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ACGATAATATAAACGCAGCAATGGGTTTATTAACTTTTGACCATTGACCAATTTGAAATCGGAC
+1

ACTCGAGGTTTACATATG TTTACGCCTCTGGCGGTCGTTCTGATGCTCTCAGGCAGC

TTAGCCCTAACAGGATGTGACGACAAACAGGCCCAACAAGGTGGCCAGCAGATGCCCGCCGTTG

GCGTAGTAACAGTCAAAACTGAACCTCTGCAGATCACAACCGAGCTTCCGGGTCGCACCAGTGC
CTACCGGATCGCAGAAGTTCGTCCTCAAGTTAGCGGGATTATCCTGAAGCGTAATTTCAAAGAA
GGTAGCGACATCGAAGCAGGTGTCTCTCTCTATCAGATTGATCCTGCGACCTATCAGGCGACAT
ACGACAGTGCGAAAGGTGATCTGGCGAAAGCCCAGGCTGCAGCCAATATCGCGCAATTGACGGT
GAATCGTTATCAGAAACTGCTCGGTACTCAGTACATCAGTAAGCAAGAGTACGATCAGGCTCTG
GCTGATGCGCAACAGGCGAATGCTGCGGTAACTGCGGCGAAAGCTGCCGTTGAAACTGCGCGGA
TCAATCTGGCTTACACCAAAGTCACCTCTCCGATTAGCGGTCGCATTGGTAAGTCGAACGTGAC
GGAAGGCGCATTGGTACAGAACGGTCAGGCGACTGCGCTGGCAACCGTGCAGCAACTTGATCCG
ATCTACGTTGATGTGACCCAGTCCAGCAACGACTTCCTGCGCCTGAAACAGGAACTGGCGAATG
GCACGCTGAAACAAGAGAACGGCAAAGCCAAAGTGTCACTGATCACCAGTGACGGCATTAAGTT
CCCGCAGGACGGTACGCTGGAATTCTCTGACGTTACCGTTGATCAGACCACTGGGTCTATCACC
CTACGCGCTATCTTCCCGAACCCGGATCACACTCTGCTGCCGGGTATGTTCGTGCGCGCACGTC
TGGAAGAAGGGCTTAATCCAAACGCTATTTTAGTCCCGCAACAGGGCGTAACCCGTACGCCGCG
TGGCGATGCCACCGTACTGGTAGTTGGCGCGGATGACAAAGTGGAAACCCGTCCGATCGTTGCA
AGCCAGGCTATTGGCGATAAGTGGCTGGTGACAGAAGGTCTGAAAGCAGGCGATCGCGTAGTAA
TAAGTGGGCTGCAGAAAGTGCGTCCTGGTGTCCAGGTAAAAGCACAAGAAGTTACCGCTGATAA
TAACCAGCAAGCCGCAAGCGGTGCTCAGCCTGAACAGTCCAAGTCTTAA

Figure S1. Design of seed regions for targeting of acrA. The acrA sequence is given in black letters. Green
and red letters indicate start and stop codons, respectively. Orange letters indicate the 'five codon window'.
The Shine-Dalgarno sequence is highlighted in a grey box. +1 indicates the transcriptional start site. Seed
regions for acrA binding are given in blue letters. To illustrate complementarity to acrA, the 5' end of seed
regions is on the right-hand side. Seed regions are complementary to the 5’ UTR (s2-s5), the TIR (s6-s13),
the start codon (s14-s23), the ‘five codon window’ (s24-s30) and the coding region (s31-s38).
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RybB-31 RybB-s32 RybB-s33

RybB-s34 RybB-s35 RybB-s36

RybB-s37 RybB-s38 RybB-Aseed

Figure S2. Secondary structure predictions for synthetic RybB sRNAs. Secondary structures were predicted
using the RNAfold web server (http://rna.tbi.univie.ac.at/cgi-bin/RNAWebSuite/RNAfold.cgi). The colored
bar indicates the base-pair probabilities. Wild-type (wt) RybB and the RybB scaffold (RybB-Aseed) are
shown for comparison.
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Figure S3. Phenotypic screening of synthetic RybB sRNAs with seed regions s2-s38. Seed regions were
cloned into the pBAD derivative pSL0004 for inducible expression of synthetic RybB sRNAs. Stationary-
phase cultures were inoculated in 96-well plates to monitor growth (OD,, ) in a plate reader. (A) LB medium
contained oxacillin (OXA) at the indicated concentrations (0-200 ug?ml). Strains were treated with L-
arabinose (+ L-ara) to induce sRNA expression or left untreated (- L-ara). The areas under the curves (AUC)
were calculated and AUC values were subsequently used to calculate log, fold-changes (FC). Log, FC are
illustrated in a heatmap. Wild-type (wt) RybB and the empty plasmid pSL0063 served as controls. (Bf Growth
curves for pBAD-RybB-s8 at 100 pg/ml oxacillin (OXA-100) with (blue) and without (red) addition of L-
arabinose (L-ara). The dots show the measured optical density (OD) at 600 nm. The presence of oxacillin
causes irregular growth curves with peaks at ~300 min due to cellular filamentation. (C) Correlation analysis
of log, FC (-/+ L-ara) and IntaRNA energy predictions for sSRNA-acrA pairs (multiplied by -1). Numbers at the
right-hand side represent Pearson's r for individual subsets (5’ UTR: 5’ untranslated region; TIR: translation
initiation region; ATG: start codon; CDR: coding region).
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Figure S4. Oxacillin susceptibility assay. Stationary-phase cultures were serially diluted
as indicated and spotted onto LB agar plates containing varying concentrations of
oxacillin (OXA, 75 and 100 pg/ml; cf. Fig. 3E for 0-50 ug/ml). Plates were incubated
overnight at 37 °C. The empty plasmid pSL0009, wild-type RybB (RybB-wt), RybB

lacking a seed region (RybB-Aseed) and a plasmid containing the P lacO-1 promoter
(p-P,) were used as controls.
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Figure S5. Secondary structures and seed regions for MicA, MicF and OmrB. Secondary
structures were retrieved from RNAcentral (https://rnacentral.org/). Corresponding seed
regions are marked in red.
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Figure S6. Oxacillin susceptibility assay. Stationary-phase cultures were serially diluted as
indicated and spotted onto LB agar plates containing varying concentrations of oxacillin (OXA,
100 and 125 pg/ml; cf. Fig. 5 for 0-75 pg/ml). Plates were incubated overnight at 37 °C.
Synthetic sSRNAs containing the s8 seed region were compared to variants lacking a seed
region (Aseed). The empty plasmid pSLO009 was used as a control.
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Figure S7. Secondary structure predictions for synthetic SRNAs containing seed region s8. Secondary
structures were predicted using the RNAfold web server (http://rna.tbi.univie.ac.at/cgi-bin/RNAWebSuite/
RNAfold.cgi). The colored bar indicates the base-pair probabilities. Wild-type (wt) MicA, MicF and OmrB
sRNAs and variants lacking a seed region (Aseed) are shown for comparison.

S10



MicA-Aseed
50 nt

66 nt

MicA-s8
(seed: 16 nt)

73 nt

MicA-wt
(seed: 23 nt)

—~D—D.
/ \ - =N << ~<_
< \U <-0 5 < 'd e
/ N v/ /
/G\C o o o S © = o
LT o/ 2 5 L Q r X
S« —< D d 3 o} / Q <
L L Q L 7 13 e 0 += © \ b <
6-o bt s S € 7 _ | SBS : sesusseel)
(R L —Q 1 | )
o <-—<-0-0-0-0—<—DO-0-0O 2-DO5-0-0—<-0-0-0-0 <
© < <-> r O 1 T il i1 r111 > m & g —© ] | o
nw\n,u Aw\n,u L ¢© U/‘, U\U\G\G\%\U\U\A\C\G/C\ — Mu 4 -
Lo Lo 0 < w 3 £ /A \u\ ;
_ o 6 8
1t B 4= = X ] o o 7
<-> 0-0 T / L9 N A
\ =1 N - 5
Lo Lo B 7 A< << 3
» —O—0—<{<—<—D—D—D—D—O-0—D—D—D—D—> o A 0 < | \
=} -~ ; 1} R -
=) in
£ /U/U/A!C\U A G/C U\
(- -
i |
2
<0
J o
/
g —o-<
&3
L1
b0 : ¥ e
° ¢ |93 o g e & Q_8 8
o o 2o [ \ ] P L if X l
e-9—=8 I G 23779 Q99990 3 /u,\u,\wwﬁ,u\ﬁ,jrbﬂu,\ f,fwk,.\ci,?u,;w 190020000
0-b e e e L AR A IR RRE R
2 > - \ 2
< - ~> / e > > o 8 e ® B R
P 5 8 < Eh € P
; \ S, A /22
<« =R < > -
< \_® ~O 57
2 / > — / | —_
ﬂ A - © o -
T T O—<—O—<—0O—<—D-0 O— © [e0] c % c
oo T ] N +—= © “— ©
< \G\U\C\C\%\U\A\A‘u b T C = n_D C —
/ LL
4 O - 00 -
8 < ] oK o ENT
o < S (] 0}
4 (@)
Yo > [} Q
5 o & )
~o o7 ~
~O—g—a—<
i
|
°
)
I
-0
LY
|
wl,T s
Py
-4 :
O (Sl 0]
"l s—3 |
8 R
o< 3 o= TS
© U\ 7 D S g
g
NN p =S o\ A\G 8 o0 <o \% MuVAlG/c/\
o < < Sy I < £
NN SN > o | < =
&) o o O 35 S . \ O, \ /
Ny 3 N J N RIS -3
N N AN S - <A b
< o 220, o o g7 Ay -0
NN < >. SN I - [0} /G
o < oo -~ < o — Yo, - b o
g N 2 ] N P79 R
= [®] e = g b < < A( g —0-0
{ < € 7 . F / g E EO UL
< S5 S - m o 0-aao-0 -5 2 > - O A/G\M/ 2 o<
\ i TS I LIIT T x M S e 90
4 R WL . N | NI T ©-0
, T S5 o e 7 E oo S, b
oD = O R 2 4 [o¢] P <O
ST ? = Q 8 5 / ) Q 7NN >
/ O \ < Q e >
o} n < / 7] \
/ ~ 3 s ~ / =
S N Y © i L
o O ?
SN . S Q /
O < /A <9 © VU/A/ -5 Aw \ P~
o>—>2 U <— \ g P A/c E <
/ [O] N p=}
> o ©—o \
| & | -
0-0~ °

structures were predicted using the Mfold web server (http://www.unafold.org/mfold/applications/rna-folding-
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form.php). Wild-type (wt) MicA, MicF and OmrB sRNAs and variants lacking a seed region (Aseed) are

Figure S8. Secondary structure predictions for synthetic SRNAs containing seed region s8. Secondary
shown for comparison.
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Figure S$9. Stability assay for assembled constructs. (A) Constructs with dual sRNA TUs were assembled
using high-complexity Golden Gate cloning with plasmid pSL0011 (Constructs 1-4; ranging from high identity
to no identity). A construct with a single sSRNA TU was used for comparison (Construct 5). Colors indicate
identity of DNA parts. (B) Clones containing constructs were incubated separately (as biological duplicates)
in a 96-well flat-bottom plate with 150 ul of LB and 50 pg/ml kanamycin per well. The plate was incubated at
180 rpm and 37 °C. After a 24-hours period, 1 pl of the cell suspension was collected in 50 yl dH,0 and frozen
for a screening PCR. At the same time, 1 pl of the cell suspension was inoculated in a new plate containing
150 ul LB and 50 pg/ml kanamycin for a new incubation period. This was repeated for five days (120 hours).
The screening PCR was performed in a total volume of 10 pl, consisting of 5 yl OneTaq Quick-Load 2x
Master Mix (NEB), 1 pl of frozen cell samples, 2 ul dH,O, and 1 pl of each 10 yM colony PCR primer
(Table S2). The resulting PCR fragments were separated in a 2% agarose gel.
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Figure S$10. Exemplary transformation plate of the high-throughput plating procedure. Twelve
transformation mixtures were plated in parallel by gravity flow of 20 pl drops using a multi-channel pipette.
Both panels show the same representative plate. The left panel shows the transformation plate without
explanatory features, just the indication of the individual transformation (T1 to T12). The right panel
indicates the positions where the drops were set (blue dotted circles). Grey arrows indicate the gravity flow
direction. Red dotted lines separate the individual transformations (lanes) for clarification.
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Oligodeoxynucleotides
All oligodeoxynucleotides were ordered from Integrated DNA Technologies (IDT, Coralville, USA) or
Microsynth Seqlab (Géttingen, Germany) with standard desalting purification.

Table S1. Oligodeoxynucleotides used for Golden Gate cloning.

Forward sequence [5’-3’]

Reverse sequence [5°-3’]

Assembly piece

Resulting plasmid

pSLcol_01.s01

CCATGCCACTGCTTTTCTTT CATCAAAGAAAAGCAGTGGC 16 nt native RybB seed region, variant 1 p-PL-RybB-wt
CCATGCGTTTATATTATCGT CATCACGATAATATAAACGC 16 nt seed region, variant 2, target: acrA pSLcol_01.s02
CCATTAATAAACCCATTGCT CATCAGCAATGGGTTTATTA 16 nt seed region, variant 3, target: acrA pSLcol_01.s03
CCATGTCAATGGTCAAAAGT CATCACTTTTGACCATTGAC 16 nt seed region, variant 4, target: acrA pSLcol_01.s04
CCATGTCCGATTTCAAATTG CATCCAATTTGAAATCGGAC 16 nt seed region, variant 5, target: acrA pSLcol_01.s05
CCATTATGTAAACCTCGAGT CATCACTCGAGGTTTACATA 16 nt seed region, variant 6, target: acrA pSLcol_01.s06
CCATATATGTAAACCTCGAG CATCCTCGAGGTTTACATAT 16 nt seed region, variant 7, target: acrA pSLcol_01.s07
CATCTCGAGGTTTACATATG 16 nt seed region, variant 8, target: acrA E_Spll?gygéng
CCATCATATGCTAAACCTCGA GATGTCGAGGTTTACATATG 16 nt seed region, variant 8, target: acrA p-P.-MicA-s8
ATGATCGAGGTTTACATATG 16 nt seed region, variant 8, target: acrA p-P.-MicF-s8
ACTTTCGAGGTTTACATATG 16 nt seed region, variant 8, target: acrA p-P.-OmrB-s8
CCATTCATATGTAAACCTCG CATCCGAGGTTTACATATGA 16 nt seed region, variant 9, target: acrA pSLcol_01.s09
CCATTTCATATGTAAACCTC CATCGAGGTTTACATATGAA 16 nt seed region, variant 10, target: acrA pSLcol_01.s10
CCATGTTCATATGTAAACCT CATCAGGTTTACATATGAAC 16 nt seed region, variant 11, target: acrA pSLcol_01.s11
CCATTGTTCATATGTAAACC CATCGGTTTACATATGAACA 16 nt seed region, variant 12, target: acrA pSLcol_01.s12

CCATTTGTTCATATGTAAAC

CATCGTTTACATATGAACAA

16 nt seed region, variant 13, target: acrA

pSLcol_01.s13

CCATTTTGTTCATATGTAAA

CATCTTTACATATGAACAAA

16 nt seed region, variant 14, target: acrA

pSLcol_01.s14

CCATTTTTGTTCATATGTAA CATCTTACATATGAACAAAA 16 nt seed region, variant 15, target: acrA pSLcol_01.s15
CCATTTTTTGTTCATATGTA CATCTACATATGAACAAAAA 16 nt seed region, variant 16, target: acrA pSLcol_01.s16
CCATGTTTTTGTTCATATGT CATCACATATGAACAAAAAC 16 nt seed region, variant 17, target: acrA pSLcol_01.s17
CCATTGTTTTTGTTCATATG CATCCATATGAACAAAAACA 16 nt seed region, variant 18, target: acrA pSLcol_01.s18
CCATCTGTTTTTGTTCATAT CATCATATGAACAAAAACAG 16 nt seed region, variant 19, target: acrA pSLcol_01.s19
CCATTCTGTTTTTGTTCATA CATCTATGAACAAAAACAGA 16 nt seed region, variant 20, target: acrA pSLcol_01.s20
CCATCTCTGTTTTTGTTCAT CATCATGAACAAAAACAGAG 16 nt seed region, variant 21, target: acrA pSLcol_01.s21
CCATCCTCTGTTTTTGTTCA CATCTGAACAAAAACAGAGG 16 nt seed region, variant 22, target: acrA pSLcol_01.s22
CCATCCCTCTGTTTTTGTTC CATCGAACAAAAACAGAGGG 16 nt seed region, variant 23, target: acrA pSLcol_01.s23
CCATACCCTCTGTTTTTGTT CATCAACAAAAACAGAGGGT 16 nt seed region, variant 24, target: acrA pSLcol_01.s24
CCATAACCCTCTGTTTTTGT CATCACAAAAACAGAGGGTT 16 nt seed region, variant 25, target: acrA pSLcol_01.s25
CCATAAACCCTCTGTTTTTG CATCCAAAAACAGAGGGTTT 16 nt seed region, variant 26, target: acrA pSLcol_01.s26
CCATTAAACCCTCTGTTTTT CATCAAAAACAGAGGGTTTA 16 nt seed region, variant 27, target: acrA pSLcol_01.s27
CCATGTAAACCCTCTGTTTT CATCAAAACAGAGGGTTTAC 16 nt seed region, variant 28, target: acrA pSLcol_01.s28
CCATCGTAAACCCTCTGTTT CATCAAACAGAGGGTTTACG 16 nt seed region, variant 29, target: acrA pSLcol_01.s29
CCATGCGTAAACCCTCTGTT CATCAACAGAGGGTTTACGC 16 nt seed region, variant 30, target: acrA pSLcol_01.s30
CCATAGAACGACCGCCAGAG CATCCTCTGGCGGTCGTTCT 16 nt seed region, variant 31, target: acrA pSLcol_01.s31
CCATGCTGCCTGAGAGCATC CATCGATGCTCTCAGGCAGC 16 nt seed region, variant 32, target: acrA pSLcol_01.s32
CCATATCCTGTTAGGGCTAA CATCTTAGCCCTAACAGGAT 16 nt seed region, variant 33, target: acrA pSLcol_01.s33
CCATGCCTGTTTGTCGTCAC CATCGTGACGACAAACAGGC 16 nt seed region, variant 34, target: acrA pSLcol_01.s34
CCATCTGGCCACCTTGTTGG CATCCCAACAAGGTGGCCAG 16 nt seed region, variant 35, target: acrA pSLcol_01.s35
CCATCAACGGCGGGCATCTG CATCCAGATGCCCGCCGTTG 16 nt seed region, variant 36, target: acrA pSLcol_01.s36
CCATTTGACTGTTACTACGC CATCGCGTAGTAACAGTCAA 16 nt seed region, variant 37, target: acrA pSLcol_01.s37
CCATCTGCAGAGGTTCAGTT | CATCAACTGAACCTCTGCAG | 16 nt seed region, variant 38 for acrA E_Sp'l‘fg;gé_'zgg
p-P-RybB-wt
p-P.-RybB-s8

p-P.-RybB-s28
p-P.-RybB-s38

ATGGGTGCTCAGTATCTTGTT p-P.-MicA-s8
ATCCGCTCACAATGTCAATTG | PacO-1 promoter p-P.-MicF-s8
ACCATTGTGAGCGGATAACAA | oo (o Cmcn o p-P.-OmrB-s8

TTGACATTGTGAGCGGATAAC
AAGATACTGAGCAC

p-P.-s8-RybB-P,-s28-RybB
p-P.-s8-RybB-P;-s28-RybB
p-P.-s8-RybB-P -s28-MicA
p-P.-s8-RybB-P-s28-MicA

CATCGTGCTCAGTATCTTGTT
ATCCGCTCACAATGTCAATTG
TTATCCGCTCACAA

P.lacO-1 promoter

p-P.-RybB-Aseed
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GATGGTGCTCAGTATCTTGTT
ATCCGCTCACAATGTCAATTG
TTATCCGCTCACAA

P.acO-1 promoter

p-P.-MicA-Aseed

ATGAGTGCTCAGTATCTTGTT
ATCCGCTCACAATGTCAATTG
TTATCCGCTCACAA

P.lacO-1 promoter

p-P.-MicF-Aseed

ACTTGTGCTCAGTATCTTGTT
ATCCGCTCACAATGTCAATTG
TTATCCGCTCACAA

P.lacO-1 promoter

p-P.-OmrB-Aseed

TTCTTGTGAGCGGATAACAAT

CCGCATGGGTGCTCAGTATCT

TGACATTGTGAGCGGATAACA TGTTATCCGCTCACAATGTCA P.lacO-1 promoter p-P.
AGATACTGAGCACCCATG ATTGTTATCCGCTCACAA

GCGAAGACAACATCCCTGAAT GCGAAGACAAATCCGATACCG MicA scaffold p-P.-MicA-s8
TCAGAGATG AACCGTTTGCG p-P.-MicA-Aseed
GCGAAGACAATCATTTCTGAA GCGAAGACAAATCCCTGTGGT MicF scaffold p-P.-MicF-s8
TGTCTGTTTAC AGCACAGAATAATG p-P.-MicF-Aseed
GCGAAGACAAAAGTCAACTTC GCGAAGACAAATCCGTCGGTT OmrB scaffold p-P.-OmrB-s8
GGGTTGAG ACTGTTACAGATTG p-P.-OmrB-Aseed

CCATCATATGTAAACCTCGA

GTACTCGAGGTTTACATATG

16 nt seed region, variant 8, target: acrA

p-P.-s8-RybB-P -s28-RybB
p-P.-s8-RybB-P;-s28-RybB
p-P.-s8-RybB-P,-s28-MicA
p-P.-s8-RybB-P;-s28-MicA

CTTGGTAAACCCTCTGTTTT

TGCAAAAACAGAGGGTTTAC

16 nt seed region, variant 28, target: acrA

p-P.-s8-RybB-P,-s28-RybB
p-P.-s8-RybB-P -s28-RybB
p-P.-s8-RybB-P -s28-MicA
p-P.-s8-RybB-P -s28-MicA

GCAATTGTGAGCGGATAACAA
TTGACATTGTGAGCGGATAAC

CAAGGTGCTCAGTATCTTGTT
ATCCGCTCACAATGTCAATTG

P.lacO-1 promoter

p-P.-s8-RybB-P,-s28-RybB
p-PL-s8-RybB-P,-s28-MicA

AAGATACTGAGCAC TTATCCGCTCACAA
GCAATTGACAGCTAGCTCAGT CAAGGCTAGCATTATACCTAG p romoter p-P.-s8-RybB-P;-s28-RybB
CCTAGGTATAATGCTAGC GACTGAGCTAGCTGTCAA Ba 23119 P p-P.-s8-RybB-P -s28-MicA

GCGAAGACAAGTACGATGTCC
CCATTTTGTGGAG

GCGAAGACAATTGCGAGGGTT
GCAGGGTAGTAG

RybB scaffold

p-P.-s8-RybB-P -s28-RybB
p-P.-s8-RybB-P -s28-RybB
p-P.-s8-RybB-P -s28-MicA
p-P.-s8-RybB-P -s28-MicA

GCGAAGACAATGCAGATGTCC

GCGAAGACAAATCCGAGGGTT

RybB scaffold

p-P.-s8-RybB-P,-s28-RybB

CCATTTTGTGGAG GCAGGGTAGTAG p-P-s8-RybB-P,-528-RybB
GCGAAGACAATGCACATCCCT GCGAAGACAAATCCGATACCG MicA scaffold p-P.-s8-RybB-P -s28-MicA
GAATTCAGAGATG AACCGTTTGCG ! p-P-s8-RybB-P,-s28-MicA

(bold: overhangs for Golden Gate cloning; red: Bbsl recognition sites)
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Table S2. Oligodeoxynucleotides used for A red recombineering, screening and Northern blot analysis.

Name

Sequence [5°-3]

Purpose

acrAB-KO-1

ACCATTGACCAATTTGAAATCGGACACTCGAGGTTTACATGCTCATATGAATATCCTCCTTAG

Forward primer for
deletion of acrA and
acrAB

acrAB-KO-2

AAAAAGGCCGCTTACGCGGCCTTAGTGATTACACGTTGTAGCCTTTGAGTGAGCTGATAC

Reverse primer for
deletion of acrAB

acrA-KO-2

GATAAAGAAATTAGGCATGTCTTAACGGCTCCTGTTTAAGCTAGAGCTAACTAACTTGTAGGCTG

Reverse primer for
deletion of acrA

acrA-yfp-1

AGCCGCAAGCGGTGCTCAGCCTGAACAGTCCAAGTCTTAACCGAATTCAGAGAAAGAGGAG

Forward primer for
transcriptional fusion of
acrA to syfp2

acrA-yfp-2

GATAAAGAAATTAGGCATGTCTTAACGGCTCCTGTTTAAGCTAGAGCTAACTAACTTGTAGGCTG

Reverse primer for
transcriptional fusion of
acrA to syfp2

acrA-yfp-5

TCGAGGTTTACATATGAACAAAAACAGAGGGTTTACGCCTGTTAGCAAGGGCGAAGAACTTTTTAC

Forward primer for
translational fusion of
acrA first 9 codons to

syfp2

acrA-yfp-6

GATAAAGAAATTAGGCATGTCTTAACGGCTCCTGTTTAAGCTAGAGCTAACTAACTTGTAGGCTG

Reverse primer for
translational fusion of
acrA first 9 codons to

syfp2

acrAB-scr-1

GTATGTACCATAGCACGACG

Screening of acrA and
acrAB manipulations

acrAB-scr-2

GAGATCCTGAGTTGGTGG

Screening of acrA and
acrAB manipulations

sYFP2_out

CGCGTCTTGTAGTTACCG

Screening of acrA-syfp2
fusions

rybB-KO-1

AACCGCAGAACTTTTCCGCAGGGCATCAGTCTTAATTAGTGCTCATATGAATATCCTCCTTAG

Forward primer for
deletion of rybB

rybB-KO-2

GTTGAGAGGGTTGCAGGGTAGTAGATAAGTTTTAGATAACGCCTTTGAGTGAGCTGATAC

Reverse primer for
deletion of rybB

rybB-scr-1

GGTATGGCCAGGATTAGG

Screening of rybB
deletion

rybB-scr-2

GAGGATGGTTGAGAGGG

Screening of rybB
deletion

RybB-probe-2

GAAATGGCGGGGTTGATGGGCTCCACAAAATGGGGACATC

Detection of RybB

5S probe-2

CCTGGCAGTTCCCTACTCTCGCATGAGGAG

Detection of 5S rRNA

Mult-Targ-Scr-
Fw

CTGTCAAATGGACGAAGCAG

Forward primer for
colony PCR of Golden
Gate constructs

Mult-Targ-Scr-
Rev

CAGGCAAATTCTGTTTTATCAGACC

Reverse primer for
colony PCR of Golden
Gate constructs

(bold: overhangs for homologous recombination; underlined: sequences for PCR ampilification)
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