Workflow for cell line culture and treatment
Cell culture
SAS were obtained from Japan cell line bank. SAS cell lines are cultured in Dulbecco’s modified Eagle’s medium (DMEM), supplemented with 10% fetal bovine serum (FBS) (HyClone) and GluMAX (Thermo Fisher). SAS were transfected with shRNA against SMAD4 or scrambled plasmid were maintained in 1 g/ml Puromycin for culture.  Validated shRNA Lentiviral transduction particles with pLKO.1 vector (Sigma Aldrich) were used to knock-down SMAD4 in SAS cell line, with control cells prepared in parallel using vector control lentiviral particles. On the other hand, SAS cells were transfected with plasmids that overexpresses miR-182 or scramble control plasmids from  SBI, the vector contains GFP selection (pCDH-CMV-MCS-EF1-copGFP; https://neurophysics.ucsd.edu/Manuals/System%20Biosciences/Manual_pCDH_Vector_v5.pdf), so they should be green under a fluorescent microscope.
All cells were maintained in a humidified incubator at 37°C and 5% CO2. All cell lines were tested mycoplasma free and validated for their DNA identities by microsatellite markers to allow authentication (IDEXX). Cells were used within 10 passages with restricted culture for all experiments after defrosting. All cell lines were maintained in exponential growth phase before sample preparation for each experiment.
Treatments

Small molecule inhibitors of the TβRI kinase LY2157299 (Galunisertib; SelleckChem) were used at 2 M; a pan-isoform TGFβ neutralizing monoclonal human antibody, GC-1008 (Fresolimumab), was used at 10 g/ml; activated TGFβ1 (500 pg/ml; R&D Systems, Inc.) was given in serum-free medium at 2 ng/ml. All TGF inhibitors were given for 24 or 48 hr prior to other treatments. LY2157299 was dissolved in Dimethyl Sulfoxide (DMSO, Sigma-Aldrich) and stored at -20°C for up to 6 months with protection from light. They were aliquoted for maximum 3x use to avoid thaw-freeze cycles. The recombinant human TGFβ (2 ng/ml as indicated; R&D Systems, Minneapolis, MN) were always given in SRM.
1
1

