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Figure S1. Expression profile of Cx43 in wild-type and Cx43-transfected cell lines. (A) Western blot 
analysis of heterologous expression of human and mouse Cx43 in stable CHO cell lines and 
endogenous expression of Cx43 in native CHO and astrocytoma cell lines. For the analyses, 30 µg of 
each protein sample per well was loaded onto SDS-gel. (B) Western blot analysis of endogenous Cx43 
expression in native HeLa cell lines and heterologous expression of mouse Cx43 in HeLa cells post 48 
h transient transfection. Cells were lysed, cleared by centrifugation, and the supernatants were 
subsequently used for analysis. The Cx43 protein bands were detected using primary polyclonal 
rabbit anti-Cx43 antibodies (1:2500) and secondary horseradish peroxidase (HRP) conjugated anti-
rabbit antibodies (1:4000). Chemoluminescence from nitrocellulose blots was captured on X-ray films 
which were developed in fixing solutions.  

Figure S2. Cytotoxicity of carbenoxolone in HeLa cells measured by the MTT assay. Normalized 
results (Buffer = 100%; DMSO (20%) = 0%). Data points are means ± SEM of three independent 
experiments in duplicates. 

55 kDa

35 kDa
Cx43

55 kDa

35 kDa
mCx43

HeLa-0 HeLa-mCx43

40        60          80             100 40          60           80           100(µg)

A

B



3 of 3 

Figure S3. Screening results. A library comprising 143 small bioactive molecules was screened by the new GJ 

assay at a concentration of 10 µM. Data points represent means ± SEM of three independent experiments in 

duplicates. Compounds with >25% change in luminescence compared to the signal induced by CGS-21680 were 

classified as hits. CGS-21680 effect = 0%; Buffer = -100%. Circled in red is U-54494A hydrochloride which was 

identified as a confirmed hit compound. 


