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15—20
50min 20 ~ 21C
1.3 0.125mol/L 1ml 20 ~21C
BS2 1 6C 6°C  0.125mol/L
2- PG MeOH 6°C
PVP
VS1 60% BS2 +24%PG + 16% MeOH v/v 1.7
VS2 55% BS2 +27%PG + 18% MeOH v/v 15~ 17.5C
VS3 55%BS2 +30% PG + 15%MeOH v/v VS2 VS3 V4
VS4 55% BS2 + 22.5% PG + 15% MeOH + 7.5% 250p1
PVP PVP 211°C/s
1.4 40°C
A\ 4— 0.125mol/L 10min
5 16—20 1/2 15~ 17C
15 40 50 60 70
80min 0.125mol/L 10 ~ 1.8
15min 14 ~16°C SPSS
1.5 one way ANOVA
Vs2 LSR
40min 0. 125mol/L
10min 15 2
~17.5C 10h
Vs2 20 2.1
50min 0.0625 0.125 0.25 0.5 1 30.68 ~38.02 5
1.0mol/L 10min 10h BS1—5 5
P >0.05 BS2
1.6 81.5% BS5
21 ~22°C 6°C VS1 70.73%
4—5
1
/L %
NaCl KCl1 CaCl,.2H,0 MgCL .6H,0 NaHCO; n=3
BS1 23.75 0.76 1.36 4.66 0.18 30.68 78.33 £16.37
BS2 24.72 0.86 1.46 4.86 0.19 32.09 81.50+5.57
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B4 26.92 1.00 2.06 6.06 0.30 36.34 80.88+6.15
BS5 27.92 1.10 2.30 6.40 0.30 38.02 70.73 £10.17
2.2 +10.77 % 60min 68.38 £ 8.25 % 70min
1 63.55 £ 2.13 % 80min
VS2 40 ~ 80min 50.22+5.35 % VS2
16—20 40min “ " 16—20
78.13 +5.23 % 50min 69.41 40min
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16—20
76.83 +6.12 % > 4—5
54.43 +7.31 % >

78.13

5.25 % >

74.68 +9.56 % >
12.2+6.68 % 16—20

4—5 p >0.05
p <
b1}
80
70
b
& 80
b
g 50
#®
40
30
20
10
0
JEALE I 1-5 N
1 VS2
2.3
2 0.125mol/L
VS2
64.97 + 10.29 % 63.01 = 13.71 % 63.69 +
5.55 % 55.79 £ 7.83 %
93.72 + 6.53 % 93.32 £+ 6.91 % 94.79 +
6.51 % 86.94+6.44 %
p>0.05
120 a RiGEF
O b
o0
# 6ot
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& B0 f
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40
20 |
D ]
R wiBE LR R
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M 7omin
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FRFW LR

% n=3
+7.26 %
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0.0625mol/L
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8¢
70 | a
a
R
<~ 50
% 40
#® g5 | b b
20
10
0 L d L L 4 4 J 1 4 1
0. 0625 0.125 0.26 0.5 1
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4—5 11.99+2.29 % 23.71 o -
+8.21 % 7.14+£3.41 %
%0 ——21-22T
4.11+3.05 % 15—20 wl —s—sT
VSi1 6°C VS1 o
g w0
“ g 68.39+9.02 % |
37.54+8.63 %  4—5 ® ol
33.92+12.26 % 15— wl
20 43.75+5.97 % wl
74.07
10 [
+2.59 % 78.77+5.63 % o ‘ . 1 1
6872 + 1096 % ¢ NR+W ELMEE 4 MMEE 15-JNuMHE REE LARIE HRTME -
21 ~22C 6% 4 % n=5
15—20
2.5
15—20 2
2
min / % h
V4 40 7h33min 2/35 5.71 1 67
VS2 50 1h31min 2/30 6.67 2 62
VS3 60 2h34min 1/61 1.64 1 14
5 4
V&4 40min VS2 50min
7h33min 2 5.1 5.71% 1h31min 2 5.2 6.67% 2
1 67h 5.4 62h 5.5
VS3 60min
2h34min 1 5.3 1.64% 1
14h
1h33min
7h33min 5
1.64% ~6.67% 4.67% 5
4 14 ~ 67h
3
, , PBSS ' SPBS 7 H-SOF °
1. V4 40min 7h33min
x60 2 50min 1h 31min FEM
x 60 3. V3 60min 1.4mol/L 1 2- 8
2h 34min 4.
1 67h x40 5. 28~35
62h x40
5
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Study on vitrification technique of Japanese flounder

Paralichthys olivaceus

embryos

Tian Yongsheng Chen Songlin  Yan Ansheng”
Yeallow Sea Fishery Research Institute Chinese Academy of Fishery Sciences Qingdao 266071
" Huazhong Agricultural University Wuhan 430070
Abstract

The method for cryopreserving Japanese flounder

Paralichthys olivaceus

embryos by vitrification was investigated

in the present study. The basic extender BS2 suitable to equilibrate and cultivate the Japanese flounder embryos was se-
lected . The endurable capacity of embryos in different stages to vitrification solution VS2 was studied. The survival rate of
embryos decreased gradually along with the prolongation of treatment time in VS2 and stronger suitable ability to VS2 was
observed in 4-5 pairs somite 16-20 pairs somite and tail-bud. The type and concentration of elution solutions were cho-
sen and the results showed that survival rate was highest when the 0.125mol/L sucrose was used as elution solution. The

effect of treatment temperature 21 ~22°C and 6°C

ied. The survival rate of 15-20 pairs somite was higher in room temperature 21 ~ 22°C

in VS1 on survival rate of Japanese flounder embryos was also stud-

than in 6°C and the survival

rate of other stages was opposite to 15-20 pairs somite. As a result successful samples of tail-bud muscle-effect and pre-
hatching stage after cryopreservation were got by using VS4 VS2 and VS3 as vitrification solutions. Whole 5 survival em-
bryos were obtained of which 4 hatched out. The survival time varied from 14 to 67h under no-breeding condition.

Key words Japanese flounder embryos vitrification cryopreservation
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