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Table S1. Oligonucleotides
	Identifier
	Description
	Sequencea

	CH2094
	Bsub-cysK-Spe
	5´ – GCT TAC TAG TAT CGA ATT GGT ACA GCG GCG

	CH2095
	3937-cysK-Spe
	5´ – GGA ACT AGT CTG CTG CAG TTC CTG TTC GG

	CH2096
	Bsub-cysK-Nco
	5´ – GTC GAC CAT GGT ACG TGT AGC AAA CTC C

	CH2099
	ECL-cysK-Spe
	5´ – GCT GAC TAG TCT GTT GCA GTT CTT TCT CGG

	CH2101
	ECL-cysK-Nco
	5´ – GGC CAT GGG TAA GAT TTA TGA AGA CAA C

	CH2102
	3937-cysK-Nco
	5´ – CGG GCC ATG GGT AAG ATC TAC GAA GAC

	CH2797
	cysK-Xho-rev
	5´ – TTT CTC GAG GGC ATT ACT GTT GCA ATT C

	CH3345
	Nlact-cysK-Nco
	5´ – AGA CCA TGG AAA TTG CAA ACA GCA TCA CC

	CH3346
	Nlact-cysK-Xho
	5´ – AAA CTC GAG CGC CAA ATC GGC AAA CAG GGG CG

	CH3466
	Hin-cysK-Nco
	5´ – ATA CCA TGG CAA TTT ATG CAG AC

	CH3467
	Hin-cysK-Spe
	5´ – TTT ACT AGT TCC CTC AAT CCC TTC AAA C

	CH3865
	cysK-Kpn-for
	5´ – TTT GGT ACC AGT AAG ATT TTT GAA GAT AAC TCG

	CH3642
	cysE-Kpn-native-for
	5´ – TTT GGT ACC ATG TCG TGT GAA GAA CTG G

	CH4125
	cysE-∆11-Xho-rev
	5´ – ATG CTC GAG TTT AAC CGT TGA AAT GCT GGT CC

	CDI235
	cysE-Xho-rev
	5´ – GAT CTC GAG ACA TTA GAT CCC ATC CCC ATA CTC


aRestriction endonuclease recognition sequences are underlined
Supplemental figure legends
Figure S1. Comparison of pre-steady state kinetics of cysteine synthase and EcCysK:CdiA-CT complex formation. Dependence of kobs on the concentration of EcCysK for the formation of EcCysK:EcCysE (closed triangles) and EcCysK:CdiA-CT (closed circles) complexes. Experiments were conducted with 270 nM CdiA-CT or 400 nM EcCysE in buffer A at 20 °C. Solid line represents the fitting to a linear equation with a slope 4.10 ± 0.1 µM-1·s-1 and 0.017 ± 0.007 µM-1·s-1 for CS and EcCysK:CdiA-CT complex formation, respectively.
Figure S2. Densitometric analysis of native PAGE. The native PAGE gel in Fig. 4C was analyzed with Image Lab software as described in Materials. The band % is calculated as the volume of each band compared to the sum of all band volumes in each lane. The analysis is shown in the right panels for two representative lanes. The relative band percent volume is also presented as a histogram in the lower left panel.
Figure S3. CysK protein alignment. The sequences of EcCysK, DdCysK, ECLCysK, BsCysK, HiCysK and NlCysK were aligned using ClustalW with Blosum matrix set at default parameters. Similarity scores were calculated by the ESPript program1
 using the Blosum62 matrix set at global score of 0.2. Residues comprising the first active-site shell are indicated by red stars below the alignment. Secondary structure elements depicted above the alignment are derived from the crystal structure of the EcCysK:CdiA-CT binary complex (PDB code: 5J43). Residues on blue background are involved in direct interactions with CdiA-CT as reported in


2

.
Figure S4. Analysis of proteins used in this study. A) SDS-PAGE analysis of protein preparations used in this study. B) Secondary structure of refolded CdiA-CT and CdiI-His6. Circular dichroism spectra were acquired on samples containing 0.23 mg mL-1 protein in 20 mM sodium phosphate (pH 7.0). Dashed grey lines represent the result of spectra deconvolution using Dichroweb analysis Webserver3
.
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FIGURE S2
[image: image2.png]Relative %

100 -

80 -

2]
=3

IS
=)

N
=)

mmm CTox
=== CS

Lane #

5

BandNo|  BandLabel] Mol Wi[ Relathe Froni] Vohume () Abs Quant| Rel Quant|  Band%|  Lana’
0a)
i T NA 0ass]es190823 WA WA %9 21
2 NA 0615 103968287 A N CX] 379
Cans Background TLane background subiracied wih ik size: 10
Lano Wi 671 mm
BandNo| BandLabel Mol Wil Relatve Fron Volume ()| Abs Quant| Rel Quant|  Band’%|  Lane®
{ (KDa), { | {
1 T A 0450 104538.160] NA| NA 01 20
2 Nl 0652 69435024 Nl NA 39 26
[Cane Background [Lane backoround subracted wih ik szs 10

ano Wian 849 mm





FIGURE S3
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FIGURE S4
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