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Establishment of a method for detecting EGFR gene mutations and its preliminary application
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Abstract; Objective To establish a method for detecting the EGFR gene mutations by the real-time fluorescence quantification
With EGFR gene hotspot

mutations region exon 19 and 21 as the research locus, the specific amplification and the sequencing primer were designed, the

PCR combined with Sanger sequencing and to preliminarily explore its clinical application value. Methods

known wild-type and mutant samples were utilized to construct the corresponding plasmid as the standard substance by the TA
clone technique. Then the EGFR gene mutation detection method by the real-time fluorescence quantification PCR combined with
Sanger sequencing was established and the methodological and the application evaluation were performed. Results The wild-type
and mutant standard plasmids of the EGFR gene exon 19 and 21 were constructed successfully. The EGFR gene mutations detection
method of the real-time fluorescence quantification PCR combined with Sanger sequencing was established, which had high sensitivi-
ty(10' copies/ul.) and good repeatability(intra-assay CV and inter-assay CV of the real-time fluorescence quantification PCR of ex-
on 19 and 21

method and the traditional Sanger sequencing, the results were completely consistent. Conclusion

were 1.42% /3.52% and 0. 97% /2. 44% , respectively). 20 clinical samples were simultaneously detected by this
The EGFR gene mutations detec-
tion method of the real-time fluorescence quantification PCR combined with Sanger sequencing is successfully established, which can
be used in the clinical sample detection.

Key words: receptor, epidermal growth factor;mutation;gene sequencing;real-time polymerase chain reaction
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