17 1 Vol. 17 No. 1

2001 1 Chinese Journal of Biotechnology Jonuary 2001
BLG-LAtPA WAP LAtPA
1 2% 2 %
100071
LAtPA B-
BLG  LAtPA BLG-LAtPA WAP
PCR Southern 3 LA(PA WAP
LAtPA 10pg mL
B_
Q38 A 1000-3061 2001 01-0064-04
mL * LAtPA
BLG-LAtPA

Whey acid protein WAP
! BLG-LAtPA WAP

LAtPA 10pg mL
1
1.1
2 B- BLG LAtPA
pBLG-LAtPA pWA
1992 WAP DNA 5 3
Clark 3 5
1.2
Promega
tPA 60 %
LAtPA Sigma
Longer acting tissue plasminogen activator LAtPA
B- PMSG
BLG tPA HCG
846
LAtPA 1~2pg
2000-06-27 2000-10-13
721-03-01
* Tel 86-10-66948801 Fax 86-10-63833521 E-mail Huangpt@nic. bmi. ac. cn

© PERZERMEMHARTATIHESHIEL http://journals. im. ac. cn



1 BLG-LAtPA WAP LAtPA 65
M2  Mil6 6 809 36
1.3 61
1
1.4 BLG-LAPA  10.5kb
1.4.1 BLG 5 Miu | Bel TI Miu 1
1 5"TGCATGCGCCTGCTGTATAA 3’
2 5’ CGAGCTGCAGCTGGGGTCGTG 3° LA(PA
PCR 94C 30s 61C
15s 72°C 30s FeoRI AP
1.4.2 DNA
DNA DNA “
" ’ 1 BLG-LA(PA WAP
1.4.3 80 Fig. 1 Structures of BLG-LAtPA and WAP
~150pm
1pm M2 1
DNA Table 1 The results of microinjection
DNA M2 Selected Injected Transplanted Receptor — Brith  Possitive
embryos  embryos  embryos mice mice mice
DNA 1 pL ~3000 1105 809 36 61 3
Mlo6 2(2 PCR Southern
0 0)) 30min M16 DNA BLG
M2 BLG S PCR
240bp 61 3
BLG-LAtPA 2
1.4.5 DNA 10~15d
DNA
1.4.6 Southern
DNA Kpn I Bglll Southern
65C BLG
5 a-2PdCTP 2400p
1.4.7 tPA
10
- - tPA 2 PCR
5 Fig.2 Identification of the mouse by PCR
WAP-BLG-LAtPA
2.1 L
LAtPA PBLG-LA(PA  Miu 1 t:obe T U
10.5kb LAtPA
4~5pg mL pWAP EcoR 1 oLes
7 5kb 4~5pg mL 1 3 BLG-LAtPA WAP
Probe Southern
BLG-LAtPA WAP Fig.3 The map of co-integration of BLG-LA(PA and WAP
1105 MR ikl A sems hewo://iournals. in ac. on



66 17
Southern WAP  BLG-LAtPA
Kpn 1 Bgl 2
9kb 3 WAP EcoR1 Kpn |
3kb  Skb BLG-LAtPA Miu 10pL 10
I Bglll 4kb  6kb BLG 10pL - -
5 PCR 240bp a-2P dCTP tPA tPA
3  PCR 4
3 9kb
Southern 7kb 10kb tPA 3 tPA
12kb BLG-LAtPA  WAP 10pg mL 5
7kb tPA
WAP  BLG-LAtPA
10kb  12kb BLG-LAtPA 3
1987 Gordon
WAP
37 tPA
8 B- BLG
LAtPA WAP  BLG
4 Southern
Fig.4 The result of Southern blot WAP  BLG-LAtPA
1. 2 and 3. The poitive motse
4. BLG-LA(PA as a 10kb marker
2.3 tPA 10pg mL
BLG-LAtPA I=2pg ml 5
LAtPA
tPA 3
1 2
Brinster DNA
DNA
DNA
5 - - tPA
Fig.5 Clot lysis bioassay of secreted LAtPA.
1. recombinant tPA standards
2. samples from the positive female mouse 3910

3. negative mouse milk control.

© EPﬂiﬂifﬁﬁi#ﬁﬁﬁ%ﬁﬁ.ﬁﬂ$'Jﬂfﬁéﬁ§§@2Ahttp: '/ journals. im. ac. cn



BLG-LAtPA WAP

LAtPA 67

LU YF DENG JX ZHOU ]

Identification of WAP gene control region and It’ s regulation on

et al.

WAP 5 3 LacZ gene expression in mice mammary cells Chinese Journal
of Biochemistry and Molecular Biology
1998 14 2 128~133
RNA . N
" 6 Hogan B Costantini F Lacy E. Manipulating the mouse em-
bryo. Cold Spring Harbor Laboratory Press. 1986
7 Sambrook ] Fritsch EF  Manatis T. Molecular cloning A lab-
REFERENCES .
oratory manual 2nd ed. Cold Spring Harbor Laboratory Press.
Puresl VG Pinkert CA Miller K F et al. Genetic engineering 1989
of livestock. Sciense. 1989 244 1281~ 1288 8  Gordon K Lee E Vitale J A et al. Production of human plas-
Bawden W S Passey R ] Mackinly A G. The genes encoding minogen activator in transgenic mouse milk. Bio Technology.
the major specific proteins and their Use in transgenic studies and 1987 5 1183~1187
protein engineering. Biotech Gen Eng Rev. 1994 12 89~137 9  Brinster R L Ritchie KA Hammer M E et al. Factors affect-
Clark A ] Cowper A Wallace R et al. Rescuing transgene ex- ing the efficiency of introducing foreign DNA into mice by mi-
pression by co-integration. Bio Technology. 1992 10 1450 ~ croinjecting eggs. Proc Natl Acad Sci USA 1985 82 4438 ~
1454 4442
ZHOU ] DENG JX LIU H et al . 10  Grosveld F Van Assondelft G B Greaves D R et al. Position-
Production of longer acting human tissue plasminogen activator in independent high-level expression of human B-globin gene in
transgenic mouse milk  Chinese Journal of Biotechnology transgenic mice. Cell 1987 51 975~985
1998 14 4 372~376 11 Stief A Winter DM Stratling WFH ez a/. A Nuclear DNA at-

tachment element mediates elevated and position-independent

gene activity. Nature. 1989 341 343~345

Co-integration of BLG-LAtPA and WAP Improved the Expression of LAtPA

in Transgenic Mouse Milk

ZHOU Jiang DENG Ji-Xian™
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CHENG Xuan LU Yi-Fan YANG Xiao HUANG Pei-Tang”
China

Abstract In order to improve the expression of longer acting tissue plasminogen activator in the mammary epithelium of
transgenic mice the fragment of BLG-LAtPA hydrid gene was microinjected into mouse embryos with mice whey acid
protein gene. Three mouse were tested as being Co-integration of BLG-LAtPA and WAP transgene by PCR and Southern
blot. Milk obtained from lactating females contains biologically active tPA and the concentration of tPA was calculated to

be about 10pg mlL..
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