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  Measurement of 14,15-DHET in plasma or serum 
Extraction protocol 
 
Step 1:  Purification 

1.8mL plasma adjusted with approximately 20µL acetic acid to pH 4 + 1.8mL ethyl acetate 
Vortex 
Centrifugation: t=10 min., T: 22°C, 2000rpm 
Phase separation: upper phase = Ethyl acetate phase (lipoproteins) = organic phase 
   Interphase = proteins 
   Lower phase = aqueous phase  
Collect upper phase (a) 
2X:  add equal volume ethyl acetate to lower phase after transferring lower phase with glass pipette to new 
tube, discard interphase (proteins), centrifuge and collect again upper phase 

 
Step 2: Evaporation 
 Approximately 4mL ethyl acetate phase (a) 
 Dry in Speedvac = sediment (b) 
 
Step 3:  Saponification: (to cleave fatty acid from glycerol backbone)  

20% KOH Solution:  1mL of 2M KOH + 4mL Methanol (MeOH) (final concentration KOH = 0.4N) 
Sediment (b) + 2 mL 20% KOH 
Vortex 
Incubate:  t = 1 h, T = 50° C 
= aqueous solution (c) 

 
Step 4:  Re-extraction 
 2mL aqueous solution (c) + 3 mL H2O 
 Adjust pH with 20% formic acid to pH 7.4 (132µL) 
 Add 2mL ethyl acetate 
 (1 part aqueous solution (c) + 1 part ethyl acetate) 
 Vortex 
 Centrifuge: t = 10 min., T = 22°C, 2000 rpm 
 Repeat procedure with ethyl acetate 2X (equal volume ethyl acetate per sample) 
 Collect upper phase (with saponified lipids) 
 Check pH of upper phase (should be 7.4) 
 
Step 5:  Evaporation 
 6mL ethyl acetate phase, upper phase (d) 
 Dry in speedvac = sediment (e) 
 Store sediment (e) at -20° C 
 For ELISA assay, dissolve sediment in 20µL ethanol, then add 130µL  ELISA-sample buffer. 
 Check pH (should be 7.4 after adding ethanol) 
 
Step 6:  Competitive 14,15-DHET - ELISA
 150µL Probe: a) Dilution 1:5, (i.e., 80µL sample + 320µL ELISA-sample buffer 

b) For calculating concentration, consider dilution factor (in this case 1.875, i.e., 80µL 
sample from the 150µL total sample volume) 

                       


