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Abstract: Objective To construct the nemo-like kinase (NLK) gene recombinant adenovirus vector. Methods The F LE#75
AdEasy system was used to construct the recombinant adenovirus vector. Using reverse transcriptase polymerase
chain reaction (RT-PCR), the full-length gene of NLK and its mutants (K155M,T286V, and C425Y) were amplified
from HEK293 cells. The FLAG tag was appended at the C-terminal of NLK. After ligation and transformation, the
NLK gene and its mutants were cloned into the pAdTrack-CMV vector. It was detected by PCR, sequencing, and
Western blot analysis. Using DNA recombination and homogenous recombinantion, the normally expressed plasmids
were linearized by the restriction enzyme-Pmel and Pacl, then the enzyme-digested products were recycled by
using ethanol precipitation. The purified product was transfected to HEK293A packaging cells with FUGENE HD
transfection reagent. After amplification of the recombinant adenovirus, Western blot analysis was performed to
detect the expression of NLK gene and its mutants. Results The successful construction of pAdtrack-CMV-NLK
(and mutants) was confirmed by PCR and sequencing. Western blot analysis showed that the target genes and
the recombinant adenovirus were obtained. This recombinant virus was able to express NLK protein and its
mutants correctly in HCT 116 cells. Conclusion The NLK gene recombinant adenovirus vector was successfully
constructed and identified.
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