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Establishment of Primary Cell Culture Technique for

Gonadal Tissue of Large Yellow Croaker
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(1. Fisheries College, Jimei University, Xiamen 361021, China; 2. Key Laboratory of Healthy Maricalture for the East
China Sea of Ministry of Agriculture(Jimei University) , Xiamen 361021, China)

Abstract: In order to establish the primary cell culture technique of the testis and ovary tissue of large
yellow croaker( Larimichthys crocea) and obtain monolayer gonadal primary cells, the primary cells from ovary
and testis of large yellow croaker were cultured by direct adherent method and subcultured by 0.25% trypsin
digestion. Cells were cultured in DMEM/F-12 ( HAM) 1: 1 with 20% FBS, 100 IU/mL Penicillin and
100 peg/mlL Streptomycin at 26 °C. Results showed that fibroblasts began to migrate form the ovary tissue of
large yellow croaker on the 4th day after adherent. Epithelial cells migrated out and grew ° stone-like’ on the
6th day after adherent. Different degrees of adherent inhibition were observed around the 17th day after adher-
ent. Fibroblasts began to migrate form the testis tissue of large yellow croaker and on the 5th day after adher-
ent. During the 9th day to the 17th day after adherent, some fibroblasts grew like vortex with long spindle shape
and some were distributed evenly in triangular shape. Some cells cavitated seriously after culture to about the
18th day after adherent. The primary cells of ovary and testis tissue were digested and subcultured by trypsin
on the 8th day after adherent. On the second day after digestion, some cells attached to the wall divided and
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proliferated. The second passage could be carried out on the 3th day after digestion. After the second passage,
the growth of cells slowed down and the vacuolization of cells accelerated.

Keywords: large yellow croaker( Larimichthys crocea) ; testis; ovary; primary cell culture
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(DPELRIRESL) , BPERRAZUIAE 1% (RBSE) SRS PBS Wil ., 28, B ALEHTKE
PR TAEG L, BT AR AR IR LRI A S0 B A s, HASE T8 1%
XATH) PBS W, DL 600 g BB IR, B AWk, JH PBS MBS H A B0k ik 2
3K,

1.2.2 A puss 327 ik

SR 2 SUBU BB A s 3R b, AV 1% S HBSS FHRIF 4408,
FFARITEBR M2, FHPHEFAR I XEHGHLYIR 1 mm x 1 mm x 1 mm /N, Bff5
FH HBSS IR B U 2 Uk, BUH —S8/NERHGUI A 25 om® LRSI, S0, 4
SRS, BRI FRIENAL oR , WS R RO B A g i A K b, BT 20 A SV N
B, SR AN RO (R) B AR 27 CESFRAR TP A R 18 ~24 h,

MEEFEFA TP BOR A IR, 460 RHFE IR, MIMMERERTEA S mL E & 53R, ARG BB,
FEOM B ok, ERG IR R 18 2 S I TR AU SN, BB PR S R, A2 ~3 d Bk
80% HEFRWL, URELRETR,

AR % LT 0 R 30 ' S A ™ O R S A R 1 3 R AR ORI
1.2.3  fLARAIMuRE 37 ik

FrRHEEFREL, A1 mL PBS 2R PRI 40ME 5 7742 PBS, A 1 mL0.25% (AR REH
FTE A, WKL S min BANMTFLRMLYE, sE4 R (ABES SZ BN A 3 mL 58 &85 37 3L 2k 1k .
FRSRAE AT 10 224, 4R 30 3 N anie s a8, AR R FEE 5 mL, A 27 C
P SR P

2 #HER
2.1 KEfIPEALARERRAMIESLER

40 B L SUNBE 565 4 K TTRATERS IO AT 4R AN, 5 22 MO 2 BT o = f TR 40 5 Wi
JEE 6 K LI TF AT, 2Ty, SR AN R KR RN RIS 4 8 ~ 14 K ALLT
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A—The multi-spindle-shaped fibroblasts migrated from voary and grew slowly on the 5th day after adherent; B—The multilateral squared-like ep-
ithelial cells grew rapidly on the 10th day after adherent ; C—Fibroblasts and epithelial cells co-existed on 11th day after adherent ; D—On the 15th
day after adherent,partial fibroblasts cavitated and epithelial cells grew well ; E—On the 17th day after adherent,vacuolated fibroblasts exfoliate,and
epithelial cells showed adhesion inhibition,and some epithelial cells fell off; F—Partial epithelial cells were cavitated seriously and the boundary
was blurred,on the 19th day after adherent.

E1 XEENEALNERAREFRER
Fig.1 Light micrographs of the primary culture cells derived from the ovary tissues of L. crocea
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A—The long spindle-shaped fibroblasts migrated from testis on the 6th day after adherent ; B—Fibroblasts begin to grow in clusters on the 8th day
after adherent ; C—The fibroblasts were compact and some of them cavitated slightly on 12th day after adherent; D—On the 13th day after adherent,
part of fibroblasts grow in spiral clusters and some other fibroblasts propagate in uniform arrangement ; E—On the 14th day after adherent,the vacuo-
lated fibroblasts exfoliate.and new fibroblasts proliferate vigorously; F—On the 16th day after adherent,triangular fibroblasts cavitated,and some
cells became round and began to shed ; G—On the 16th day after adherent,the long spindle-shaped fibroblasts showed vacuolization and larger,and
began to become round and shed ; H—Partial fibroblasts were cavitated seriously and the boundary was blurred,on the 19th day after adherent.

B2 XEEBREALNERARIEFRER
Fig.2 Light micrographs of the primary culture cells derived from the testis tissues of L. crocea
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a) 5 1 WAL ARG FRE 2 KAy o0 S 21 240 i b) 55 1 AR AREE IR 4 2 R ARG B 412140

The ovarian tissue cells were cultured at the The testis tissue cells were cultured at the
first passage on the 2th day after digestion first passage on the 2th day after digestion

B3 REANEMBHEHALANERERERIEFRER
Fig.3 Light micrographs of the primary cells of ovary and testis tissue were subcultured of L. crocea
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