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Protocel overview: Derivation of stem cells from adult liver tissue biopsy {human and
mouse)

oat plates with Collagen Type { af concentration of 100-200ng/mi (1.8mi per well for a 6 well dish).
DO ~p~ «— Coatad dish are kept at 37 degree Celsius. Plates are coatad with collagsn for at least 2 howrs before use.
Tissue processing;
DO-DL »y~*—! 1 Tissuesare mechanicaily dissected fo <tmm in diameter.
2. Minced tissue are enzymatically digested at 37 degree Celsius incubator at 5% CO; for 45-60 niins
3. Tissues are subsequently washed more than 3 imes with a media containing antibiotics.
4. Tha minced and digesied tissues are subsequently plated on the collagen coated dish
5. Media is changed every 2 days.
Supeculturing of stem cell outgrowths;
1. Stem ool growths as small spharical colonies in digested tissues or on collagen plate
2. The stem celf outgrowth are wash once with 1xPBS and incubated in the 0.25% Trypsin EDTA for the
5-7 min.
3. The stem celt outgrowth are mechanicakly dissociated to smiall clumps or single cells using a 1mi
pipette.
D14-021 ™ — 4. Enzymatic reaction is quenched using 1-5% BSA containing media.
5. After removal of enzymatic madia, the celis are washed once with 1XPBS.
8. Cells are resuspended with hSC media and replated on collagen coated plates.
7. 10ul of Y-27632 can be added during first 24hr of culture 1o enhance cell viability.
8. Media is changed every 2 days.
Suboulturing of stem cell;
1. Single stem celis grows and forms & colony. The colony takes 8-10 days to reach confluency for
subcuiture.
2. The cells are wash once with 1xPBS and incubated in the 0.25% Trypsin EOTA for up to 5-7 min.
Stable 3. When celis form singlets and detached from each other, the enzymatic reaction s quenched using 1-
St — 5% BSA containing media.
culture 4. After removal of enzymatic media, the celis are washed once with 1XPBS3.
5. Cells are resuspended with kSO media and replated on collagen coated plates.
8.  Calls can ke siably passage at a splitratioof up o 1:8
7. Madiz is changed every 2 days.
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Protocol overview: Derivation of stem cells from Isolated liver cells
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Coat plates with Collagen Type | &t concentration of 100-200ngmit {(1.5mi per well for a 8 well dish).
Coatad dish are kept at 37 degrae Celsius. Plates are coated with collagen for at least 2 hours befara use.

Liver cell source can be 1} frashly isclated cells from fiver or 2) Frozen vials of isolated liver cells
1. Cells are wash once in liver cell culture media (HCM, Lonza)

2. {ells are seaded in Collagen pre-coated plates for 16-24 ts.

3. After liver cells have firmly altached 1o the collagen plate, replace media with hSC media.

4. Madia is changed every 2 days.

Subculturing of stem cell outgrowths;
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The liver cells forms colonies of the stern cells that smadt and round i shape. The stem cells aslhare
te one anather strongly to form a corpact colony. The compaat colony grows up to 200-300uM in
diameter and is ready to be subcuitured.

The stem cells are wash once with 1xPBS and incubatled in the 0.25% Trypsin EDTA for the 5-7 min.
The stem cell outgrowth are mechanically dissociated to small clumps or single cedls using a tmi
pipetie.

Enzymatic reaction is quenched using 1-5% BSA cortaining media.

After reniovat of enzymatic media, the cells are washed once with 1XPEBS.

Cells are re-suspended with hSC media and replated on collagen coated plates at a spiit ratio of 1:1
10UM of ¥-276832 can be added during first 24hr of cullure to enhance celf viability.

Media is changed every 2 days.

Suboulturing of stem cetl;

1.

2.
3.

@ Ui

Single stemn celis grows and forms a colony. The colony takes 8-10 days to reach confluency for
subcuiture.

The cells are wash once with 1xPES and incubated in the 0.25% Trypsin EDTA for up o 5-7 min.
When cells form singlets and detached from each other, the enzymatic reaction is guenched using 1-
5% BSA containing madia.

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

Cells are re-suspended with h8C media and replated on collagen coated plates.

Caills can be stably passage at a spiit ratio of up to 1.8

Figure 4
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Stem cell markers
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hepSC media hepSC media without Dasatinib

Figure 17



WO 2019/216831 18/19 PCT/SG2019/050265

HEPEs
s+ {-Glutamine
N-2 supplement . Sini e
8-27 supplement R-Spondin 1 Amplifies Wit signaling pathway activation
SV SOmp 3
£GF
R-sponding
Nicatinamide
Cholera endotoxin
+  Dasatinib

x s x e i oe =
'/

Cholera Activates adenylate cyclase and induces cAMP/PKA
endotoxin pathway

Figure 18



WO 2019/216831 19/19 PCT/SG2019/050265

HepSC + CHIR-98014 HepSC + CHIR-88014
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