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Fig. 1 The results of 10 cells after being infected by GCRV HZ08 for 5 days

al, bl, cl, dl, el, f1, g1, hl, il and j1 represent the results of CcB, KB, L8824, CIB, GSB, CO, PSF, CF, KS and EPC cell lines infected with GCRV
HZO08 respectively; a2, b2, ¢2, d2, e2, f2, g2, h2, i2 and j2 represent CcB, KB, L8824, CIB, GSB, CO, PSF, CF, KS and EPC cell lines not infected with

virus respectively
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Fig. 3 The changes of viral copies in 10 kinds of cells for 8 days
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between each other; “-” indicated that no results after determination
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al. bl. cl. dl. el. fl. gl.

B TE) B2 4 % 96 L (IFA) SR 36 45 55 224 b2, 2. d2. e2. f2. g2. h2.

L8824 FNPSFAH ifl A Ja&k G4 i 5 11 7] 52 G 9 ¢ S (IFA) S B 45 R

i2f1j24) 1] F 7R CIB. CF. CcB. CO. EPC. GSB. KB. KS.

Fig. 4 The fluorescence signal in cells after being infected by GCRV HZ08 for 5 days

al, bl, cl,dl, el, f1, g1, hl, il and j1 represent the IFA results of CIB, CF, CcB, CO, EPC, GSB, KB, KS, L8824 and PSF cell lines infected with
GCRYV HZO08 respectively; a2, b2, c¢2, d2, €2, 2, g2, h2, i2 and j2 represent IFA results of CIB, CF, CcB, CO, EPC, GSB, KB, KS, L8824 and PSF cell

lines not infected with virus respectively
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The study on the proliferation of GCRV II in different fish cell lines

LI Xian"?, ZENG Weiwei', WANG Qing', WANG Yingying', LI Yingying',
SONG Xinjian', HUANG Qiwen', SHI Cunbin', WU Shugqin'"
(1. Key Laboratory of Fishery Drug Development, Ministry of Agriculture, Key Laboratory of Aquatic Animal Immune Technology,

Pearl River Fisheries Research Institute, Chinese Academy of Fishery Sciences, Guangzhou 510380, China;
2. College of Fisheries and Life Science, Shanghai Ocean University, Shanghai 201306, China)

Abstract: Currently, grass carp reovirus genotype II (GCRV II) are the leading cause of grass carp haemorrhage
disease. To determine the optimum concentration of virus inoculation, various concentrations of HZ08 strain was
inoculated with proboscis snout into fibers (PSF) cell of grass carp (PSF) and swim bladder cell of grass carp
(GSB). Then we infected 10 kinds of fish cell lines with the optimum inoculation concentration, including liver cell
of PSF, GSB, grass carp (L8824), ovary cell of grass carp (CO), etc. After inoculation, we observed the state of the
cells with microscope daily, and real-time fluorescence quantitative PCR (qPCR) was used to analyze the
proliferation of HZ08 in various cell lines. We also used indirect immunofluorescence to further qualitatively
analyze the proliferation of HZ08 in various cell lines five days after infection. The results showed that the
optimum inoculation concentration of HZ08 infected cells was 1.0x10* copies/uL. There was no significant
cytopathic effect (CPE) observed in 10 kinds of fish cells inoculated with the HZ08 strain. qPCR analysis showed
that HZ08 strain can proliferate in GSB, L8824, PSF, CF, CO, CIB, KS, 7 kinds of cells, which proliferated better
in GSB, L8824 and PSF cells. The titers can reach 1.14x107, 5.90x10° and 6.30x10* copies/uL respectively. The
result of immunofluorescence are coincided with the results of qPCR, there were strong fluorescence signals in
GSB, L8824 and PSF cell lines and weak or even no fluorescence signals were observed in other cells. In
conclusion, GSB, L8824 and PSF, these 3 kinds of cells are more sensitive cell lines for the proliferation of
GCRV 1II.. In conclusion, this research is of great significance to the research of GCRV II and the development of
prevention and control product for GCRV II.
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