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Tsinghua University
Beijing,100084, China

             Tel:
+ 86 010 62798919
Dear Editor：

Enclosed please find our manuscript entitled “Establishment of DR3 Overexpression Cell Line to Assess the Apoptotic Response to Anti-mitotic Therapeutics” that we are now submitting for your consideration for publication in JOVE as a method article.
Gain-of-function is one of the direct and important manipulations to study gene function. Transient and stable transfection are often used for exogenous gene expression. Transient transfection is only useful for short-term expression, whereas stable transfection allows exogenous genes to be integrated into the host cell genome and continuously expressed, thereby reserved for research on long-term genetic regulation and extended pharmacology research.
Here we describe a simple protocol to generate a stable cell line overexpressing tagged death receptor 3 (DR3) to explore DR3 function. We picked up single clones after retroviral infection in order to maintain homogeneity and purity of the stable cell line. The stable cell line generated using this protocol rendered DR3-deficient HT29 cells sensitive to anti-mitotic drugs, thus reconstituted the apoptotic response in HT29 cells. Moreover, the Flag-tag on DR3 compensated the unavailability of good DR3 antibody and facilitated the biochemical study of the molecular mechanism by which anti-mitotic agents induce apoptosis.
We hope that our manuscript will make it interesting to general readers of JOVE, and your kind consideration will be appreciated.
Sincerely yours,

Gelin Wang, Professor

School of Pharmaceutical Sciences

Tsinghua University
Beijing 100084, China
Tel: (86) 010 62798919 

E-mail: gelinwang@tsinghua.edu.cn
