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B Multiplexed fluorescence imaging step-by-step:

1) Plate/seed cells on coverslip

2) Fixation

3) Cell permeabilization

4) Protease treatment

5) DNA/RNA hybridization
Plate/seed cells on 6-9) Signal amplification (Amplifiers 1-4)
g— 10) Immunostaining
”“:;:seabimce“swmmwee"_mi" 11) Counter-stain nuclei
PBS PBST) & wash 2X 12) Mount

ncubate with protease & wash
e L = 13) Image

~35 min Incubate with RNA/DNA probes diluted in
hybridization buffer & wash 2X
~15 min
Incubate with Amp 1-FL & wash 2X |

Dehydrate cells after fixation 20min Incubate with Amp 2-FL & wash 2X |

Stopping point) OR continue o

: t: :ellgpperme)a bilization Gl Incubate with Amp 3-FL & wash 2X
~35 min Incubate with Amp 4-FL, choosing appropriate

fluorophore set & wash 2X
RNase-treat after ~20 min —
permeabilization (if ONLY Immunostaining:
labeling DNA) ~35 min 1) Block non-specific interactions (~1 hr)

2) Incubate with primary antibody & wash
3) Incubate with dary antibody & wash

~15 min

~3.5 hrs
Mount coverslip on slide

(cell-side facing down on
slide)
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