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The study of constructing the cell carrying EGFR D896N
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Abstract Objective To construct a lentiviral vector carrying D896N mutant EGFR gene and to study its expres—
sion in BA/F3 cells. Methods PCR was used to construct the recombinant plasmid MSCV-Tel £XGFR D896N.
Recombinant plasmid MSCV-Tel £GFR D896N and two helper plasmids MLV and VSVG were co-transfected into
293T cells to produce lentivirus which was used to transfect BA/F3 cells. After antibiotic screening the expres—
sion of EGFR and pEGFR were detected by Western blot and observed whether cell proliferation was normal after
removing IL.3. Western blot was used to compare the sensitivity of BA/F3-Tel KGFR L858R and BA/F3-Tel G-
FR D896N to gefitinib. Results FEnzyme digestion and sequencing confirmed that lentiviral vector was constructed
correctly. Western blot showed that EGFR and p-EGFR were expressed in the transfected BA/F3 cells. After 1L3
was removed the cells could not proliferate normally. The expression of pEGFR decreased after treated with ge—
fitinib. Conclusion We successfully construct the D896N mutant EGFR gene lentiviral expression vector and the
BA/F3 cell line with D896N mutant EGFR. It is initially determined that this site is not a driver gene but has
some sensitivity to gefitinib.
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