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Identification of Transgenic Mouse Fibroblasts with
UHS-Polymerized Spider Dragline Silk Protein Gene( 2S)
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(1. College of Life Science Northeast Forestry University Harbin 150040 China; 2. College of Animal
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Abstract: In order to obtain transgenic mouse fibroblast cell line UHS promoter and polymerized spider
dragline silk protein gene(2S) were linked with eukaryotic expression vector pIRES2-EGFP successively and
UHS2S-pIRES2-EGFP was obtained. Mouse fibroblasts were transfected with the linear plasmid by cationic li—
posome method and G418—esistant cells wee cultured. After PCR identified transgenic cell line with 28 was
established. The G418 positive cells were detected and the results were as follows. 1) UHS2S-pIRES2-EGFP
was constructed successfully. 2) The feasible concentration of G418 was 400 pwg/mL in medium. 3) The
transgenic cell morphology was similar to normal fibroblast but the cell growth curve was not of “S” shape
cells proliferated slowly. 4) PCR results showed that the constructed vector was integrated into mouse genome.

Key words: polymerized spider dragline silk protein gene( 2S) ; ulira-high sulfur keratin( UHS) promot—

er; mouse fibroblast; eukaryotic expression vector; transgene

12011 -07 - 16 12011 -09 -25

: (30771538.31000990) (2009ZX

08008 - 004B)
(1979—) E — mail: wangchunsheng79@ 163. com;

* : E — mail: antiezhu@ tom. com.



6 : UHS- * 1203 -

( UHS) . 2S  pIRES2-EGFP
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1.1
Vspl  Ndel( NEB ) Bglll  Sall ( TaKaRa ) AlwNI( Fermentas) T4 Ligase
( TaKaRa ) Lipofectamine 2000( invitrogen ) pIRES2 — EGFP ( ) o
2S. ? PUC57-2S
UHS ; :
1.2
1.2.1 CMV2S-pIRES2-EGFP Sall ~ Bglll pIRES2-EGFP
Bglll  Sall PUC572S 28 ;T4 Ligase 2
DH5« DNA ( PCR. ) CMV-2S-pIRES2-
EGFP.
1.2.2 UHS- Vspl ~ Ndel UHS-GFP
700 bp v Vspl  Ndel CMV2S-pIRES2-EGFP o T4 Ligase 2
UHS2SpIRES2-EGFP.  AlwNI UHS2SpIRES2-EGFP
1.3
1.3.1 ¢ 13.5d ICR ( SCXK-J2007-
0003; SYXK-J-2007-629011) 500 pL ( 10% N
1% - 1% 1% DMEM ) 24 CO, (37 C
5% CO, 95% 100% )
1.3.2 G418 80% 50
100 200 400 600 800 1 000 wg/mL G418
48 h G418 G418

1.3.3 (1) UHS2S-pIRES2-EGFP . 0.05%
24 (0.5x10° / ), 50% ~

60% 12 h 0.8 pg UHS-2S-pIRES2-
EGFP . 12 h - (2)
. 48 h G418 (400 pg/
mL) o
1.3.4 G418 .

. DNA DNA. UHS2S-pIRES2-
EGF ( USH: CGTCTGTAGCGACCCTTT; US-2: CGTTGTGGCTGTTG-
TAGTT) PCR

2

2.1 CMV-2S-pIRES2-EGFP
Sall  Bglll pIRES2 EGFP 5300 bp CMV-pIRES2-EGFP (1
v Sall  Bglll PUCS7-2S 25 700 bp  2S
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1: MarkerllI; 2: o 1: : 2. MarkerlII.
1 pIRES2-EGFP 2 PUC572S
Fig. 1 The enzyme identification of pIRES2£GFP Fig.2 The enzyme identification of PUC572S

( 2. CMV-pIRES2-EGFP (29)
CMV2S-pIRES2-EGFP Sall  Bglll 5300 bp 750 bp
( 3),
2.2 UHS2S-pIRES2-EGFP
CMV-2S-pIRES2-EGFP  UHS-GFP UHS=2S-pIRES2-EGFP HindIll ~ Sall
4 ( 1417 bp4 715 bp 1451 bp 4 681 bp) 1 500 bp

5 000 bp 1 ) X
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1: DL5000; 2: o 1. HindIIl 1 2. Sall ;3. DL5000,
3 CMV2SpIRES2-EGFP 4  UHS2SpIRES2-EGFP
Fig.3 The enzyme identification Fig.4 The enzyme identification
of CMV2S—IRES2-EGFP of UHS2S—pIRES2-EGFP
2.3 G418
3-5 50 100 200 400 600 800 1 000 wg/mL G418
. 5 G418 600 800 1 000 wg/mL
(9~10d ) G418 (200,100 50 wg/mlL) (15 ~
22.d ) . G418 400 pg/mL 11
neo o
2.4
UHS2S-pIRES2-EGFP ( 6 400 pg/mL G418

“g” .
2.5 PCR
UHS-2S-pIRES-EGFP G418 (US-
1.US2) PCR 8 700 bp .
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Fig.5 The survival percentage of mouse fibroblast in different G418 concentrations
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Fig. 6 Subculture normal mouse fibroblasts
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Fig.7 G418~esistant cells after subculture
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