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Quantification of SPFAS using Untargeted methods:
PFAS levels in the 146 samples were quantified in two analytical batches using liquid chromatography with high-resolution mass spectrometry. Each batch contained additional QA/QC samples including HHEAR untargeted plasma pool 1 and 2, NIST standard reference material, and procedural blanks. All samples were prepared for analysis by adding 2.50μL of an internal standard solution containing 30 13C labeled PFAS to 30μL of plasma (or QA/QC sample), followed by 80μL of ice-cold acetonitrile to precipitate proteins. Treated samples were vortexed, equilibrated on ice for 30 mins, and then centrifuged for 45 min at 4680 rpm at 4 °C. The resulting supernatant was diluted 2:1 with LC-MS grade water and placed in a refrigerated autosampler.  Extracts were analyzed using a Vanquish Binary Pump F Ultra Performance Liquid Chromatography (Thermo Fisher Scientific, Rockford, IL, USA), connected to a Q Exactive HF-X Orbitrap MS system (Thermo Fisher Scientific, Rockford, IL, USA). Analyte separation was accomplished on a Higgins TARGA C18 5µm 50 x 2.1mm column (Higgins Analytical, Inc, Mountain View, CA, USA) using a gradient of 97.5/2.5 (v/v) acetonitrile/water and 10mM ammonium acetate in water. The flow rate was maintained at 0.40 mL/min for the length of the run (7.5 min). Mass spectral data was collected using negative mode over the scan range 85-1275 at 120,000 (FWHM) resolution. [1]
            Following analysis of all study samples, accurate mass m/z peaks corresponding to PFAS and matched 13C internal standard peaks were extracted and integrated using a mass error threshold of 5 ppm in TraceFinder 4.1. PFAS were quantified using isotope dilution analysis to a 6-point calibration curve prepared in charcoal stripped plasma. The LODs were determined based on the lower calibrator (0.10 ng/mL) for plasma PFDA, PFHpA, PFHpS, PFHxS and PFOA. Method accuracy was evaluated by comparison to NIST 1950, and the coefficient of variations were less than 10%, except for PFDA. The proficiency test was passed on Round 3 of 2021. 
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