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Tab.1 Sequences of primer and probe

(5'=>3" /bp

CYP4F2 % 3 F1 ATCCCCAAAGGTGCTCACAG 208
(rs2108622) R1 CCTTGGAATGGACAAAAACAG

P1 HEX-CAGGGCTGTGTGGCCGGACCCTG-BHQL
VKORCI c. -1639G > A F2 AGAGGGAAATATCACAGACGCCAG 176
(rs9923231) R2 AAGTGATCCACCCACCTC

P2 FAM-ACCTGAAAAACAACCATTGGCCAGGT-BHQI
CYP2C9 1VS3-65G > C F3 GCTGTTAAGGGAATTTGTAGG 142
(rs9332127) R3 AGGATGAAAGTGGGATCACAGG

P3 CY5-CCACTGTATTTGTTAAGAGATAATAGTAGTGG-BHQ2
CYP2C9 * 3 F4 GATTGGCAGAAACCGGAG 160
(rs1057910) R4 CTTACCTTGGGAATGAGATAGT

P4 ROX-CAGGGTCCAGAGATACCTTGACCTTCTCCCTGA-BHQ2

s 3 , MMCA MMCA
1.7
T SPSS 18. 0 .
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Tab.2 The T, values of wild-type and mutant DNA
melting peaks of each gene polymorphism site MMCA
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Tab. 3 Genotyping results of 218 samples and the frequency of each gene polymorphism site detected in this study

/% /%
rs2108622 GG 124 56.9 G 75.7
GA 82 37.6 A 24.3
AA 12 5.5
rs9923231 GG 0 0 G 7.8
GA 34 15.6 A 92.2
AA 184 84.4
rs9332127 GG 204 93.6 G 96. 4
GC 12 5.5 C 3.6
CC 2 0.9
rs1057910 AA 203 93.1 A 96. 3
AC 14 6.4 C 3.7
CcC 1 0.5
XZ s 4 A H
rs2108622,rs9923231,rs9332127  rs1057910 VKORCI ¢.-1639G>A(rs9923231) G
Hardy-Weinberg R A 92.2% 7.8%, A
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Rapid detection of gene polymorphisms affecting warfarin personalized
medicine based on multicolor melting curve analysis

HUANG Qiuying' , XIA Zhongmin', HONG Guolin** ,LI Qingge'
(1. Engineering Research Centre of Molecular Diagnostics, Ministry of Education, School of Life Sciences, Xiamen University,
Xiamen 361102, China;2. Department of Laboratory Medicine, The First Affiliated
Hospital of Xiamen University, Xiamen 361003, China)

Abstract : Warfarin is a widely used anticoagulant with a narrow therapeutic index and large interpatient variability in the dose
required to achieve target anticoagulation. Single nucleotide polymorphisms (SNPs) of CYP2C9 * 3 (rs1057910),CYP2C9 IVS3-65G>
C (rs9332127) ,2VKORCI ¢.-1639G>A (rs9923231) and CYP4F2 % 3 (rs2108622) are major genetic factors affecting therapeutic
warfarin dose in Chinese population. In this study, we established a single PCR reaction which could simultaneously detect the
genotype of four SNPs affecting therapeutic warfarin dose using multicolor melting curve analysis (MMCA). The turnaround time of
this closed-tube MMCA assay was within 2. 5 h,and the limit of detection was 0. 05 ng of human genomic DNA per reaction. 218
saliva samples from Xiamen were collected to evaluate the MMCA assay, and 40 samples were sequenced to further confirm the
genotyping results. All of the four SNPs were accurately genotyped, and the frequency of each SNP in Xiamen was similar to the
frequency in Han Chinese population reported in previous studies. The frequencies of A and C of rs1057910 were 96. 3% and 3. 7%,
the frequencies of G and C of rs9332127 were 96. 4% and 3. 6% ,the frequencies of G and A of rs9923231 were 7. 8% and 92. 2%,
and the frequencies of G and A of rs2108622 were 75. 7% and 24.3%. Considering its rapidity, ease of use, accuracy, and cost
effectiveness, we concluded that the MMCA assay might be recommended as a clinical diagnostic tool for genotyping SNPs affecting
therapeutic warfarin dose.
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