Blood Collection for EIAs

(by V. Salazar, last update: 03-May-08)

Supplies needed: sterilized eppendorf tubes (0.5-0.65 ml), 10% EDTA pH 8.0, 1cc syringe, 26G 5/8 needle, 0.075% phenoxyethanol with stress coat, bucket with ice, gloves, pipettes, sterilized pipette tips, refrigerated microcentrifuge, anesthesia set-up.

· Prepare 10% EDTA solution (1 g. of EDTA in 10 ml of dds H2O) and vortex.

· Let it dissolve completely (NOTE: EDTA will not go into solution until you reach pH 8.0).

· Get 1 cc syringes and 26G 5/8 needles and treat them with the 10% EDTA solution.

· Get 0.5-0.65 ml Eppendorf tubes and place tubes in ice immediately.

· Get 1L of 0.075% phenoxy-ethanol with 0.5 ml of stress coat.

· Anesthetize fish using the anesthesia setup in HLS223.

· Draw 75-200 microliters of blood from the caudal vein of the fish (try to collect blood within 3 minutes of capture to avoid cortisol effects from handling (Pottinger & Moran, 1993; Fox et al., 1997).

· Transfer blood to 0.5-0.65 ml Eppendorf tubes and place on ice for up to 1-2 hours (NOTE: collect any leftover blood in the needle using a P100 pipette).

· Centrifuge blood for 15 min. at 7000 rpm (Dunlap et al., 2002).

· Collect plasma (translucent upper layer).  Leave the blood cells in the bottom of the 0.5-0.65 ml Eppendorf tube and save this for potential future studies (if you plan to do immunocompetence work in the future).

· Transfer the collected plasma into a previously labeled 0.5 ml Eppendorf tube.

· Store in -80 C or proceed directly to the 'Plasma Aliquots' protocol.
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Plasma Aliquots for EIAs

(by V. Salazar, last update: 03-May-08)

Supplies needed: conical tubes (15 ml & 50 ml), sterilized eppendorf tubes or cryotubes (1 ml), EIA Buffer, bucket with ice, gloves, pipettes, sterilized pipette tips.

· Thaw plasma samples on ice and keep them on ice all the time.

· For each plasma sample, measure the volume with a pipette and pipette tip.
· Dilute male B. pinnicaudatus plasma samples to a concentration of 1:100 by mixing the collected plasma with EIA buffer in a conical tube.

· Vortex the diluted plasma in the conical tube for at least 20 seconds.

· Aliquot the diluted plasma into 1ml eppendorf tubes (or cryotubes) and label them with the fish name, plasma concentration, date & initials.

· For female B. pinnicaudatus plasma samples, dilute to 1:2 or 1:4 by mixing the collected plasma with EIA buffer in a 1ml eppendorf tube.  Due to their small volume, female plasma samples do not need to be store as aliquots.

· All the aliquots need to be store in the -80ºC freezer.

· When performing the EIA assay, take one aliquot per fish plasma sample out for the steroid extraction.

· Use 250 microliters of the aliquot for the extraction.  Be consistent with the extraction volume for all the samples (NOTE: for female samples, you may need to compromise for a small volume).

· For testosterone and cortisol EIAs, extract using a ratio of 70:30 hexane to ethyl acetate.  For 11-KT EIA, extract using a ratio of 90:10 hexane to ethyl acetate.

