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[ Abstract] Objective: To investigate the DNA methylation status of human early embryonic imprint-
ing H19 gene after slow-freezing or vitrification freezing, and preliminarily explore the effect of low
temperature freezing on embryonic imprinting gene. Methods: 152 Day3-embryos (2PN, bad quality)
with normal fertilization after embryo transplantation were collected and underwent freezing and resusci-
tation, of which 78 embryos were conducted by slow-freezing, 74 embryos by vitrification freezing. Be-
sides, 70 fresh non-frozen embryos were collected as controls. The number of Bisulfite-PCR amplifica-
tion of a single embryo was recorded in the three types. The Combined Bisulfite Restriction Analysis
(COBRA) was used to determine H19 methylation status after embryos thawing. Results: The number
of Bisulfite-PCR amplification of a single embryo in the three groups was 40 (slow-freezing) , 53 (vitri-
fication freezing) and 58 (fresh non-frozen) , respectively. The average degree of H19 methylation in
the three groups was (44.8 £6.4)% (slow-freezing), (47.5 £5.6)% (vitrification freezing) and
46.7% +6.0% (fresh non-frozen) , respectively. The rate of abnormal methylation was 10. 0%
(slow-freezing) , 13.2% ( vitrification freezing) and 3.4% (fresh non-frozen) , respectively. There
was no statistical difference of H19 methylation degree and rate of abnormal methylation between three
groups. Conclusion: The freezing technique may not increase the incidence of abnormal methylation in
human embryos.
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(H19 }:[H Genbank 55 AF125183, = i B N
7870 ~8100) , FiiE5 1% F1 & 5'- AGGTGTTITAGTTT-
TATGGATGATGG -3, Eiii5| 4 F2 & 5'-TGTATAG-
TATATATATGGGTATTTTTGGAGGTTT 3', F i8] 4
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TR (P=0.127) W3R 2, 1@l IR (3%
FEALTS TR IV IR SOBT i ARV URIERNIG H19 B PR ) 5
HILAL & A R A, 2 RG24 X () =3.48,
P=0.175), 3% 3,

525



st OB e B Rk 41 %
F 1 3 F KA LA bisulfite-PCR #y 3 3 45 R NI
Tab.1 The Results of Bisulfite-PCR for 3 -Lq-u','
Single Frozen Embryo in three groups ARIRVR Ui 6T L HH ARG 19 52 e — EAFAE L, 2
p—— JEMR R PRI PCR ) VRJE AR 0 DR 23k AR 155 0 18 & A R 2 0
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Slow—freezing embryos

11 12 13 14 15 16 1718 38 39 40 41 42

Vitrified embryos

230 bp
130 bp

7 8 9 14 1617 18 2830 31 32 35 36 37
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Fig.1 The COBRA results for frozen embryos

in slow-freezing and vitrification freezing
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Tab.2 Methylation degree of H19 in three groups

SR AL n 9 B (%)
18V R 36 44.8 + 6.4
AR R 45 47.5 + 5.6
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Tab.3 The Rate of abnormal methylation
of H19 in three groups
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