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                    Abstract
 Human primary hepatocytes represent a gold standard in in vitro liver research. Due to their low availability and high costs alternative liver cell models with comparable morphological and biochemical characteristics have come into focus. The human hepatocarcinoma cell line HepG2 is often used as a liver model for toxicity studies. However, under two-dimensional (2D) cultivation conditions the expression of xenobiotic-metabolizing enzymes and typical liver markers such as albumin is very low. Cultivation for 21 days in a three-dimensional (3D) Matrigel culture system has been reported to strongly increase the metabolic competence of HepG2 cells. In our present study we further compared HepG2 cell cultivation in three different 3D systems: collagen, Matrigel and Alvetex culture. Cell morphology, albumin secretion, cytochrome P450 monooxygenase enzyme activities, as well as gene expression of xenobiotic-metabolizing and liver-specific enzymes were analyzed after 3, 7, 14, and 21 days of cultivation. Our results show that the previously reported increase of metabolic competence of HepG2 cells is not primarily the result of 3D culture but a consequence of the duration of cultivation. HepG2 cells grown for 21 days in 2D monolayer exhibit comparable biochemical characteristics, CYP activities and gene expression patterns as all 3D culture systems used in our study. However, CYP activities did not reach the level of HepaRG cells. In conclusion, the increase of metabolic competence of the hepatocarcinoma cell line HepG2 is not due to 3D cultivation but rather a result of prolonged cultivation time.
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	2D:
	
                    Two-dimensional

                  
	3D:
	
                    Three-dimensional

                  
	ACTB:
	
                    β-Actin

                  
	AhR:
	
                    Aryl hydrocarbon receptor

                  
	Alv:
	
                    Alvetex

                  
	CAR:
	
                    Constitutive androstane receptor

                  
	Col:
	
                    Collagen

                  
	CTB:
	
                    CellTiter-Blue

                  
	CYP:
	
                    Cytochrome-P450 monooxygenase(s)

                  
	DPPIV:
	
                    Dipeptidyl-peptidase IV

                  
	GAPDH:
	
                    Glyceraldehyde 3-phosphate dehydrogenase

                  
	Mg:
	
                    Matrigel

                  
	OAZ1:
	
                    Ornithine decarboxylase antizyme 1

                  
	PXR:
	
                    Pregnane-X receptor

                  
	qPCR:
	
                    Real-time quantitative PCR

                  
	RFU:
	
                    Relative fluorescence units

                  
	SD:
	
                    Standard deviation

                  
	UGT:
	
                    UDP-glucuronosyltransferase(s)

                  
	ZO-1:
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