SDC 3
Methods
Functional measurements

We determined 24-h urine protein excretion every 4 week. Serum creatinine levels were analyzed by an automatic laboratory analyzer (Synchron CX5, Beckman Coulter, Krefeld, Germany). Creatinine clearance was calculated according to the formula (CrCl = Ucrea (mg/dl)*diuresis (ml)/Screa (mg/dl)*1440 (min)). Mean arterial blood pressure was measured intra-arterially before the removal of the graft by a digital analyzer using a pressure transducer (Siemens, Munich, Germany). Measurement was performed under standard conditions at 24 °C room temperature between 9 and 12 AM.
Collagen deposition

Interstitial fibrosis was quantified using paraffin-embedded tissue sections stained with Sirius Red to visualize collagen. All Sirius-Red-stained sections were carefully scanned with a light microscope (DFC 280; Leica, Tokyo, Japan) connected to a computer using the NIH image-analysis system for histomorphometry at a magnification of x200. Collagen deposition is presented as percentage of area in the samples.
Alpha-smooth muscle actin (α-SMA) 

Immunohistochemical studies were performed on frozen sections fixed in acetone (4°C). Sections were incubated with staining with a monoclonal anti-α-SMA antibody (1A4 clone; Dako A/S, Glostrup, Denmark) followed by washing the sections and incubation with a secondary rabbit antimouse antibody (Dako A/S, Glostrup, Denmark). After washing, sections were incubated with Streptavidin-HRP (Dako A/S, Glostrup, Denmark). Binding of antibodies was visualized by development with Fast Red chromogene solution (Dako A/S, Glostrup, Denmark).
Angiotensin II level and ACE2 activity

Ang II serum level was measured using an ELISA Kit (DY623 R&D Systems, Germany), and ACE2 activity was assessed by a fluorimetric assay from AnaSpec, USA according to the manufacturer’s protocol. 

Angiotensin(1-7) and angiotensinogen level

Ang(1-7) plasma levels were determined using the ANG-(1-7) ELISA Kit from from EIAab & USCNLIFE (Wuhan EIAab Science Co.,Ltd, Wuhan, China).

Urine angiotensinogen level was assessed by the Rat Total Angiotensinogen Assay Kit (Code No. 27414) from Immuno-Biological Laboratories Co., Ltd. (Gunma, Japan).









