Supplemental Material and Methods

Renal unilateral ischemia-reperfusion mouse model

Renal unilateral ischemia-reperfusion injury (UIRI) was performed as described previously 1[]
. Male C57Bl/6J mice (10-12 weeks of age; Charles River, Saint-Germain-Nuelles, France) were anesthetized with a combination of ketamine (Ketalar, Pfizer, Elsene, Belgium; 80 mg/kg) and xylazine (Rompun, Bayer, Wuppertal, Germany; 16 mg/kg) diluted in saline, via intraperitoneal injection. Buprenorphine (Reckitt Benckiser Healthcare, Brussel, Belgium; 0.05 mg/kg) was administered for pain relief. Immediately after loss of the righting reflex, the animals were placed on a heated surgical pad (Physitemp, Clifton, New Jersey), keeping body temperature of the animals at 37°C. The abdomen was opened with a midline incision and the renal pedicle was carefully dissected and clamped with an atraumatic vascular clip (Scanlan, Saint Paul, Minnesota) for 30 minutes, sparing the blood supply to the adrenal gland. The right kidney was left undisturbed. The abdomen was temporarily closed with a suture and the animal was transferred to an infant incubator to keep body temperature of the animal strictly at 37°C during ischemia. Body temperature was continuously monitored with a rectal thermometer (Bioseb, Vitrolles, France). To initiate reperfusion, the vascular clip was released and after verification of kidney colour change back to red, a Vicryl 4-0 suture (Ethicon, Norderstedt, Germany) was used to close the abdominal muscle layer and skin separately. Sham-operated animals received the same surgical procedure except placement of the clamp. Postoperatively, mice were given 1 ml saline intraperitoneally and were fed DietGel Recovery Purified Soft Diet for Rodents (Clear H2O, Norderstedt, Germany) for 3 days to reduce the post-operative weight loss and allow faster recovery after surgery. 
Decitabine dose finding experiment 
Three different dosages of decitabine were first tested to identify the dose that results in a pronounced reduction of total DNA-methylation in both healthy and ischemic kidneys. Hereto, male C57Bl/6J mice (n=4/treatment group) were injected with 0.10, 0.25 or 0.50 mg/kg decitabine for 2 weeks after which genomic DNA-methylation in kidney tissue was determined by Ultra-Performance Liquid Chromatography (UPLC; Waters® Acquity UPLC™) 2[]
. The dose of 0.5 mg/kg caused severe weight loss and mortality (supplementary Figure S1). The dose of 0.25 mg/kg induced on average an 11% reduction in genomic DNA-methylation (supplementary Figure S2), with some weight loss, without mortality (supplementary Figure S1). The dose of 0.10 mg/kg induced on average a 5% reduction in genomic DNA-methylation without weight loss or mortality. As the dose of 0.25 mg/kg decitabine induced the most reduction in DNA-methylation without mortality, and showed a promising decrease on collagen I mRNA expression (supplementary Figure S2) in the ischemic injured kidneys, this dose was chosen for the actual experiment. Given the noted weight loss after 14 days of treatment, the actual treatment period for the main study was set at 10 days for ethical reasons.
Analysis of genomic DNA-methylation in ischemic kidney tissue
DNA is extracted from a pole section of the ischemic kidney (Allprep Mini Kit; Qiagen, Antwerpen, Belgium). Isolated genomic DNA samples were hydrolyzed to individual deoxyribonucleosides in a simplified one-step procedure. A digest mix was prepared by adding 300 mU Phosphodiesterase I (P3134-100MG, Sigma Aldrich, Diegem, Belgium), 200 U alkaline phosphatase, (P7923-2KU Sigma Aldrich) and 250 U Benzonase® Nuclease, (E1014-5KU Sigma Aldrich) to 5 ml Tris–HCl buffer (pH 7.9, 20 mM) containing 100 mM NaCl and 20 mM MgCl2. Extracted DNA (1 μg diluted in 50 μl HPLC-grade water) was hydrolyzed by adding 50 μl digest mix and incubating at 37°C for at least 12 hours. After hydrolysis, water (HPLC-grade) was added to the samples up to a total volume of 1 ml. Reference standards for 5’-methyl-2’-deoxycytidine (5-mdC) and 2’-deoxycytidine (dC) were purchased from Jena Bioscience (N-1044, Jena Bioscience, Germany) and Sigma (D3897-1G) respectively. Stock solutions of 5-mdC and dC were prepared by dissolving the purchased solid reference standards in pure water (HPLC-grade). Using these stock solutions, a series of calibration solutions was prepared for 5-mdC and dC in a range of 0.1-10 ng/mL and 1–100 ng/mL respectively. The same calibration standards were used in all of the experiments. Global DNA methylation was obtained by quantifying 5-mdC and dC using UPLC, in combination with tandem mass spectrometry (MS-MS). LC/MS-MS analysis of the samples was conducted on a Waters® Acquity UPLC™, coupled to a Waters® Micromass Quattro Premier™ Mass Spectrometer. Injections were performed on a Waters® UPLC column (BEH C18, 50 mm x 2.1 mm, 1.7 μm) which was held at a temperature of 40°C during analysis. The mobile phase used was a mixture of 0.1% formic acid in water and 0.1% formic acid in acetonitrile.  The volume of injection was 10 µl at a flow rate of 0,35 ml/min. The analyses were performed using electro spray ionization (ESI) in the positive mode and a multiple reaction monitoring (MRM) method was used with argon as collision gas. Mass-to-charge (m/z) transitions monitored were 242.2 →125.95 for 5-mdC and 228.1 → 111.9 for dC.
The global DNA methylation is expressed as a percentage of 5-mdC versus the sum of 5-mdC and dC [5-mdC/(5-mdC + dC)] %. We measured samples in duplicate to account for technical variation that resulted in a R2 of 0.8 (ICC = 0.90). The average methylation value of both measurements was used in the statistical analysis.

Supplemental figures

Figure S1: Follow-up of body weight of mice, during treatment with different dosages of decitabine. Weight loss was observed as a side effect of decitabine treatment. The highest dose, 0.5 mg/kg/day induced severe weight loss, and animals had to be euthanized earlier than anticipated. 
AdC: decitabine.
Figure S2: Efficacy of inhibition of DNA-methylation in the dose-finding experiment. 
A: Percentage of genomic DNA-methylation in the ischemic kidney after a treatment period with different dosages of decitabine. A significant increase in genomic DNA-methylation was observed after UIRI. Decitabine induced a dose-dependent reduction in genomic DNA-methylation in UIRI-animals. B: Gene expression analysis of Dnmt1, Dnmt3a, Dnmt3b. UIRI resulted in higher gene expression of all genes under investigation. As expected from literature, treatment with decitabine induced a significant reduction in Dnmt1 gene expression.
°: p<0.05 vs. Sham, *: p<0.05.
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