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The Optimization of Primary Hemocyte Culture
in the Mitten Crab, Eriocheir sinensis

HONG Yu-Hang YANG Xiao-Zhen ZHANG Jin-Biao LIANG Pan
ZHAO Liu-Lan CHENG Yong-Xu "

Key Laboratory of Exploration and Utilization of Aquatic Genetic Resources and Aquaculture Division, E-Institute

of Shanghai Universities , Shanghai Ocean University , Ministry of Education, Shanghai 201306, China

Abstract: In the present study, the effects of several frequently-used cell culture media (L-15,2 x L-15,3 x L-
15,M199 and RMPI-1640) on cell morphology and viability of hemocytes from the mitten crab, Eriocheir
sinensis were studied ,in order to screen an optimum culture medium for crab hemocytes. Furthermore , different
proportions of fetal bovine serum (FBS) (0% ,5% ,10% ,and 15% ) as a supplement were added into an
optimum culture medium to research the effects of serum on hemocyte culture. The results showed that:3 x L-15
culture medium could support the best survival of hemocytes in in vitro culture. The hemocytes remained a
maximum number and intact morphology relatively, and the viability of hemocytes after 96 h culture was more
than 60% in 3 x L-15 medium. On the contrary,the other media did not support well of the hemocyte culture,
with the viability decrease to lower than 50% and obvious cell morphology changes within 12 h. In addition, the
supplement of FBS had adverse effect on cell morphology and viability. These results show that 3 x L-15 medium
without FBS is adequate for E. sinensis primary hemocyte culture.
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Fig.1 Hemocytes in different media and at different culture times
a: 3535 12 h I 3 x L-15 §i 3R 3L N L AIAIEZS s b 3555 12 h B M199 $5 3R LN L ANARIEZS ; o 45537 12 h BFER N 159% FBS 4L il 40 e
&5 d:HiFR 96 h N 3 x L-15 FE RN MANMIAS ; BREMFTLIRIT IR BRI A4 , AR R 2R URBOR VAN ; A5 =10 pm,,
a: Morphology of hemocyte cultured with 3 X L-15 medium for 12 hours; b: Morphology of hemocytes cultured with M199 medium for 12

hours; ¢:Morphology of hemocytes cultured with 15% FBS for 12 hours; d:Morphology of hemocytes cultured with 3 x L-15 medium for 96
hours; Note the cell rupture indicated by black thick arrow and cell degranulation indicated by black thin arrow; Bar =10 pm.
G RIFRLANAE ; SG . WRigNfE; H. BEHLAE, G.:Granulocytes; SG:Semigranulocytes; H:Hyalinocytes.
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Different letters indicate significant differences (P <0.05).

Fig. 3 Viability of hemocytes of Eriocher sinensis

cultured in 3 x L-15 medium
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Fig. 4 Viability of hemocytes cultured with different concentrations of FBS
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Different letters indicate significant differences( P <0.05).
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