Table S1. Primers and plasmids used in this work

Plasmid

EcoRV-orfl16

TATAGATATCATCTCCGTGAGAGTGGCATC

2592-bp downstream flanking
region for orf16 deletion

Primer Sequence (5’-3%) PCR product and purpose (related strain)
ermE*p insertion
EcoRI-EPL | TATAGAATTCGCTGACTTCGAGGAAGTGGT | 2769-bp fragment for ermE*p
- insertion upstream (-104 bp pEjomP1
from start codon) of jomPlin (G-pErm¥*)
Pstl-EP1 TATACTGCAGCCCGCAATTCAGGTTCTTTA chromosome
Gene mutation
EcoRI-P1 TATAGAATTCGAGAGTTCTGCTTCGGGATG | pone o poent forjomPL | pljomPL
HindIl1-P1 | TATAAAGCTTGCGTCGCAGTACTTCGGTAT Interruption (jomP1L)
EcoRI-N TATAGAATTCGCTGGTCGGTGTCCTCTC 2246-bp fragment for jomN SljomN
HindllI-N | TATAAAGCTTGTCCTCCTACGACGCCTTG Interruption (jomN’)
Nsil-orf8 TATAATGCATCTTCCGCATCAGAGGACAGT .
—_— 2590-bp upstream flanking
Spel-orf98 TATAACTAGT GATGTTCCATTCGCCTGTCT region for orf8deletion oDorfs
EcoRV-o0rf8 | TATAGATATCGGTCGGTACAACGTCGTCTT | (Qorf8-araC)
—_— 2433-bp downstream flanking
BamHI-orf8 | TATAGGATCCCTTCATCGACGCCTTCAACT region for orf8 deletion
Nsil-orfo TATAATGCATTGACGACAGTTGCCTTCTTG .
_— 2501-bp upstream flanking
Spel-orf9 TATAACTAGTCAGTTCCACCAACTCCACCT region for orf9 deletion oDorfo
EcoRV-orfd | TATAGATATCACATGTCGATCCCGAAGAGT . (Aorf9)
—_— 2495-bp downstream flanking
Bglll-orf9 | TATAAGATCTCCTCCTACGAAGGGGAGTTC region for orf9 deletion
Spel-orf16 TATAACTAGTCCCTTCTTGAAAGGACCACA 2659-bp upstream flanking
Nsil-orf16 | TATAATGCATGAGTCATGATCACGCTCCAG region for orf16 deletion Dorfis
BamHI-0rf16 | TATAGGATCCGTCCTCGCGAAGCTACAGTT (Aorfl6-luxR)

EcoRV-orf20

TATAGATATCAAGTGGTTGCCGATGAAGAG

Spel-orf20 | TATAACTAGTTCGCGTACAACATCATCGAG .

—_— 2510-bp upstream flanking
Nsil-orf20 TATAATGCAT GTGCTGGGTGACGTCCTT region for orf20 deletion
BamHI-orf20 | TATAGGATCCCGTCTACGCCGTCGAACAG

2353-bp downstream flanking
region for orf20 deletion

pDorf20
(Aorf20-marR)




Table S1. Primers and plasmids used in this work (continued)

: ' n Plasmid
Primer Sequence (5’-3%) PCR product and purpose (related strain)
Gene mutation
Spel-orf20 | TATAACTAGTCCTGGAGATATCCCTCACCA | ooy ooy
Nsil-orf20 | TATAATGCATGCTGGGACAGCTGGAAATAC region for orf29 deletion oDorf20
Blll-orf29 | TATAAGATCTGTTACGCCTTCGAGTTCCAG (Aorf25-GnR)

EcoRV-orf29

TATAGATATCCTGCGATCGAGAAGAAAAGG

2609-bp downstream flanking
region for orf29 deletion

Spel-orf31 TATAACTAGTGTCTCCAGCGTGAGACCACT .
2345-bp upstream flanking
Nsil-orf3l | TATAATGCATGTGAAGGGGCGGTAGTCG region for orf31 deletion oDorf3l
Bglll-orf3l | TATAAGATCTACGACGAGTTCAAGGCGTAT . (Aort3D)
2316-bp downstream flanking
EcoRV-orf3l | TATAGATATCATGACGCAGAGCACCTTCTT region for orf31 deletion
Spel-M TATAACTAGTCCTCGCGTACGTCATCTACA 2506-bp upstream flanking
Nsil-M TATAATGCATCGTGGTTGTACACCTCGGATA |  region for jomM deletion
pDjomM
] (AjomM)
BgllI-M TATAAGATCTGACTACCTCCCCACACTGGA | orc o o e flanking
ECORV-M | TATAGATATCCGGGAGCTGAACTGTAGCTT region for jomM deletion
Gene expression
EcoRV-araC | TATAGATATCGTGGTGGCGAGCCCTAAG 917-bp fragment containing SAraC
orf8 (-31 bp from start codon) (Gp_ psz’:ac)
BamHI-araC | TATAGGATCCCTCTGTGGGTCTTCCGTCC for gene overexpression
EcoRV-luxR | TATAGATATCCTACCGCGCCGGCCGCT 2376-bp fragment containing
orfl16 (-100 bp from start pSLuxR
codon) for gene (G- pSLUxR)
Xbal-luxR TATATCTAGAGTGTCCCTTCCGGAGCAAAG overexpression
EcoRV-marR | TATAGATATCGTCATTCCTCCAGGGCCG 547-bp fragment containing | o1 o
orf20 (-84 bp from start (G- pSMarR)
codon) for gene P
BamHI-marR | TATAGGATCCTGGGGTCTTCCTCACTCCTT overexpression
ECORV-gntR | TATAGATATCCAGGCGGACGGAATGACC 888-bp fragment containing | o~ o
orf29 (-60 bp from start (G- pSGNtR)
codon) for gene over- P
BamHI-gntR | TATAGGATCCTGTCCGGACAATGTGACCTC expression
. 1035-bp fragment containing SEJomM
Smal-jomM | ATATCCCGGGCTGTGGGTCAGCTGGCGG jomM (-38 b from start p o
codon) for mutant pSEJomM)
BamHI-jomM | ATATGGATCCCCGAAGAGCTTGGTCAACGA complementation
930-bp fragment containing
EcoRI-KanR | TATAGAATTCGAAATCTCGTGATGGCAGGT gene aph(3) Il (-86 bp from 0SETK
start codon) for pSETk (G- pSETK)
EcoRV-KanR | TATAGATATCTTTCTTGCCGCCAAGGATCT construction




Table S1. Primers and plasmids used in this work (continued)

: ' n Plasmid
Primer Sequence (5°-37) PCR product and purpose (related strain)
JAs BGC heterologous
expression
Xhol-2TAR | TATACTCGAGCTTAGGGCTCGCCACCAC 1081-bp arm flanking JAs
BGC (left) for capture by
Nsil-U2TAR | TATAATGCATAGCTCATGGGACTGAACACC TAR cloning pCL2-CAP
(Sc-pJATAR
and Sa-
Nsil-L2TAR | TATAATGCATGAGCGTGATCATGACGAGGT 945-bp arm flanking JAs BGC pJATAR)
(right) for capture by TAR
Spel-2TAR | TATAACTAGTTGGTGTTGATCACCCACAAT cloning
) caggttctttagggcagggcgaccgtcctctcgggtegcatt TTTTCTA
dApra-pEm | oG GGTCTGACGE
dApra TTTTCTACGGGGTCTGACGC
Nsil-rvApra | TATAATGCATTCGTTAGTCGGAGGCCAAAC Amplification of a aac(3)IV- | pNTARe
- ermE*p assembled fragment (Sc-pJATARe
. to be inserted upstream of and Sa-
dNsil-pErm | TATAATGCATGTAAAACGACGGCCAGTGC jomP1 at pJATAR pJATARe)
rvApra- tcaccggcggtcticattcaacatccccaatttcatgaagtgTACGAAT
pErm TCGATATCGCGCG
rvpErm TACGAATTCGATATCGCGCG
Mutant confirmation
apral TGAGAAGCTGACCGATGAGCTC reverse primer annealing aac(3)I1V
aprall GAGCTCATCGGTCAGCTTCTCA forward primer annealing aac(3)IV
dcfErm CGGTTGGTAGGATCCAGACCTG . . . .
Confirmation of ermE*p insertion upstream of
rvefErm GAACCTGTGAGGCCAGCGA JomP1
ofPLu GGACTGATGAAGGTGGTGCTGT used with apral for confirmation of jomP1
P interruption with pljomP1
ofPLdw CAGGTGGAAGTAGTCGTCCTCG used with aprall for confirmation of jomP1
interruption with pljomP1
ofNU TCCTCGTACCACTGGGAAGAGA used with apral for upstream confirmation of
P jomN interruption with pljomN
ofNdw GAGAACTCCACCTGCCATTCCT used with aprall for downstream confirmation
of jomN interruption with pljomN
cfsu CGGTTGTTGGGCGACTTGATC used with apral for upstream confirmation of
P orf8 deletion
of8dw CTTCAGGTACGGGGTGTCGATC used with aprall for downstream confirmation
of orf8 deletion
fou CTTCGATCCTGGTGATCCGCC used with apral for upstream confirmation of
P orf9 deletion
cfadw TCCCTTGATGCCAGCTGTAGAC used with aprall for downstream confirmation

of orf9 deletion




Table S1. Primers and plasmids used in this work (continued)

Primer Sequence (5’-3") PCR product and purpose
Mutant confirmation
cf16up AGGAATGGCAGGTGGAGTTCTC used with apral for upstreel_m confirmation of
orf16 deletion
cf16dw AGCACAAAAACGGAGCAGGTTG used with aprall for downstr_eam confirmation
of orfl6 deletion
cf20up CCATGAACTCGATGGGCAGGTA used with apral for upstrea_m confirmation of
orf20 deletion
used with aprall for downstream confirmation
cf20dw TCTCGTCGGTGATGTGCTTGAT of orf20 deletion
cf29up GAAAATGCCGTATCCGCCGTAG used with apral for upstream confirmation of
orf29 deletion
cf29dw CCTCCATATCGGCGATGGTCTT used with aprall for downstr_eam confirmation
of orf29 deletion
cf31up CGGATACCGTGGTGCCATAGG used with apral for upstream confirmation of
orf31 deletion
cf3ldw CTCGATCGAGGACTGCGAGTTC used with aprall for downstr_eam confirmation
of orf31 deletion
cfMup ATCCTGCTGGACGAACAGACE used with apral_for upstream confirmation of
jomM deletion
cfMdw CTCTTCATCGGCAACCACTT used with aprall for downstream confirmation

of jomM deletion




Figure S27. Confirmation by PCR amplification of S. caniferus GUA-06-05-006A derivative strains generated in this work. Recombinant strain
(RS) G-pErm* and mutant strains (M) were subjected to colony PCR with the indicated primer pairs (see table S1). In all cases a negative PCR
control (WT) consisting in wild type S. caniferus GUA-06-05-006A DNA was processed. Band sizes were compared with 0.1 pg of lambda/Pstl DNA
marker.

Primers pair dcfErm/ rvcfErm cf3lup/apral  cf31dw/aprall cf29up/apral  cf29dw/aprall cf20up/apral  cf20dw/aprall

Template WT RS

Ladder (kb)
11.501—

WT M WT WT WT

WT M WT

Confirmed

strain: Aorf29-gntR

Dorf20-marR




Primers pair . cfl6up/apral  cfl6dw/aprall cfNdw/aprall cfNup/apral cfP1dw/aprall  cfPlup/apral cfMup/apral cfMdw/aprall
WT M M WT M WT M WT M M

Template

Ladder (kb)
11.501——

M M

Confirmed
strain: Aorfl6-luxR




Primers pair . cf9up/apral cfodw/aprall cf8up/apral cf8dw/aprall
Template

Ladder (kb)
11.501——

WT M WT M WT M wT M

Confirmed
strain:



