dataset 7, [s] ¢, T.g  start time [s] At [s] sampling points simulated traces

short 10 30 1000 2000 0.05 175 11000
0.10 125 7500
0.15 100 6000
0.25 100 4000
0.40 75 3000
medium 10 30 1000 2000 0.25 125 3100
0.50 100 2100
1.00 50 2100
2.00 30 2100
3.00 15 3400
long 10 30 1000 2000 2.00 50 1400
3.00 40 1400
4.00 30 1600
5.00 20 2200
6.00 15 2800

Supplementary Table S1: Parameters for simulations varying the set of recording intervals At (fig. 4a)

dataset 7, [s] ¢, T.g  start time [s] At [s] sampling points simulated traces

small 10 30 1000 2000 0.25 125 1550
0.50 100 1050
1.00 50 1050
2.00 30 1050
3.00 15 1700
medium 10 30 1000 2000 0.25 125 3100
0.50 100 2100
1.00 50 2100
2.00 30 2100
3.00 15 3400
large 10 30 1000 2000 0.25 125 6200
0.50 100 4200
1.00 50 4200
2.00 30 4200
3.00 15 6800

Supplementary Table S2: Parameters for simulations varying the dataset size (fig. 4b)
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Supplementary Figure S1: Average numbers of single-molecule FRET traces for simulations varying the set of
recording intervals At (fig. 4 a). Colors indicate whether traces lie fully within the observation window, are
already present at the start of the window, still present at the end of the window, or both of the latter two.
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Supplementary Figure S2: Average numbers of single-molecule FRET traces for simulations varying
dataset sizes (fig. 4b). Colors indicate whether traces lie fully within the observation window, are already
present at the start of the window, still present at the end of the window, or both of the latter two.

average track count

250

200

150

100

50

5c.c7-IEK/MCC

presence

fully within

at start

at end

at start and end

0.1 0.25 0.5 1.0

recording interval At [s]

2.0

Supplementary Figure S3: Average
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numbers of single-molecule FRET traces for experiments (fig. 5).



