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Cellular localization of Pinl regulates the phosphorylationstatus of Rb
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Abstract: In order to study the intracellular localization of Pinl and Rb protein and the mechanisms of
Pinl regulated Rb phosphorylation, lentivirus vector pLVX-Flag-HA-Pinl and Plko. 1-shRNA were con-

structed. After lentiviral packaging and infection, Pinl protein level were detected by western blot in

human non-small cell 1ung carcinoma cell(H1299). Pinl and Rb protein localization were studied by im-

munofluorescence staining and immunohistochemistry. The data demonstrated that knockdown of Pinl

result in a decrease of Rb phosphorylation and cellular viability. Pinl can localize to cytoplasm in cul-

tured tumor cells and tumor tissues, while cytoplasmic Pinl can increase the phosphorylation of Rb.

This is a novel mechanism for Pinl in regulating Rb function.
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Fig. 1 Expression of Rb in different cell lines
A. Immunofluorescent analysis of Rb in cultured H1299 cells
using anti-Rb monoclonal antibody with DAPI counterstain-
ing for nuclear DNA;B. Western blot analysis of the expres-
sion level of Rb in lysates extracted from the indicated etis-
sue culture cells.
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Fig. 2 Knockdown of Pinl inhibits the proliferation

of tumor cells

A. Stable H1299 cells overexpressing Pinl, Pinl mutant
W34A or empty vector were subjected for Western blots u-
sing antibodies for Rb, phospho-Rb and Pinl. B. H1299
cells expressing shPinl or vector were subjected for Western
blot analysis. C. Knockdown Pinl in MCF7 cells, cell num-
ber were counted. D. Gowth cruve of HI1299-shPinl
cells, * x P<< 0.05, % x x P<<0.001
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Fig. 3 Cytoplasmic localized of Pinlcould increase the phosphorylation of Rb

Immunofluorescence staining using the Pinl antibody. DAPI counterstaining for cellular DNA. B. Expression of Pinl and Rb in breast

cancer tissues. C. Western blot analysis of the H1299 cells expressing Pinl, NLS-Pinl, NLS-Pin1 (W34 A)or vector control;D. Stable

H1299 cells overexpressing Pinl, NLS-Pinl or vector control were subjected for Western blot analysis.
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