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Expression of Sedlin mutants and its colocalization with RB1 in cells

He Ye

Abstract  Objective
tion with RB1 in cells. Methods

Pan Linxin Zhang Yong et al
( Dept of Biology School of Life Science Anhui Medical University Hefet

230032)

To construct the plasmids of the Sedlin mutants and detect their expression and co-docaliza—

Sedlin mutants were amplified by PCR with the template including the full length

c¢DNA fragment of Sedlin. Eukaryotic plasmids pcDNA3. 1-GFP-SedlinN/Sedlin-Y115A /Sedlin-Y115F and pro—
karyotic plasmids pGEX-3X-SedlinN/Sedlin-Y115A /Sedlin-Y115F were constructed respectively. pcDNA3. 1-GFP-
SedlinN/Sedlin-Y115A /Sedlin-Y115F were transfected into HEK 293T cells and pGEX-3X-SedlinN/Sedlin-Y115A
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/Sedlin-Y115F were transformed into BL21 cells. Western blot and Coomassie brilliant blue staining were used to
dectect its expression. Immunofluorescence experiment in COS7 cells was performed to detect the codocalization of
Sedlin mutants with RB1. Results The recombinant plasmids pcDNA3. 1-GFP-SedlinN/Sedlin-Y115A /-Sedlin—
Y115F and pGEX-3X-SedlinN/Sedlin-Y115A /Sedlin-Y115F were constructed successfully which could be highly
expressed in HEK 293T cells and BL.21 competent cells and the expression of Sedlin mutants were found both in
nucleus and in cytoplasms and they colocalized with RB1 in nucleus. Conclusion Sedlin and its mutants are ef—
fectively expressed in BL21 and HEK 293T cells. In COS7 cells Sedlin is mainly expressed in the nucleus how—
ever its mutants are expressed in bothnucleus and cytoplasm with a considerable amount in cytoplasm. The mu-—
tants were colocalized with RB1 protein indicating that thecarboxyl terminus of Sedlin and the phosphorylation of Y
in NPFYmotif did not affect its codocalization with RB1 protein.
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