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Quantitative RT–PCR of Lmx1b expression from adult kidney was carried out essentially as described using a Lightcycler 480 Instrument (Roche Diagnostics Ltd, Burgess Hill, West Sussex, UK) [1]. Each assay was done in triplicate and Lmx1b levels were quantified and normalized against Pgk1 levels using the second derivative maximum method using the advanced relative quantification module of the Lightcycler 480 software release 1.5.0. Pgk1 has been validated as a suitable reference gene for quantitative RT–PCR analysis of renal gene expression [2].
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