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[ Abstract |

pendent protein translation by the segment-deletion mutation technique. Methods

To determine the effect of autophosphorylation of HDAC2 on the Sumo-E3 ligase activity and cap-de-
By using the pcDNA3. 1/HDAC2-Sumo-E3 vec-

tor expressing ligase domain of mouse HDAC2 as template, primers were designed to construct the segment-deletion mutation by

Objective

SOE PCR (gene splicing by overlap extension PCR) , then the segment was ligated and amplified in Topl0 strain of E. coli to get the
pcDNA3. 1/HDAC2-Sumo-E3(DEL394-424AA) vector that expressing the ligase domain of mouse HDAC2 with 394-424 AA dele-
tion. The pcDNA3. 1/HDAC2-Sumo-E3(DEL394-424 AA) vector was then transiently over-expressed in 1.929 fibroblast, followed
by assessment of cap-dependent translation by luciferase reporter gene and target protein expression by Western blot. At last, the
effect of HDAC2 phosphorylation on Sumo-E3 ligase activity-induced proliferation of 1.929 cell line was determined by MTT assay.
Results the pcDNA3. 1/HDAC2-Sumo-E3 (DEL394-424AA) vector that completely abolished phosphorylation of this segment of
HDAC2 was successfully constructed. And when transiently over-expressed in 1.929 mouse fibroblast, the luciferase activity was in-
creased to 4. 24 fold that of control,and expression of the target gene ODC and c-Myc were significantly elevated,and cell prolifera-
tion was significantly accelerated. Conclusion Autophosphorylation of HDAC has the negative regulation effect on the Sumo-E3 ac-
tivity of HDAC2 and downstream cap-dependent protein translation and cell proliferation.
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ATC CTA-3',
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Ll SR 5 £ 4 0l im A 10 MM dNTPs 0. 4 pL,5 X Phusion
High-Fidelity Buffer 4 xL,DMSO 0. 6 pL,Phusion DNA Poly-
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