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UG, A549 M A549-Cx43 4ifitlkx WASRA7AE Cx43 HEH 5 AKAP9S d5 H AR H.
YERISR AR, mbafEdll, PKA EPERTBEIFANGENN Cx43 B2 H Y AKAPYS HH A
HEGKFR. B HRINE, i H-89 AbFELIMIET, AS549 M A549-Cx43 4
Hi% h Western blot J5 i A M £ AKAP9S 21, {H H-89 KR Ji5 41 a3 v Kl
F)—E R AKAPIS [, Kk, AKAPYS A RFE NG DEEIE, H-89
Wb 3 5 IR AT TN

SO HTI, MEATHU T Cx43 FEINY AS49-Cx43 AIMIIMIEE, 5 A549 4
FLL, A549-Cx43 41 Cx43 EARLREIML . FIHBIH 8 AKAPIS M
miRNA FER ORI R . Bevh 4 70l EEx AKAP95S mRNA 4 1009-1030.
1587-1608. 1619-1640 1 1895-1916 FFAIA s HEATUIERH miRNA K41 HiFF
H R BB AR TR , W s e G AS49-Cx43 41, FI T} Western blot ¥l AKAP9S
HEAMEIE, 85 R EoR, £14F 1587-1608 £7 filitE AKAP9S H [ 1K U R 5 4F
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Abstract

Abstract

Connexin (Cx) is important transmembrane protein that constitutes cytomembrane
channel structure-gap junction.The expression of Cx reduced causes intercellular gap
connection communication (GJIC) decline or disappearance, that makes adjacent cells
communicating information disappearance and losing overall coordination function
between cells. Cells lost normal regulation ability of cell growth and proliferation lead
to normal cells malignant transformation and cancerous tumors. So GJIC is thought
having an important role on regulation cell growth, cell proliferation and controlling
the malignant transformation of cell, while Cx exerts its inhibiting cellular canceration
through formed GJIC. Recent years researches has shown that in the cell membrance
Cx except the function of forming intercellular connected directly, it also involves in
cell cycle regulation and plays regulation function on the cell growth and
proliferation.

In order to research function of Cx43 on cell growth adjustment that not relying
on GJIC and its possible targets, we identified 72 proteins interacting with Cx43 in
normal epithelial cell 16HBE by co-immune precipitation and tandem mass
spectrometry(ms). The functions of these 72 proteins identified in 16HBE cell
involved in the cellular structure and the cellular metabolism, and many other
biological processes. For example, proteins related cellular structure integrity,
movements and cytoplasmic division of cells; Some proteins related with cell
metabolism; With protein folding and assembly or degradation; Participating in the
cell cycle and apoptosis .Through classification and analysis the biological functions
of these proteins, we selected AKAP9S5 as the targets protein of Cx43 and did in-depth
experimental studies.

Through method of cell plasma protein and nucleoprotein extraction respectively
and using co-immune precipitation and Western blot, we proved that expression of
Cx43 not only in cell plasma protein, but also in A549 and A549-Cx43; The

expression of AKAP95 mainly in the nuclei, in cell plasma protein not detected; Cx43
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Abstract

and AKAP95 have an interaction in nucleoprotein. Results of cellular immune
fluorescent laser confocal microscope show that expression of Cx43 mainly in
cytoplasm, a small amount of expression in the nuclei; AKAP95 mainly expression in
the nucleus, a few expression in cell plasma , part of AKAP95 and Cx43 exist
co-localization in nuclei. According to above experimental results, we consider
function of Cx43 on cell cycle regulation may exist in nuclei, AKAP95 may be as a
carrier protein for Cx43 into nuclei.

In order to study whether PKA activity have an effect on interaction of Cx43 and
AKAPOS5 in nuclei, we examined interaction relationship between Cx43 and AKAP95
in A549 and A549-Cx43 that dealing with PKA inhibitors H-89, results show that
interaction relationship between Cx43 and AKAP9S still and AKAP9S still exists in
dealing with H-89 cells. Thus we speculate that PKA activity have no effect on the
interaction between Cx43 and AKAP95. But worth noticing that before using H-89
dealing with cells, AKAP95 wasn't detected in cytoplasm using Western blot in A549
and A549-Cx43 cells; but in plasma of dealing with H-89 cells a certain amount of
AKAPO9S5 can be detected. Therefore, expression quantity of AKAP95 increased in
cytoplasm in cells that dealing with H-89.

In preliminary experiments, we constructed Cx43 gene carrying A549-Cx43 cells.
Compared with A549 cells, expression of Cx43 in A549-Cx43 cells is increased. In
advanced stage, we designed and completed AKAP95 miRNA gene plasmid
construction. We designed four short sequences that acting respectively on 1009-1030,
1587-1608, 1619-371-380 and 1895-1916 sequence sites of AKAP95 mRNA. After
connected short sequences to the carrier plasmid and transient transfecting
A549-Cx43 cells, using Western blot tested AKAP95 expression. The results showed
that short sequences acting on 1587-1608 sites silencing effect of expression of

AKAPOIS5 is best.

Key word: Cx43; AKAP95; Lung cancer cells A549; Co-immunoprecipitation
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