Synchronize Worms

RNAi Feeding

We typically set up at least two RNAi plates for each experiment, 1) Standard NGM/Cb/IPTG and 2) NGM-lite/Cb/Lactose (note, for this and all other applications we use Carbenicillin (Cb) at 50 ug/ml instead of ampicillin). In both cases we follow this general protocol:

Streak out feeding strain on LB/Cb/Tet (this seed stock should be freshly streaked prior to seeding the feeding plate, up to appx. 1 week old).

Remove a couple large colonies and inoculate 2ml LB Cb (no Tet) liquid and grow at 37C with vigorous shaking until OD600 reaches appx. 0.8 +/- 0.2 (appx. 4-6 hours). Seed 250 ul of this culture onto each NGM/Cb/IPTG and NGM-lite/Cb/Lactose (We have had some success mixing 2 feeding strains at 125 ul each, but it doesn’t always work). Incubate the freshly seeded plates overnight (typically 16 hours, range 14 to 20 hours) at 25C. I use these plates immediately but others in the lab have used them up to 1 week from seeding.

Pick 20-40 L4 worms onto fresh feeding plates and incubate overnight at 25C. We use L4s at 25C because we want early stage embryos the next day. We have had some limited success picking earlier stage worms and incubating at 20C for 2 days. Typically, each feeding strain is optimized for efficacy (We routinely see a stronger effect with NGM-lite/Cb/Lactose). For the Arp2 strain we get good knock-down at 18-24 hours on Lactose, and 20-28 hours on IPTG. In both cases, at the end of these time ranges we start to see meiosis defects leading up to multinucleated embryos.

NGM 

3 g NaCl

17 g agar

2.5 g peptone – Bring to 975 ml with H20

Autoclave and cool to 55°C, and then add the following using sterile technique, mixing after each addition:

1 ml cholesterol (5 mg/ml in EtOH)

1 ml uracil (2 mg/ml)

1 ml 1 M CaCl2

1 ml 1 M MgSO4

25 ml 1 M potassium phosphate pH 6

Seeding Plates

NGM/Cb/IPTG agar: 

NGM as above plus the following post-sterile additions:

1ml 50mg/ml Carbenicillin

1ml 1M IPTG

NGM-lite mix (for 10 liters worth of powder)

Protocol adapted from Jeremy Nance:

15 grams NaCl

40 grams Bacto Tryptone

30 grams KH2PO4

5 grams K2HPO4

80 milligrams cholesterol

200 grams agar

Mix well

Use 29 grams per liter.

Autoclave and cool to 55°C, and then add the following using sterile technique, mixing after each addition:

1 ml 1 M CaCl2 (to 1 millimolar)

NGM-lite/Cb/Lactose
NGM-lite as above plus the following post-sterile additions:
1ml 50mg/ml Carbenicillin (to 50 micrograms/ml)

10ml 20% Lactose (0.2um filter sterilized)

LB/Cb/Tet agar: 

Mix the following substances in 1 L of distilled water.  

  

	Substances

	Amount (g / L)

	NaCl
	10.0

	Tryptone
	10.0

	Yeast Extract
	5.0


For making solid LB agar for plating, 15 g/L of agar is added to the above mixture. 

Adjust pH to 7.0 with 1ml 1.0 N NaOH.

Post-sterile additions: 

1ml 50mg/ml Carbenicillin 

1ml 12.5mg/ml Tetracycline

