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Figure S138. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S139. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S140. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S141. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S142. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S143. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S144. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S145. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S146. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S147. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S148. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S149. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S150. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



A n=123 B mean lifetime =11s C D

103 T 0.4 \ \ : : 0.015 A
- E E 102
> — — . >
w O°F . 1 2% £ 10t m g oo I
< 100 EH O fae 4 Soz2f 1 o 1 S
N E-] x 10 " undock 1 & 0.005
o 100 3 e ® - = [ a 1 unaoc = N
X ] ; w01 10 dock [
107 o 0 | 10 ‘ \ 1 0 |
10 10° 10* 10% 10° 0 10 20 30 0 10 20 0 50 100
-1 Trace length (s) Trace length (s) # of transitions
E kundock (s™) F
4 10 4 P TP BT B E T T E
k =37(01)s" k =9.0(0.3) s 0.04 o Keq purg = 040 r 10i ] :
a 3 ddwell ~ 20 L a udwell T T L>; U’ 100 F -z - - E
5 5 S 0037 -~ 107 Bonor channel E
S 2 F 3 5 F > : :
o o o 0.02 3 E ‘ ‘ E
o o o T102F 1
Ll oo L 0.01 - 100 ;':8 1
0 L < 107 ¢ FAcGeptor Ghannel. |
0 1 2 0 0.5 1 05 0 05 1 15 0 2 4 6
I Time(s) Time(s) FRET SNR
5)( 2.2 F 1 > J
= z  |c72(A
Ly M I Mrtl | i R
c 1 [ | it I o 2.0 mM Mg
5 1l \‘ AR \IVR. 1 ir\ ‘ 2
g 0.5 Lv‘”-‘ ” e ™ {[ v' M ". ‘p” n' 'Y'hsl le vJvrm ‘ll : ‘ '“ AN (R I\ 0o o kdock 23.5(0.1)5-1
0 0.5 1 K ngook - 94 (0.2) 8™
=) ' ' KObS :0.377 (0.018)
I 15 2 :3.7(0.1) s
g = d,dwell * 0 Y
2 1 ‘ 05 B .
2 H U o Mw f “ Ll P 5 [uawer 1900357
Q 0.5 myllly nlyk ll Nl‘ A ‘,_l L u (1 LN . l LT T ml" l‘ " a K - 0.40
c 0 v I P | | ‘ I‘ eq,bulk
0 0.5 1

T|me (s)

Figure S151. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S152. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S153. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S154. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S155.

smFRET data summary.

T|me (s)

(A) Scatter plot of fitted values of the docking versus

undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S156. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S157. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S158. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S159. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S160. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S161. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S162. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S163. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S164. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S165. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



A n =132 B mean lifetime =7 s C D

T FF— Ty . T T T 0.015 4
108 T T T N 0.3 T T i
T 102k 1 3z 07 >
0 E 3 c 02 o~ 10t r.m c 0.01 N
e 10t F ’ - g 'Lﬂ, s g
[3} E # 3 o - 100 £ =
S 100F| ° i £01 1 1 “undock | T 0005 I
= N: * 10 dock
e - -2
107" vl ool v LS 0 | 10 ‘ ‘ 1 0 |
10! 10° 10! 102 10% 0 10 20 30 0 5 10 15 0 50 100
E Kyngock (3.1) F Trace length (s) Trace length (s) # of transitions
undoc
6 Il L L L L L L 15 S S SR SR SR S S S 1 " 1 " 1 " 1 " E T T 3
- 1 Ko bute = 0-57 102 3 E
> Ko dwen =54 (02) > 2 004 e ) 103 o f’m 3
r k =108 (04)s? .04 - 3
5 4 5 10 Nko awen ©4s 5 =~ 107 Bonor Channel E
S S =] ‘ ‘
o o o E ‘ ‘ 3
2 9 5 r 2 0.02 1 " 102 3 E
= = = 2 10t F 240k 1
ok E
o 0 - ~ 10 =rcceptpr Channel, i
0 _ 0.5 1 0 _ 0.5 05 0 05 1 15 0 2 4 6
I Time(s) Time(s) FRET SNR
5 J
<3 2z
5 11ntR_AC (U
M\ ﬂ M i 1
J o
§ 1 l” lH i fLY A‘ AL/ \ \i AT AR 41 |““ “ a 240mMK 1
= voek 152002
-1
1 15 Kyngock © 10-9(0.3) s
5 ‘ K, :0.481(0.022)
< 2 | :5.4(0.2)s™
> 3 d,dwell * 02)s
= | © -1
% J||‘ il “ L l Il \l ﬂ! I g Ky awen - 10:8(0.4) s
1l ] iy W L AN
§ ! | 110 ! o Keq,bulk 0.57
0 0.5 1 1.5

Time (s)

Figure S166. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S167. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S168. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S169. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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(A) Scatter plot of fitted values of the docking versus

undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S171. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S172. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



O

A n =132 B mean lifetime =7 s C

x10°%
103 Frrr Ty ' ; 8 4 !
E E o
T o102k 1 3o i 101_ - & I
@ 5 - 10° O 5
~ 10 F ’ 4 5 01 T 2.6 S 4 -
: g x 1% I g
L 10°F 4 I 005 . 10} undock § I :
107 Bt oot oo Lo 0 ‘ 102 . . 1 0 |
10! 10° 10! 102 10% 0 10 20 30 0 10 20 0 50 100
K (5.1) Trace length (s) Trace length (s) # of transitions
E undock F G
8 4+ 30 44— P PR TR 5 F T T E
4 K =0.40 < 10F . E
>6 oo T2 L > paoeetl Booad B @10l ¥ - o -
20 ! = . .0) s [ . -1 o N u 4
5 5 dwel 5 h 10™ Bonor Channel
S 4 F > =] ‘ —
o @ 10 3 0.02 ~ 102k .
= = r = Yve R E . E
£ & : AT S
X
0 r 0 + 0 - ; r 107 & cceptor Channel, E
0 0.5 1 0 0.1 0.2 05 0 05 1 15 0 2 4 6
I Time(s) Time(s) FRET SNR
~5 . . . . . J
)
<4 ’ 1 2
>3 | ‘ \ o5 5 |HINtR_A/CC (U))
= ‘ .
g 2 ‘ IR \ | [ (L AL g 140 mM K™
E 1 ot R o e el o b WL e IR St Y et G MM 0 O kdock :8.4(0.2) st
0 0.5 1 15 2 2.5 3 Kyngoor | 254 (0.5) s
g . L o |Kes :0332(0010)
> = k :7.8(0.2)st
>3 | 05 2 d,dwell
22 | \ ‘ S |k, qwen 1224 06)s™
O . s i J I 4 gl b PR L x .
IS 1 v AL O N (I AT ‘H‘"‘HH T NI R VW 'rpl e Keq,bulk'0'40
0 0.5 1 1.5 2 2.5 3
Time (s)

Figure S173. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S174. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S175. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S176. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



O

A n=93 B mean lifetime=7s C %1073
103 [T T " ; 3 !
0.15 - . 2
o102k 4 2 10 rm...‘ . oy
< g & o1f o 10t} 3
1 o ‘0
x 10" F E =] L 0 >
S g x 1% 1§
L 10° e 24 [ 0.05F . 101} undock &
10 ;iu ool ol mmF; 0 ‘ 102 . . 1
10! 10° 10! 102 10% 0 10 20 30 0 10 20 0 50 100
E K (3.1) Trace length (s) Trace length (s) # of transitions
undock F
T T
30 l 1 1 1 1 1 n n 20 l n 1 n n n i 1 i 1 i 1 " 2 E 3
1K =1.25 | <10 F E
- K qwen = 202(0.5)s™ > 15 Nfo.aen =176 (0.4)s™* . 0.03 9 Meq,bulk v 0tk - . 80 E
2 2 2 ~ 100 k 1
© © < 0.02 H L FDonor Channel
=] S 10 F S —
= = L >~ 0.01 41 - E E
[ - 5 (I U, 10(1) a-O 1
0 r 0 - ; =~ 107 &, cceptor Channel, E
0 _0.2 0.4 0 . 0.2 0.4 05 0 05 1 15 0 2 4 6
I Time(s) Time(s) FRET SNR
2° . J
> Z  |11ntR_A/CC (U
'M'H M m l M‘ 05§ [RATEY
| o
S 1LY 19 | | L /e HU 1 lu & 240mM K <
= ‘ ock | 1234(05)s
0 0.5 1 15 2 25 3 Kyndook © 209 (0.4) s
54 o [Keps  11122(0.032)
3 = kdd ,:202(05)s™"
> 05 _% we .
—_ 2 -
5 | S Ky gy 1176 04)5
S o
E 1 o Keq,bulk 1.25
0 0.5 1 1.5 2 2.5 3
Time (s)

Figure S177. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S178. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S179. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S180. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S181. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S182. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S183. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S184. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S185. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S186. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S187. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S188. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S189. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S190. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S191. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S192. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S193. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S194. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S195. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S196. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S197. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S198. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S199. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S200. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S201. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S202. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S203. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S204. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S205. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S206. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S207. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S208. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S209. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



A n =140 B mean lifetime =4s C D

P i B R B : ; 0.04
0.2 n 2
D ok i = 10 2 0.03 -
o S 0.15 4 & 10t S
x 10t L a. 1 3 N et o 5 0.02 -
S g o1 4 T 10 . 1z
S . - . undoc T L
x 10°F 1 L 505 4 10 dock 1 &oo1
10t Cobowd v ol L 0 ‘ 102 ‘ ‘ 1 0 |
10" 10° 10" 10% 10° 0 10 20 30 0 5 10 0 50 100
K (3.1) Trace length (s) Trace length (s) # of transitions
E undock F
6 | s s 20 | 1 1 1 1 1 1 1 — 2 E T f 3
i : 1K =0.46 L = 100 e E
- Kq.awen =58(03) s ! > 15 Ky gwen = 17:0(08) s ! L o> 0.06 eabulk ) lOl Pt W 1
o 4 L O o - 100 E - g * _:
S S S 0.04 A L fonor Channel 3
S S 10 F S —
8 2 o ] ~ 102 E 3
= T L T 0.02 1 = £ ; i
- LS . @ 10! !:ﬁ 1
0f" ™ 3
4
0 r 10 =rcceptpr Channel, i

115 0 2 4 6
SNR

=5

2 4 1tz J

% 3 05 E 11ntR_AC (U,)

g2 S [290 mM Na*

- 10 o -1

c1 Kyoew :56(02)s

. . . 3 K ngock - 176 (0.6) s
3 2 ‘ ‘ ‘ ‘ 1. . Kype - 0.315(0.017)
i 15 \ | l | . ‘ 2 kg gen 158037
3 1 N l \\ a oS g |k £17.0(0.8) st
l“u I |l .tlwklm’hr A Y I ‘w' | AL W Ll b 'w /! l‘ | ° el
= . ] ‘ ‘ ST M "| N L ‘ Mmoo Keq,bulk:0'46
0 0.5 1 15 2 25 3

Time (s)

Figure S210. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S211. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S212. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S213. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



O

A n =133 B mean lifetime =7s C %1073
103 L L B IR T T 6 1
0.15 . 102F -
i 2 2 ( >
10° g | o (3}
2 . & o1l o 10t O 2
X~ 101 Ll " 4 S » o >
S g ~ 107 F 1 g
~° 100 ] L 0.05 101} undock ] £
lo-l E TNV A T W 117 S WA 1 0 | 10_2 N N E|
10 10° 10% 10% 10° 0 10 20 30 0 10 20
Trace length (s) Trace length (s) # of transitions

T T

E I(undock (S_l) F

20 | L n n 1 n i 1 i 1 1 1 1 2 E 3

K =2. | T‘A 10 E 2 R E

o 15 RFaawen =193 st eq.bulk w olE :° % ]

[&] Q 0 F 3

o o L~ 10 FDonor Channel i
] ] T T T T

o o ~102F E

— hut L E q T

- - 210! p 1

X
r 107 cceptor Channel, i

0 02 04 : 0. . 15 0o 2 4 &6

i i FRET
I Time(s) Time(s) SNR
2 . J
> 5 |lIntR_AC (U;)
2 3 |540 mM Na*
2 a 1
IS ‘ ‘ ‘ ‘ ‘ Ky :205(05)s
. -1
0 0.5 1 1.5 2 2.5 3 Kindock * 11.0(0.4) s
g ' ' ' ' 1o |Kons : 1.853 (0.076)
=37 = Ky qwer : 19:3(0.5)s™
2 05 8 e 1
=9 | . -
% BilL ‘ i ‘ | 5 Ky qwent - 107 (0.3) s
| | 1 L8 d .
£ 1 - | Aon s mo o Keq,buik - 202
0 0.5 1 15 2 2.5 3
Time (s)

Figure S214. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S215. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S216. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



A n=97 B mean lifetime =4s C D

10° [Ty Ty | | ; ; 0.015
a2 >02 - 10° ¢ >
w 10°F 18 ~ 100 [OREE 2 oo .
$ 10'F ‘ 3 > < 100} 1z
<} o 0.1 4 X 9]
= ook I 10t} undock | g 0005 r
E E dock
10t Cobod vl ool 4 0 | 10 ‘ 1 0 |
10! 10° 10! 102 10% 0 10 20 30 0 10 20 0 50 100
E Kyngock s F Trace length (s) Trace length (s) H # of transitions
15 S S SR SR SR S S S 1 30 Il L L L L L L " 1 " 1 " 1 " 2 E T 3
= T 10° F ]
> Kagwen =119 05) s - S 0.04 o Keqpurc = 057 r HU, 10lF 7t 20k
o o Ky qwen =20508)s L © | i 0f
5 5 20 dwel s 0.03 =~ 107 Bonor Channel
% %10 qg;o.oz- 3 JE T T T T
s LL L 0.01 -0 100 rm 1
0 0 -+ = 107 F cceptor Channel, i
0 0.2 0.4 05 0 05 1 15 0 2 4 6
I Time(s) FRET SNR
5 Wl J
< 0.06 r 2
> w ' H 05 B 11ntR_A/CC (U7)
@ 0.04 \ ’ l ‘ M 9 +
g h 1 ) MMMM M WHM Il , £ [omvNa___
£ 502 Kyoow ©11.0(03)s
0 0.5 1 1.5 2 2.5 3 Kyngoo | 193 (0.5) s
= K, :0.569 (0.023)
2 , YT L og ?
< 0.06 £ |k :11.9 (0.5) s
2 ] . ' u ‘ it L | |5 “l 05 2 d,dwell * )
B 0,08 ‘ V ‘ ’ I M » MH S [ky guen 1 20508)s
2 oos [T Mm bl || hl bl e uwm B ikl l. ikl DR B
< 0.02 B ) eq,bulk *
0 0.5 1 1.5 2 25 3

Time (s)

Figure S217. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S218. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S219. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S220. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S221. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S222. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



B

mean lifetime =6 s

C

cU

10° 0.2 ‘ ‘ 0.02 1
— 10% bppom. 0.01 i
1102k 3 0.15 4 | O 2 0015
@ c 10 -.‘1-,‘0 . c
x 1ot % 0.1 _ 2 ol ™" s % 0.01 -
2 g < 0°p 18
° 0 |_t _ -1 -UndOCk |I 0.005 -
X 10 3 0.05 10tk dock :
107 | 07 ‘ ! 0 :
10t 10° 10! 10% 10° 0 10 20 30 0 10 20 0 50 100
K = Trace length (s) Trace length (s) # of transitions
E undock F
6 40 Il " 1 1 " 1 " — 2 E T T 3
K =0.22 < 100 F L. O E
- kd,dwell =43 (0'2)5-1 > 30 s dwell =384 (2'0)5-1 L 0.06 4 eq,bulk 0 - U) 101 :r. . . m 3
© 9 L o o ~ 100 o °
) ) ) 0.04 5onor Channel
= S 20 F S —
2, - g . :
= I 10 b 0.02 I L o 4
0 - cceptor Channel, i
_ 0 _ 0.1 0.2 05 0 05 1 15 0 2 4 6
I Time(s) Time(s) FRET SNR
2 | 1z J
= | & |crio@
N WWHWW]‘ WWW WWM * 2 Lomur
c o
o1 m.n.l.lrl‘,l“‘ Aot I Ll MM | LTI, L L L a m a
g - v AL A i ISR P O k 14.6(0.3)s?
= . dock
2.5 3 K ngock - 440 (6.6) s
5 2 _ [Kops :0105(0018)
< = kdd :43(0.2)st
> 3 well *
= 15 05 S |k, e 13840 s
o] [ J\i lllll Al “ ° nee
g 0 1w | a Keqpulk 022
0 0.5 1 15 2.

Time (s)

Figure S223. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S224. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S225. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S226. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S227. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S228. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S229. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S230. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S231. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S232. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S233. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S234. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S235. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S236. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S237. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as

determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S238. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S239. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S240. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S241. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



n=73

B

mean lifetime =6 s

C

: : 0.15 1 :
2 F
3 0.2 - w0 3 &
s o 10 HEAONA s 01 i
g L,’/ 100 r" o . . g
o) - b . 13 L
L ot 10t} undock | 005
dock
- 0 10-2 E L ! L 3 0 |
10 10° 10 10% 10° 0 10 20 30 0 5 10 15 0 50 100
E K (s'l) Trace length (s) Trace length (s) # of transitions
undock F
15 | S S S I S S—' PR DR R B . 2 E T T 3
. 1k =021 | < 107 F E
- Ky quen =14 0.1) s 1 - - 0.06 eq,bulk ) 101 !— . -M— . i
) o o ~ OF . o«nntOfere - 2
S S S 0.04 1 10™ Boror Channel i
=} > > T T T |
g g g ~ 10
e L i 0.02 - - 10 k
2 10t . 1
0 . J
0+ = 107 &2 eptor Channel, &
-05 0 05 1 15 0 2 4 6
I Time(s) FRET SNR
2 1tz J
i 11ntR (U
2 M l i 05 o
c I I} o 90 MM Rb
9 LN N ) ud'l."ill‘ ”'l\ AL Ji | l‘. 1 ’A..ll 0 @ - 1
£ ) " Koo 13001)s
. -1
2 25 Kyndock © 11:5(0.5) s
g 5 ! - KObs : 0.115 (0.007)
< = . -1
> g (;; Kg.qwen | 14 (0.1)'s
= : -1
% 5 g ku,dwell :10.3(0.9) s
21 ted e & |Kygpuy: 021
0 0.5 1 1.5 2 25 3
Time (s)

Figure S242. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S243. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S244. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



A n=74 B mean lifetime =4s C

103 [T 0.2 T T T T 0.015 + ;
3 E 2l . .
z 0f . ; go.w 1~ 121 &}e}{-;g g 0.01 I
3 10" '*... ; z o IR ; qgJ_ooos .
=< 100f ° 1 Too0s . 107} ggglczck T
10t (o ol ool o] 0 102 ¢ L 3 0 L
10! 10° 10! 102 10% 0 10 20 30 0 10 20 0 50 100

Trace length (s) Trace length (s) # of transitions

E kundock (S_l) F

prean (RIS
- ddwen = 11:2(08) s - eq,bulk =103 F 181 :': e
0 = .
% % -~ 107 Bonor Channel
= > T T T
1) o
. - b ;
cceptor Channel, z
2 4 6
| SNR
S Ol ' i " [ ' | ' 1 >\ J
< 0.08 I ' 4 ‘l L\I' | P 1 “ %
2 0.06 |‘ \m MM H h’t) ﬂil ;lm n'\ i ut v Hw W' {Li 3l \'| I fl‘ i \ 05 2 11ntR(U-)
o 0. < .
g uu.hu O L R M bl , & [MOmMMRb___
= 0'04 1 ‘ o 98(08)sT
0 1 15 2 25 3 Kygoey : 92 (05) 7
=) ' ' ' ' Lo |Keps :1061(0.100)
< 1‘ it ‘” z 06 ot
2 M ‘fu hl Jhl! p #w M H! il s 3 kddwell 11.2 (0.6) s
2, m “M ' q m © S |kygyen 1 101(05) s
g 8 K Ll P w il 0 s s N
0.5 1 15 2 25 3
Time (s)

Figure S245. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S246. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



A n =101 B mean lifetime =6 s C D

; ; ; 0.015
108 BT T T ] T T
~ o 02 - 10}, -
» 10° g E % 015 L 1~ 10t "m % 0.01 L
10" g .*' 1 % o1l 1 2w} 7 =
o E . E 9] = 9]
° 100k .. 1 T 1 undock | g 0005 I
< 100g 1 Toos 1 W dock
10t [rarer s | | 10 ‘ . 3 0 |
10 10° 10* 10% 10° 0 10 20 30 0 5 10 15 0 50 100
-1 Trace length (s) Trace length (s) # of transitions
E kundock (s™) F
15 S S SR SR SR S S S 1 8 Il " 1 " 1 " 1 " — 2 E T T 3
= 10° F . T
- K gwen = 11.6 (05) s 5 Kugwen =7003 s | 0.03 { Kegpu = 180 r HU, 100 F .. Q- .
g 10 - g 100k
o ) 4 | g 0.02 - onor Channe
— B — — - - 10 =r . -!
(L L2 - 001 « 10! :r:Q =
0 E . =
0 = 107 F cceptor Channel, i
0 2 4 6
I SNR
2 2 J
> § 11ntR (U,)
g S [240mMRb*
= ok, 1123(05)s™
kundock 7.6 (0. 2)5
= ' ' ' K 1 1.627 (0.081
33| | - 1 » ( )
< ‘ ‘ = kdd ,116(05)s™
22 | ’ 05 8 e 1
= ‘ ‘ i 0(0.3)s
2 ’| | Jl' W I li M ‘M\ | ‘VA Hm“ " ‘h l( l 1 PM\ ¥ ‘1 g [Kyawen 7003
S 1 (VR I WA Ll A Im‘ Il T K, 180
£ ! | A ) ) eq,bulk * 7"
0.5 1 25

Time (s)

Figure S247. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S248. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S249. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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(A) Scatter plot of fitted values of the docking versus

undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S251. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S252. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S253. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S254. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S255. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S256. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S257. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S258. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S259. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S260. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S261. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S262. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S263. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S264. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S265. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S266. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S267. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S268. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S269. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.



A n =154 B mean lifetime =6 s C

-0

%1073
103 ? T T T 'Wﬁ: 0.2 T T ] .
_ £ 102 b agsa
7107 E &, ° 3 0.15 - . APOmm 3 4 L
) o S S 100 ¢ S
- :
g 10t % 3 3ol 1 2 100} { Z
o 005 - F
= 00k 1 Too0s | 101 b undock § 1
10 Sy . | 107 . . . k| 0 -
10! 10° 10! 102 10% 0 10 20 30 0 5 10 15 0 50 100

Trace length (s) Trace length (s) # of transitions

-1
I(undock ) F

M

P R T PR NN R T E T T

60 P 40 A . 2F e :
= < 10 F g g
- Kaawen =467 O™ | o0 Nk awen =345 08)s™ | 0037 Keg.ouk =176 " 0 10l k “On ;
o o 5) 0 E El
5 40 5 5 0.02 - =10 %onor Channel
> S 20 F > — —
8 20 8 o ™~ 102 F.d 1
T L 10 LT -, 0 G :
0 E 3
0 + 0 r ; L <10 :Ecqeptpr(;hamnel‘ E
0 0.05 0.1 0 0.1 0.2 05 0 05 1 15 0 2 4 6
I Time(s) Time(s) FRET SNR
s g Y
> Z |cr2@
o 0 A AT AT
S 1 Wil \‘ [\ U \ o 1240 mM Rb
8 p ° \ ! i ' f ' ’ w -, "0 o i 1
= ! ‘ ‘ . 1LY , wock 1 60.8(L4)s
0 0.5 1 1.5 2 2.5 3 K nock - 456 (1.0)s™
54 i ' ' ' ' | . Koo :1.332(0.041)
<, £ k 146.7(0.7)st
> } ! ! = d,dwell
% 2 ' 05 8 |k :345(05) s
< l ‘ u . ‘ ‘ ‘ i o u,dwell
E 1 e ) I s y - 0 e Keq,bulk 11.76
0 0.5 1 15 2 25 3
Time (s)

Figure S270. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S271. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S272. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S273. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S274. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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Figure S275. smFRET data summary. (A) Scatter plot of fitted values of the docking versus
undocking rate constants of individual molecules. Green lines indicate the frame rate of data collection
(upper limit) and red lines indicate the mean lifetime of the molecules (lower limit). Red dot is
the population median. (B) Histogram of lifetimes of the smFRET traces. (C) Scatter plots of
rate constants versus the length of the smFRET traces. The mean value for each rate constant is
represented by a larger circle. Black dots are averages of five values and are shown to provide a
visual guide. (D) Distribution of the number of transitions per trace. Distribution of dwell times in
the low (E) and high (F) FRET states. Exponential fits are shown (red lines) along with the fitted
single-exponential rate constants. (G) Cumulative FRET distributions. Distribution was fitted to a
sum of two Gaussians (blue dashed line). The observed equilibrium constant from cumulative data
was determined from the ratio of area under the high (red) and low (green) FRET components of the
distribution. (H) Rate constants as functions of the signal-to-noise ratio (SNR) in the donor (top)
and acceptor (bottom) channels. (I) Randomly-selected smFRET traces. Traces were truncated at
one or three seconds for ease of comparison. The intensities of the donor dye (green) and the acceptor
dye (red) are shown. The black line denotes the probability of occupying the high FRET state as
determined by a two-state HMM model. (J) Summary table of single-molecule and cumulative kinetic
and thermodynamic parameters.
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