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Supplementary Table 1. Bacterial strains and plasmids used in this study
	Strains or plasmids
	Characteristics
	Source

	Strains
	
	

	JM109
	E. coli gene-cloning strain
	Novagen 

	MG1655
	Wild type E. coli K12; F− λ− rph-1
	Lab stock

	SN01
	Ile-producing strain of C. glutamicum ssp. lactofermentum
	CCTCC

	ATCC 13032
	Wild type C. glutamicum
	ATCC

	SN01/pTPPRS-tetA
	SN01 harboring pTPPRS-tetA
	This work

	SN01/pTPPRSlib-tetA
	SN01 harboring pTPPRSlib-tetA
	This work

	SN01/pTPPRSNlib-tetA
	SN01 harboring pTPPRSNlib-tetA
	This work

	SN01/pJYW-5
	SN01 harboring pJYW-5
	Lab stock

	ATCC 13032/pIleRSN-egfp
	ATCC 13032 harboring pIleRSN-egfp
	This work

	IRSA-N
	Integration of IleRSN between PilvA and ilvA gene in SN01
	This work

	IRSA-PN
	Integration of PtacM-IleRSN between PilvA and ilvA gene in SN01
	This work

	S-D5I
	SN01 harboring pI-D5I
	This work

	S-9I
	SN01 harboring pI-9I
	This work

	IRSA-N-D5I
	IRSA-N harboring pI-D5I
	This work

	IRSA-PN-D5I
	IRSA-PN harboring pI-D5I
	This work

	D-RS
	Integration of Lys-OFF riboswitch before dapA gene in SN01
	Lai et al. 2022

	KIRSA-3
	Integration of IleRS3-ilvA downstream of cg0963 gene in D-RS
	This work

	KIRSA-3-D5I
	KIRSA-3 harboring pI-D5I
	This work

	KIRSA-3-9I
	KIRSA-3 harboring pI-9I
	This work

	Plasmids
	
	

	pJYW-5
	constitutive expression vector of C. glutamicum with PtacM promoter, KmR
	Lab stock

	pIL-tetA
	pJYW-4 harboring tetA gene
	Tan et al. 2020

	pDTW107
	Derivative of pBR322 with modification, CmR
	Hu et al. 2013

	pTPPRS-tetA
	Derivative of pDTW107 that express PtacM-TPPRS-tetA
	This work

	pTPPRSlib-tetA
	Derivative of pTPPRS-tetA in which TPPRS is replaced by synthetic TPPRS library
	This work

	pTPPRSN-tetA
	Selection product of TPPRS library that TPPRS is replaced by modified TPPRSN
	This work

	pTPPRSNlib-tetA
	Derivative of pTPPRSN-tetA in which TPPRSN is replaced by synthetic TPPRSN library
	This work

	pIleRSN-egfp
	Derivative of pJYW-5 by inserting the IleRSN-egfp fragment after PtacM
	This work

	pK18mabsacB
	Cloning vector of E. coli, KmR
	Lab stock

	pK18mobsacB-PilvA-IleRSN
	Derivative of pK18mobsacB, PilvA::PilvA-IleRSN replacing plasmid
	This work

	pK18mobsacB-PtacM-IleRSN
	Derivative of pK18mobsacB, PilvA::PtacM-IleRSN replacing plasmid
	This work

	pK18mobsacB-0963-IleRSN-ilvA
	Derivative of pK18mobsacB, cg0963::cg0963-IleRSN-ilvA replacing plasmid
	This work

	pI-D5I
	pJYW-4 harboring PbrnFED5-controlled idoU
	Lab stock

	pI-9I
	pJYW-4 harboring PbrnFE9-controlled idoU
	Lab stock





Supplementary Table 2. Primers used in this study
	Primers
	Sequence (5’-3’)
	Description

	PtacM-F
	CTAGCGAGCTCGTATACTGAGCTGTTGACAATTAATC
	For PtacM amplification

	PtacM-R
	CGCGTTAATAAAAATTGTTATCCGCTCAC
	

	thiM-F
	GTGAGCGGATAACAATTTTTATTAACGCGATTGTA
	For TPPRS amplification

	thiM-R
	CATCCTATAACTCCTTCTGCCATAACGTGAAGAAGCAATG
	

	tetA-F
	GCAGAAGGAGTTATAGGATGAAATCTAACAATG
	For tetA amplification

	tetA-R
	CGAATTCGTCGACTCCTTCAGGTCGAGGTGGCCCGG
	

	TPP-M-F1019
	NNNNCCAGCGTAGNGAAGTCACGGACCACCAGG
	For TPPRS library (N15) synthesis

	TPP-M-R1019
	NNCCAGNNCAGNNNNNNCGGGTATTTCTCAGCCTTCACG
	

	M1Tlib2-R
	NNNNNCCAGATCAGTAGGTACGGGTATTTCTCAGCC
	For TPPRS1 library (N10) synthesis

	Tlib2-F
	NNNNNCCAGCGTAGGGAAGTCACGGACCAC
	

	M2Tlib2-R
	NNNNNCCAGATCAGAGTGGACGGGTATTTCTCAGCC
	For TPPRS2 library (N10) synthesis

	TPPRSP-F
	TGTGAGCGGATAACAATTGCAACCAAACGACTCGGGGTG
	For IleRSN amplification

	TPPRS-R
	CCTATAACTCCTTCTGCCATAACGTGAAGAAGC
	

	egfp-F
	AGAAGGAGTTATAGGATGGTTTCCAAGGGCGAGG
	For egfp amplification

	egfp-R
	TCGAATTCGTCGACGGATCCTTACTTGTACAGCTCGTCC
	

	ilvA-U-F
	CACCCCGAGTCGTTTGGTTGCGGTTGACTAGTGTAATCC
	For amplifying upstream homologous arm of PilvA::PilvA-IleRSN

	ilvA-U-R
	AGCTATGACATGATTACGCGCCTGGTTGCTGATCG
	

	TPPRSMNP-C-F
	GCAACCAAACGACTCGG
	For IleRSN amplification

	TPPRSMNP-C-R
	CCTATAACTCCTTCTGCC
	

	ilvA-D-F
	GAATTCGAGCTCGGTACCACCAAGAAGTAGTGCTT
	For downstream homologous arm amplification

	ilvA-D-R
	GGCAGAAGGAGTTATAGGATGAGTGAAACATACGTGTC
	

	(tacM)TPPRSMNP-U-F
	GTCAACAGCTCAGGAGGGACTAGTGTAATCCTCTC
	For amplifying upstream homologous arm of PilvA::PtacM-IleRSN

	PtacM-C-F
	CCCTCCTGAGCTGTTGACAATT
	For PtacM-IleRSN amplification

	0963-U-F
	TGCAGGTCGACTCTAGAGTATGGGGTGTAGGTC
	For amplifying upstream homologous arm of cg0963::cg0963-IleRS3-ilvA

	0963-U-R
	TGCAGTCCGGTGCGCAATTATTCATCACCAAAC
	

	IRSA-F
	TTGCGCACCGGACTGCATGAGCAACCAAACGACTCG
	For IleRS3-ilvA fragment amplification

	IRSA-R
	CCTTTCGGCTCTTTTTTCTCGATTGAGGTGGCCTTC
	

	0963-D-F
	GGCCACCTCAATCGAGAAAAAAGAGCCGAAAG
	For amplifying downstream homologous arm of cg0963::cg0963-IleRS3-ilvA

	0963-D-R
	TGAATTCGAGCTCGGTACTGGGTGTGCCTTTCAAC
	


The start and stop codons are indicated in boldface. The RBS sequences are indicated by double underline.


Supplementary Table 3. The sequence of riboswitches used in this study
	Riboswitches
	Sequence (5’-3’)

	TPPRS
	TTTATTAACGCGATTGTAAAACTGCCGTTTTTCCTCGTTTACAACGCGTGCGCTGGACATTACCATCCTCCTCTGCGATTTATCATCGCAACCAAACGACTCGGGGTGCCCTTCTGCGTGAAGGCTGAGAAATACCCGTATCACCTGATCTGGATAATGCCAGCGTAGGGAAGTCACGGACCACCAGGTCATTGCTTCTTCACGTTATGGC

	IleRS1
	GCAACCAAACGACTCGGGGTGCCCTTCTGCGTGAAGGCTGAGAAATACCCGTACCTACTGATCTGGATAATGCCAGCGTAGGGAAGTCACGGACCACCAGGTCATTGCTTCTTCACGTTATGGC

	IleRS2
	GCAACCAAACGACTCGGGGTGCCCTTCTGCGTGAAGGCTGAGAAATACCCGTCCACTCTGATCTGGATAATGCCAGCGTAGGGAAGTCACGGACCACCAGGTCATTGCTTCTTCACGTTATGGC

	IleRS3
	GCAACCAAACGACTCGGGGTGCCCTTCTGCGTGAAGGCTGAGAAATACCCGTCCACTCTGATCTGGATAATGCCAGCGTAGGGAAGTCACGGACCACCAGGTCATTGCTGAGAAATACCCGTCCACTCTGATCTGGATAATGCCAGCGTAGGGAAGTCACGGACCACCAGGTCATTGCTTCTTCACGTTATGGC

	IleRS4
	GCAACCAAACGACTCGGGGTGCCCTTCTGCGTGAAGGCTGAGAAATACCCGTCCACTCTGATCTGGATAATGCCAGCGTAGGGAAGTCACGGACTGAGAAATACCCGTCCACTCTGATCTGGATAATGCCAGCGTAGGGAAGTCACGGACCACCAGGTCATTGCTTCTTCACGTTATGGC

	LysRS
	ATGTACTACCTGCGCTAGCGCAGGCCAGAAGAGGCGCGTTGCCCAAGTAACGGTGTTGGAGGAGCCAGTCCTGTGATAACACCTGAGGGGGTGCATCGCCGAGGTGATTGAACGGCTGGCCACGTTCATCATCGGCTACAGGGGCTGAATCCCCTGGGTTGTCACCAGAAGCGTTCGCAGTCGGGCGTTTCGCAAGTGGTGGAGCACTTCTGGGTGAAAATAGTAGCGAAGTATCGCTCTGCGCCCACCCGTCTTCCGCTCTTCCCTTGTGCCAAGGCTGAAAATGGATCCCCTGACAC



