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1.1

1.1.1 M103 pGEM BLG
Long acting tissue type plaminogen acti-

vator La-tPA

1.1.2 T4
Promega 60 9% Sigma
1.1.3 C57XBL
1.2
1.2.1 DNA DNA DNA
DNA >
1.2.2 BLG BLG 6
1 5-CCATGAAGTGCCTCCTGCTTGCCC-3 2
5" TTCTGCAGCAGGATCTCCAGGTTGC-3’ 1 5-GCAACCTG-
GAGATCCTGCTGCAGA-3’ 2 5'-GATCGATCTTGAACACCGCAGGGA-3’
DNA Vent DNA 94°C 30s
60C 30s 72C 45s 30 72T 10min 10pL PCR
1.2.3 DNA DNA
1.3
1.3.1 M2 Mlo6 7
1.3.2 M2 DNA
DNA 30 M2
DNA 1pL
MI16 cO, 30min
1.4
1.4.1 DNA 10d DNA >
1.4.2 PCR La-tPA PCR BLG —
102bp 5"-TTCAGAAGAGGAGCCAGATCC-3’ 5-
GTAAGATCTGGCTCCTCTTCTGA-3’ La-tPA
202bp PCR 94C 15s 60C 30s 72C 45s
72°C 10min 30
1.4.3 Southern 20pg DNA 100u BamHI 37C
0.8% 0.45pum
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1.4.4 Northern blot RNA
8 Northern 5 DEPC 0.05mol L NaOH
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0.95kb  BLG pGEM Smal
P1108  P1023
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\r/ tPA 2 Miul
el P BNt pLaPA 13.6kb
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Fig.1 Construction of
plasmid pO17 DNA PCR Southern
La-tPA 32% PCR South-
ern 3 4
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Fig.2 Microinjecting gene constructs of human t-PA

— BLG gene 5" and 3" region == Human t-PA cDNA ##= PCR primer =3 BLG gene exon =8 Prohe
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4 La-tPA Southern blot
Fig.4 Identification transgenic mice
by Southern blot

1. Negitive control 2. Positive control

3 La-tPA PCR
Fig.3 Screening transgenic mice by PCR
1. PCR marker 2. Positive control

3~7 9. Transgenic mice 8.No transgenic mice
3~8. Transgenic mice

2.3 La-tPA
RNA Northern blot
34568 La-
tPA La-tPA
1~6pg mlL 5 5 La-tPA
Fig.5 Determination of
3 La-tPA in milk
BLG 1. Positive control 2. Negitive control
3456 7 8 milk determination
No expression in No. 7
cDNA
Palmiter ~ ° GH
mRNA mRNA
cDNA
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Construction of La-tPA Vector and Its Expression
in Mammary Gland of Transgenic Mice "

Lu Yifan Deng Jixian Cheng Xuan Zhou Jiang Huang Peitang
Institute of Biotechnique Academy of Military Medical Sciences Beijing 100071

Abstract In order to utilize its introns efficiently the first and second intron of sheep beta-lac-
toglobulin BLG gene were cloned by PCR amlification and sequenced. The vector of expression La-
tPA in mammary gland of transgenic animal was constructed by using BLG gene 5” control region.
Six transgenic mice were produced by microinjection method. Foreign gene intergation rate was
32% in mice. Northern blot analysis and determination showed that there were La-tPA expression

up to about 6pg mL in transgenic mice mammary gland.
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