Plasma Steroid Hormone Extraction Protocol


Materials Needed:
Diethyl Ether							Fisher E138-500
Hormone standard (we use leftovers from kits, but you can make your own too)
Medium glass culture tubes (13X100mm)			VWR 47729-572
Large glass culture tubes (16X125mm)			VWR 47729-578

Protocol:

1. Thaw all samples and then pool 50ul from each of 10 samples to create the pooled sample.
2. Add a known amount of hormone to a portion of the pooled sample. This will later be used to calculate recoveries for the extraction set. 
3. Put 50-100ul of plasma into each numbered large culture tube. We have used as little as 15ul for small passerine birds, but we use 50ul for chicken corticosterone and testosterone. 
4. Add 3ml diethyl ether to each tube and vortex all tubes for at least 30 sec. 
5. [bookmark: _GoBack]Let sit in a fume hood for 20min. After this step, centrifuging at low speed can improve extraction, but is not always necessary. 
6. Place rack of tubes in a -80 freezer for 3-4min to freeze the bottom layer. If there is a lot of “snow” wait a few minutes to pour off.
7. Pour the ether fraction into new medium glass culture tubes and discard the frozen pellet. 
8. Dry down the ether fraction either overnight or under an N2 stream. 
