-RBS32-ispS, constructed by replacing eyfp with ispS in pBBR1MCS-2-RBS3; as
described in Material and Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pBBR1MCS-2-P;-RBS;
PBBR1MCS-2-P-RBS;
PBBR1MCS-2-P1-RBSs
PBBR1MCS-2-P;hasap-RBS1
pPBBR1MCS-2-P;hasap-RBS2
pBBR1MCS-2-Phapap-RBSs
pBBR1MCS-2-RBS;-rfp
pBBR1MCS-2-RBS,-rfp
pBBR1MCS-2-RBSs-rfp

pMTL71101-RBSo

pMTL71101-RBS;

pMTL71101-RBS;

pMTL71101-RBS;

pMTL71101-RBS

pMTL71101-RBSs

pMTL71101-RBSs

Kan"; P1-RBS;-eyfp, constructed by replacing Ppnac with Pz in pBBR1MCS-2-RBS;

Kan'; P;-RBSx>-eyfp, constructed by replacing Pphac with Pz in pBBR1MCS-2-RBS;

Kan'; P1-RBSs-eyfp, constructed by replacing Pphac with P;in pBBR1MCS-2-RBSg

Kan"; Prnasap-RBS1-eyfp, constructed by replacing Pphac With Prrasap in pPBBRIMCS-2-RBS;
Kan"; Prnasap-RBS;z-eyfp, constructed by replacing Pphac With Prrasap in pPBBR1MCS-2-RBS
Kan'; Prnasap-RBSs-eyfp, constructed by replacing Pphac With Prnggap in pPBBR1IMCS-2-RBSg
Kan'; Pphac-RBS:-rfp, constructed by replacing eyfp with rfp in pBBR1MCS-2-RBS;

Kan"; Pphac-RBS;z-rfp, constructed by replacing eyfp with rfp in pPBBR1MCS-2-RBS;

Kan"; Pphac-RBSs-rfp, constructed by replacing eyfp with rfp in pBBRIMCS-2-RBSs

Cm"; Pphac-RBSo-eyfp, assembled from pMTL71107 and PCR fragments generated by PCR using
primer pairs P0O03-P007_rbs0O_r and PO08_rbs0_f-P004 from pBBR1MCS-2-PphaC-eyfp-cl

Cm"; Pphac-RBS:-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm"; Pphac-RBS2-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm"; Pphac-RBS3-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Pphac-RBS4-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Pphac-RBSs-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Ppnac-RBSs-eyfp, assembled as above using corresponding primers as described in
Material and Methods

This study
This study
This study
This study
This study
This study
This study
This study
This study

This study

This study

This study

This study

This study

This study

This study



pMTL71101-RBS;

pMTL71101-RBSg

pMTL71101-RBSs

pMTL71101-RBS10

pMTL71101-RBSy;

pMTL71101-RBS;,

pMTL71101-RBS;3

pMTL71101-RBS14

pMTL71101-RBS20

pMTL71101-RBS2;

pMTL71101-RBS22

pMTL71101-RBS.3

Cm"; Pphac-RBS7-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm"; Pphac-RBSs-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Ppnac-RBSg-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Ppnac-RBS10-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Ppnac-RBS11-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm"; Pphac-RBS12-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm; Pprac-RBS13-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Ppnac-RBS14-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Ppnac-RBS20-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Ppnac-RBS2:-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Ppnac-RBS22-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Pphac-RBS23-eyfp, assembled as above using corresponding primers as described in
Material and Methods

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pMTL71101-RBS:4

pMTL71101-RBS;s5

pMTL71101-RBS26

pMTL71101-RBS;;

pMTL71101-RBSs

pMTL71101-RBS;9

pMTL71101-RBS30

pMTL71101-RBS3;

pMTL71101-RBS32

pEH002

pEHO05

pEH020

Cm"; Pprac-RBS24-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm"; Pphac-RBS25-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Ppnac-RBS26-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Ppnac-RBS27-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Ppnac-RBS2s-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm; Pprac-RBS29-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Ppnac-RBS30-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Ppnac-RBS3:-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’"; Ppnac-RBS32-eyfp, assembled as above using corresponding primers as described in
Material and Methods

Cm’; Prhasr-rhaSR-Trmp1 and Prageap-T7sI-ECRBS-rfp-Tap from pJOE7784.1 cloned into pEH006 by

Aatll and Xbal sites

Cm’; Pigc-tetR-Trng2 and Preta-T7sl-ECRBS-rfp-Tap from pJOE7801.1 assembled by NEBuilder

Cm’; Piac-acuR-Trmaz and Pacur-T7sl-EcCRBS-rfp-Tap from R. sphaeroides 2.4.1 genomic DNA

assembled by NEBuilder

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study

This study



pEHO040

pEHO002-ispS

pEHO05-ispS

pEH020-isp$S

pEHO40-ispS

pEH176

Cm’; Piac.cymR-Trng2 and Peme-ECRBS-rfp-Tap from pNEW assembled by NEBuilder

Cm’; Prhasr-rhaSR-Trmp1 and Prageap-T7s|-ECRBS-ispS-Tawi, rfp replaced with ispS in pEH002
through Ndel and BamHlI restriction sites

Cm’; Pigc-tetR-Trrng2z and Preta-T7sI-ECRBS-rfp-Tapi, rfp replaced with ispS in pEH002 through Ndel
and BamHI restriction sites

Cm’; Piac-acuR-Trmaz and Pacur-T7sl-EcCRBS-rfp-Tapi, rfp replaced with ispS in pEH002 through
Ndel and BamHI restriction sites

Cm’; Pige-cymR-Trrng2 and Peme-ECRBS-rfp-Tapi, rfp replaced with ispS in pEH002 through Ndel and
Aflll restriction sites

Cm’; ParaC-araC-Tmgz and ParaBAD-ECRBS-rfp-Tap from E. coli MG1655 genomic DNA cloned
into pEHO06 by Aatll and Ndel sites

This study

This study

This study

This study

This study

This study




Supplementary Table S3. Hill function fitting parameters.

Minimum RFP
synthesis rate, vmin

Maximum RFP
synthesis rate, Vmax

Half-maximal RFP

Plasmid identifier Inducer (s (s?) Hill coefficient, h synthesis, Km (LM)
pEHO002 L-rhamnose 0.0058 £ 0.0022 3.292 £ 0.032 3.88£0.23 1057+ 19
pEHO06 L-arabinose 0.0122 £0.0023 3.836 + 0.085 1.70£0.11 1116 £ 56
pEHO020 acrylate 0.0474 £ 0.0056 1.471 +£0.035 1.03+£0.09 84.32 + 8.08
pEHO040 cumate 0.0472 + 0.0076 0.828 +0.011 1.56 +0.08 0.877 £0.029
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Supplementary Figure S1. Plasmid map of modular vector pMTL71101. Restriction
endonucleases Sbfl, Ascl, Fsel, and Pmel, flanking modules of the vector, are shown with
their restriction site positions in the brackets. The pBBR1 origin of replication and
mobilisation gene mob (Pmel-Sbfl module), the chloramphenicol resistance marker catP

(Fsel-Pmel module) and a multiple cloning site (Sbfl-Ascl module) are highlighted.
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Supplementary Figure S2. Promotor activity of inducible systems. The normalised
maximum rate of RFP synthesis was fit to the corresponding inducer concentration using a
Hill function for the (A) L-arabinose-, (B) L-rhamnose-, (C) acrylate-, and (D) cumate-

inducible systems. Error bars represent standard deviations of three biological replicates.
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Supplementary Figure S3. Correlation between promoter activities, measured as normalised
fluorescence arbitrary units (A.U.) using either GFP as reporter in previous study (6) and
EYFP in this study. Core promoters derived from bacteriophage T5 and C. necator H16
(promoters Prs, Pjs, Ph2o7, Pn2s and Pris_s1772 (6)) were used in analysis. In this study they

comprise core part of promoters Py, P4, Ps, Ps, and P, respectively.
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Supplementary Figure S4. Consumption of acrylate in C. necator. Acrylate was added at
time zero. Consumption of acrylate and fructose was monitored using HPLC-UV in
supernatant over the time course of 48 hours. The means of three biological replicates are

presented. Error bars are too small to be visible.
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Supplementary Figure S5. Induction dynamics for the L-arabinose-inducible system lacking
the stem-loop structure. Normalised absolute fluorescence of C. necator cells in exponential
growth phase six hours after L-arabinose addition. The standard deviation of three biological

replicates is illustrated as band.
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Supplementary Figure S6. Effect of sequence content on the strength of RBS. Normalised
absolute fluorescence determined using plasmid constructs with promoters Pphac, (Po 1), P1,
and Prhaeap (A), and reporter genes eyfp and rfp (B) located upstream and downstream,
respectively, of RBS1, RBSg and RBS>. Error bars represent standard deviation of three
biological replicas. Asterisks indicate statistically significant difference between RBS

strengths: *p < 0.01; **p < 0.001; and ***p < 0.0001 (unpaired t-test).
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