Protocol for Extraction of Steroid Hormones from Yolk and Whole Body Tissue
Materials Needed:

Large culture tubes 


VWR

47729-578

Medium culture tubes


VWR

47729-572

Diethyl Ether



VWR

EX0190-8


Petroleum Ether


VWR

BDH1145-4LG

Nitrogen Tank



Airgas

MNIG

Eppendorf Repeater Pipet

VWR

10054-496
Eppendorf Repeater Combitip (2.5ml)
VWR

89232-956

Protocol:

1. Thaw samples

2. Number large glass tubes and place in a rack.

3. Label extraction worksheet with date and description of the assay.

4. Make a pooled sample and add known amount of standard to the sample for later recovery determination.

5. For each sample, weigh out 50mg yolk or tissue into 1.5ml microcentrifuge tube, and add 500ul DI water.

6. Vortex each sample and homogenize.

7. Add sample to corresponding large tube and rinse out microcentrifuge tube with an additional 500ul of DI water. Add the rinse to the corresponding large tube. There will now be a total of 1ml in the large tube. 

8. Add 3mls of ether mix (30% petroleum ether + 70% diethyl ether) to each tube.

9. Vortex all tubes for 30 sec. 

10. Leave tubes to sit for 20 min to allow settling.

11. Snap freeze tubes in -80 freezer for 5 minutes. Make sure to separate samples so there is an empty row between each row. Middle samples won’t freeze well otherwise. 

12. Pour off liquid layer into labeled medium tubes quickly before sample thaws, leaving the frozen pellet behind.

13. Repeat steps 8-12 again and pour the liquid layer into the same tube as before. There will be about 6ml of ether in each tube after this. 

14. Leave tubes overnight to dry down or dry under nitrogen stream. 

Protocol for Short Columns For Isolation of
Progesterone or A4, Testosterone, and Estradiol or Corticosterone

Reagents
Ethylene Glycol and Propylene Glycol – Last 6 months

Ethyl acetate – lasts 6 weeks

Isooctane lasts forever

Preparing Water and Glycol Phases
· 24-36h before column day, weigh out the amount of celite needed and place in 1000 degree oven to dry completely (on average, to be safe, weigh out about 1g per sample)

· Place 1 glass bead in a 5ml fisherbrand pipet and loop a small rubber band around the pipet so it rests in proximity to the nitrogen tube

· Water trap – mix ratio of (3:1) 6g celite:2ml dH2O (6g makes 32 columns)

· Glycol phase – mix ratio of (2:1) 6g celite:3ml glycol mix (6g makes 12 columns)

Glycol mix = 1:1 ethylene glycol: propylene glycol

· Grind both with pestle until completely homogeneous

Packing the Columns
· Add water trap to the 4.3-4 (depending on consistency) and pack.  Tap out excess to just below the 4.5 (what would be the 4.6 if it was marked)
· Add glycol phase to the 3.5, pack and tap out excess to the 4.0 
· Add 1 volume 4ml pure isooctane to wet the columns.  Blow through with N2 (as fast as you wish) but don’t let dry out!

Adding samples
· Add 500ul of 10% ethyl acetate in isooctane to each sample and vortex all samples for 30sec

· Pipet the samples into each column, leaving the tip in the top of the column

· Add another 500ul of 10% ethyl acetate in isooctane to each sample and vortex briefly as you add the samples to the columns using the same tips.  Dispense the tips in the tubes when done and discard in radioactive trash.

· Blow through the sample volume using N2 at no faster than 1 drop every 6 sec

Eluting Fractions
For all fractions, elute using N2 at no faster than one drop every 6 seconds.

NO JUNK FRACTION
Progesterone/Androstenedione – 1.5mls 2% ethyl acetate in isooctane
Testosterone – 2.0mls 20% ethyl acetate in isooctane
Estradiol – 2.5mls 40% ethyl acetate in isooctane OR
Corticosterone – 2.5mls 50% ethyl acetate in isooctane
Protocol for Long Columns for Isolation of

Progesterone or A4, DHT, Testosterone, Estradiol, and Corticosterone
Reagents
Ethylene Glycol and Propylene Glycol – Last 6 months

Ethyl acetate – lasts 6 weeks

Isooctane lasts forever

Preparing Water and Glycol Phases
· 24-36h before column day, weigh out the amount of celite needed and place in 1000 degree oven to dry completely (on average, to be safe, weigh out about 1.3g per sample)

· Place 1 glass bead in a 5ml fisherbrand pipet and loop a small rubber band around the pipet so it rests in proximity to the nitrogen tube

· Water trap – mix ratio of (3:1) 6g celite:2ml dH2O (6g makes 32 columns)

· Glycol phase – mix ratio of (2:1) 6g celite:3ml glycol mix (6g makes 8 columns)

Glycol mix = 1:1 ethylene glycol: propylene glycol

· Grind both with pestle until completely homogeneous

Packing the Columns
· Add water trap to the 4.3 (depending on consistency) and pack.  Tap out excess to the 4.5

· Add glycol phase to the 3.0-1, pack to the 3.5 (don’t tap out excess)

· Add glycol phase to the 2.5, pack and tap out excess to the 3.0

· Add 2 volumes 4ml pure isooctane to wet the columns.  Blow through with N2 (as fast as you wish) but don’t let dry out!

Adding samples
· Add 750ul of 10% ethyl acetate in isooctane to each sample and vortex all samples for 30sec

· Pipet the samples into each column, leaving the tip in the top of the column

· Add another 750ul of 10% ethyl acetate in isooctane to each sample and vortex briefly as you add the samples to the columns using the same tips.  Dispense the tips in the tubes when done and discard in radioactive trash.

· Blow through the sample volume using N2 at no faster than 1 drop every 6 sec

Eluting Fractions
For all fractions, elute using N2 at no faster than one drop every 6 seconds.

Junk – 3mls pure isooctane

Progesterone/Androstenedione – 3.6mls 1% ethyl acetate in isooctane

Dihydrotestosterone – 4.5mls 10% ethyl acetate in isooctane

Testosterone – 4.5ml 20% ethyl acetate in isooctane

Estradiol – 4.0ml 40% ethyl acetate in isooctane

Corticosterone – 4.0ml 50% ethyl acetate in isooctane (this fraction can be left to drip through unwatched)
