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Abstract: Objective The performance of the self-built pyrophosphate sequencing method for single nucle-
otide polymorphism typing of cytochrome P450 2C19 (CYP2C19) * 2 and CYP2C19 * 3 was verified to ensure
that it can provide accurate and reliable results for clinical use. Methods The lowest detection concentration
of the method was evaluated by detecting the heterozygous genomic DNA (gDNA) samples (10.0,2.0,0. 4
ng/pL) with gradient dilution. The results of pyrophosphate sequencing and Sanger sequencing were compared
to evaluate the accuracy of the method. Carried out Sanger sequencing on the wild type gDNA samples verified
by pyrophosphate sequencing to evaluate the specificity of the method. The heterozygous gDNA samples were
detected 4 times to evaluate the repeatability of the method. Results The minimum detection concentration of
single nucleotide polymorphisms of CYP2C19 % 2 and CYP2C19 * 3 detected by pyrophosphate sequencing was
0.4 ng/pL. The pyrophosphate sequencing results of 20 clinical gDNA samples were consistent with Sanger
sequencing, with an accuracy of 100%. A total of 10 clinical gDNA samples of wild type were confirmed as
wild type by Sanger sequencing, with specificity of 100%. The heterozygous gDNA samples of CYP2C19 * 2
and CYP2C19 % 3 were detected 4 times, with good repeatability and coefficient of variation less than 5%.
Conclusion The results of pyrophosphate sequencing for the detection of CYP2C19 % 2 and CYP2C19 * 3 sin-
gle nucleotide polymorphism are accurate and reliable, which could provide individualized guidance for the clin-
ical use of clopidogrel, proton pump inhibitors and other drugs.
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