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Summary:
Saliva cotinine was analyzed as previously described with the exception that the analyses were performed on a Luna C18 column1.    Briefly, the methods used were 96-well plate-based liquid chromatography-tandem mass spectrometry assays.   Saliva cotinine was quantified by the area ratio of the analyte to the deuterated standard using specific MS/MS transitions.  Calibration curves were established before each set of LC-MS/MS analyses.  The same sample of deuterated analyte was used for constructing the calibration curve as that added to each sample as internal standard.  Lower limit of quantitation was calculated based on 3 times the noise measured in an extracted blank and was 0.1 ng/mL.
The CHEAR-provided quality control samples had coefficients of variation 2% (pool A) and 3% (pool B).   For Aim 2, the CHEAR-provided quality control samples had coefficients of variation 6% (pool A) and 8% (pool B).
Two pools of diluted smoker’s urine were used as a positive control.  Positive control 1 had a mean of 8.1 ng/mL ±7.8 (3% CV) and positive control 2 had a mean of 50.7 ng/mL ±6.9 (14% CV).
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