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Abstract

Primary hepatocyte cell cultures are widely used for studying hepatic diseases with alterations in
hepatic glucose and lipid metabolism, such as diabetes and non-alcoholic fatty liver disease.
Therefore, small interfering RNAs (siRNAs) provide a potent and specific tool to elucidate the
signaling pathways and gene functions involved in these pathologies. Although RNA interference
(RNAi) in vitro is frequently used in these investigations, the metabolic alterations elucidated by
different siRNA delivery strategies have hardly been investigated in transfected hepatocytes. To
elucidate the influence of the most commonly used lipid-based transfection reagents on cultured
primary hepatocytes, we studied the cytotoxic effects and transfection efficiencies of
INTERFERin(®), Lipofectamine(®)RNAiMAX, and HiPerFect(®). All of these transfection agents
displayed low cytotoxicity (5.6-9.0 ± 1.3-3.4%), normal cell viability, and high transfection
efficiency (fold change 0.08-0.13 ± 0.03-0.05), and they also favored the satisfactory downregulation of target gene expression. However, when effects on the metabolome and lipidome

were studied, considerable differences were observed among the transfection reagents. Cellular
triacylglycerides levels were either up- or down-regulated [maximum fold change: INTERFERin(®)
(48 h) 2.55 ± 0.34, HiPerFect(®) (24 h) 0.79 ± 0.08, Lipofectamine(®)RNAiMAX (48 h) 1.48 ±
0.21], and mRNA levels of genes associated with lipid metabolism were differentially affected.
Likewise, metabolic functions such as amino acid utilization from were perturbed (alanine,
arginine, glycine, ornithine, and pyruvate). In conclusion, these findings demonstrate that the
choice of non-viral siRNA delivery agent is critical in hepatocytes. This should be remembered,
especially if RNA silencing is used for studying hepatic lipid homeostasis and its regulation.
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