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Table 1. Mutation detection ddPCR reaction setup.

Component Volume per Reaction, pl Final Concentration
2x ddPCR supermix for probes (no dUTP) 10 1%
20x target primers/probe (FAM) 1 450 nM primers/250 nM probe
20x wild type primers/probe (HEX) 1 450 nM primers/250 nM probe
Restriction enzyme, diluted 1 2-5 U per reaction
DNA sample/water Variable 50 fg to 100 ng™™

Final volume 20 -

* When not digesting directly in the ddPCR reaction setup, this component can be replaced by water.
** For most routine mutation detection applications, up to 130 ng of human genomic DNA can be added per ddPCR well for a final concentration of 2,000 copies/ul.
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Flashing green o o Run in progress
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Table 2. Thermal cycling protocol.”

Cycling Step Temperature, °C Time Ramp Rate # Cycles
Enzyme activation 95 10 min 1
Denaturation 94 30 sec

Annealing/extension 55 1 min ~2°Clsec 40
Enzyme deactivation 98 10 min 1
Hold (optional) 4 infinite ~1°Clsec 1

* Use a heated lid set to 105°C and set the sample volume to 40 pl.
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