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Reaction Preparation
NEVER USE SYBR GREEN
Make sure you are using correct Mastermix (Probes or EvaGreen), and to premix your reactions by vortexing or pipetting up and down (20X).  If reactions are in 96 well plate, pipette up and down rather than vortex.  Reactions should be at room temperature for droplet generation, making a slight excess (ex. 22uL/reaction) for pipetting loss.  Prepare appropriate 2X Buffer control diluted to 1X for all extra/unused wells in each cartridge. Use Rainin pipets if possible.
	2X Mastermix
	OIL

	ddPCR Supermix for Probes
	Droplet Generation Oil for probes

	Droplet PCR supermix
	Droplet Generation Oil for probes

	One-Step RT-ddPCR supermix for probes
	Droplet Generation Oil for probes

	QX200 ddPCR EvaGreen Supermix
	QX200 droplet generator oil EvaGreen Dye


Droplet Generation
1. Put Cartridge into white cartridge holder (should only fit easily 1 way)

2. LOAD SAMPLES FIRST

a. Use 20uL tips and load 20 uL of reaction

b. Load into wells perpendicular and touching bottom of well and only expel to 1st stop on pipette to avoid air into bottom

c. Load 20uL 1X buffer control in unused samples wells *NOT H2O
3. Load 70 uL appropriate droplet generation oil

4. Put on Gaskets, make sure hooked on completely

5. Put into Droplet Generator (~2 minutes)

Droplet Transfer

Important as droplets are currently at the most fragile prior to PCR and you want to avoid shedding droplets

1. Use a 50uL multichannel pipette set to 40 uL
2. Put tips in the bottom of droplet containing wells and tilt to a 30-45 angle and draw up droplets over a 3-5sec count

3. Ideally, when lifting droplets you will see a layer of droplets (cloudy), oil (clear) and then a small air pocket at the bottom (holds droplet in)

4. Pipette into the 96 well plate (Eppendorf Twin.tec semi-skirted plates) by holding tips halfway down the well and pipette out over a 3 second count dripping down side of well (can go to second stop on pipette)

Seal Plates using Foil Heat Seals 3 sec at 180C, DO NOT vortex/spin down at this point! Droplets should be put through PCR cycle ASAP (but should be stable undisturbed for 24 hours), once droplets have been through cycle they are stable for ~2-3 weeks, before going into reader. (10K Droplets for 95% CV)
