Sulfocoumarins, specific carbonic anhydrase IX and XII inhibitors, interact with cancer multidrug resistant phenotype through pH regulation and reverse P-glycoprotein mediated resistance
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Supplementary Fig.1. Flow cytometric profiles illustrating the evaluation of CAIX and CAXII protein levels in NCI-H460, NCI-H460/R, DLD1, DLD1-TxR, U87 and U87-TxR cells complementary to Fig.2A. Relative CAIX and CAXII expression was determined as relation of fluorescence produced by CAIX and CAXII antibodies to the corresponding background fluorescence produced only by secondary antibody as well as to the autofluorescence specific to each cell type. 
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Supplementary Fig.2. Ratiometric flow cytometric analysis (FL1/FL3) of changes in pH caused by 5 μM compound 3 in NCI-H460 and NCI-H460/R cells assessed by BCECF-AM, a pH sensitive fluorescent dye, as a complement to Fig.4.
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Supplementary Fig.3. Flow cytometric profiles of P-glycoprotein functional inhibition in NCI-H460/R cells (assessed by Rhodamine 123 accumulation) showing the effects of compound 3 (5 μM, 10 μM and 20 μM) over time (2 h – 168 h) as a supplement of Fig. 5A.
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Supplementary Fig.4. Flow cytometric profiles of P-glycoprotein expression in NCI-H460/R cells after treatment with 5 μM compound 3 showing the increase of the expression over time (24 h – 96 h) as well as a decrease of P-glycoprotein expression to the control level when cells were treated 48 h and then recovered from treatment in next 48 h. Histograms correspond to the results shown in Fig.5C.


[image: ]Supplementary Fig.5. Compound 3 enhances the sensitivity of NCI-H460/R cells to paclitaxel. The effects of the simultaneous combinations of compound 3 with paclitaxel on NCI-H460/R cell growth assessed after (A) 48 h and (C) 96 h. Relative reversal of paclitaxel resistance in combinations with sub-inhibitory concentrations of 3 after (B) 48 h and (D) 96 h.
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