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Table 1 Primer sequence for Q—-PCR

Gene Forward primer 5' -> 3 Reverse primer 5' -> 3
AFP CTTCCCTCATCCTCCTGCTAC ACAAACTGGGTAAAGGTGATGG
CK19 GGGGGTTCAGTACGCATTGG GAGGACGAGGTCACGAAGC
EpCAM GCGGCTCAGAGAGACTGTG CCAAGCATTTAGACGCCAGTTT
Prox1 AGAAGGGTTGACATTGGAGTGA TGCGTGTTGCACCACAGAATA
G6PC CGACTCGCTATCTCCAAGTGA GTTGAACCAGTCTCCGACCA
CYP3A4la TGGACAGAATGAAGGAAAGCC AATTGACTGGGCTGTGATCTC

GAPDH AGGTCGGTGTGAACGGATTTG

TGTAGACCATGTAGTTGAGGTCA

7| £ (BioAssay System, DIUR-100) it B 15l 22 7%
BEPRER.
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Fig.1 2D culture of mouse fetal liver cells.

a-c. The images about isolation and culture of mouse fetal liver cells from Dayl to Day3

(100X); d-f: 200X. Scale Bar=100 pm.
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Fig.2 Identification of mouse fetal liver cells.
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Fig.3 3D culture of mouse fetal liver cells.
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Fig4 LIVE/DEAD staining of mouse fetal liver cell balls.

a.Dayl; b.Day3; c.Day5; Scale Bar=100um.
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Fig.5 The impact of 3D culture system to hepatic relative gene expression by Q—PCR.

The cDNAs come from 3D culture (Dayl, Day3 and Day5) and adult C57BL/6J mouse liver cells.
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Fig.6 The immunofluorescence of mouse fetal liver cell balls. Scale

Bar=40pm.
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Fig.7 The function of albumin and urea about 3D culture cells.

A. Urea content in culture supernatant, P<0.01; B. Albumin content in culture supernatant, P<0.01.
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Abstrat Objective: To establish a 3D organoid
culture system of mouse fetal liver cell using
hyaluronic acid. Method: The fetal liver cells isolated

from 12 to 14 days mouse embryos were preliminary

screening of 2D liver stem/progenitor cells by Kubota’
s Medium (KM) and 3D organoid culture in
hyaluronan hydrogel. Result: Fetal liver cells grew as
clones in 2D cell culture system. Liver stem /
progenitor cell colonies maintained proliferation
activity. The albumin and urea levels in supernatant
which

functional maturation of the cell colonies in 3D

increased significantly, indicated hepatic
hyaluronic hydrogels. The results of Q-PCR showed
that the expression levels of liver stem / progenitor
markers, such as AFP, CK19, EpCAM and Proxl1,
significantly reduced and were close to the expression
level in adult mouse liver. Conclusion: In this study,
stem-cell derived, functional mouse hepatic organoids

in hyaluronan hydrogels was successfully established.
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