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Tab.1 Constituent of six different extender solutions

(g/L) MPRS TS-2 TS-19 Hank’s Cortland 0.75%NacCl
NaCl 3.53 — 4.56 8.01 7.25 0.75
KCl1 0.24 — — 0.4 0.38 —
CaCl,-2H,0 0.17 — — 0.14 0.18 —
NaHCO; 0.25 — 2.1 0.35 1 —
KHCO; — 10 3.5 — — —
KH,PO, — — — 0.06 — —
MgCl-6H,0 0.19 — — 0.1 — —
MgSO,-7H,0 — — — 0.1 0.23 —
NazHPO4'2H20 — — — 0.06 — —
NaH,PO,-H,O 0.22 — — — 0.41 —
BSA — 3.13 3.13 — — —
Glucose 11 — 7.13 10 1 —
Sucrous — 37.65 17 — — —
Tris — 1.21 1.21 — — —
pH 6.68 8.2 9.56 6.8 7 7
1.2.2
(DMSO) (Gly) (MeOH) 3 s R
R 10%, 15%, 20% 25% 4 Excel spssll.0
’ o 2 4R
, 21 ERBHENTEARYPRFL
R 2.1.1
1:30 , 1 , 6
0.6 mL, s 15% DMSO 1:30
10 min 40°C , , - ,
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Hank’s 15% DMSO 10% 15% DMSO 15%~25% Gly
5 R TS-2, TS-19 60%
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3
3
2.1.2 >
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3 R DMSO MeOH
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) 2 Tab.2 The effects of cryopreservation on spermatozoa
’ survival rate of E.malabaricus
MeOH s 10%-~
25% , 0% DMSO  Gly (%) %) %)
> - — — 0 0
60 - 10 0 62.33+2.31
15 0 63+2.65
50 e DMSO
20 0 32.33+2.31
o 40}
< 25 0 8.33+£2.08
30}
:% 10 32.67+2.52 0
= 20r 15 62.33+2.08 0
Hank’s Gly
10F 20 62.67+2.52 0
0 . . S S I 25 63.3342.65 0
TS-19 TS-2  Hank's MPRS Cortland 0.75% NaCL
el 10 0 0
15 0 0
1 MeOH
) ) 20 0 0
Fig.1 The effects of extender solutions on spermatozoa
survival rate of E.malabaricus 25 0 0
F 3 WMERN S A AR FIEE R
Tab.3 The effects of cryopreservation on spermatozoa activation rate of E.malabaricus
(%)
(%) (%) (%) (%)
— 0 0 >95 0
10 0 0 82.67+1.78 62.33+2.31
15 0 0 82.33+1.78 63+2.65
DMSO
20 0 0 82.33+0.89 32.33+2.31
25 0 0 81.67+1.11 8.33+2.08
10 81.67+£1.56 32.67+2.52 3+1.33 0
Gl 15 8242 62.33+2.08 3.67+0.89 0
Y 20 83+2 62.67+2.52 3.33+1.11 0
25 82.67+2.22 63.334£2.65 2.33+1.78 0
10 0 0 81.67£1.56 0
15 0 0 81.33£1.11 0
MeOH
20 0 0 82+1.33 0
25 0 0 81+0.67 0
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Fig.2 The effects of semen collection period on sperma-
tozoa survival rate of E.malabaricus
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The cryopreservation of spermatozoa of Epinephelus Malabaricus
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Abstract: Epinephelus malabaricus is an important mariculture species in southern China. The spermatoza
cryopreservation is important for artificial breeding, cross-breeding and germplasm pool establishment. In this
paper, six different extender solutions (TS-19, TS-2, Hank’s, MPRS, Cortland and 0.75% NaCl) were chosen as
diluents, and three (10%~25% dimethyl sulphoxide, glycerol, methanol) as cryoprotectants for the cryopreservation
of spermatozoa of Epinephelus malabaricus. The results show: (1) Compared with other diluents, the Hank’s
solution was the optimum one for the cryopreservation of spermatozoa of E.malabaricus; (2) The optimum
combination for the cryopreservation of spermatozoa of E.malabaricus was the combination of Hank’s solution
with 10%~15% DMSO solution, which can reach a survival rate of more than 60%, while any concentration of
MeOH resulted in a survival rate of 0%; (3) When the 10%~25% glycerol solution was chosen as cryoprotectant,
the spermatozoa of E.malabaricus could keep normal activity, and the activity was similar to that in natural
seawater before the cryopreservation. But the spermatozoa motility decreased rapidly when seawater was added to
cryoprotectant. Similar phenomenon existed after the cryopreservation; (4) To gain a better survival rate of
frozen-thawed semen, the optimal collection period of cryopreservation semen sampling of E. malabaricus was 1

day before the spermiation.
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