Table S1. Strains used in this study.
	No.
	Strains
	Relevant characteristics
	Reference

	S1
	C. glutamicum ATCC 13032
	Wild type
	 (1, 2)

	S2
	E. coli DH5α
	F– φ80lacZΔM15 Δ(lacZYA-argF)U169 recA1 endA1 hsdR17(rK–, mK+) phoA supE44 λ–thi-1 gyrA96 relA1
	(3)

	S3
	C. glutamicum IDHA94D
	Expression of an isocitrate dehydrogenase (IDH) variant with 10% of wild type activity 
	This work

	S4
	C. glutamicum IDHG407S
	Expression of an IDH variant with 55% of wild type activity
	This work

	S5
	C. glutamicum IDHR453C
	Expression of an IDH variant with 29% of wild type activity
	This work

	S6
	C. glutamicum IDHR453C 
ΔPpck::PdapA-A8
	Expression of an IDH variant with 29% of wild type activity. Exchange of the native pck promoter with the dapA-A8 promoter.
	This work

	S7
	C. glutamicum IDHR453C 
ΔPpck::PdapA-A16
	Expression of an IDH variant with 29% of wild type activity. Exchange of the native pck promoter with the dapA-A16 promoter.
	This work

	S8
	C. glutamicum IDHR453C 
ΔPpck::PdapA-C5
	Expression of an IDH variant with 29% of wild type activity. Exchange of the native pck promoter with the dapA-C5 promoter.
	This work

	S9
	C. glutamicum IDHR453C 
ΔPpck::PdapA-C7
	Expression of an IDH variant with 29% of wild type activity. Exchange of the native pck promoter with the dapA-C7 promoter.
	This work

	S10
	C. glutamicum ΔramB
	Deletion of the ramB gene encoding the transcriptional regulator RamB
	 (4)

	S11
	C. glutamicum  ΔramB ΔglnE
	C. glutamicum ΔramB with additional deletion of the glnE gene encoding the adenylyltransferase GlnE. 
	This work

	S12
	C. glutamicum  ΔramB Δgdh
	[bookmark: _GoBack]C. glutamicum  ΔramB  with additional deletion of the gdh gene encoding glutamate dehydrogenase.
	This work

	S13
	C. glutamicum ΔramB Δgdh ICDR453C
	C. glutamicum  ΔramB Δgdh expressing an IDH variant with 29% of wild type activity
	This work




Table S2. Plasmids used in this study.
	No.
	Plasmids,
 purpose
	Restriction of plasmid
	Features or insert
	Reference

	P1
	pEKEx2
C. glutamicum  E. coli shuttle vector
	-
	KanR, Ptac, lacIq, oriV.g.G, oriVE.c.
	 (5)

	P2
	pK19mobsacB
Vector for chromosomal mutation in C. glutamicum
	-
	KanR, oriV, sacB, lacZ
	 (6)

	P3
	pEKEx2_malEcadopt
	-
	-
	 (7)

	P4
	pEKEx2_malEcadopt-ramA
Construction of C.g. ITA10
	P3 cut with EcoRI
	ramA amplified from S1 gDNA with O1 + O2
	This work

	P5
	pK19mobsacB_IDHA94D
Construction of C.g. S3
	-
	- 
	 (8)

	P6
	pK19mobsacB_IDHG407S
Construction of C.g. S4
	-
	-
	 (8)

	P7
	pK19mobsacB_IDHR453C
Construction of C.g. S5, S13
	-
	-
	 (8)

	P8
	pK19mobsacB_ΔPgltA::PdapA-A8
PCR template to construct P12 
	-
	-
	 (9)

	P9
	pK19mobsacB_ΔPgltA::PdapA-A16
PCR template to construct P13
	-
	-
	 (9)

	P10
	pK19mobsacB_ΔPgltA::PdapA-C5
PCR template to construct P14
	-
	-
	 (9)

	P11
	pK19mobsacB_ΔPgltA::PdapA-C7
PCR template to construct P15
	-
	-
	 (9)

	P12
	pK19mobsacB_ΔPpck::PdapA-A8
Construction of C.g. S6
	P2 cut with EcoRI and BamHI
	Flank 1 and Flank 2 amplified from S1 gDNA with O8 + O9 and O10 + O11, respectively. Promoter fragment amplified from P8 with O12+O13
	This work

	P13
	pK19mobsacB_ΔPpck::PdapA-A16
Construction of C.g. S7
	P2 cut with EcoRI and BamHI
	Flank 1 and Flank 2 amplified from S1 gDNA with O8 + O9 and O10 + O11, respectively. Promoter fragment amplified from P9 with O12+O13
	This work

	P14
	pK19mobsacB_ΔPpck::PdapA-C5
Construction of C.g. S8
	P2 cut with EcoRI and BamHI
	Flank 1 and Flank 2 amplified from S1 gDNA with O8 + O9 and O10 + O11, respectively. Promoter fragment amplified from P10 with O12+O13
	This work

	P15
	pK19mobsacB_ΔPpck::PdapA-C7
Construction of C.g. S9
	P2 cut with EcoRI and BamHI
	Flank 1 and Flank 2 amplified from S1 gDNA with O8 + O9 and O10 + O11, respectively. Promoter fragment amplified from P11 with O12+O13
	This work

	P16
	pK19mobsacB_ΔglnE
Construction of C.g. S11
	P2 cut with EcoRI and BamHI
	Flank 1 and Flank 2 amplified with O16 + O17 and O18 + O19
	This work

	P17
	pK19mobsacB_Δgdh
Construction of C.g. S12
	P2 cut with EcoRI and BamHI
	Flank 1 and Flank 2 amplified with O20 + O21 and O22 + O23
	This work




Table S3. Primers used in this study. Binding region in bold. 
	No.
	Sequence 5‘-3‘
	Purpose

	O1
	TGAAGTCCCCACTGGTGTAAGAATTTCCTGCAGAAGGAGATCAGTGGATACCCAGCGGATTAAAG
	Amplification of ramA

	O2
	GCTGTAAAACGACGGCCAGTGAATTCTTAAGGCAGTGCGCCGATCC
	Amplification of ramA

	O3
	GCTACGGCGTTTCACTTCTG
	Sequencing of P4

	O4
	GAACGCATCCTGCACAAGTACC
	sequencing of P4

	O5
	TTACTTCTTCAGTGCGTCAACG
	Sequencing of P5,6,7

	O6
	ATGGCTAAGATCATCTGGACC
	Sequencing of P5,6,7

	O7
	TGTAGTCACGCAGAACGTTACC
	Sequencing of P5,6,7

	O8
	CAGGTCGACTCTAGAGGATCCTTGCCCTCTGGGTTGATC
	Amplification of pck-flank 1

	O9
	TAAGACCGGAGCCGCTCGAGAAATCTGGAGAAGTAATGACTACTG
	Amplification of pck flank 1

	O10
	TAACTGCAGAACCAATGCATCTGCCATCACAATCCAAGC
	Amplification of pck-flank 2

	O11
	GAGCTCGGTACCCGGGGATCCCACAAACATAAATCCCCACAG
	Amplification of pck-flank 2

	O12
	TGCTTGGATTGTGATGGCAGATGCATTGGTTCTGCAGTTATC
	Amplification of PdapA

	O13
	GTCATTACTTCTCCAGATTTCTCGAGCGGCTCCG
	Amplification of PdapA

	O14
	CGTTACCCCAAAGGTTATATCC
	Sequencing of P12, P13, P14, P15

	O15
	GGATATAACCTTTGGGGTAACG
	Sequencing of P12, P13, P14, P15

	O16
	TTGGGGCTCCCACCACCTACAGCTTCTCCCCTCCTTC
	Amplification of
flank 1 glnE + sequencing

	O17
	CCTGCAGGTCGACTCTAGAGGATCATGCGCTCACCATGGCCGACAAC
	Amplification of
flank 1 glnE + sequencing

	O18
	GATGAAGGAGGGGAGAAGCTGTAGGTGGTGGGAGCC
	Amplification of
flank 2 glnE + sequencing

	O19
	GTTGTAAAACGACGGCCAGTGAATTATCAGATGCTTCATCCAGC
	Amplification of
flank 2 glnE + sequencing

	O20
	GTCGACTCTAGAGGATCCCCCAACTACGGTCTGGAACCATCAC
	Amplification of
flank 1 gdh

	O21
	GAGATGGGAACGAGGAAATCGACCCCTGCGCTTTACTTAAACC
	Amplification of
flank 1 gdh

	O22
	GATTTCCTCGTTCCCATCTCGG
	Amplification of
flank 2 gdh

	O23
	TGAATTCGAGCTCGGTACCCTCGTACCAATTCCATTTGAGGGC
	Amplification of
flank 2 gdh

	O24
	TTCCAGTCAGCGCAAAGGG
	Sequencing of P17

	O25
	CGGTCGCCCAATTGAGGAG
	Sequencing of P17
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