Fecal Glucocorticoid Metabolite (FGM) Analyses Protocol 

Materials
· ImmunoChem Double Antibody Radioimmunoassay Kit (MP Biomedicals, Orangeburg, NY, CAT # 07120103)
· Lyophilizer
· -80 °C freezer
· -20 °C freezer
· [bookmark: _GoBack]Pipets
· Gamma counter
· Vortex mixer
· Test tube rack
· Centrifuge
· 10 x 75 tubes for RIA
· Absorbent paper for blotting
· Mortar and pestle
· 90% methanol
· Ethanol to clean mortar and pestle
· Volunteers to assist with grinding samples
· Test tubes for storage of ground and extracted fecal samples

Methods
Extraction
1. All samples should be prepared and extracted prior to moving on to the assay portion of the protocol. The number of samples prepared at a time will be restricted to the number of samples the vortex or centrifuge may hold.
2. Remove fecal samples for analyses from -80 °C freezer. Samples may be refrozen in a     -20°C non-defrosting freezer after stopping points and for long-term storage. 
3. Samples must be freeze-dried using a lyophilizer for 24 hours to control fiber and water content.
4. Dried samples must then be homogenized through grinding the samples together with a mortar and pestle. Samples must be finely ground and should be ground for roughly 4 minutes. Mortar and pestle will be cleaned with ethanol between each sample to decrease cross-contamination. Procedure can come to a full stop after this step if needed. 
5. After the samples have been ground, weigh out 50mg of sample for extraction. Remainder of ground samples left can be frozen for long-term storage.
6. Mix the extracted feces with 1ml of 90% methanol for 30 minutes on a shaker at 1,800rpm. 
a. Place saran wrap over tops of tubs to ensure no methanol is spilled during vortex.
b. Vortex speed should be as fast as it can go without “spilling” out the methanol.
7. Centrifuge samples for 20 minutes at 14,000rpm.
a. Pipette out supernatant into new labeled tubes for storage.
i. This supernatant solution is what the assay will be run on.
b. Procedure can come to a full stop and samples frozen at -20°C after this step if needed.

Assay
1. Quantify corticosterone using the ImmunoChem Double Antibody Radioimmunoassay (RIA) kit (MP Biomedicals, Orangeburg, NY, CAT # 07120103)
2. Prior to running official samples, five samples (from any individual from the control period of the validation study or Di-Lane samples) should be selected, pooled, and serially diluted to run a series of assay dilutions on to determine the proper assay dilution rate for the study system.
3. Remainder of assay will follow manufacturer kit instructions.

