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[ Abstract] Objective To explore the proliferation characteristics of primary small intestinal epithelial cells of tree
shrews and the characteristics of human rotavirus (RV) GI1P[ 8] infection to these cells, and establish a model of tree
shrew primary small intestinal epithelial cells infected with human rotavirus GIP[8]. Methods The primary small intes-
tinal epithelial cells were obtained by collagenase XI and dispase I digestion from tree shrew. After purification and identifi-
cation, the obtained primary small intestinal epithelial cells were infected with RV. Then, culture supernatants of infected
cells were collected every 12 hours after infection. Viral titer and viral load were subsequently determined. Western blot

and indirect immunofluorescence observation were used to detect the expression of RV protein VP6 in the primary cells. The
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infectivity of RV to the tree shrew primary cells was finally evaluated. Results After purification and identification of pri-
mary epithelial cells from the tree shrew, high purity above 90% primary tree shrew small intestinal epithelial cells was ob-
tained. These primary small intestinal epithelial cells could be infected with RV virus by comparing the virus infectivity to
primary renal cells, HCT116 cells and MA104 cells. The virus titer reached to 2.0 x 10°TCID,,/mL at 72 h after infec-
tion. Using Western blot and indirect immunofluorescence observation, the specific viral protein of VP6 was determined to
be expressed in the tree shrew primary small intestinal epithelial cells, and were located in the cytoplasm from days 1 to 5.
Conclusions The separation, purification and cultivation methods of tree shrew primary small intestinal epithelial cells are
successful, and the tree shrew model of RV-infected the tree shrew primary small intestinal epithelial cells is successfully
established.
[ Key words] Primary intestinal epithelial cells, Tree shrews;Rotavirus; Virus proliferation ; Protein VP6
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Note. a: Primary small intestinal epithelial cells from tree shrew (100 x ) ; b: Morphology of the first generation primary intestinal epithelial cells

after of purification (100 x ) ; ¢: Morphology of the second generation primary intestinal epithelial cells after purification (100 x ) ; d: Immuno-

histochemical staining of primary small intestinal epithelial cells (100 x ).

Fig.1 Culture, purification and identification of the primary small intestinal epithelial cells from tree shrew
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Fig.2 Growth curves of the tree shrew small

intestinal epithelial cells
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1: (a)M. DL2000 marker;1. RV BRI REA/ NG [ A0 d BEH; 2. RV RGBS B 4008597 5 d 10 3. RV BRGRREA/ M

MR SE S d B 4. RV YL HCT116 15955 d Bi&; 5. RV EUE MA104 15355

(b)ns HZERICWEME; " FIR P<0.05 254 D&M,

AL 6. RIHRER NG 1 B AR S d 105,

B3 RV GRG0 A

Note. a: M, DIL2000 marker. 1. Wash solution of the small intestinal epithelial cells after RV infection; 2. The culture supernatant of primary renal

cells of tree shrew at 5 days after RV infection. 3. The culture supernatant of primary small intestinal epithelial cells of tree shrew at 5 days after infec-

tion. 4. The culture supernatant of HCT116 cells at 5 days after infection. 5. The culture supernatant of MA104 cells at 5 days after infection. b: ns

represents non-significant differences;

* P <0.05, significant differences. WS:wash solution; PRC ; primary renal cells;IEC ; Intestinal epithelial cells.

Fig.3 Detection of RV-infected primary small intestinal epithelial cells of the tree shrew
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Fig.4 Proliferation curves of RV in the primary small

intestinal epithelial cells of tree shrew
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Fig.5 Western blot results of the expression of RV VP6 protein

in the primary small intestinal epithelial cells of tree shrew
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Fig.6 Expression of RV VP6 protein in the primary small intestinal epithelial cells of tree shrew detected by immunofluorescence
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