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Fig. S3. Signal-to-noise and signal-to-background analysis of signal spots

Spots in the original images were called by RS-FISH for all methods. Then, the pixel intensities spanning
10 px on either side of the identified spot in the x-direction were analyzed. (a) Exemplary RNA images for
RNAscope (four colors), MC (two colors), and Merscope (three colors) are presented alongside the raw



data and normalized line profiles. The mean profiles are shown as bold solid lines, while fifty randomly
selected single traces are depicted as thin, transparent lines. (b) Quantification of signal-to-background
(SBR) and signal-tonoise ratios (SNR) is also included. SBR corresponds to the peak height (at x = 0) in
the normalized plots from panel a, while SNR represents the ratio of the peak height to the standard
deviation (i.e., noise) in the neighborhood of the peak (evaluated for each single profile at x < -5 and x >
5). Controls consist of line profiles from 1,000 randomly selected pixels per condition (see Methods for
details).



