Induced Spawning in Nematostella

1.  Move bowls of nematostella to room temp and place under light.

2. Approx. 12 hrs later, anemones will spawn

3. remove jelly by treating with 2% (up to 4%) Cysteine in 1/3 X sea water, pH 7.4-7.6 for 20 minutes on rocker. It is important to make soln up fresh and pH it.

4. Wash 3X in 1/3 X sea water

Nematostella Fixation
Fixative 1: 3.7% (4%=250 ul/ml of 16%) Formaldehyde (PFA), 0.2% (8 ul/ml) glutaraldehyde in 1/3X (750 ul/ml) sea water (CHILL)
Fixative 2: 3.7% Formaldehyde in 1/3X sea water

(make up fresh in 1.5 ml tube or conical tube if more than 1.5 ml is needed)
1. Relax anemones in 7.14% MgCl2 in 1/3X sea water up to 10min (older animals)
2. Fix in ice cold Fixative 1 for ~90seconds. (invert to mix for about 60sec. then let bros settle)

3. Remove Fixative 1 and add Fixative 2 for 60min. Keep at 4oC and invert to mix every so often.

4. Wash 5X (2 quick washes, 3 washes 5’ on rocker) PTw, 1X in dH20, and transfer to fresh 100% MeOH (1ml)
5. Replace MeOH 2X (1 quick wash, 2 washes 5’ on rocker), store at -20 oC in a screw cap tube.
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