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Section 1: Details regarding the sampling procedure and sample preparation 
Water samples were collected in plastic bottles intended for water sampling (VWR, sterile water sampling bottles, catalog no VWRI331-0269). This type of sample bottles have previously been shown not to contaminate water samples with anything causing activity in any of the in vitro bioassays applied in this study1. Following transportation to the laboratory, the samples were concentrated using solid phase extraction (SPE) with Oasis PRiME HLB 6 cc 200 mg columns (Waters), using an 8-channel automated SPE system (SPE-03 system, Promochrom Technologies). The SPE column was preconditioned with 5 mL 95% ethanol (5 mL/min) followed by 5 mL 95% methanol (5 mL/min). The sample was then added with a flow rate of 20 mL/min, followed by air drying of the column by two times 5 mL of air. The column was then eluted with 2 times 5 mL 99% ethanol. The ethanol was evaporated by vacuum and exchanged for a smaller volume of 99% ethanol. In the SPE process, 900 mL of each water sample was concentrated to 180 µL, giving a concentration factor of 5000. The concentrated samples were then diluted in cell culture medium at least 100 times. The concentrations of the water samples in the cell cultures are expressed as the relative enrichment factor (REF), which is calculated by dividing the concentration factor of the SPE by the dilution factor in the cell culture medium. The highest tested REF for all samples was 50.


Section 2: Detailed description of the effect-based methods used, including cell culture conditions
The stably transfected human breast adenocarcinoma cell line MCF-7/ARE c32 was used to measure oxidative stress corresponding to Nrf2 activity. The cells were obtained from Ximbio (London, UK). Cells were cultured in Dulbecco’s Modified Eagle Medium (DMEM GlutaMAX) with 4.5 g/L D-glucose completed with 10% fetal bovine serum (FBS), 1% of penicillin-streptomycin (100 units/mL penicillin, 100 µg/mL streptomycin) and 0.8 mg/mL Geneticin (G418) selective antibiotic (Life Technologies).
AR EcoScreen GR-KO M1 cells, stably transfected CHO cells with GR knockout gene was used to assay human androgen receptor (AR) activity. The cells were obtained from Hiro Biotech via the Japanese Collection of Research Bioresources (JCRB), National Institutes of Biomedical Innovation, Health and Nutrition (Ibaraki city, Osaka, Japan). Cells were maintained in DMEM-F12 medium (Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12, Sigma-Aldrich, Irvine, United Kingdom) supplemented with 10% FBS, 1% penicillin-streptomycin, 1% L-glutamine, 50 µg/mL Zeocin (Invitrogen, CA, USA) and 25 µg/mL Hygromycin B Gold (InvivoGen, CA, USA). The experimental medium contained DMEM-F12 (Sigma-Aldrich), 10% dextran‑charcoal treated FBS, 1% penicillin-streptomycin and 1% L-glutamine.
AhR transcriptional activation was evaluated in the mouse hepatoma cell line DR EcoScreen. The cells were obtained from Hiro Biotech via the Japanese Collection of Research Bioresources (JCRB), National Institutes of Biomedical Innovation, Health and Nutrition (Ibaraki city, Osaka, Japan). Culture medium consisted of α-Minimum Essential Media (α-MEM), 5% FBS, 2% penicillin-streptomycin, 1% L‑glutamine and 150 µg/mL Hygromycin B Gold (InvivoGen, USA). The experimental medium consisted of α-MEM, 5% FBS and, 1% penicillin-streptomycin.
Estrogen Receptor Luciferase Reporter T47D Stable Cell Line was obtained from Signosis Inc (Santa Clara, CA). The cells were routinely cultured in medium consisting of Roswell Park Memorial Institute (RPMI) 1640 media with L-glutamine complemented with 10% FBS, 1% penicillin-streptomycin, and 75µg/ml G418. During the experiments, the cells were cultured in an estrogen-free medium consisting of DMEM with 4.5 g/L glucose, sodium pyruvate, without phenol red and complemented with 5% dextran/charcoal treated FBS, 2% L-glutamine, and 1% penicillin-streptomycin. 
Lymphoblast cell line TK6 cells, used to quantify genotoxicity in the form of micronuclei formation, were obtained from the American Type Culture Collection (ATCC, Manassas, VA, USA). The cells were maintained in RPMI 1640 medium with L-glutamine, 10 % FBS and 1% penicillin streptomycin.
All mentioned cell culture supplements and media were purchased from Gibco, Thermo Fisher Scientific, unless otherwise stated.
Cells were maintained in an incubator at 37˚C in 5% CO2. Medium was changed every second to third day. Trypsin-EDTA (Gibco, Thermo Fisher Scientific) was used for passaging of cells. 
	Cells for reporter gene assays were seeded in 384 well white-walled plates with clear bottom (number of cells per well; 4000 cells for DR-EcoScreen, 4000 cells  for AR-EcoScreen, 20000 cells for T47D, and 5200 cells for AREc32). The cells were then incubated for 24 h before they were exposed to concentrated water samples (1 % v/v) in dilution series or reference compounds in dilution series. The solvent concentration was equal in all exposure groups and the control group. Following exposure, the cells were incubated for 24 h and then lysed and the luminescence was measured using Luciferase Assay System reagents (Promega). The luminescence was measured using a Spark Multimode Microplate Reader (TECAN, Austria, GmbH) with an automatic syringe injector for addition of the luciferase substrate. Cell viability was assayed in parallel, using the MTS assay as previously described1.
TK6 cells, used for the micronucleus assay, were plated in round-bottomed transparent 96-well plates at a density of 20000 cells per well. Immediately after plating, the cells were exposed to concentrated water samples (1 % v/v) in two exposure concentrations or a positive control for 24 h. Cells were then stained for flow cytometry measurement according to the protocol In vitro MicroFlow 96 Well Plate Format Kit (Litron Laboratories, NY, USA). To summarize, staining with the ethidium monoazide (EMA) dye was performed to determine cell viability by staining dead or dying cells, and cells were left under the light for 30 min on ice to photoactive the dye. Thereafter, cells were lysed to liberate the micronuclei and staining of the chromatin with SYTOX Green was conducted. Measurement was performed on the Flow Cytometer, where a min of 5,000 and a max of 20,000 gated events were collected per sample. The PerCP-Cy5.5 channel collected red fluorescence (EMA stain) and the FITC channel collected green fluorescence (SYTOX Green stain). The cell viability and micronuclei formation were quantified at the same time.
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