Supplementary material

Table S1. Plasmids used in this study.

Plasmids Description Source
pCL1920 reppscior SpeR Plac [1]
cl-rhtA reppsciol SPeR Placaco-rht A-terminator BBa_B1006- Piactaco-rfp This study
Peyg-1fp reppscior SR Peyss BO034-rfp This study
Peysp-rfp reppscior Sk Peysp BO034-1fp This study
Peysu-rfp reppscior SpeR Peysjr BO034-rfp This study
R Cys, = - i = cys =
CJAR reppscior SpeR Peyss BO034-rhtA ter;;nmator BBa_B1006- Peyss B0034: This study
R Ccys. - - i = Cys.
J-DAR reppscior SpeR Peysp B0034-rht A-terminator BBa_B1006- Peysp This study
B0034-rfp
R CYS, - - i = cys,
ClJHAR reppscior Spek Peysj BO034-rht A-terminator BBa_B1006- Peysjt This study
B0034-rfp
R - - 1 -
-100AR reppscior Spck P2s100 B0034-rht A-terminator BBa_B1006- Pj23100 This study
B0034-rfp
R - - i _
-101AR reppscior SpeR Prasi0: BO034-rhtA-terminator BBa_B1006- Pj2si01 This study
B0034-rfp
R - _ 1 -
-109AR reppscior Spek Pjzsi09 BO034-rht A-terminator BBa_B1006- Pj23109 This study
B0034-rfp
-105AR reppscior Spek P35 BO034-rht A-terminator BBa_B1006- Pj2s10s This study
B0034-rfp
R - = 1 -
-110AR reppscior Spck P23110 B0034-rht A-terminator BBa_B1006- Pj2si10 This study
B0034-rfp
-116AR reppscior SpeR Ppasi16 BO034-rhtA-terminator BBa_B1006- Ppsiis This study
B0034-rfp
cl-JB reppscior Spek Peyss BO034-rhtB This study
cl-JC reppscior Spek Peyss B0034-rhtC This study




Table S2. Strains used in this study.

Strains Description Source

E. coli DH5a F- supE44 AlacU169 (¢80 lacZ AM15) hsdR17 recAl end A1 gyrA96 thi- Invitrogen
1 relAl
E. coli K-12 MG1655 K12 F- lambda- ilvG- rfb-50 rph-1 Invitrogen
Tm L-threonine production host cell FuFeng Group

Tm-cl Tm carrying pCL1920 This study
Tm-AR Tm carrying cl-rhitA This study
MG-dl E. coli K-12 MG1655 carrying pCL1920 This study
MG-Peys E. coli K-12 MG1655 carrying cl-J This study
MG-Peysp E. coli K-12 MG1655 carrying cl-D This study
MG-Peysju E. coli K-12 MG1655 carrying cl-JH This study
Tm-Peys Tm carrying cl-J This study
Tm-Peysp Tm carrying cl-D This study
Tm-Peysju Tm carrying cl-JH This study
Tm-JAR Tm carrying cl-JAR This study
Tm-DAR Tm carrying c-DAR This study
Tm-JHAR Tm carrying cl-JHAR This study
Tm-100AR Tm carrying cl-100AR This study
Tm-101AR Tm carrying cl-101AR This study
Tm-109AR Tm carrying cl-109AR This study
Tm-105AR Tm carrying cl-105AR This study
Tm-110AR Tm carrying cl-110AR This study
Tm-116AR Tm carrying cl-116AR This study
Tm-JB Tm carrying cl-JB This study
Tm-JC Tm carrying cl-JC This study

2/6



Table S3. Primers used in this study.

Primer name

Sequences (5’-3")

cl-rhtA reconstruction
cl-F1
cl-R1
cl-rhtA-F
cl-rhtA-R
Peysj-rfp reconstruction
cl-F2
cl-R2
cysJ-F
cys]-R
RFP-F1
RFP-R1
Peysp-rfp reconstruction
cl-F2
cl-R2
cysD-F
cysD-R
RFP-F1
RFP-R1
Peysjr-1fp reconstruction
cl-F2
cl-R2
cysJ-F
cysJH-R
cysJH-F
cysH-R
RFP-F1
RFP-R1
cl-JAR reconstruction
cl-JA-F
cys]-R
cysJ-F2

agcaaaataaaagaattagacattaattaaagcttgcatgcectgcaggt
gaccggcattttacgtaatgaaccaggcattggcegtaatcatggtcatagcet
atgcctggttcattacgtaaaatgce
gcaagctttaattaatgtctaattc

agcttgcatgectgcaggt
gectggggotecctaatgagtga
gagttagctcactcattaggcaccccaggegttgegcaaaatcgetgatt
ctagtatttctcctctttctctagagtaagcaaagcetgttictgeg
tctagagaaagaggagaaatactagatggcttcctccgaagacgt
ctctagagtcgacctgcaggcatgcaagctttaagegtagttttcgtegtttge

agcttgcatgectgcaggt
gectggggotecctaatgagtga
gagttagctcactcattaggcaccccaggecggtgecttaagceactttttg
ctagtatttctcctctttctctagaatgtttcgactatagggagegt
tctagagaaagaggagaaatactagatggcttcctccgaagacgt
ctctagagtcgacctgcaggcatgcaagctttaagegtagttttcgtegtttge

agcttgcatgcctgcaggt
gectggootocctaatgagtga
gagttagctcactcattaggcaccccaggegttgegcaaaatcgetgatt
gtaagcaaagctgtttctgeg
tgacagggcgcagaaacagctttgcettaccggaaatcctggegtegcettgat
ctagtatttctcctctttctctagatgecttgectgatgegac
tctagagaaagaggagaaatactagatggcttcctccgaagacgt
ctctagagtcgacctgcaggcatgcaagctttaagegtagttttcgtegtttge

tctagagaaagaggagaaatactagatgcctggttcattacgtaaaatge
ctagtatttctcctctttctctagagtaagcaaagcetgtttctgeg

ataaaagaattagacattaattaaaaaaaaaaaccccgeccctgacagggceggeggtttttittgttgcgcaaaatcgcetgattta
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cl-JA-R ttaattaatgtctaattcttttattttge
RFP-F2 tctagagaaagaggagaaatactagatggcttectccgaagacgt
RFP-R1 ctctagagtcgacctgcaggcatgcaagctttaagegtagttttcgtegtttge
cl-F2 agcttgcatgcctgcaggt
cl-DAR reconstruction
cysD-R ctagtatttctectctttctctagaatgtttcgactatagggagegt
cl-JA-F tctagagaaagaggagaaatactagatgcctggttcattacgtaaaatge
cl-JA-R ttaattaatgtctaattcttttattttge
cysD-F2 attagacattaattaaaaaaaaaaaccccgcccctgacagggcggegottttttttcggtgecttaagcactttttg
RFP-F2 tctagagaaagaggagaaatactagatggcttectccgaagacgt
RFP-R1 ctctagagtcgacctgcaggcatgcaagctttaagegtagttttcgtegtttge
cl-F2 agcttgcatgcctgcaggt
cl-JHAR reconstruction
cysH-R ctagtatttctcctctttctctagatgecttgectgatgegac
cl-JA-F tctagagaaagaggagaaatactagatgcctggttcattacgtaaaatge
c-JA-R ttaattaatgtctaattcttttattttgc
cysJ-F2 ataaaagaattagacattaattaaaaaaaaaaaccccgceccctgacagggcgggottttttttgttgegcaaaategetgattta
cysH-R ctagtatttctcctctttctctagatgecttgectgatgegac
RFP-F2 tctagagaaagaggagaaatactagatggcttectccgaagacgt
RFP-R1 ctctagagtcgacctgcaggcatgcaagctttaagegtagttttcgtegtttgce
cl-F2 agcttgcatgcctgcaggt
cl-100AR reconstruction
100AR-R gagctagcactgtacctaggactgagctagecgtcaagectggggtecctaatgagtga
100AR-F ggctagctcagtectaggtacagtgctagetctagagaaagaggagaaatactag
cl-thtA-R4 ctaggactgagctagccgtcaaaaaaaaaaccccgecctgtcaggggcggootttttttttttaattaatgtctaatte
100AR-F ggctagctcagtcctaggtacagtgctagetctagagaaagaggagaaatactag
cl-101AR reconstruction
101AR-R gctagcataatacctaggactgagctagetgtaaagectggggtegcctaatgagtga
101AR-F agctagctcagtcctaggtattatgctagetctagagaaagaggagaaatactag
cl-rthtA-R5 ctaggactgagctagctgtaaaaaaaaaaaccccgecctgtcaggggcgggetttttttitttaattaatgtctaattc
101AR-F agctagctcagtcctaggtattatgctagetctagagaaagaggagaaatactag
cl-109AR reconstruction
109AR-R gctagcacagtcectaggactgagctagetgtaaagectgggetegcctaatgagtga
109AR-F agctagctcagtcctagggactgtgctagetctagagaaagaggagaaatactag
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cl-rhtA-R6

109AR-F

cl-105AR reconstruction

105AR-F
105AR-R
cl-rhtA-F
cl-rhtA-R2
cl-rhtA-R3
RFP-F2

cl-110AR reconstruction

110AR-F
110AR-F2
cl-rhtA-F
110AR-R
cl-rhtA-R2

cl-116 AR reconstruction

cl-rhtA-F
116 AR-F
116AR-F2
116 AR-R
cl-rhtA-R3
116AR-F2
cl-JB reconstruction
cl-F2
cl-rhtB-R
cl-JC reconstruction
cl-F3
cl-rhtC-R

ctaggactgagctagctgtaaaaaaaaaaaccccgecectgtcaggggcggegtttttttttttaattaatgtctaatte
agctagctcagtcctagggactgtgctagetctagagaaagaggagaaatactag

tcagtcctaggtactatgctagcetctagagaaagaggagaaatactagatgectggttc
gagctagcatagtacctaggactgagctagccgtaaagectggggtgcctaatgagtga
atgcctggttcattacgtaaaatgc
ctaggactgagctagccgtaaaaaaaaaaaccccgcecctgtcaggggcggggtttttttttttaattaatgtctaattce
ctagtatttctcctctttctctagagctageatagtacctaggactgagcetagecgta
tctagagaaagaggagaaatactagatggcttcctecgaagacgt

ggctagctcagtectaggtacaatgctagetctagagaaagaggagaaatactag
tcagtcctaggtacaatgctagcetctagagaaagaggagaaatactagatgectggttc
atgcctggttcattacgtaaaatgce
gctagcattgtacctaggactgagctagecgtaaagectggggtgcctaatgagtga
ctaggactgagctagccgtaaaaaaaaaaaccecgecctgtcaggggcggggtttttttttttaattaatgtctaattce

atgcctggttcattacgtaaaatgce
tcagtcctagggactatgctagetctagagaaagaggagaaatactagatgectggttc
tgacagctagctcagtcctagggactatgcetagetctagagaaagaggagaaatactag
gagctagcatagtccctaggactgagctagcetgtcaagectggggtgcectaatgagtga
agtccctaggactgagctagctgtcaaaaaaaaaaccccgecctgtcaggggeggggtttttttttttaattaatgtctaatte
tgacagctagctcagtcctagggactatgcetagetctagagaaagaggagaaatactag

gegctgttagcatcggegaggcatgegtgaagcttgeatgectgcaggt
tcacgcatgcectegecgatgct

tttggcattcatttgattatttcgcggtgaagcettgcatgectgcaggtc
tcaccgcgaaataatcaaatgaatgec
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Table S4. Analysis of the initial sensing times and L-threonine concentrations of the three promoters in the L-threonine-producing strains.

Tm'Pcys] Tm'PcysD Tm-Pcys]H
3h 0.05 g/L —— 0.05 g/L
5h —— 0.25 g/L ——
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screening capability. Nucleic acids research 18, 4631. 10.1093/nar/18.15.4631.

6/6



