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Table 1 Primer sequences used in this study

519 JFH(5°—>37)

Primers Sequence (57—>37)

FW. CAGTGATCGCTCATCTCATT

wt1-qgPCR i
RV. AAGGGCTTCACTCCTACA
FW. GTGGAGTGTTGACGGTTTAG
plz f~qPCR L i i
RV. CACTACCACACCCTTTAAC
FW. TTTCCCTGACTTGTGTCTTC
vasa-qPCR

RV: GGTGAGGCGACTTCATTT

FW. CGCACGAACCAAACAAAC

18s rRNA-qPCR o
RV. GACGACAAGAGGTTTCAGAG
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Fig.1 Effects of basal medium on cell emigration of sertoli cells isolated by explanted tissue culture
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Fig.2 Effects of FBS, non-essential amino acid and extracting solution from greeling embryos

on cell emigration of sertoli cells isolated by explanted tissue culture
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Fig.3 Effects of basal medium and FBS on primary culture

of sertoli cells isolated by enzyme digestion culture
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Fig.4 Morphological observation of sertoli cells isolated

and cultured by different methods

2.2.2 Bafikit by E A Fmeni et
T 2 Tl 4 € A A U Tl A 25 3 25 0 B 2 (0 B3 S
MR A AERG PR AN . &5 5 B, A 15 0 B A ks
FRAE S SRR A MU e i 52 6 (UL 5A) L T B AH
24 P %o R L D) s 4 R 56 2 (DL [T 5B, R W5 57
) 20 L P AN AE T PR A S A

50pm - ; 50 um .

CA S0 B P A 7 4% €25 2 5 B R it 200 6 P T i e € 25 20
IR . 50 pm, A: Sertoli cells staining; B: Spermatogonia staining.
Scale bar: 50 pm.)

P05 AR Y ARORS S5 S 40 M ) e s

Fig.5 Staining detection of sertoli cells
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Fig.6 Expression level of wrl, wasa and plzf gene in sertoli

cells isolated and cultured by enzyme digestion culture
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Fig.7 Growth curvature of sertoli cells in greenling
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Abstract:

timized the culture system of sertoli cell. Firstly, we established an isolation method of sertoli cell from

In order to establish sertoli cell line of greenling, we isolated and cultured sertoli cell and op-

the testis of greenling. Comparing with explanted tissue culture, the enzyme digestion culture could ob-
tain high density sertoli cells. Secondly, we optimized the culture system for primary culture of sertoli
cells. The best culture system consists of L-15 medium and 10% FBS and 0.1 mmol/L each non-essential
amino acids or 1% extracting solution from greenling embryos. Finally, we identified the cells isolated and
cultured by morphological observation, alkaline phosphatase (AP) staining and the expression of marker genes
of sertoli cell through qPCR as sertoli cells with the polygonal, negative to AP staining in vitro, and a signifi-
cantly higher expression of sertoli cells marker gene, wtl , and less expression of germ cell marker genes, plzf
and wasa. The results indicated that the cultured cells were sertoli cells of greenling.

Key words: greenling; sertoli cell; isolation; primary culture; culture conditions
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