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Materials and Methods

Human renal proximal tubule epithelial cells (RPTEC, from Clonetic) were cultured in Renal Epithelial Cell Basal Medium (REBM) with Renal Epithelial Cell Growth Medium Bullet Kit (REGM~BulletKit) (Clonetics) at 37(C in 95% air/5% CO2. Experiments were carried out using cells between passages 4 to 7.  Cells were grown to 90% confluency and were serum-starved overnight prior to treatment with rhTNF((from R&D Systems). Cells were exposed to 500ng/ml of rhTNF( for period of 5, 15, 30, 60 and 90 min. At the indicated time points, medium was removed, and cells were washed twice with ice-cold PBS and lysed using a protein extraction buffer. The cell lysate (40µg/lane) was separated by 10% SDS-PAGE, and transferred onto PVDF membranes. After blocking with 5% nonfat milk, anti-phospho-SAPK/JNK (Thr 183/Tyr 185, 1:1000), anti-SAPK/JNK (1:1000) were used for immunoblotting. 

Dose-dependent caspase3 cleavage by TNF( was examined by treating cultured RPTECs with 500 ng/mL and 1000ng/mL of rhTNF( for 48 hours. Cell lysates were collected as above and Western Blotting was performed to detect cleaved caspase 3 (antibody from Cell Signalling).
Results
To further demonstrate that increased TNF( levels can trigger cell death associated with activation of the JNK pathway, we treated cultured human renal proximal tubule epithelial cells (HRPTEC) with human recombinant TNF (hrTNF) to demonstrate that elevated TNF( levels lead to early activation of the JNK pathway (Figure A) and triggers cell death (measured by cleaved caspase 3) (Figure B).
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Figure A. The time course of SAPK/JNK activity in response to 500ng/ml of rhTNF( in HRPTEC. 
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Figure B. A dose-dependent increase in cleaved caspase-3 levels in response to rhTNF(.
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