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The aim of this study was to develop a kit for urinary cotinine assay. This method was based on

direct barbituric acid . We used Pasteur pipette instead of autopipette and found detected the same
absorbance. The precision of % CV within-run and between-run of urine samples measured by using the
local test kit were 1-2% and 5%, respectively, while those of standard cotinine were 1-2% and 7%,
respectively. The average % recovery was 100 and linearity was 100 umol/L. The sensitivity was of 0.125
umol/L. The detection limit of the assay was of 0.43 pmol/L. The stability of reagent was at least 6 month
at 4°C. Urine samples was stable for 6 hrs at room temperature, 6 days at 4°C, 12 weeks at -4°C, and 16
weeks at -20°C. The stability of color reaction was 10-15 mins. To minimize number of the reagents used
for the assay, barbituric acid and sodium acetate buffer were mixed together before use and followed the
procedure. The performance of the assay showed stability of the mixture was 1 month, sensitivity was 0.25
pmol/L, detection limit was 1.75 pumol/L and linearity was 100 pmol/L. Comparative study of method
developed with a commercially available based on immunoassay method was also performed. The
developing kit showed sensitivity and specificity of 100% and 98%, respectively. Positive predictive value
and negative predictive value was of 89% and 100%, respectively. The results imply that the developing
kit set for urinary cotinine assay is reliable, easy-to-use, economic, long shelf-life. This kit is suitable for

field study, also with a potential for commercialization.



