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Establishment of a EV7/1 virus infection model of tree shrew primary renal cells
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[ Abstract] Objective To establish an enterovirus 71 (EV71) infection model of tree shrew primary renal cells.
Methods Tree shrew primary renal cells were obtained by trypsin digestion. After subculture and purification, EV71 vi-
rus was used to infect these primary cells. The culture supernatant of these EV71-infected cells was collected for virus titer
detection at 1, 2, 4, 6 and 8 days post-infection. The cells were collected for detection of EV71 VP1 protein by Western
blot assay. Furthermore, the expression and location of VPI protein in the infected cells were detected by indirect immuno-
fluorescence assay. Vero cells were taken as positive control to evaluate the infectivity of EV71 virus to tree shrew primary
renal cells. Results Morphologically, the cultured cells were proved to be majorly consisted of the primary renal cells af-
ter subculture and purification. The obtained primary cells were infected by EV71 virus. The virus titer was up to 1.3 x
10° TCID,,/mL during 48 —96 h post-infection, proving that EV71 virus infected and proliferated in the tree shrew primary
renal cells. Western blot showed that the viral VP1 protein was detected from infected primary cells at 2 to 8 d post infec-
tion. VP1 protein was also observed in the cytoplasm at 2 to 6 d post infection by indirect immunofluorescence. Compared
with Vero cells, the infectivity of EV71 virus to tree shrew primary renal cells and its proliferation were confirmed. Conclu-

sions Based on the successful establishment of cell culture of tree shrew primary renal cells, the infectivity to the obtained
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cells and proliferation of EV71 virus in the cells are confirmed. The model of EV71 virus-infected tree shrew primary renal

cells is initially established.
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Note. The red circles represent the fibrocytes.

Fig.1 Culture, purification and identification of the primary renal epithelial cells from tree shrew
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Fig.2 Proliferation of primary renal cells of

tree shrew and Vero cells
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Note. (a): M. DL2000 marker; 1, the culture supernatant of Vero cells after infection; 2, supernatant of the Vero cell after infection; 3, the culture

supernatant of tree shrew primary renal cells after infection; 4, wash solution of the tree shrew primary renal cells; 5, cell culture supernatant of the

tree shrew primary renal cells was not infected. (b) : Oh is wash solution; ns represents non-significant differences; ** P <0.01 and **P <0. 001 in-

dicate significant differences.

Fig.3 Detection of the EV71-infected primary renal cells of tree shrew and Vero cells
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Fig.4 Proliferation curves of EV71 virus in the

primary renal cells of tree shrew
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Fig.5 Expression of EV71 VP1 protein in the tree shrew primary renal cells detected by Western blot
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B 6 SRl EV71 VP ZEA R EAR B LA 40t o A 2638 (10 x 10)

Immunofluorescence detection of EV71 VP1 protein in the tree shrew primary renal cells

Fig. 6

TR EE RS E IR 3l
HREAITE, FA VRSN B IEAAL 1A R S A
bR AN R R AR A Bl AR ROR S R AP
PR b K A, R L ST T EVTL BRI S 2
PGSR FESEA TR Y JEUAE A ER
T R G PEAN UG | AR 1 S g A L o B
AZIR AN EE 2 TR I 25 2R Y REREIER] EVT1 Af LA
YRR S A B A B b R A, FLARAE AT Vero 2
JUARTT . DA E X SefF 58 UR BERS N Jm ki — 2D IR
AIBIFSE EVT1 RIS MEGALT 23S 58 Bl RIS EVT1
Xof A B A 7R RS A (18 B N7 Sy ke 4 L2 T 1) 24 4
TSR AL 7O | M A ) S (AR G A A A 5
FRAL LA
5 % X M
[ 1] Huang CC,Liu CC,Chang YC,et al. Neurologic complications in
children with enterovirus 71 infection [ J]. N Engl J Med, 1999,
13 936 -942.
[2] A& JEEL, FAE. EVTL KRR Sh B B i e ik
[J]. PR ESAFSE ,2013,23 67 - 70.
[ 3] Sargis EJ. New views on tree shrews: the role of tupaiids in primate
supraordinal relationships [J]. Evol Athropol ,2004,13; 56 — 66.
[4] Fan Y,Huang ZY,Cao CC,et al. Genome of the Chinese tree

(9]

[10]

[11]

[12]

shrew, a rising model animal genetically related to primates [ J].
Nat Commun, 2013, 4, 1426.

VR NUT W0, 55 MRBEAL 43 2T A 43 TSR ()],
YIS ,2013 34 70 - 76.

AR, sz B, A R S8 Sl N SR A AR it A5 7
WFEMEsR [J]. Zh5WE5T,2013,34: 59 - 69.

B AR R K AR R A A S R B
FEPRIRL T BENE (1], ThIESEE s YA 201422 : 86 - 89.
E3T, BB, R, S EVTL AT i g R
[1). 3h¥r=£misE 2012, 33 7 -3.

Barth H, Cerino R, Aruri M, et al. Scavenger receptor class B
type I and hepatitis C virus infection of primary Tupaia hepato-
cytes [J]. J Viol, 2005, 79. 5774 - 5785.

GGG, IRIH , PhGEA A, AR A ZRSOR sh P L b R
hgsHtRe [J1]. ScHshiae, 2013, 30: 59 -64.

SRmAE, R, TR, 55, /N BUE A0 43 85 55 3% O s i ek
R[J]. BIEITEHMCEE, 2013, 7; 145 - 146.

Cartier N, Lacave R, Vallet Vet al. Establishment of renal proxi-
mal tubule cell lines by targeted oncogenesis in transgenic mice u-
sing the L-pyruvate kinase-SV40 (T) antigen hybrid gene [J]. J
Cell Sc1,1993,104; 695 —704.

Mattila P M, Nietosvaara Y A, Ustinov J K, et al. Antigen expres-
sion in different parenchymal cell types of rat kidney and heart
[J]. Kidney Int,1989, 36 228 —233.

[WFEABA] 2016 -12-08





