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[CRENTPOR

A: mesenchymal-like cells (black arrow) and epithelial-like cells (gray arrow) at 7 d from digesting intestinal tissue; B: intestinal villis after digesting; C:

epithelial-like cells (gray arrow) at 7 d from digesting intestinal villis.

Bl E7EEERY NG £ A 40%)

Fig.1 Primary cultures of intestinal epithelial cells in different ways (40x)
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—_—

A HiZE8 dS AR FE A KNG T 4 (100%); B: BER12 dJR IR BB/ R 4 i (40%) o
A: cobblestone-like morphology of intestinal epithelial cells at 8 d (100x); B: cells formed a monolayer with close contact between cells at 12 d (40x).
E2 RIMEFEYIE/ NG LKA
Fig.2 Morphology of pIEC in vitro
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Fig.3 Growth curve of pIEC
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ARG P2 BT 40 IL(40%); B: %/ B2 4 (100%)
A: iPS cells (40%); B: pIEC (100x).

El4  J&/)Ni7 L R 4m Bawe 1 A ER BE S
Fig.4 Alkaline phosphatase staining of pIEC
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100 pm 100 pm

L — L —

100 pm 100 pm

L —

A~C: /N bR 40 D~FA8 ) LT 4E40 I, JEh AL D hoechsti% e, B, ENFLCAx2 4 (0, CHA. BRIL I, FAD. ER& K.
A~C: pIEC; A: hoechst; B: anti-Cdx2; C: merged figure of A and B; D~F: porcine fibroblast cells D: hoechst; E: anti-Cdx2; F: merged figure of D and E.
E5 R/ L RARCAx2 R &R LEE100x)
Fig.5 Immunofluorescence staining of Cdx2 in pIEC (100x)



1098 WIS -

100 um 100 um 100 um

D — L — D —

100 um 100 um 100 um

L —

A~C: i L R 40 ffa; D~F B iR LI ET4E4N BT, Jh AL DohoechstiZ4Y; By ENHUME 1184 th; CHA. BIYG K, FAD. Ef& R,
A~C: pIEC; A: hoechst; B: anti-cytokeratin-18; C: merged figure of A and B; D~F: porcine fibroblast cells; D: hoechst; E: anti-cytokeratin-18; F:

merged figure of D and E.
Eo &/ \ipLRMMEAERISHERILEE100x)

Fig.6 Immunofluorescence staining of cytokeratin-18 in pIEC (100%)

100 um 100 um 100 um

L — L — L —

100 um 100 um 100 um

L — L — L —

A~C: S5 /N L 2 4180, D~F: J& 6 LT 44 i, o AL D hoechsti%4t; B. ENE S AL, CHA. BIUAIIE, F D, Ef& %K .
A~C: pIEC; A: hoechst; B: anti-vimentin; C: merged figure of A and B; D~F: porcine fibroblast cells; D: hoechst; E: anti-vimentin; F: merged figure of
D and E.

E7 &L RRAMBRIR T E B R R L TE(100%)

Fig.7 Immunofluorescence staining of vimentin in pIEC (100x%)
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AN 1 R 0 TR R BAE S5 HA(S 000%); Br TUZRBARERIE, AN 23 T 41 L4 1111 (10 000%).»
A: microvilli-like structures on the surface of pIEC (5 000%); B: the irregular and short microvillus at higher magnification (10 000x).
E8 FEBRENRIMBAERS

Fig.8 Microvilli morphology under scanning electron microscopy
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Culture and Characterization of Intestinal Epithelial Cells Isolated from
Digested Neonatal Porcine Intestinal Villi

Li Hui, Bou Gerelchimeg, Wang Jianyu, Wang Juan, Wang Fang, Xue Binghua, Liu Zhonghua*
(Lab of Embryo Biotechnology, Northeast Agriculture University, Harbin 150030, China)

Abstract Intestinal epithelial cell is the main functional cell in the small intestine. Previous studies indi-
cated that intestinal epithelial cell played important role in many intestinal diseases processing and epithelial-mes-
enchymal transition. Therefore, establishing an efficient culture system of intestinal epithelial cells in vitro would be
helpful for defining cells function during these processes. In present study, we compared two methods of isolating
and culturing porcine intestinal epithelial cells, and characterized isolated and passaged cells by morphological ob-
servation and immunofluorescence. We found that the method of digested intestinal villi was better than the method
of digesting of intestinal tissue blocks in isolating and culture of porcine intestinal epithelial cells. Cells digested
from intestinal villi attached on the bottom of the dishes in 24~48 hours and showed a typical triangular or polygo-
nal shape. Cells reached confluence in 10~12 days. Immunofluorescence result revealed that these cells expressed
cytokeratin-18 and Cdx2. Alkaline phosphates test showed that this type of cells were lack of alkaline phosphates
activity. Scanning electron microscopy further revealed that these cells possess a typical slender microvilli-like
structure which is unique to intestinal cell lines. These results demonstrated that in this experiment we successfully
established neonatal porcine small intestine epithelial cell line, which possesses the capability of continuous pas-
sage and the standard characteristics of small intestine epithelial cells.

Key words porcine; intestinal villi; intestinal epithelial cell; primary culture; characterization
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