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Figure 1. Differences between NRK and LLC-PKI1 cells in gap
junctional intercellular communication and in response to
drug-induced lethality. (A) Micrographic analysis of dye coupled cells and
immunofluorescent staining of Cx43. NRK and LLC-PK1 cells were
confluently cultured. Lucifer Yellow (LY) was pressure-injected into a
single cell (arrow). Diffusion of LY into adjacent cells was recorded.
Magnification, X320. Expression of Cx43 was evaluated by staining the
cells with an anti-Cx43 antibody. Magnification, X400. (B and C) NRK or
LLC-PK1 cells in confluent culture in 96-well plates were exposed to
various concentrations of G418 or hygromycin for 48 h. The cell viability
was evaluated by cell counting kit. Data are expressed as percentage of
living cells against the untreated control. *P<0.01 versus LLC-PK1 cells
treated with respective G418 and untreated control.
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Figure 2. Implication of gap junction (GJ) in propagation and amplification of
drug-elicited cytotoxicity. (A and B) Decreased expression of Cx43 by a-GA. (A)
NRK cells were treated with a-GA (5 pM) for the indicated times and cell proteins
were extracted and subjected to Western blot analysis by using an anti-Cx43 antibody.
Equal loading of protein per lane was verified by reprobing the blot with an
anti-o-actin antibody. (B) NRK cells were exposed to a-GA (5 M) for 24 h. The
cellular expression of Cx43 was evaluated by immunoflurescent staining,
Magnification, X200. (C) Attenuation of drug-elicited cytotoxicity in NRK cells by
a-GA. NRK cells in confluent culture were exposed to various concentrations of G418
with or without a-GA (5 uM) for 48 h. (D) Different GJ inhibitors on G418-elicited
cytotoxicity. NRK cells were exposed to 1200 pg/mi G418 or 200 pg/ml hygromycin in
the presence or absence of a-GA (5 uM), heptanol (2 mM) or lindane (100 pM) for 48
h. The cytotoxicity was evaluated by using cell counting kit. Data are expressed as
percentage of survival cells against untreated control.
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Figure 3. Permanent transfection of LLC-PK1
cells with wild-type Cx43 on hygromycin-elicited
cytotoxicity. LLC-PK1 cells were transfected with a
vector encoding GFP protein (pPEGFP) or Cx43
(Cx43-EGFP) and clones expressing high level of
GFP and Cx43 was selected (A), and analyzed for
cell response to hygromycin (B). The expression of
GFP and Cx43 was shown in A. Note the liner
distribution of Cx43-GFP at the regions of cell-to-cell
contacts. Magnification, X400. *P<0.01 versus
respective control.
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