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Fig.1 Effects of the different FBS concentrations

on the growth of the ovary cells
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The preliminary researches on half-smooth tongue

sole spleen and ovary cells in vitro culture

ZHENG Yuan'?, CHEN Song-lin**

(1. College of Marine Life Sciences,Ocean University of China,Qingdao 266003, China;

2. Key Lab for Sustainable Utilization of Marine Fisheries Resources ,Ministry of Agriculture ,

Yellow Sea Fisheries Research Institute ,Chinese Academy of Fishery Sciences,Qingdao 266071 ,China)

Abstract: The cell lines from different organs of half-smooth tongue sole were the ideal material for
researches on fish virology, genetic screening and functional analysis,etc. In this study,the researches of the
spleen and ovary cells from female individual in vitro culture were developed by trypsin digestion method.
The results showed that the spleen and ovary cells were cultured in minimum essential medium ( MEM )
supplemented with 20% fetal bovine serum ( FBS), 50 mmol/L 2-Mercaptoethanol (2-Me ), 100 U/mL
penicillin, 100 pg/mL streptomycin, I mmol/L sodium pyruvate and 10 ng/mL basic fibroblast growth
factor (bFGF) , and microscopically, the cells were composed of fibroblast-like cells. The spleen cells were
subcultured for 9 passages. Up to now,the ovary cells had been subcultured for 11 passages. Chromosome
analysis revealed that the spleen and ovary cells maintained normal diploid number(2n =42) , containing the
heterogametic W chromosome. In subculture, the suitable concentration of FBS for the ovary cells was 20% .
The spleen cells had been successfully transformed with red fluorescent protein ( RFP) reporter plasmid.

Key words: Cynoglossus semilaevis; spleen; ovary; in vitro culture; subculture
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Plate I The spleen cells in primary culture
1. the spleen cells after 3 d incubation,show lymphocytes; 2. a monolayer of spleen cells after 5 d incubation, show fibroblast-like cells; 3.
a monolayer of the spleen cells after 5 d incubation, show epithelial-like cells;4. the spleen cells after 7 d incubation, show cells that like

macrophages. (Bar 100 um).

BIh O 424X 35 55 #Y A2 AE 40 A
L35 T ARIR AN A ;2. 55 7 AR AN 0D 53 4. 1% B 75 0O DRI 40 ML, /R A B 578 4k . 7R 100 pm,
Plate I The spleen cells in subcultures

1. the spleen cells at passage 1;2. the spleen cells at passage 7; 3,4. the spleen cells in subcultures, show the changed morphology of the

cells. (Bar 100 pm).
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BRI DP & 4H A 554
1,255 1 ACBPALANN ;3. 55 11 AUBR R4 AR R 100 pm,

Plate I The ovary cells in culture
1,2. the ovary cells at passage 1; 3. the ovary cells at passage 11. (Bar 100 um).

BARIV FRAEZAR A HA 42 Sk (1) ( x100) , BF &5 40 i i 28
42 FRBME(2) ( x100)

i KR WOk
Plate IV The metaphase chromosomes of spleen(1) and ovary(2) cells
with a diploid number of 42 from half-smooth tongue sole

heterogametic W chromosome ( arrow ) .
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