Activated MKK3/MYC crosstalk impairs dabrafenib response in BRAFV600E colorectal cancer leading to resistance
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Supplementary Figure 1. MKK3 roles in dabrafenib response in CRC cells. A. COLO205 cells were treated with dabrafenib or vehicle solution for 24 hours and last 4 hours co-treated with PBS or MG132 (5.0 M). Protein lysates were analyzed by western blot with indicated antibodies. More relevant bands from the same filter at the same exposure length are reported; B left panel. HT29-DABR sh/scr and sh/MKK3 cells were treated with doxycycline (1ug/ml) 144h, and protein lysates analyzed by western blot with indicated antibodies, more relevant bands from the same filter at the same exposure length are reported; B, right panel.  HT29-DABR sh/scr and sh/MKK3 cells, treated 144h with doxycycline (1ug/ml), were challenged  with dabrafenib (0.1 M) and effects on cell proliferation assessed with MTT assay 48h later. Results are reported as means + SD and standard deviations. Result from experiment performed in technical triplicate representative of three independent experiments (biological replicates) with similar results are reported. Significance was analyzed using unpaired Student’s t-test: ***p < 0.001.
Supplementary Figure 2. The p38 MAPK protein isoforms are not involved in dabrafenib resistance in tested CRC cells. A. COLO205 parental and DABR cells were treated with dabrafenib, and 24 hrs later protein lysates immune-precipitated with p38 MAPK isoforms-specific antibodies and followed western blot with phospho p38MAPK specific antibody. More relevant bands from the same filter at the same exposure length are reported. B. COLO205 cells were transfected with scale-up doses of p38-specific siRNA and 72h later protein lysate was analyzed by western blot with indicated antibodies. More relevant bands from the same filter at the same exposure length are reported. C. COLO205 parental and DABR cells, transfected either with p38specific siRNA (100nM) or relative control (ctr siRNA) and treated with dabrafenib. Effects on cell proliferation were assessed 48 hrs later by MTT assay. Results are reported as mean + SD with respect to the control set to 1.0. Result from experiment performed in technical triplicate representative of three independent experiments (biological replicates) with similar results are reported. Significance was analyzed using unpaired Student’s t-test: *p < 0.05, **p < 0.01.
Supplementary Figure 3. MKK3/MYC molecular axis in the dabrafenib resistance in CRC. A. HT29-DABR sh/scr and sh/MKK3 cells were treated with doxycycline (1g/ml), and 96 hrs later protein lysates analyzed by western blot with indicated antibodies. More relevant bands from the same filter at the same exposure length are reported; B, upper panel. COLO205 cells were transfected with empty (pcDNA3) or cDNA encoding MYC (pDNA3 HA-MYC) vector, treated with dabrafenib and 48 hrs later protein lysate analyzed by western blot with indicated antibodies. More relevant bands from the same filter at the same exposure length are reported. B, lower panel.  COLO205 cells were transfected with empty (pcDNA3) or cDNA encoding MYC (pDNA3 HA-MYC) vector, treated with dabrafenib and 48 hrs later effects on cell proliferation assessed with MTT assay. Results are reported as mean and standard deviations with respect to the control set of 1.0. Results are reported as mean + SD with respect to controls set to 1.0. Result from experiment performed in technical triplicate representative of three independent experiments (biological replicates) with similar results are reported. Significance was analyzed using unpaired Student’s t-test: *p < 0.05, ***p < 0.001.
[bookmark: OLE_LINK1]Supplementary Figure 4. MKK3 sustains DABR tumor malignancy. Xenograft COLO205 sh/scr and sh/MKK3 tumors were explanted after treatments and protein lysates analyzed by western blot with indicated antibodies. More relevant bands from the same filter at the same exposure length are reported. Numbers identify the tumor-bearing mouse from each group.
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