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PCR Site-Directed Mutagenesis of Long QT Syndrome

KCNQ1 Gene in vitro
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RIS HERE RN (PCR) FEARMKQTLESAE (LQTS) KONQUKEK AT & s AR WIS . 5B Pint g1 (4
TEMSEAR) , WL 3%ePCRY 1, A TR IR AR B, ARG A BT A, @l REYEE: 1
TIEH FAL )5 N Bp IRES2-EGFP-KCNQLH, B J5 FHEf fectene Gilk il /i 4 YLHEK293 40 il . 45 RAE FAZ RIS 2
YkpIRES2-EGFP-KCNQL &l 13k 73 TKCNQL cDNA CO3ATIIZEAAA, WP AEIF A R A T I 5EAs . #5584y
#UBJpIRES2-EGFP-KCNQL#% YeHEK293 41 M f5, 725806 WAER T WL 82 B4 JL HEK293 4 il R A G a5, RIF &SR
A5 S fpIRES2-EGFP-KCNQ145- 8] T %1k . Abstract: To study PCR site-directed mutagenesis of long QT
syndrome KCNQl gene in vitro. The site—directed mutagenesis of LQTS gene KCNQl was made by PCR. Two|
sets of primers were designed according to the sequence of KCNQ1 ¢DNA, and mismatch was introduced
into primers. Mutagenesis was performed in a three—step PCR. The amplified fragments from the third
PCR which contained the mutation site were subcloned into the T-vecor PCR2.1.Then the fragments
containing the mutation site was obtained from PCR2.1 with restriction enzyme digestion and was
inserted into the same restriction site of pIRES2-EGFP-KCNQ1. With Effectene Transfection Reagent
pIRES2-EGFP-KCNQ1 was transfected into HEK293 cell. The sequencing analysis showed that the
mutation site was correct. Mutation from T to C in 934 site of KCNQl ¢DNA was found. Under the
fluorescence microscope, the green fluorescence was spread in the transfected HEK293 cell, meaning
the pIRES2-EGFP-KCNQl containing the mutation site was expressed correctly
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