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RNA isolation and reverse transcription

Total RNA form hepatic tissue was isolated using TRIzol (Invitrogen, Life Technologies, Carlsbad, CA, USA), followed by precipitation with lithium chloride and by DNase-treatment with a DNA-Free kit (Applied Biosystems/Ambion, Austin,TX, USA). Concentration of RNA was determined by measuring absorbance at 260 nm (NanoDrop ND-1000 Spectrophotometer; Nanodrop Technnologies Inc., Wilmington, DE, USA), and purity and integrity of all RNA isolates were assessed from 260/280 and 260/230 absorbance ratios and by electrophoresis in 1% agarose gel. Isolated RNA was stored at -80°C until analyzed. The SuperScript®III Transcriptase (Invitrogen), with random hexamers and 1 μg of total RNA as a template, was used to conduct the reverse transcription. The cDNA was stored at -20ºC until its use.
Quantitative real time PCR

Real time PCR reactions were performed using 7.5 µL KAPA SYBR® FAST Universal 2X qPCR Master Mix (Kapa Biosystems, inc. Woburn, MA, USA), equal amounts (200 nM) of forward and reverse primers (Operon Biotechnologies GmbH; Cologne, Germany), and 3 µL diluted cDNA (1:7.5 in RNase/DNase free water) in a final volume of 15 µL. Samples were analyzed in duplicate in a 72-disk Rotor-GeneTM 6000 (Corbett Life Sciences, Sydney, Australia). Each disk included duplicate wells of water (non-template) for each set of primers and cDNA for standard curves of the analyzed gene. Plasmids that encoded the target and endogenous control genes were diluted in yeast cDNA to achieve a starting concentration of 106 gene copies/µL for subsequent serial dilutions (n = 6 dilutions, from 106 to 101). Linear regressions were used to estimate the number of copies of target and control gene mRNA in the samples. 

