Isolated Lung Perfusion 
Briefly, mice were anesthetized with 50 mg/kg intraperitoneal sodium pentobarbital. The trachea was cannulated and lungs ventilated at 60cycles/min with 2ml tidal volume and 2 cm H2O end respiratory pressure.  The thorax is opened and a cannula inserted in the main pulmonary artery, exiting from the transected left ventricle. The perfusate was Krebs-Ringer bicarbonate solution (KRB, in mM: 118.45 NaCl, 4.74 KCl, 1.17 MgSO4·7H2O, 1.18 KH2PO4, and 24.87 NaHCO3) plus 10 mM glucose and 5% dextran to maintain isotonicity. The heart-lung preparation was dissected en bloc and placed onto a 48 x 60 x 0.16-mm cover glass in a specially designed Plexiglas chamber with ports for tracheal and pulmonary artery cannulas. The cardiovascular ports were connected to a peristaltic pump that recirculated 30 ml of perfusate at a constant flow rate of 2 ml/min through the vascular bed. The heart muscle was trimmed away, and a local anesthetic (0.05 mg xylazine) was injected subepicardially into the posterior wall of the right atrium to abolish lung movement artifact due to contraction of the remaining cardiac muscle. The isolated perfused lung was preperfused with two dyes, the ROS sensitive dye 5-(and-6)-carboxy-2',7'-difluorodihydrofluorescein diacetate (carboxy-H2DFFDA) and the endothelial specific Alexa 594Ac low density lipoprotein. The lung was placed on the stage of an inverted microscope for imaging studies of the subpleural vasculature using these fluorophores. Isolated lungs were shaded from direct light during the perfusion experiments. Global ischemia was produced by the abrupt discontinuation of perfusion.
