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4. Recovered fragments, 5.Partly digested

with Pst [ 1.2.4 $ARERPAINEEEMT &
© PERZRMEDARAATIKSHES http://journals. im. ac. cn




3 3 BRIEITS. FMRENAEN SR EIREESEMIR 279

A 5 P B A S I 7 A 2 R K R MR PR o B N R R T 10pl AR S AK B

10p! 2X JEALHEH (2XPCR buffer, 40mmol/L DTT, 3.4umol/L SDS, 100ug/ml Pro-
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Tcl99+10UFCS BFW PRI EXR EF| Fig. 3 Dot blot of SMTPGH gene in the early rab-

—16 ¢ 5 ) N bit embryos
816 %Hﬂgﬂlﬁ;mjﬁd\%ﬂﬁ (ZO/E)HIE‘E"@ Al—AS5. Gradient control of SMTPGH gene of 0. 1pg,
b, 16 MMAHEHIS MR EAEAEMS ., 55 1. 0pg, 10pg, 100pg. lpl

= 04 d‘ﬁ%#ﬁﬁﬁ?u%%m . ﬁliuﬁlfﬁ’ﬂ.%ﬂé A6, ‘Poslitive control 1: The PCR ampliﬁcat.ion of in-

jective SMTPGH gene (400—1000 copies)

BRI EFEBTHEERSE, DL 3R W B R A7. Positive control 2: The PCR amplification of mix-
{ﬁ‘ JI[L?%H’J@%R LOg mmﬁ%nﬁ]ﬁjﬁ ture of SMTPGH gene and DNA extracted from

uninjected single embryc

1986 ffi Brinster & 2 ﬁ j\'j {'t LJHEE fﬁ' E’j B1—B7. The PCR amplification of single 1-cell embryo
C1—C7?. The PCR amplification of single 2-cell embryo

i.% 5‘% #E 'I% 2 f[}] H@ ﬁ!‘ E£ i% ?Fh: £ % 1% MEES] # DE—D7. The PCR amplification of single 8-cell embrya
1969 $ Kane }ﬁfﬁ_@_%ﬁi&ﬁiﬁ?ﬁﬁﬂum:}% E1—E7. The PCR amplification of single morula embryo

F1—F7. The PCR amplification of single Blastocyst

% 2 %}l@%i%ﬁgﬁﬂi% s #EE%TMP% Ag, E8. Negtive controls withoat adding Taq pelymerase
Ziﬂ'}l'}%%ﬁ%ﬂ'&l#ﬁ]iﬁ%%&’ﬂﬁﬁﬂﬁ“"” . Zi‘ﬂ"ﬂh.{ﬁ G1. The control of Primers {each 50 pmol)

G2—G4. The control of amplification system ( without

HE{H%E‘ ﬁﬁ %Hzﬁﬁi &]‘fg?ﬁ ':P A Eﬂ'ff& 4 Eﬁ o adding extracts from embryo).
&{i]m E)}: ?T‘..Lﬁ].:. Eﬂ T :‘lg“"ﬁ ﬁﬁ*ﬂ-% l:-ﬁ G5-—G8. The PCR amplification of single pr?nucleic.. 2-

celly 8-cell, and morula embryo without being

E‘Eﬁ Epg{ @ﬂfﬂﬁ{fﬂilﬁﬁlﬂﬁiﬂ é‘ﬁA introduced SMTPGH gene.
EEE}J mRNA I ﬁﬁﬂffﬂ%iﬁﬂl‘?ﬁ“%d% Hl H8. The PCR ampjiificution? of the er.nbryos at diffel:-

ent stage, which was incubated in cultural medi-

@JEHJO izﬁﬁﬂﬁ 8—18 f[ﬂ}}fﬂ}wﬁj‘%ﬂéfﬁ]ﬁi&h um containing SMTPGH gene and then washed
f%%%%%ﬁm\& . EE/I\. m&%ﬂé‘ﬁﬂ J}@.ﬁ two. times quickly with su?erpurified water
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HBL”, REETE PBS+10%FCS IE5E R b XA R BV ER, WS R T ik
ARFEFRBBERE . BAME Tcl199+10%FCS 1329 S35 35 04 5% 55 8 4 I #n 3t B 4
RERETRERFLEEFWER. XUHBENEHNEIHEIMEFEMN R T ZWE).
2.2 FEEAEHBNERREI S SMTPGH ZENR S

MARZE B BEERN RIS SMTPGH ZFA ML R WK 2 FH 3. 8 MMM
B, SMEREERBTREEL, T30 100%; 5 R IE LA MRS & B K7 4
WEE, FEEY 3% RFFEREMAE CRERTEMEER, $9%518Y%.
Brinster ¥ X3 81 /5 24 /BT A SNEBE T AT THRD A NG AN EE &4 24 /pEf
WAL A HE A A IMEEFEAE SR RE T LD, AW 50 & UM S IR s in, 4
HEEFRAZHERONS, HRET D, —BIIEEEAERREE IR AEES
MFBIBEL, LREREAERA TGO A XRE T TESE, SRR
HAME SR EE L M, fTANE M ESRARE RS Bl THReheEE,
RSO TREEESE 1 W2 G, ROMTFRRE, HEEREMNESEPE
HNRARELBERNHES. SR MREEHEFIRESDYS, KR MERER
BEE—-gRE. WURNEERTOEMEFERHIFERERN H AT, £4550U%
EEFEAURWR AN LR —ENHEICETE L,
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Table 2 During developmental stage the retention of SMTPGI gene in rabbit embryes ciltured in vitre

Number of
detected embryas

Number of embryos

. Retention rate of gene
injected gene on rate of g

Embryonic stages Developmental rate

1-Cell 10 10 ¢100%) 7 7 (100%)

2-Ceil 10 10 (100%) 7 70D

3-Cell 10 .10 €100%) 7 7 (100% >

MORULA - B 7 (87-5%) 7 3 €43%>

Blastocyst 20 16 (80%) 16 3 (18%)
£ F X M

(1) Brinster E L. Proc Nat Acad Sci USA, 1985, 82 t 4438-4447.
(22 Gordon ] W er al. Proc Nat Acad Sci USA, 1980 , 77 @ 7380-7384.
(3] Peterson M G et al. Eur J Biochem, 1988, 174: 417—424,

[4) & Z%. 2P ITEEH, 1991, 7 (2). 120123,

(5] Saiki R K ez al. Science, 1988, 239 r 487491,

(6] Boehringer Mannheim Biochemica, 1991, 2 5—7,

(7)WL g%, FEFRRE, 1986, 1, 25—30.

(83 Li H er al. Nature, 1988, 335 : 414—417.

(9) Brister R L et /. ] Reprod Fert, 1970, 24 : 17—22.

(107 Kune M T e a/. Biology of Reprod, 197D, 2t 245—250.
(110 Kane M T. J Reprod Fert, 1977, 49 : 261— 266.

[12) Moore N W er af. J Reprod Fert, 1986, 17 527,

(130 Gordon J] W et al. Dev Biol, 1986, 4: 10—12.

[14) Laoy E et af. Cell, 1983, 34 : 343—358.

© U ERHE M IR ATIRARIESR http://journals. im

ac

cn



282 _ £ 4 I 87 ¥ 10 %

Study on the Culture of Early Transgenic Rabbit_Embryos in

vitro and the Retention of Foreign Gene
Chen Qingxuan  Liu Lei Sbng Dexiu
(Tustitute of Developmental Biology s Academia Sinica,Beijing 106080)
Fan Bigin Wang Bin
(Jiangsu Academy of Agricultural Sciences, Nanjing 210014)

Abstract  We studied the culture of early transgenic rabbit embryos containing the
. SMTPGH gene with different medium. The retention of foreign gene in the embryo was
detected with PCR and nonradicactive labeling method. The early transgenic rabbit em-
bryos can develop into blastocyst stages with 75% of developmental rate in the éultural
medium of Tcl199+10%FCS. There were not any apparent changes {ound before 8-cell
stage. After 8-cell stage, the foreign gene either was integrated on chromosomes or was
lost gradually. But finally, the retention rate of foreign gene should be equal to the in-

tegration rate of the gene.

Key words Rabbit transgenic embryo; SMTPGH gene; culture in vitro
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