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Then we inserted these sequences to pN1-EGFP vector and got pEGFP-N1-Fat-1 expression vector. PhiC31 integrase
mRNA which was generated by in vitro transcription and a pEGFP-N1-Fat-1 expression vector co-electroporated into sheep
fetal fibroblasts, and then we got transgenic cell lines expressing green fluorescence. Prokaryotic expression and
purification of Cre recombinant protein was performed. Cre recombinant protein was transducted into stably-transfected
cell colonies. We identified cell colonies by sequencing and established marker-free transgenic cell lines and eventually
established marker-free transgenic cell lines which were building more safely basic for producing Fat-1 transgenic animals.

Keywords: Fat-1 gene, eukaryotic expression vector, marker gene, phiC31 integrase
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Table 1 The primer sequence of EGFP

Primer name Primer sequence (5'-3")

PF AAACCGGTATAACTTCGTATAGCAT
ACATTATACGAAGTTATGGTGAGC
AAGGGCGAGGAGC

PR GGGCGGCCGCTTTACTTGTACAGC
TCGTCCAT

% 2 Neo-HSV-TK-PolyA 3141 %%
Table 2 The primer sequence of Neo-HSV-TK-PolyA

Primer name

Primer sequence (5'-3")

PF AAAGGCCTATGATTGAACAAGATG
GATTGC

PR AAAGGGCCTATAACTTCGTATAAT
GTATGCTATACGAAGTTATGCCGCC
CCGACGTTGGCTGCG
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Table 3 The primer sequence of CMV

Primer name Primer sequence (5'-3")

PF GCCGGCGGGATCCTAGTTATTAATAG
TAATC

PR CCAAACCGGTGATCTGACGGTTCAC
TAAAC
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Table 4  The primer sequence of Fat-1
Primer

Primer sequence (5'-3")
name

PF CAAAGCTTATGGTGGCCCATAGCAGTGA
PR AACTGCAGCAGGTCGAGGGATCTCCATA

98 C (5min) 98 C (1 min) 61 C
(3min) 72 °C (3min) 35 72 °C (10 min)
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Fig. 1 The frame of pEGFP-N1-Fat-1 plasmid.
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Fig. 2 PCR amplification products of EGFP and
Neo-HSV-TK-PolyA.
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Fig. 3  Dual-restriction digestion of pN1-EGFP-K
plasmid.
bp
301

4 pN1-EGFP-K-CMV-attB Eg11 % &
Fig. 4 pNI1-EGFP-K-CMV-attB restriction digestion
identification result.
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Fig. 5 EGFP promoter CMV amplification result.
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Fig. 6 pNI1-EGFP-K-attB-CMV restriction digestion
identification result.
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7 Fat-1 PCR HKk& R

Fig .7 Fat-1 gene electrophoresis result.
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Fig. 9 Fluorescence detection of the transfected cells.
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Fig. 8 Results of enzyme digestion of recombinant
plasmid of pEGFP-N1-Fat-1.

100 um

N
100 um



13 F/EiRic Far-l BRERRAHANHNEREERSFARRNEL

26 ¥ Fat-lEFBERRILREBRRAH MR
YT

6
PCR 2% PCR
1 2 45 6 8
( 10) attB
6 Fat-1 PCR
( 1D

Fat-1

2.7 TCiFIEFRICE: Fat-1 REMBMANLE
EGFP  Fat-1 PCR
1%
1 3 10 12 EGFP ( 12
2 456 7 8 9 11 13 14

bp M 1 2 3 4 5 6 7 8

5000
2 000

1000
750
500

250
100

10 attB PCR # 3= 4 52 AR B ik 45 SR
Fig. 10 The results of PCR amplification products of
attB.
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Fig. 11 The results of PCR amplification products of
Fat-1 gene.
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Fig. 12 The results of PCR amplification products of
EGFP gene.
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Fig. 13 The results of PCR amplification products of
Fat-1 gene.
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