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Figure S1. HasS domain organisation. TM represents transmembrane helix.
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Figure S2. Purification of HasS..,. SDS PAGE of inclusion bodies (1) solubilized in 8 M

Urea, elution profile and SDS PAGE of fractions (2) collected from the size exclusion

column.
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Figure S3. Summary of secondary Ca, Cp and CO chemical shifts of Hascrp.
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Figure S4. Variation of the fluorescence emission of HasScrp upon titration with aliquots of a
solution of HasR signaling domain (square) at 1 mM and ribunclease A (triangle) at 1.1 mM. The

excitation and emission wavelengths were 297 and 350 nm, respectively.
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Figure S5. Residues of the signaling domain of HasR involved in the interaction with
HasScrp are in cyan and those affected by microsecond to millisecond time scale motions

(Rex higher than 2.5 s™") are in red.




Table S1: HasS.,, chemical shift (in ppm)
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Met
Gly
Asp
Asp
Ala
Trp
Arg
Arg
Gly
Trp
Leu
Val
Ile
Asp
Arg
Gln
Thr
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Ala
Leu
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Leu
Asn
Arg
Tyr
Arg
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Thr
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Ile
Val
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Val
Asn
Ala
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Arg
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Arg
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Ser
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Val
Phe
Ala
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Asn

H

8.36
8.20
8.11
8.23
8.06
7.91
7.63
7.82
8.03
7.91
7.58
7.48
7.64
8.01
7.98
8.29
8.00
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7.91
8.02
7.76
7.70
7.85
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7.55
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7.93
7.82
7.69
8.07
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C
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69
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03
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14
09
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03
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15
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55.
62.
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18.
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.35
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Lys
Leu
Asp
Asp
Gly
Val
Gly
Ala
Ile
Arg
Gln
Glu
Leu
Ser
Ala
Arg
Gln
Leu
Asn
Leu
Gly
Ile
Leu
Tyr

7.83
8.11
8.18
7.95
8.21
7.96
8.29
7.85
7.78
8.16
8.02
8.01
7.95
7.77
8.02
7.89
7.86
7.91
8.02
7.91
8.18
7.69
7.82
7.22
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.99
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.22
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120.
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.88
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92
43
15
80
05
54

79

175.
176.
177.
174.
177.
174.
177.
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.29
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32.
.24
.24
41.
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41

32.
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38.
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.06
63.
.20
30.
.24
.75
39.
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.63
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17
00
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39
10
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97
57
17
60
01

92



Table S2. Summary of the NMR constraints used for the structure calculation, the restraint
violations and structural statistics for the ensemble of 20 best conformers of the HasR

signaling domain,

NOE-derived constraints:
unambiguous:
intraresidue

sequential

medium range

long range

ambiguous:

intraresidue

sequential

medium range

long range

Hydrogen bonds:
DANGLE (¢,v):

Total number of experimental. restraints

Residual distance constraint violations:
>=0.5 A
>=03 A

1141
943
420
235
80
208
198
102
45
11
40
24
176
1341

0.28 £0.70
0.87 +1.14

Energies (kcal/mol)

Enoc

Ebond

Eang]c

Evdv

Eovcrall

Mean pairwise RMSD (A) residues 8-82:
Backbone atoms:

All heavy atoms:

For the residues with regular 2ndary structure
Backbone atoms:

All heavy atoms:

Ensemble Ramachandran plot residues 8-82:
most favoured

additional allowed

generously allowed

disallowed

155+£3.5
152+0.9
90.4 £ 6.4
-349.5+19.2
-3524.0+£52.3

1.41+0.39
2.21+£0.40

0.81+£0.27
1.52 +0.25

83.7%
16.7%
0.0%
0.0%




