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Figure S1. Examples of experimental pixel-level fluorescence decay curves of the fluorescence donors 
within dimeric and trimeric constructs and their theoretical fit. Semi-log graphs of typical pixel-level flu-
orescent decay curves for the donor protein for each FRET construct (NDA, ADN, ADA) fitted with one 
lifetime (top row, red curves) and two lifetimes (bottom row, blue curves). For the curves shown, the 
values for 𝜏  from a one-lifetime fit, along with the R2 values, for NDA, ADN, and ADA were 1.79 ns, 
R2 = 0.95; 1.48 ns, R2 = 0.95; and 0.92 ns, R2 = 0.96, respectively. The 𝜏  values obtained from a two-lifetime 
fit of the decay curves were 1.84 ns, R2 = 0.95; 1.45 ns, R2 = 0.96; and 0.84 ns, R2 = 0.97, respectively. 



Table S1. Results of donor-only lifetime and FRET efficiencies (± SD) for Experiment 1. Each exper-
iment was performed following the same cell preparation and experiment protocols. 

Method 
Donor-Only Lifetime 𝝉𝑫 (ns) 

Construct 

NDA ADN ADA 

1-Lifetime Fit 2.41 ± 0.14 0.46 ± 0.08 0.46 ± 0.08 0.63 ± 0.05 

2-Lifetime Fit — 0.54 ± 0.08 0.52 ± 0.08 0.66 ± 0.06 

tiFRET — 0.51 ± 0.07 0.49 ± 0.08 0.68 ± 0.04 

Table S2. Results of donor-only lifetime and FRET efficiencies (± SD) for Experiment 2. Each exper-
iment was performed following the same cell preparation and experiment protocols. 

Method Donor-Only Lifetime 𝝉𝑫 (ns) 

Constructs 

NDA ADN ADA 

1-Lifetime Fit 2.33 ± 0.15 0.35 ± 0.07 0.36 ± 0.05 0.56 ± 0.06 

2-Lifetime Fit — 0.41 ± 0.11 0.36 ± 0.06 0.62 ± 0.07 

tiFRET — 0.39 ± 0.05 0.46 ± 0.05 0.63 ± 0.04 

Table S3. Results of donor-only lifetime and FRET efficiencies (± SD) for Experiment 3. Each exper-
iment was performed following the same cell preparation and experiment protocols. 

Method 
Donor-Only Lifetime 𝝉𝑫 (ns) 

Constructs 

NDA ADN ADA 

1-Lifetime Fit 2.23 ± 0.09 0.21 ± 0.08 0.28 ± 0.03 0.41 ± 0.07 

2-Lifetime Fit — 0.26 ± 0.13 0.36 ± 0.06 0.46 ± 0.09 

tiFRET — 0.26 ± 0.05 0.32 ± 0.04 0.48 ± 0.07 

Table S4. Results of donor-only lifetime and FRET efficiencies (± SD) for Experiment 4. Each exper-
iment was performed following the same cell preparation and experiment protocols. 

Method Donor-Only Lifetime 𝝉𝑫 (ns) 

Constructs 

NDA ADN ADA 

1-Lifetime Fit 2.60 ± 0.28 0.32 ± 0.04 0.36 ± 0.05 0.56 ± 0.03 

2-Lifetime Fit — 0.33 ± 0.12 0.40 ± 0.10 0.60 ± 0.03 

tiFRET — 0.36 ± 0.04 0.40 ± 0.05 0.61 ± 0.02 

 


