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Abstract The minced tissue of the spermary and spermaduct in Procambarus clarkii was cultured in different media
including M199-MK MEM S20 Grace’ s medium and modified leibovitz 1-15 medium supplemented with 20% FBS
antibiotics and salts at 25°C . The results showed that only a few pieces of tissue attached to the flasks in Grace’ s
medium many pieces of tissue could attach to the culture flasks during 1 to 2 weeks in M199-MK and MEM media
and the cells grew well in S20 medium or modified L-15 medium. Two types of conditioned media were tested and the
modified 1-15 medium conditioned by insect cell line Sl could improve the migration of the cells. The cells could
survive for 2 — 4 months but could not form a monolayer. The cells dissociated by trypsin could not attach to the
flasks.
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Table 1 Preparation of media
M199-MK MEM S20 ! Grace' s TNM-FH L-15"
Sources M199 GIBCO GIBCO GIBCO
pH 6.8 7.4 7.4 6.5 7.2
3 gL 3 gL 3 gL 3 gL, 335/:‘
Supplements 1 gL | gL Lol
Usage C7-10
x  20% FBS GIBCO-BRL 100 IU/ml 100 pg/ml %% 5.2g/LNaCl 1.5 g/L CaCl,  0.05 /L. MgCl,
Sl L-15 pH 6.4 PSF  L-1I5
pH7.4 FBS 10% viv

* Media were supplemented with 20% FBS 100 IU/ml penicillin and 100 prg/ml streptomycin. **Media were supplemented with 5.2 ¢/L NaCl 1.5
g/L CaCl, and 0.05 g/L. MgCl, L-15 medium without the supplemented salts was used to culture Sl cells pH 6.4 .L-15 medium without the

supplemented salts yeast extract lactalbumin hydrolysate and glucose was used to culture PSF cells pH 7.4 .

2~3
70% 5 ~ 10 min PBS 2
2 7~14d Grace' s
M199-MK  MEM
L-15  S20
PBS 2
1 000 r/min 10
min
25C 10d
0.25% 5~ 10 min 28°C S20 L-15
10 2~4
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Fig.1 Primary culture of the spermary and spermaduct from Procambarus clarkii
PSF 70d A 80d B
Sl 60d C 80d D

1/5
The cells cultured in the modified I-15 medium conditioned by carp cell line PSF for 70 d A and 80 d B showing cell aggregation and the
formation of vacuoles respectively. The epidermal-like cells cultured in the modified L-15 medium conditioned by insect cell line SI for 60 d C

and the fibroblast-like cells cultured for 80d. The ratio of conditioned media to fresh media is 1 to 5 v/v
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