o
<t
+
£ 2
Sfupg=2uv=LuYyLuYLUYUYTYUpDLUULo e *
1233252583535 5%5225223222332%. 2
FE T EUET S TSESSE S OSEFET S S T E £ 2 F B 5 modification
. 1 2 3 4 5 6 7 B 9 1011 1213 14 15 16 17 18 19 20 21 22 23 24 2526 lane
shifted »
A frEe rumw o w = SRpRS———— O e e e e W W W W e W BUffer
—
“oshifted 6 12 9 13 ® 11 6 8 8 7 12 101515 8 13 10 8 13 710 15 22 6 10 4
shifted —
.
B . 029
trcc’- - - - - - - - e eswew mg/ml
-
% shifted 14 2516 15 13 40 2222 14 20 9 21 19 18 9 19 12
shifted - -
-
0.58
C free -— v - - O e - e - mg/ml
-
% shifted 26 50 2927 22 59 37 31 18 20 19 43 31 21 26 36 29
shifted e - - - p— - - — - — -
- 0.77
D free —— - - - W WD W - e W - mg/ml
% shifted 4552 38 52 36 17 79 15 18 13 19 24 23 50 52 14 26 10 2629 55 49 25 47 62 52 3
shifted g, s == == == == - — ——— ———
-' I-z %
E free . - o wew. - Pr— - mg/ml| %
% shifted 65 8258 57 56 36 88 25 28 24 3127 38 67 71 19 47 9 36 44 75 69 28 61 72 62 E
shifted e s s o - o - - - - — e - - e —— e — O — +
23
F free o - mg/ml
% shifted 91 94 86 B8 B3 70 93 57 50 56 54 61 72 84 93 28 B6 24 5574 92 89 49 9] 94 §82
shifted o s - - - e - o — - -
4.6
G free mg/ml
G shifted 96 94 96 95 93 87 96 94 ER B6 86 67 95 55 82 85 97
shifted # -~ -
93
H free mg/ml
% shifted a0 83 .
shifted » - - ~ - e . e e e e e H
56 g
I free - w L — LR - e - — - e e I'ng."'n‘ll w
% shifted 29 32 37 5924 33 35 21 23 18 28 2025 5916 24 23 3640 49 52 50 65 42 65 46 !

Figure S1: Mutations in the putative ToxR-binding site disrupt ToxR binding to the foxT promoter. For toxT
promoter electrophoretic mobility shift assays, the **P-end-labeled foxT promoter targets used for most panels
carry the wild type promoter (-172 to +45, lanes 1 and 25), single-transversion derivatives with mutations at
positions -100 to -80 (lanes 2 to 22, respectively), -60 (lane 24), the A[-84]T substitution (lane 23) or the -100
to +45 deletion derivative (lane 26) are indicated at the top of the figure. For lanes 1 to 26, the DNA-binding
solutions containing end-labeled DNA targets were mixed with membrane buffer only (Panel A), ToxR-
containing membranes at either 0.29 mg/ml (Panel B), 0.58 mg/ml (Panel C), 0.77 mg/ml (Panel D), 1.2 mg/ml
(Panel E), 2.3 mg/ml (Panel F), 4.6 mg/ml (Panel G), 9.3 mg/ml (Panel H) or the negative control ToxR-
negative membrane preparation at 5.6 mg/ml (Panel I) as indicated on the right side of the figure. The positions
of free and shifted end-labeled DNA target migration through the gel are indicated on the left side of the figure.
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DNA bound by membrane-localized ToxR is retained in the well of the gel. The % shifted values given below
the free target band for each sample indicate the percentage of shifted signal, relative to the sum of free and
shifted signals, as quantified by densitometry.





