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Study on primary culture of hepatocytes from Micropterus salmoides

YU Wen-juan YANG Xian-le TANG Jun ZHENG Zong-lin ZHANG Ning
Fishery Pathogen Collection of the Ministry of Agriculture ~ Shanghai Fisherise University Shanghai 200090 China

Abstract In this study the liver tissues from Micropterus salmoides were cultivated under different culture
conditions with tissue culture and enzymatic dissociation methods respectively aiming at comparing the influence of
culture methods and conditions on the growth of cells and figuring out the optimal. The morphological changes of
cells in long — term culture were also observed. It came to the conclusion that trypsin dissociation method was better
than tissue culture. Applying the enzymatic dissociation method and controlling the trypsin acting on cells at the
concentration of 0.25% for 20 min the hepatocyte yield of 3 x 10° cells per 1 g liver weight had been achieved with
initial viabilities routinely exceeding 90% . The cells were cultivated in M199/L15 basal medium supplemented with
20% foetal bovine serum and 10 pg /mL insulin at the temperature of 28 “C. the concentration of CO, being 4% for
long term and were sub-cultured.
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1
1.1
1.1.1
400 - 500 ¢ 1d
1.1.2
D -hanks  0.25% M199 1-15 DMEM/F;2 WillimE’ s
Gibco 100 TU/mL 0.5g/ 100 pg /mL
1g/ 2 mmol/L 10 pg/mlL sigma
0.5% sigma
1.2
1.2.1
1d 0.01% 30 min
1 mm’ 25 mL
28 °C 4%CO, 6~8h
1.2.2
1 mm’ 100
500 r/min 5 min 20% 10° cell/mL
28 °C 4%CO,
1.2.3
0.5% 1:1 1 min
1.2.4
80% D-hanks 3 0.25%
2
2.1
0.25% 0.125% 0.05% 0.025%
4
0.25% 0.125% 0.05% 0.025% 1



15

432
1
Tab.1 The effect of the trypsin levels on the seeding efficiency
% min 24 h 72 h
1 0.025 20 - -
2 0.05 20 - -
3 0.125 20 + +
4 0.25 20 + -
24h 72 h 10 x 20 - +
+ + ++ + ++ + +
2.2
0.25% 10 min
40 min
20 min/
>90% 3x10° 2
2
Tab.2 The effect of digest time on the seeding efficiency
% min 24 h 72 h
1 0.25 10 - -
2 0.25 20
3 0.25 40 +
4 0.25 60 +
2.3
M199/L - 15 DMEM/F12 WillimE’ s
100 IU/mL 100 pg/mL 20 mmol/L 10 pg/mL 20% FBS
20% NBS 20% 20%
M199/L - 15 DMEM/F12 WillimE’ s 168 h
DMEM/F12 WillimE’ s 168 h
72 h 3
3
Tab.3 The effect of medium and serum on the seeding efficiency
h 72 h 168 h
20% NBS 20% FBS 20% NBS 20% FBS 20% NBS 20%FBS
DMEM/F12 - 48 + + + +
WillimaE' s 72 24 + + + + +
M199/L - 15 72 24 + + 4+ + + + 4+ + +
2.4
-1 24 h
48 h 4d
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-23 14 d
-4
2.5
8d -5
-6
3
3.1
4
Michela > Christina
120g 50 g Khan E A ° 100 g
500 r/min 5 min 2~3
3.2
78
Ca®* EDTA Ca®*
1978
9 510 1
Ligia M S 12
-EDTA Metynnis roosevelti 5d
90 % 21d 70%
3.3
24 h
13 14 15 4h
24 h
48 h
16 5
3.4
3.4.1 PH
PH
16 300 mOsm/kg
280 ~ 310 mOsm/kg 7
260 mOsm/kg '¢ 295 ~ 355 mOsm/kg

280 ~ 310 mOsm/kg
CO,
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19 5% CO,
HEPES
o, 4%

3.4.2

17
18

19

M199 L-15 DMEM/F12 WillimE’ s M199/L-15
L-15

DMEM 3 2
621 22

20%  FBS 20%  NBS 3

DNA B 10 pg/ml
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Plate Morphological changes of Micropterus salmoides hepatocytes in different culture periods
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