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Study of Epitope Tagging of Intramembrane Serine Protease RHBDD1 by Improved Somatic Cell Knock—-in Approach

Abstract:ObjectiveTo apply improved somatic cell knock-in methods for endogenous tagging of target gene. MethodsWe
designed primers and constructed targeting vector of RHBDD1. After adeno-associated virus (AAV) packaging, targeting,
screening and verification, positive cell clones with neomycin resistance were obtained. Finally, we excised neomycin
marker with adenovirus expressing cre-recombinase to get HCT116 cell line expressing FLAG and SBP tagged RHBDD1.
ResultsSix positive clones were identified through AAV infection, screening and verification. Two positive clones which
neomycin marker was excised were obtained by cre adenovirus infection and screening. The expression of RHBDD1-FLAG-SBP
fusion protein was verified by Western blotting analysis. ConclusionWe successfully constructed colorectal cancer cell
line expressing FLAG and SBP tagged RHBDDlendogenously by improved somatic cell knock-in approach.
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