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Abstract:Objective To establish a fluorescent PCR method for detecting the polymorphism of human

methylenetetrahydrofolate reductase(MTHFR) gene. Methods

—

Primer Premier 5. 0 and Primer Express 3.0
software were used to design a pair of primers and two TagMan-MGB probes for the 677 polymorphic locus of
human MTHEFR gene,respectively. The specificity of the primers was evaluated by GenBank on-line compari-
son analysis,and the establishment of fluorescent PCR reaction system was opptimized. The genotype of the
locus was determined by the difference of cycle threshold (CT) values of two detection channels. The mini-
mum detection limit,accuracy and precision of the method were evaluated. A total of 300 clinical samples were
The established
fluorescent PCR method had high accuracy in detecting MTHFR 677 locus,and the minimum detection limit

detected by this method,and the accuracy was evaluated by nucleic acid sequencing. Results

was 2 ng/response. The consistency between the results of 300 clinical samples and those of sequencing was
100%. Conclusion The established fluorescent PCR assay for MTHFR gene polymorphism has good accuracy
and precision. It can be used to accurately predict the risk and prognosis of stroke and to guide pregnant

women to individualize folic acid supplementation.
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