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trypan blue exclusion. In primary culture, exposure to DMSO resulted in about 3.106 cells/ well on day 5. On day 8,

cell number reduced to 106cells/well and remained at that on day 11. After replating on day 11, cell number





























Figure 1: Metabolic analysis of differentiated ES cells. (A) Glucose consumption rate (B) Lactate production
rate. Data is normalized to Day 13 "No SNAP" condition.
* indicates p < 0.05, ** indicates p < 0.001 vs. the same experimental condition on day 13of differentiation.

Figure 2: Evaluation of mitochondrial parameters. (A) Microscopic evaluation of Mitochondrial Mass and
Activity (B) Percentage of NAO positive cells and (C) Percentage of cells with high mitochondrial activity. N-
Acridine Orange (NAO), 5,5' ,6,6'-tetrachloro-l,I' ,3,3' tetraethylbenzimidazolylcarbocyanine iodide/chloride
(JC-l).
* indicates p < 0.05, ** indicates p < 0.001 vs. the no supplementation condition on the same day.

Figure 3: Dynamic profile of hepatocyte-specific function for differentiated ES cells on days 13 and 15 of
differentiation for different concentrations of SNAP. (A) Urea secretion rate (B) Albumin secretion rate. The
data correspond to three independent experiments. * indicates p < 0.05 vs. the no supplementation condition on
the same day.

Figure 4: Intracellular evaluation of albumin function. (A) Intracellular Albumin content (B) Percentage of
Albumin positive cells on day 13 and 15 of differentiation. The data is representative of three independent
experiments. * indicates p < 0.05 vs. the no supplementation condition on the same day.

Figure 5: Cytochrome P450 7Al promoter activity on day 15 of differentiation. The data is normalized to the
cytomegalovirus promoter activity for the experimental condition and is representative of three independent
experiments. * indicates p < 0.05 vs. the no supplementation condition.
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Figure 1: Metabolic analysis of differentiated EScells. (A) Glucose consumption rate (8)
Lactate production rate. Data is normalized to Day 13 "No SNAP" condition. * indicates p

< 0.05, ** indicates p < 0.001 vs. the same experimental condition on day 13 of
differentiation.
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Figure 2: Evaluation of mitochondrial parameters. (A) Microscopic evaluation of
Mitochondrial Mass and Activity (B) Percentage of NAO positive cells and (C) Percentage
of cells with high mitochondrial activity. N-Acridine Orange (NAO), S,S',6,6'-tetrachloro-

1,1',3,3' tetraethylbenzimidazolylcarbocyanine iodide/chloride (JC-l). * indicates p <
0.05, ** indicates p < 0.001 vs. the no supplementation condition on the same day.
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Figure 3: Dynamic profile of hepatocyte-specific function for differentiated EScells on
days 13 and 15 of differentiation for different concentrations of SNAP. (A) Urea secretion
rate (B) Albumin secretion rate. The data correspond to three independent experiments.

* indicates p < 0.05 vs. the no supplementation condition on the same day.
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Figure 4: Intracellular evaluation of albumin function. (A) Intracellular Albumin content
(8) Percentage of Albumin positive cells on day 13 and 15 of differentiation. The data is

representative of three independent experiments. * indicates p < 0.05 vs. the no
supplementation condition on the same day.
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Figure 5: Dynamic profile of hepatocyte-specific function for differentiated E5 cells on
days 13 and 15 of differentiation for different concentrations of SNAP. (A) Urea secretion
rate (8) Albumin secretion rate. The data correspond to three independent experiments.

* indicates p < 0.05 vs. the no supplementation condition on the same day.
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