Supplemental Table 1. Plasmids used in this study.

5" UTR Sequence (Modification

Plasmid . . . . from WT indicated by capital
Name Descriptive Name Backbone | Enzymes Insert construction /PCR description | 5" UTR letters or dashes to represent
deletions)
pKR68 Tn7_lacZ pMP749 BamHI/ Hindlll | PCR of lacZ from pEX-pigR::/lacZ - -
Overlap extension PCR. Both pdpA
pKR74 Tn7_Ptul4_pdpAUTR_lacZ pKRGS Kpnl/ Notl 5'UTR and tul4 promoter amplified from | pdpA agttatgtictaattaagtagacaatgatagca
LVS gDNA gtaaaagat
PCR of pdpA 5'UTR from pKR74; agttatgttctaattaagtaCTcaatgatTgc
pKR84 Tn7_Ptul4_pdpAUTR_mut1_lacZ | pKRG8 Kpnl/ Notl modifications encoded on primers pdpA agtaaaagat
pKR85 | Tn7_Ptul4_pdpAUTR mut2 lacZ | pKR68 Kpnl/ Notl PCR of pdpA 5°'UTR from pKR74; papA | 2dttatgtActGattaagtagacaatgatage
modifications encoded on primers agtaaaagat
Tn7_Ptul4_pdpAUTR_badSD- PCR of pdpA 5'UTR from pKR74; agttatgttct CCttCCATCAacaatgata
PKR98 lacZ PKR68 Kpni/ Notl modifications encoded on primers pdpA gcagtaaaagat
Tn7_Ptul4_pdpAUTR_ideal_mov PCR of pdpA 5'UTR from pKR74; agttatgAAGGAGGTCCATCAacaa
PKR99 edSD-lacZ PKR68 Kpnl/ Notl modifications encoded on primers pdpA tgatagcagtaaaagat
pKR88 Mini_Tn7_R6Kg pKRS55 Nspl R6KA origin from pKL91 -
PCR of tul4 promoter and 5'UTR from
pKR89 | Tn7_Ptul4_tuldUTR JacZ_R6Kg | pKRSS BamHI/Kpnl/| | \/5' gDNA: lacZ amplified from pKR68; | tul4 gagtatalgtgaatatitaaaaataggagtate
Notl L tatatgaaaaaaataattaag
three-way ligation
pKR128 | pYES2_Tn7_lacZ pKR68 Dral/ Psil g?gsgzene and 2y origin digested from .
pKR129 pYES2_Tn7_Ptul4_pdpaUTR _ide pKR128 Notl/ Kpnl PCR gf pqu 5°UTR from pKR74; papA agttatgttctAAGGAGGTCAacaatga
alSD-lacZ modifications encoded on primers tagcagtaaaagat
pPYES2_Tn7_Ptul4_pdpaUTR_tul PCR of pdpA 5'UTR from pKR74; agttatgttctaAGGAGTATCacaatgat
PKR130 4SD-lacZ PKR128 Notl/ Kpnl modifications encoded on primers pdpA agcagtaaaagat
PCR of tul4 promoter and 5'UTR from
: ) Kpnl/ BamHI/ | pKR89; PCR of gfp from IDT gBlock of gagtatatgtgaatatttaaaaataggagtatc
PKR145 | pF-tul4UTR-GFP PF Notl super-folder GFP codon-optimized for tul4 tatatgaaaaaaataattaag
LVS; three-way ligation
PCR of tul4 promoter and pdpA 5'UTR
Kpnl/ BamHI/ | from pKR74; PCR of gfp from IDT Agttatgttctaattaagtagacaatgatagca
PKR146 | pF-pdpAUTR-GFP PF Notl gBlock of super-folder GFP codon- pdpA gtaaaagat
optimized for LVS; three-way ligation
ataaaaaatttgaaccaattatttagacgcta
pKR151 | pF-mraYUTR-GFP pKR145 | Pacl/Notl PCRof mraY 5'UTR from LVS gDNA | mray | Atttlgactctattaaaaaaataacatatctatt
ataatactccaaggtcattaaac
attttaaatatatgctgatttatcttttt
. ataattacaaaaaaataaaaatatctctagc
pKR152 | pF-FTL_0215 UTR-GFP pKR145 Pacl/Notl gpgﬁ Ao FFTL_0215 5°UTR from LVS g;— ,ll‘ 5 ctaaaaaacattgttgaaaaattttttataaaat

atactgattgaaacctttaagattt




5" UTR Sequence (Modification

Plasmid . . . . from WT indicated by capital
Name Descriptive Name Backbone | Enzymes Insert construction /PCR description | 5" UTR letters or dashes to represent
deletions)
tatttttattatgaatatagttgactac
Overlap extension PCR of mraY 5'UTR ataaaaaatttgaac(c:aéﬂétgtgaé%\égcta
. e attttgactctattaaa atatc
pKR156 | pF-mraYUTR_mut1-GFP pKR145 Pacl/Notl frﬁrr:eri}s(R151, modifications encoded on | mraY tattataatactccaaggtcattaaacattttaa
P atatatgctgatttatcttttt
Overlap extension PCR of mraY 5'UTR ataaaaaatttgaaccaattatttagacgcta
pKR157 | pF-mraYUTR_mut2-GFP pKR145 Pacl/Notl from pKR151; modifications encoded on | mraY atttigacictattaaaaaaTATacatatctat
rimers tataatactccaaggtcattaaacattttaaat
P atatgctgatttatcttttt
; : . . . aaggtgttgtgaaaaaaaggacaataagat
pKR160 | pF-iglAUTR-GFP pKR151 Kpnl/Notl PCR of iglA 5°"UTR from LVS gDNA iglA ggcaaaaaataaaatc
aaaaaataaaaatttgtaatttagtcagacca
. : PCR of FTL_0222 5'UTR from LVS FTL_ tttaagtagaattttgagtaatcataatgtagatt
PKR161 pF-FTL_0222UTR-GFP PKR151 Pacl/Notl gDNA 0222 taaattacacagaatattaaattttttaatccaa
tgtcagctcaagtctca
aaaatttttactggataaaaaagtttcatgcag
PCR of FTL_0881 5'UTR from LVS FTL_ atgtttttatttactatttagattttaacaaacata
pKR162 | pF-FTL_0881 UTR-GFP pKR151 Pacl/Notl gDNA 0881 asacaaataatagtaaattaaggagaaaaa
aatgaaaaagataattaca
cctttcaatttagactagatattgtagattagaa
PCR of FTL_1093 5°UTR from LVS FTL_ tatactttttctaaagtttatatcataattattaac
PKR163 | pF-FTL_1093 UTR-GFP PKR151 Pacl/Notl gDNA 1093 aattatttaacaaattaataaggtaagtagatg
ctaaaaactaagagc
ga
PCR of portion of mraY 5'UTR from cgctaattttgactctattaaaaaaataacata
pKR165 | pF-mraY-mut5-UTR-GFP pKR151 Pacl/Mfel pKR151 mraY tctattataatactccaaggtcattaaacatttta
aatatatgctgatttatcttttt
ataaaaaatttgaaccaattatttagacgcta
. , _ : PCR of mraY 5°'UTR from pKR151; attttgactctattaaaaaaataacatatctatt
PKR169 | pF-mraY-idealSD-UTR-GFP PKR151 Pacl/Notl modifications encoded on primers. mray ataatactccaaggtcattaAGGAGGtta
aatatatgctgatttatcttttt
gaagtttaattgttaaacttgataaaataataa
pKR172 | pF-hfqUTR-GFP pKR151 Notl/Pacl PCR of hfg 5°'UTR from LVS gDNA hfq ctataacaaaataattaaaaggaagtgagat
aatgtcaagaatatcatct
pKR175 | pF-mraY-mut6-UTR-GFP pKR151 | Notl/Pacl PCR of portion of mraY S'UTR from | -y attaaaaaaata

pKR151

acatatctattataatactccaaggtcattaaa
cattttaaatatatgctgatttatcttttt




Plasmid

5" UTR Sequence (Modification
from WT indicated by capital

Name Descriptive Name Backbone | Enzymes Insert construction /PCR description | 5" UTR letters or dashes to represent
deletions)
PCR of portion of mraY 5'UTR from AGAattaaaaaaata
pKR177 | pF-mraY-mut7-UTR-GFP pKR151 Notl/Pacl pKR175; modifications encoded on mraY P TETyTsrrErm—
fimers acatatctattataatactccaaggtcattaaa
P cattttaaatatatgctgatttatcttttt
PCR of portion of mraY 5'UTR from
- e __ GCCGGGGgactctattaaaaaaat
pKR179 | pF-mraY-mut8-UTR-GFP pKR151 Notl/Pacl pEan{; ?85 modifications encoded on mraY aacatatctattataatactccaaggtcattaa
P acattttaaatatatgctgatttatcttttt
PCR of portion of mraY 5'UTR from
pKR180 | pF-mraY-mut9-UTR-GFP pKR151 | Notl/Pacl pKR165; modifications encoded on mray | ————AGTGAGattaaaaaaat
rimers aacatatctattataatactccaaggtcattaa
P acattttaaatatatgctgatttatcttttt
ataaaaaatttgaaccaattatttagacgcta
PCR of mraY 5°'UTR from LVS gDNA,; attttgactctattaaaaaaataacatatctatt
PKR182 | pF-mraY-mut3-UTR-GFP PKR151 Notl/Pacl modifications encoded on primers mray ataatactccaCTACTattaaacattttaaa
tatatgctgatttatcttttt
Overlap extension PCR of mraY 5'UTR :Eﬁﬁg?ﬁiﬁ;ﬁ;:::::ﬁggggg ,?C
pKR183 | pF-mraY-mut4-UTR-GFP pKR151 Notl/Pacl er?mr:_r;/esr SgDNA; modifications encoded | mraY tattataatactccaCTACTattaaacatttt
P aaatatatgctgatttatcttttt
Nourseothricin-resistance cassette
pF-nat pF-nat pF Pstl/Ncol digested from pF3-MglA-V - -
pF-rpsU2-
\Y
o g (Trautman Nourseothricin-resistance cassette ) )
pKR15 pF-nat-rpsU2-V n& Pstl/Ncol digested from pF3-MglA-V
Ramsey,
2022)
BamHI/ Kpnl/ | PCR of regions flanking hfg from LVS ) )
pKLTT PEXAnfq PEX Notl gDNA; three-way ligation
pKR158 | pEX-hfg-V pKLO2 Kpnl/Notl PCR of 3' end of hfq gene from LVS ) )

gDNA




