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Protocol for changing water:

· A key to the Phytotron room is in an envelope in the rack outside my office door.  Use the key, and then replace it, so the next student has access to the Phytotron.

· Daily, replace the water in each jar with clean seawater or your treatment water.  To do this, pour the old water down the drain, and fill to same level with clean seawater (or copper-water), and make sure to cover with saran wrap to prevent evaporation.  (note: If the anemone is not attached to the jar, make sure to pipet it out before dumping the water down the drain, or else you will lose the anemone down the drain).
· If the anemones start looking unhealthy (contracted), then you should consider ending the experiment and sampling all anemones.

· It is possible that some of your anemones may spontaneously die, even in control conditions.  You might arrive to change water only to find that one or more anemones is decomposing.  This is an unfortunate situation, but it does occur occasionally.

· Remember to clean up all the salt water that dripped on the counter or floor, and then rinse out the sink with lots of fresh water to rinse all the salt out of the sink.
Protocol for Flash-freeze sampling:
 ***Before retrieving anemones, set up the dry ice/ethanol bath in the hood in the lab
USE PROTECTIVE GLOVES, and WORK IN THE HOOD

· Make sure the bath contains at least 2 inches of ethanol.  

· Retrieve the cooler of dry ice from the freezer

· Using protective thermal gloves (orange) or a paper towel to protect your fingers from cold, place two small handfuls of dry ice into the ethanol
· Allow it to super-cool for at least 3 minutes before using – when the bubbling subsides, it is ready to use
1. Go to the Phytotron room and retrieve jars of anemones from treatments, and bring them to Olmsted 322, the wet lab. Remember to bring a tub with you to transport the anemones up to the lab.
· Process anemones in batches of 3-4 anemones (in other words, proceed with steps 2-10 for 4 anemones at a time). This does NOT mean to pool 3-4 anemones into a single tube, but rather to freeze 3-4 samples in one batch, and then go back and repeat until you have frozen all the anemones. 
2. Remove each anemone from its jar using the tapered end of the small metal spatula to gently dislodge it from the side or bottom of the jar.  Think of this like flipping a pancake that is not completely cooked through yet – you want to slowly slide the spatula under the pedal disk of the anemone, working around the perimeter first, and then working your way under the middle of the pedal disk.  The anemone should detach and float in the water.

3. Use a clear plastic transfer pipet to transfer the anemone into a clear 1.5ml centrifuge tube.
4. Use a P200 pipet to remove as much water as possible from the tube.

5. Nudge the anemone to the very bottom of the tube.

6. Cap the tube and label the top of the tube with the ethanol-resistent sharpie.
· Label the cap with the date, your initials, and a sample ID that will allow you to remember later which sample it is.  You should record all this information in your Explorer Lab Notebook
7. Place the 3-4 capped tubes in the white, round tube holder (it looks like a round white table with holes in it)
8. Place the white tube holder in the supercooled ethanol bath – it will float 

9. Allow to freeze for ~ 3 minutes

10. Remove the tube holder very carefully from the ethanol bath Using the tongs, or wearing the orange thermal gloves – avoid immersing even the tips of your fingers in the ethanol bath or you will suffer severe frostbite.  

11. Transfer tubes immediately into the -20 freezer in room, into the box labeled “Genomics 2009”

· do not allow the anemone to thaw, or it will result in RNA degradation.
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