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ABSTRACT Objective: Pancreatic epithelial cells can turn into the cells which expressing insulin by introduction and they are im-
portant source for cell replacement therapy treatment of diabetes. Base on the research of parting digestion, we try to explore a new sepa-
ration method of pancreatic epithelial cells. Methods: Pancreas was carefully isolated from 4-8 week-old mice under a dissecting micro-
scope. Fat, blood vessels, mesentery, and lymph nodes were carefully removed with pointed tweezers. Pancreatic tissue was incubated in
0.8 mg/ml collagenase IV at 37 'C for 20 min. At the conclusion of the digestion period, the pancreatic tissue were gently pipetted and
washed to maximize the release of single cells. The single-cell suspension was transferred to a new tube and centrifuged for 5 min at 900
r/min. The supernatant, upper cell debris, DNA floc winding and the middle layer of blood cells were discarded. The milky white cells in
the lower layer were resuspended in medium and then inoculated into 6 cm dish. Results: The cells isolated by overall digestion almost
are pancreatic epidermal cells. In the 2% serum medium, adherent pancreatic epidermal cells growth into tight cells colony after 6 days.
The number of cells isolated by overall digestion is less than parting digestion, but it is convenient to pick the colony and gain more cells.
Conclusions: Overall digestion can isolate a group of pancreatic epithelial cells which have strong proliferation and large colony forma-
tion ability. This separation method is convenient and fast, for further research of pancreatic stem cells laid the foundation.
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Table 1 The status of pancreatic epithelial cells in different digestion times

BRIRERIV 38 4L i 18]

Digestion times of collagenase IV

HURR

The status of pancreatic epithelial cells

HHREFEH D

The number of pancreatic epithelial cells is less.

BRI & , ZR R AN LA RE ] ER B D, SRR R IR B R BRI

The number of single pancreatic epithelial cell is far more than miscellaneous cells and cell mass.

The number of single pancreatic epithelial cell didn't change, but cell mass is increased.

18 min
20-21 min N
) B ERFRET , BHEEAFAIEM
22 min
25 min ) N
20mi MR AN Ze4npe K S0, BAmER D,
min

With cell mass and miscellaneous cells increasing, the number of single pancreatic epithelial cell is low.
BANRRAREHLBER, ARG ERA, SARERRF

The pancreatic tissue was digested into mash and badly damaged cells can't growth well.
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Table 2 The number of pancreatic epithelial cell isolated by overall digestion adheres on the dish in 24 and 48hour
BRMEK RREFRRE HEFRMEL et ks B 27 (A /om?) THE+FE
Culture phase culture numbering Dish number Adhering count Adhering density Mean value+ variance
1 1 342 16.29
R IES 2 1 350 16.67
16.93+0.6055
Adhering cell in 24 h 3 1 358 17.05
4 1 372 17.71
1 1 326 15.52
BEREER 2 1 292 13.90
14.50+1.0515
Adhering cell in 48 h 3 1 320 15.24
4 1 280 13.33
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Fig.l The condition of pancreatic epithelial cell isolated by overall digestion growth in 2% proliferation medium

A: After 24 hour culturing with 10% serum medium , the epithelial cells and little fibroblasts adhere on the dish(100% ); B: After 48 hour culturing with

10% serum medium, the epithelial cells adhere on the dish without fibroblasts(100% ); C: In the 2% serum medium, adherent pancreatic epithelial cells

growth into 1-3 cells colony after 3 days(50% ); D: In the 2% serum medium, adherent pancreatic epithelial cells growth into tight cells colony after
6 days (50% ).
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Fig.2 The condition of cells colony isolated by overall digestion and parting digestion.

A and B: The cell colony of pancreatic epithelial cells isolated by overall digestion growth in the 2% serum medium after 10 days (50 and 100x ); C

and D: The cell colony of pancreatic epithelial cells isolated by parting digestion growth in the 2% serum medium after 10 days(50% and 100x ).
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