Materials and Methods

Cultures of primary human renal epithelial cells are plated onto 8 well CultureSlides (BD Biosciences, San Jose, CA) and grown under conditions described in “Isolation, Propagation and Preservation of Primary Human Renal Tubular Epithelial Cells” SOP.  At confluency, cells are washed twice with PBS, fixed with 4% neutral buffered formalin for 20 min at room temperature, rinsed twice with PBS and then stored at 4 degrees in wash buffer (0.1% BSA in PBS) before processing for immunocytochemistry.

Materials and Methods – Immunocytochemistry

Fixed slides of human renal epithelial cells are washed three times with PBS and then incubated at room temperature for 1 hour in blocking buffer (40 mg Glycine in 10 mL of PBS containing 0.2% normal goat serum and 0.1% BSA).  Cells are washed once with PBS, permeabilized with 0.5% Triton X-100 for 2 minutes, washed twice with PBS, and incubated with primary antibodies at 4( Celsius overnight.  The following primary antibodies have been tested:  E-Cadherin at 1:200 (BD Biosciences, San Jose, CA), ZO-1 at 1:100 (Invitrogen, Grand Island, NY), CYP3A at 1:100 (Santa Cruz Biotechnology, Santa Cruz, CA), HNF4α at 1:100 (Santa Cruz Biotechnology, Santa Cruz, CA), TIM-1 at 1:50 (R and D Systems, Minneapolis, MN), Aquaporin 2 at 1:200 (Abcam, Cambridge, MA).  Rabbit and mouse IgG’s are used as isotype controls.  All antibody dilutions are done in a Working Solution (PBS containing 0.2% normal goat serum and 0.1% BSA).  Following primary antibody incubation, cells are washed three times with washing buffer (a 1:10 dilution in PBS of the Working Solution) for 15 minutes each at room temperature.  Cells are incubated with secondary antibodies for 1 hour at room temperature.  The following secondary antibodies were used:  AlexaFluor 488 goat anti-rabbit IgG (Invitrogen, Grand Island, NY), AlexaFluor 488 goat anti-mouse IgG (Invitrogen, Grand Island, NY), AlexaFluor 488 donkey anti-goat IgG (Invitrogen, Grand Island, NY), Rhodamine Red-X goat anti-mouse IgG (Invitrogen, Grand Island, NY), FITC-labeled lotus lectin (US Biological, Salem, MA).  Following secondary antibody incubation, cells are washed three times with washing buffer for 15 minutes each at room temperature, washed three times with PBS and then once with dH2O.  Cells are counter-stained with DAPI and cover slipped using SlowFade Gold antifade reagent with DAPI (Invitrogen, Grand Island, NY).
Materials and Methods – Immunocytochemistry in Nortis Device

Cells were fixed with 1% Formaldehyde (refer to SOP for culturing HREC in Nortis device).  Fixed cells were blocked by slowly injecting 1 mL of blocking buffer (40 mg Glycine in 10 mL of PBS containing 0.2% normal goat serum and 0.1% BSA) through the side port while observing under a microscope and then incubated for 1 hour at room temperature.  Cells were then permeabilized by injecting 1 mL of 0.5% Triton X-100 through the side port and incubating for 20 minutes at room temperature.  Primary antibody incubations were done by injecting 500 uL of primary antibody solution through the side port and incubated at 4 degrees Celsius overnight.  The following primary antibodies were used:  E-Cadherin at 1:200 (BD Biosciences, San Jose, CA) and ZO-1 at 1:100 (Invitrogen, Grand Island, NY).  All antibody dilutions were done in a Working Solution (PBS containing 0.2% normal goat serum and 0.1% BSA).  Following primary antibody incubation, cells were washed three times by injecting 1 mL of washing buffer through the side port (1:10 dilution in PBS of the Working Solution) for 15 minutes each at room temperature.  Secondary antibody incubations were then done by injecting 500 uL of secondary antibody solution through the side port and incubated at room temperature for 1 hour.  The following secondary antibodies were used:  AlexaFluor 488 goat anti-rabbit IgG (Invitrogen, Grand Island, NY) and Rhodamine Red-X goat anti-mouse IgG (Invitrogen, Grand Island, NY). Cells were then washed three more times with washing buffer for 15 minutes each as previously, 1mL of PBS was injected through the side port followed by 1 mL of dH2O and then 1 mL of a 1:4 dilution in PBS of SlowFade Gold antifade reagent with DAPI (Invitrogen, Grand Island, NY).
