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Different source of liver cells
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Protocol overview: Derivation of stem cells from adult liver tissue biopsy {human and

mouse}
Cioat plates with Collagen Type | 3t concantration of 100-20ng/mi (1.5mi per well for a B well oishy.
DO~y — | Coated dish are kept at 37 degree Celsius. Plates are coated with collagen for at least 2 houwrs before use.
Tissue processing;
DO-D1 =t~ *—i 1  Tissuesare mechanically dissected 1o <tmm in diameter.
2. Winced tissue are enzymatically digesied at 37 degree Celsius incubator at 5% OO0, for 45-60 mins
3. Tissues are subsequently washed more than 3 imes with 8 media containing antibiotics.
4. The ninced and digesied tissues are subsequently plated on the collagen coated dish
5. Madiais changed every 2 days.
Subculturing of stem cell outgrowths;
1. Stem ool growths as small spherical colohies in digested tissues or on onllagen plate
2. The stem celf outgrowth are wash once with 1xPB& and incubated in the 0.25% Trypsin EDTA for the
5-7 mir.
3. The stem celf outgrowth are mechanically dissociated to small clumps or single cells using a imi
pipeie.
D14-D21 > —i 4. Enzymatic reaction is quenchad using 1-5% BSA containing media.
5. After removal of enzymatic media, the celis are washed onoce with 1XPBS.
8. Cells are resuspended with hSC media and replated on collagen coated plates.
7. 10ub of ¥Y-27632 can be added during first 24hr of culture {o enhance cell viability.
/. Media is changed every 2 days.
Subculturing of stem cell;
1. Single slem celis grows and formis & oolohy. The colony takes 8-1( days to reach corfluency for
subcufture.
2. The cells are wash once with 1xPBS and incubated in the 0.25% Trypsin EOTA for up to 5-7 min.
Stabie 3. When cells form singlets and detached from each other, the enzymatic reaction is quenched using 1-
5% BSA containing media.
culture 4. Afier removal of enzymatic media, the cells are washed once with 1XPES.
5. Cells are resuspended with S0 media and replated on collagen coated plates.
4. Cells can be siably passage ata splitralicofupr io 1:8
7. Aediz is changed every 2 days.
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Protocol overview: Derivation of stem cells from Isolated liver cells

Coat plates with Collagen Type | &t concentration of 100-208ng mi (1.5mi per well for a 6 well dish).
DO oy~ +— Coatad dish are Kept at 37 degree Celsius. Plates are costed with collagen for &t l=ast 2 hours befre use.

DO-D2 ~t e— Liver cell sowrce can be 1} frashly isulatad cells from liver ar 2) Frozen vigls of isolated liver cells
1. Cells are wash once in liver cell culture media (HOM, Lonza)

2. iells are seaded in Collagen pre-coated plates for 16-24 s,

3. After liver cells have firmly altached 1o the coliagen plate, replace media with hSC media.
Meadia is changed every 2 days.

e

Subculturing of stem cell outgrowths;

1. The liver cells forms colonies of the stern cells that small and round in shape. The stem cells adhere
to one ancther strongly to form a compact colony. The compact colony grows up 1o 200-300uM in
diameter and is ready to be subocuitured.

2. The stem celis are wash once with 1xPBS and incubated in the 0.25% Trypsin EDTA for the 5-7 min.
3. The stem cell cutgrowth are mechanically dissociated to smalt clumps or single cells using a 1mi
. pipetie.

D14-D21 ~~e—i g Enzymatic reaction fs quenched using 1-5% BSA containing media.
5. ARer removal of enzymatic media, the cells are washed once with 1XPBS.
8. Cells are re-suspended with hSC media and replated on collagen coated plates at a split ratio of 1:1
7. 10uM of ¥-27632 can be added during first 24hr of culture to enhance cell viability.
8. Mediais changed every 2 days.

Suboutturing of stem oell;

1. Single stemn cells grows and forms a colony. The colony takes 8-10 days to reach confluency for
subculture,

Stable The cells are wash once with 1xPES and incubated in the 0.25% Trypsin EDTA for up to 5-7 min.

— When cells form singlets and detached from each other, the enzyimatic reaction is guenched using 1-

culture 5% BSA containing media.

After removal of enzymatic media, the cells are washed once with 1XPBS.

Cells are re-suspended with h3C media and replated on collagen coated plates.

Ceidts can be stably passage at a split ratio of up to 18
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Liver needle hiopsy stem cell outgrowth
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20 plated crys-preserved human Hepatocytes hepsSC media treatment 14days
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Stem cell markers

Hepatocoyie (ALB} and cholangiooyte (CK159) markers
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imatinib 8 yraosine kinase inhibitor, also reported to inhibit &
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hepsC media
hepSC media {Dasatinib removal}
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hepSC media hepSC media without Dasatinib
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HepSC + CHIR-28014 HepSC + CHIR-38014
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