SUPPLEMENTAL METHODS

Purification of cells

Blood cells were separated over a Ficoll-metrizoate gradient (Lymphoprep, Nycomed Pharma, Oslo, Norway) to obtain an enriched fraction of mononuclear cells (MNCs). CD34+ and CD34- cell fractions were prepared from Ficoll-separated MNCs using magnetic cell sorting (MACS) (Miltenyi Biotec, Bergisch Gladbach, Germany). The CD25- fraction of CD34-PBMC was also prepared using magnetic cell sorting (Miltenyi Biotec).
Injection of human cells into NOD/SCID mice

NOD/LtSz-scid/scid (NOD/SCID) mice were bred and housed until used in the animal facilities of Institut Gustave Roussy (Villejuif, France) under pathogen-free conditions. Six- to 8-week-old male or female mice were given a sublethal dose of whole-body irradiation (2.5 Gy) using a Cobalt radiation source. Mice were injected IP with 200 g TM-1. TM-1 antibody was given one day before injection of human cells and then once a week until mice were sacrificed. Within a few hours after irradiation, mice were injected either IP (CD34- fraction) or by IO injection (CD34+ fraction). For IO injection, the femoral cavity was catheterized under general anesthesia by using a 27-gauge needle that was inserted into the joint surface of the tibia, and then human CD34+ cells in 30-l suspension were injected into the bone marrow cavity. NOD/SCIDc- mice, purchased from the Jackson Laboratory (Bar Harbor, ME), were bred and housed at CHU Sainte-Justine Research Center (Montreal, Canada). Experiments and procedures were performed in the animal facilities of Institut Gustave Roussy (Villejuif, France, agreement C94-076-11), in compliance with French Ministry of Agriculture regulations for animal experimentation, and of the CHU Sainte-Justine Research Center (Montreal, Canada), in compliance with the local institutional committee for good practice in animal research 

Engraftment
After washing and hemolysis, samples were suspended in PBS and stained with 7-Amino-Actinomycine D (7AAD) and with fluorescein isothiocyanate (FITC)-conjugated anti-human CD3, phycoerythrin (PE)-conjugated anti-human CD19, allophycocyanin (APC)-conjugated anti-human CD45, APC-conjugated anti-human CD45RA, PE-conjugated anti-human CD45RO, and FITC-conjugated anti-mouse CD45 monoclonal antibodies (BD Biosciences), and analyzed by flow cytometry using FACScalibur (BD Biosciences).
Microscopic examination

Tissues were fixed for 20 minutes in Carnoy solution and then in 10% buffered formalin and embedded in paraffin. Three-micrometer sections were stained with hematoxylin and eosin, periodic acid-Schiff (PAS), Masson’s trichrome, and periodic acid-silver methenamine. In each case, one fragment of the renal biopsy was immediately frozen in liquid nitrogen, embedded in Tissue-Teck O.C.T Coump (Miles Scientific, Elkhart, IN) and stored at –80°C. Glomerular pathology was assessed by the mean number of cells per glomerular cross-sections (gcs) and scored on a semiquantitative scale: 0 or normal (means: 35–40 cells/gcs), 1 or mild [glomeruli with few lesions showing slight proliferative changes, mild hypercellularity (means: 41–50 cells/gcs), and/or minor exudation], 2 or moderate [glomeruli with moderate hypercellularity (means: 51–60 cells/gcs), including segmental and/or diffuse proliferative changes, hyalinosis, and moderate exudates], and 3 or severe [glomeruli with segmental or global sclerosis and/or severe hypercellularity (means: 60 cells/gcs), necrosis, crescent formation, and heavy exudation]. For each mouse, 10 glomeruli were assessed for cells per gcs analysis. Direct Immunofluorescence studies were performed by using FITC-conjugated antibodies directed against mouse C3 (Sigma) and human IgG, IgA and IgM (DakoCytomation) since NOD/SCID mice do not produce immunoglobulins. For electron microscopy, kidney biopsies were fixed in 2.5% glutaraldehyde, postfixed in a mixture of 2% osmium tetroxide in 200 mM cacodylate buffer, pH 7.2, and embedded in Epon 815. Thin sections were stained with lead citrate and uranyl acetate and examined using a Hitachi electron microscope at 2,000 KeV. Glomerular Basement Membrane (GBM) thickness was assessed for each kidney by performing at least 48 measurements (≥ 4 measurements in at least 12 different capillaries) in each glomeruli, in at least two randomly chosen glomeruli in each mouse.
Statistical analysis

Results are presented as mean ± SEM and data were analyzed with the two-tailed student t test.

