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Comparison of four primary culture methods
for mouse intestinal epithelial cells
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Abstract: [Objective) Separation results of four primary culture methods for mouse intestinal epitheli-
al cells were compared to choose and establish utility separation culture method for obtaining mouse IECs
and preparing for future research. [Method] The four methods, tissue fractional cultivation, thermolysin
enzyme digestion,association digestion of collagenase XI and dispase I,and association digestion collagenase
I and dispase V] were used to separte and culture mouse IECs. The separation results were compared by the
cell immunohistochemistry method and cell immunofluorescence method to identify the cell specificity of
the separated IECs. [Result] The results showed that the intestinal epithelial cells obtained by tissue cul-
ture method had the highest proliferation ability and better viability,but with serious fibroblasts pollution
and lower purity. The collagenase I and neutral protease V] method only obtained a few intestinal epithelial
cells with lower proliferation. The rmolysin digestion method and the joint digestion method of collagenase

XI and neutral protease I obtained intestinal epithelial cells with higher purity and the proliferation ability
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was slightly weaker than the tissue culture method. However, the proliferation ability was more stabilized.

The results of cell specificity of the separated IECs by the two methods using the cell immunohistochemis-

try method and cell immunofluorescence method showed that most of the separated cells were IECs. [Con-

clusion) Thermolysin digestion method and Collagenase X[ and Dispase | combined digestion method are

suitable for isolating and cultivating Intestinal epithelial cells.

Key words: mouse; mouse intestinal epithelial cells; primary culture;tissue fractional cultivation;enzy-

mology fractional cultivation
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Fig.1  The mouse IECs isolated by tissue cultivation( X 100)

A. Villus of small intestine in mouse; B. Cells grow around tissues;C. Large amounts of fibroblasts around tissues;

D. Cultured the first generation IECs by tissue fractional cultivation
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Fig. 2 The mouse IECs isolated by thermolysin enzyme digestion( X 100)

A. The dissociated villus crypts; B. Cells grow around the dissociated villus crypts;C. The first generation IECs
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Fig. 3 The mouse IECs isolated by association digestion of collagenase XI and dispase 1( X 100)

A. The dissociated villus crypts;B. IECs grow around the dissociated villus crypts; C. The first generation IECs
2.1.4 KR P REaBVIESKELE H (AN A 25 1 A5 4 i W BE B8 ) 25, HL A 41 i
IR T R R R VI & AN R AL 4L, v JRARE CIREGN I TECs F % F 4 40 i i 1R & 4
PATECR B AR, o/ B B hr . ek M (& 4B),
o3 BB A MR D JRAREE 3R 72 h SRR A B

4 JJEEE T A v S VIR G TH Ak R 43 B/ L TECs (X100)
ACKEFE 72 h (JRAR TECs; B, 58 1 1% IECs
Fig.4 The mouse IECs isolated by association digestion Collagenase I and dispase V[ ( X 100)
A. The dissociated IECs;B. The first generation IECs
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Fig.5 The result of IECs immunohistochemistry( X 400)

A. Positive result of cell membrane staining; B. Negative control

Bl 6 /NELIECs Sy 58 e o 45 L (X 400)
AL FOLME E BB T TECs; B, IECs 42 CK18 Ff S #E U A9k I 5 C. TECs 4R g% DAPIL 32 8 5E fif
Fig. 6 The result of IECs immunofluorescence( X 400)

A. TECs observed by inverted fluorescence microscope; B. The testing of CK18
of TECs membrane;C. The IECs nucleus stained by DAPI
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