Strains/plasmid

Characteristics

Reference

E. coli FT1/pLysS

BL21(DE3) A
(ptsHlcrr)/pLys, KmR, Cm"®

Parche et al., 1999

Plasmids

p4813 Amp", ptsK Reizer et al., 1998

pWH466 pPET3c, ptsH (B. subtilis) Seidel et al., 2005

pWH653 PET3c, ccpA(his)s (B. Seidel et al., 2005

subtilis)

Oligonucleotide | Sequence (5' — 3') Modification Reference

ackA_cre2 fw TTCTTATTGTAAGCGTTATCAATACG | 5' biotinylated | Schumacher
et al., 2010

ackA cre2_rev CGTATTGATAACGCTTACAATAAGAA Schumacher
et al., 2010

gntR_cre_fw GTCTGATTGAAAGCGGTACCATTTTA | 5' biotinylated | Schumacher
et al., 2010

gntR_cre_rev TAAAATGGTACCGCTTTCAATCAGAC Schumacher
et al., 2010

syn_cre_fw TTCTTACTGTTAGCGCTTTCAGTACG | 5' biotinylated | Schumacher
et al., 2010

syn_cre_rev CGTACTGAAAGCGCTAACAGTAAGAA Schumacher
et al., 2010

non-specific AATCATTTATGGCATAGGCAACAAGT | 5' biotinylated | Seidel et al.,

DNAfw 2005

non-specific ACTTGTTGCCTATGCCATAAATGATT Seidel et al.,

DNArev 2005
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Data:

Kinetic analysis of CcpA-HPrSer46P binding to cre-elements by SPR. The titrations were
carried out with 5-100nM CcpA (His)s. The running buffer was supplemented with 75uM
HPrSer46P in the case of gntR-cregown (A) and with 50uM HPrSer46P in the case of ackA-
cre2 and syn-cre (B and C) because under these conditions CcpA is completely bound by
HPrSer46P (Seidel et al, 2005). Dashed lines represent the measured data, bold lines the

best fits for the association reactions. The Table shows association and dissociation rate
constants calculated from the sensorgramms.
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B | Titration of ackA-cre2 with 20 — 100nM CcpA with
50uM HPrSer46P
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g Titration of syn-cre2 with 20 — 100nM CcpA with
50uM HPrSer46P
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Ka [1/Ms] kg [1/M] Ko [M] X

ackA cre2 6.0+ 1.9x10° |95+ 1.0x10™ 1.6+ 0.4x10° |3.5-4.4

gntR Cregown | 6.0+ 1.7x10° [1.8+ 0.3x10° |3.0+ 0.4x10° |3.4-5.2

syn cre 32+ 06x10° [1.2+ 02x10° |38+ 0.1x10° |58




