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Fitted Data N: σN τd (ms) στd (ms)
CH 3 17.2 2.06 0.231 0.47
CH 4 18.7 0.873 0.244 0.20
CH 5 19.3 1.14 0.250 0.26
CH 6 17.7 2.84 0.152 0.40

Sum (CH 1-15) 18.1 0.240 0.275 0.065

Supplementary Table 1:  The number concentrations, diffusion times and respective standard 

deviations recovered from global fits of correlated data for 25 nM Alexa 488 in 50% glycerol recorded 

from channels 3-6 and summed channel (1-15) data.
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Supplementary Figure 1:  Recovered diffusion times of A) green and B) red beads in the G:R mixtures 

and C) green and D) orange beads in the G:O mixtures plotted against the product of molecular 

brightness (η) and expected number of molecules (N).  Data are fit using 15 channel SRFCS with global 

analysis (15 CH, circles); 8 channel SRFCS with global analysis with (8 CH, inverted triangles); and 

least square fitting of the autocorrelation curves from binned G and R or G and O data (2 CH, squares).  

Recovered diffusion times predicted from fits of single channel (G, O, or R) autocorrelation curves are 

shown for reference (expected, solid line).
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Supplementary Figure 2:  Recovered diffusion times of A) green and B) orange and C) red beads in 

three color mixtures versus the product of molecular brightness (η) and expected number of molecules 

(N).  Data are fit using 15 channel SRFCS with global analysis (15 CH, circles); 8 channel SRFCS with 

global analysis with (8 CH, inverted triangles); and least square fitting of the autocorrelation curves 

from binned G, R, or O data (3 CH, squares).  Recovered diffusion times predicted from fits of single 

channel (G, O, or R) autocorrelation curves are shown for reference (expected, solid line).
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Supplementary Figure 3:  Raw data surface plots of a 3 color mixture of beads that contains 

approximately 3.37 green beads; 2.62 orange beads; and 6.56 red beads. Cross correlation decays are 

shown for channels 1-5 in panel A; 6-10 in B; and 11-15 in C. Contour plots of the fit data from the 

same 3 color mixture. Cross correlation decays are shown for channels 1-5 in panel D; 6-10 in E; and 

11-15 in F. The legend displays the color scale for the G(0) amplitudes (z axis data) and the y axis 

specifies the specific cross correlation term (see text for further description).



S-6

Supplementary Figure 4: Contour plots of the fit data from a bead sample that contains approximately 

8.6 green beads. Cross correlation decays are shown for channels 1-5 in panel A; 6-10 in B; and 11-15 

in C. The legend displays the color scale for the G(0) amplitudes (z axis data) and the y axis specifies 

the specific cross correlation term (see text for further description).


