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Supplementary Figures

Supplementary Figure 1: pH-profile of ClpP peptidase activity determined by the fluorescent substrate assay.
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Supplementary Tables

Supplementary Table 1: Primers used in this study

Name

Sequence®

SaClpP-for-rbs
SaClpP-rev-Strep
Q35A-for
Q35A-rev
S98A-for
S98A-rev
S98C-for
S98C-rev
S98T-for

10 S98T-rev

11 G127AG128AG131A-for
12 G127AG128AG131A-rev
13 Q130A-for

14 Q130A-rev

15 Q132A-for

16 Q132A-rev

17 E135A-for

18 E135A-rev

19 E135R-for

20 E135R-rev

21 E137A-for

22 E137A-rev

23 L144E-for

24 L144E-rev

25 L144G-for

26 L144G-rev

27 L144M-for

28 L144M-rev

29 L144R-for

30 L144R-rev

31 D170A-for

32 D170A-rev

33 R171A-for

34 R171A-rev

35 R171K-for

36 R171K-rev

O©CoO~NOOUIDWNRF|H*

GGGGACAAGTTTGTACAAAAAAGCAGGCTTTGAAGGAGATAGAACCATGAATTTAATTCCTACAGTTATTGAAAC
GGGGACCACTTTGTACAAGAAAGCTGGGTGTTATTTTTCGAACTGCGGGTGGCTCCATTTTGTTTCAGGTACCATCACTTC
AGACCGTATTATTATGTTAGGTTCAGCAATTGATGACAACGTAGCAAATTCA
TGAATTTGCTACGTTGTCATCAATTGCTGAACCTAACATAATAATACGGTCT
ATTTGTATCGGTATGGCTGCAGCAATGGGATCATTCTTATTAG
CTAATAAGAATGATCCCATTGCTGCAGCCATACCGATACAAAT
ACAATTTGTATCGGTATGGCTGCATGCATGGGATCATTCTTATTAGC
GCTAATAAGAATGATCCCATGCATGCAGCCATACCGATACAAATTGT
AATTTGTATCGGTATGGCTGCAACGATGGGATCATTCTTATTAGCAG
CTGCTAATAAGAATGATCCCATCGTITGCAGCCATACCGATACAAATT
GTAATGATTCACCAACCATTAGCTGCTGCTCAAGCACAAGCAACTGAAATCGAAATTGCT
AGCAATTTCGATTTCAGTTGCTTGTGCTTGAGCAGCAGCTAATGGTTGGTGAATCATTAC
CACCAACCATTAGGTGGTGCTGCAGGACAAGCAACTG
CAGTTGCTTGTCCTGCAGCACCACCTAATGGTTGGTG
CCAACCATTAGGTGGTGCTCAAGGAGCAGCAACTGAAATCG
CGATTTCAGTTGCTGCTCCTTGAGCACCACCTAATGGTTGG
GCTCAAGGACAAGCAACTGCAATCGAAATTGCTGCAAAT
ATTTGCAGCAATTTCGATTGCAGTTGCTTGTCCTTGAGC
GGTGCTCAAGGACAAGCAACTAGAATCGAAATTGCTGCAAATCA
TGATTTGCAGCAATTTCGATTCTAGTTGCTTGTCCTTGAGCACC
CAAGGACAAGCAACTGAAATCGCAATTGCTGCAAATCACATTTTA
TAAAATGTGATTTGCAGCAATTGCGATTTCAGTTGCTTGTCCTTG
CAACTGAAATCGAAATTGCTGCAAATCACATTGAGAAAACACGTGAAAAATTAAACCGCATTTTATC
GATAAAATGCGGTTTAATTTTTCACGTGTTTTCTCAATGTGATTTGCAGCAATTTCGATTTCAGTTG
GAAATCGAAATTGCTGCAAATCACATTGGAAAAACACGTGAAAAATTAAACCGCAT
ATGCGGTTTAATTTTTCACGTGTTTTTCCAATGTGATTTGCAGCAATTTCGATTTC
GAAATCGAAATTGCTGCAAATCACATTATGAAAACACGTGAAAAATTAAACCGCATT
AATGCGGTTTAATTTTTCACGTGTTTTCATAATGTGATTTGCAGCAATTTCGATTTC
GAAATCGAAATTGCTGCAAATCACATTAGAAAAACACGTGAAAAATTAAACCGCAT
ATGCGGTTTAATTTTTCACGTGTTTTTCTAATGTGATTTGCAGCAATTTCGATTTC
TGAAAAAATACAAAAAGACACAGCTCGTGATAACTTCTTAACTGCAG
CTGCAGTTAAGAAGTTATCACGAGCTGTGTCTTTTTGTATTTTTTCA
GTATTGAAAAAATACAAAAAGACACAGATGCTGATAACTTCTTAACTGCAGAAGA
TCTTCTGCAGTTAAGAAGTTATCAGCATCTGTGTCTTTTTGTATTTTTTCAATAC
CAAAGTATTGAAAAAATACAAAAAGACACAGATAAGGATAACTTCTTAACTGCAGAAGAAGCTAAAGAA
TTCTTTAGCTTCTTCTGCAGTTAAGAAGTTATCCTTATCTGTGTCTTTTTGTATTTTTTCAATACTTTG

# attB1/attB2 sequences, Shine-Dalgarno and Kozac sequences, STREP I1-tag sequence, changed nucleotides for point mutations.




Supplementary Table 2: Comparison of ClpP-Structure entries of the PDB

Code Resolution Organism E-Helix Barrel height Active site Reference
3KTG 2.4 A Bacillus subtilis straight 9 nm aligned (1)

3Q7H 25 A Coxiella burnetii straight 9nm not aligned -

1YG6 1.9A Escherichia coli straight 9nm aligned (2)

3P2L 23A Francisella tularensis straight 9 nm aligned -

2ZL0 2.6 A Helicobacter pylori straight 9 nm aligned 3)

1TG6 2.1A Homo sapiens straight 9 nm aligned (4)

3STA 23A Staphylococcus aureus straight 9nm not aligned (5)

3V5E 23A Staphylococcus aureus straight 9nm aligned This study
3QWD 2.1 A Staphylococcus aureus kinked (H123-K145) 8 nm not aligned (6)

2CBY 2.6 A Mycobacterium tuberculosis not resolved (P125-1136) 8 nm not aligned (7)

2F6l 25 A Plasmodium falciparum not resolved (P291-1304) 8 nm not aligned (8)

1Y70 25 A Streptococcus pneumonia (A153P) not resolved (P123-A139) 8 nm not aligned 9

3TT6 2.6 A Bacillus subtilis not resolved (P124-E136) 8 nm not aligned (10)



http://www.pdb.org/pdb/explore/explore.do?structureId=3Q7H
http://www.pdb.org/pdb/explore/explore.do?structureId=3Q7H

Supplementary Table 3: Melting Temperatures as determined by thermal shift assays

SaClpP protein Melting temperature®
wt (47.3£0.8°C)
58.2+0.3°C
Q35A 58.1+0.3°C
S98A n.d.
S98C 61.3+1.0°C
S98T n.d.
G127AG128AG131A 60.6 +0.3 °C
Q130A 63.3+0.3°C
Q132A 446+1.1°C
E135A 62.1+0.3°C
E137A 45.1+0.8°C
L144E (44.3+£0.6 °C)
58.8+0.3°C
L144G (45.3+£0.8°C)
56.6 +0.3°C
L144M (46.4+15°C)
56.3+0.9°C
L144R 72.3+0.6 °C
D170A (56.0 £ 0.7 °C)
60.8+0.5°C
R171A 58.5+0.4 °C
R171K 58.9+0.3°C

*Melting temperatures were determined as described in the Materials and Methods Sections. Mean
values + sd of three independent experiments are given. Minor peaks are in brackets.
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