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Supplemental Figure Legends:

Figure S1. Cx50 expressing CEF cells do not form functional gap junction channels with
parental CEF cells. CEF cells were infected with recombinant retrovirus containing Cx50. The
donor CEF cells (indicated by *) with or without Cx50 expression were loaded with calcein-AM
(green fluorescence cells) for 45 min and “parachuted” on top of confluent receipt CEF cells
with or without Cx50 and incubated for 90 min. The phase and fluorescence images were taken

by an Olympus microscope.

Figure S2. Surface expression of P88S in CEF cells. CEF cells were infected with recombinant
RCAS(A) containing Cx50, Cx50P88S or RCAS(A) vehicle. The cells were labeled with wheat
germ agglutinin (WGA) (red) and immunostained with anti-Cx50 antibody (green). The white

arrows indicate the staining of Cx50 and P88S mutant on the cell surface.

Figure S3. Sequence comparison of E2 and 4™ transmembrane domain of Cx50 with those

of Cx26 and structure prediction based on Cx26 X-ray structure.

Figure S4. Determination of Cx50E1-GST and Cx50E2-GST stability. Cx50E1 or Cx50E2
GST fusion protein was incubated with CEF cells infected with RCAS(A)-Cx50. The cell media
were collected at various time periods. The amount of fusion proteins was determined by western
blotting with anti-GST antibody and band intensity of fusion proteins was quantified and
graphed. The half-lives of fusion protein were determined as described in the Materials and

Methods.



Figure S5. Inhibition of cell adhesion by Cx43E2 fusion protein. CEF cells were injected
with RCAS(A) vehicle (control) or RCAS(A) containing Cx50 and incubated with GST-fusion
protein containing E2 domain of Cx43 or Cx50. Cell adhesion assay was conducted and adherent
cells were quantified and compared with the vehicle control. The data are presented as the mean

+SEM.n=3.** P <0.01
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Fig. S3
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Symbols between alignment represent AA match: ‘|’ very good; ‘+’ good; ' neutral.

Symbols in “ss_pred” (structure prediction) represent: S: Bend; C: Random coil; T: Hydrogen
bond turn; E: B-sheet; H: a-helix
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Fig. S5
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