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Exploring the Interactive Proteins with NLK by Tandem Affinity Purification Coupling Mass Spectroscopy. Liang Junbo, Miao Shiying,
Wang Linfang. National Laboratory of Medical Molecular Biology, Institute of Basic Medical Sciences, CAMS and PUMC, Beijing 100005 ,
China

Abstract Objective To seek the interactive proteins with NLK by tandem affinity purification coupling mass spectroscopy. Meth-
ods The coding regions of RFP or human NLK or NLK***" ('a kinase — dead mutant of NLK) were cloned into the modified pMSCV puro
vector downstream of the N - terminal Flag — Strep Il tag, resulting in the pMSCVpuro — N — Flag — Strep — NLK retroviral vector. The ret-
roviral vector expressing N — Flag — Strep — RFP or N — Flag — Strep — NLK or N - Flag — Strep — NLK*"**¥ was co — transfected with helper
plasmids containing gag — pol and env into HEK293T cells. The collected retrovirus was used to infect HCT — 116 cells followed by selec-
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ting with puromycin. The expression of RFP or NLK or NLK with both Flag and Strep tags was determined by Western blot. Tandem
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affinity purification coupling mass spectrometry analysis were performed to isolate and identify NLK or NL interacting proteins. Re-

sults The results from both restriction enzyme analysis and DNA sequencing assays indicated that the pMSCVpuro — N — Flag — Strep —
RFP or — NLK or — NLK*'*" was successfully constructed. HCT — 116 cells stably expressing RFP or NLK or NLK*'”" with both Flag
and Strep tags were verified by Western blot. By tandem affinity purification and subsequent mass spectrometry analysis, several proteins
which may be interacted with NLK were identified. Conclusion By tandem affinity purification and subsequent mass spectrometry analy-
sis, we successfully identified several NLK or NLK*'**" interacting proteins.
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