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Effects of preincubation medium and other factors affecting
in vitro fertilization rate of post-thawed genetically
engineering mouse spermatozoa
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[ Abstract] Objective To discuss the effect of in vitro fertilization (IVF) and mouse sperm cryopreservation, to
establish a simple and economic frozen system for the genetically engineering mice preservation. Methods  Sperm from
genetically engineering mice were cryopreserved, IVF was performed using post-thawed sperm, then embryo transfer, to
compare the effects of cryopreservation medium age of male mice and sperm preincubation medium. Results Using CPA as
sperm cryopreservation medium, when PM was used thawed-sperm preincubation in IVF, the fertility rates were from 82. 49%

to 91.43% , when HTF was used thawed-sperm preincubation in IVF, the fertility rates were from14. 46% to 27.38% , there
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was a signification difference between PM and HTF sperm preincubation medium; 10 to 35 weeks male genetically engineering

mice sperm were succeed cryopreservation, and positive mice were procreated after 2-cell embryos were transferred; R18S3 |

CPM and CPA was used to freeze sperm, the fertility rates were 75. 85% .88.89% to 94.27% , positive mice were procreated

after 2-cell embryos were transferred; 2-cell embryos after IVF were freezed, then thawed and positive mice were procreated

after 2-cell embryos were transferred. Conclusion

Using CPA as sperm cryopreservation medium, when PM was used

thawed-sperm preincubation in IVF, genetically engineering mice sperm were succeed cryopreservation.
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Tab.1 Effects of sperm preincubation medium on the fertility of frozen/thawed sperm

B e Bl g 3 o 2K
/L’Fﬁﬁvuu%:\ ﬁ‘?%ﬁéhn?’?@ R RS 2 ARG E(% )
Strain of Sperm preincubation . . No. of 2-cell
. K IVF medium No. of zytotes
male mice medium embryos( % )
HTF HTF 158 40(25.32)
A PM CARD MEDIUM 210 192(91.43) *
HTF HTF 166 24(14.46)
B PM CARD MEDIUM 149 126(84.56) **
HTF HTF 190 50(26.32)
¢ PM CARD MEDIUM 198 176(88.89) **
HTF HTF 184 34(18.48)
D PM CARD MEDIUM 199 179(89.95) ™
HTF HTF 168 46(27.38)
C57BL/6) PM CARD MEDIUM 217 179(82. 49) **

" FoRERMB I, " FoRERRHE,

Note ; ™ very significant difference , * significant difference.
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Tab.2 Effects of age of male mice on the fertility of frozen/thawed sperm

e S ZAEIIEL 2 LA (% ) AR FATEL (% )
Age of male No. of No. of 2-cell No. of transfer No. of live
mice ( weeks) zygotes embryos( % ) embryos young( % )
10 149 126(84.56) 120 29(24.17)
15 198 176(88.89) 99 35(35.35)
20 138 128(92.75) 108 23(21.30)
25 198 173(87.37) 142 31(21.83)

30 441 327(74.15) 124 8(6.45)
35 199 118(59.30) 83 11(13.25)

R3 KT HAFRORT TR RE S5 520

Tab.3 Effects of sperm cryopreservation medium on the fertility of frozen/thawed sperm

TR e 2 ARG (% ) R FAFE(% ) BN B
SZHEIN AR X o
Age of male No. of Lo No. of 2-cell No. of transfer No. of live No. of positive
mice ( weeks) O OF mygotes embryos( % ) embryos young( % ) mice
RI18S3 236 179(75. 85) 111 37(33.33) 13
CPM 198 176 (88. 89) 150 32(21.33) 18
CPA 227 214(94.27) 120 30(25.00) 14
R4 e TR/NBURIGYS VR AR R4S R
Tab.4 Result of frozen/thawed 2-cell embryos of genetically engineered mouse strains
A IR SRIIRE(% ) BRI FFH(% ) B/
N No. of frozen No. of thawed No. of transfer No. of live No. of
D 2-cell embryos 2-cell embryos embryos young( % ) positive mice
1 150 118(78.67) 72 34(47.22) 8
2 150 112(74.67) 60 11(18.33) 2
3 150 99(66.00) 60 25(41.67) 6
4 150 134(89. 33) 90 13(14. 44) 4
5 150 121(80.67) 60 26(43.33) 7
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