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Construction and Expression of Oligomer and Bigemina Eukaryotic Express
Vector Aimed Amyloid- 3 as a Target
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Abstract: Objective  To construct the oligomer and bigemina eukaryotic express vector aimed amyloid- 3
protein as a target and express the goal proteins in the eukaryotic cells. Methods  Coding sequence of AR was
amplified by PCR. The gene fragment was cloned directionally into the multi- cloning site of the plasmid and the
recombine plasmid was constructed. The eukaryotic express vector was identified according to enzyme digesting and
gene sequencing.  The expressing proteins were determined by Western blot and the transfected cells were
investigated by immunohistochemistry. Results The goal gene (137 bp and 269 bp) can be achieved after the
restriction analysis, the expressed protein (4 ku and 8 ku) can be analyzed by Western blot and the positive cell can
be seen by immunohistochemistry. Conclusion ~ The ligomer and bigemina eukaryotic express vectors were
constructed successfully and the eukaryotic express vector can express the goal protein in the eukaryotic cell.
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] P3 P2, ABs->
AD , PCR : 25 mmol/L dNTP,
PCcDNA3.1- ABy », PcDNA3.1- AR , 0.5 pmol/L, EX Tag 2.5 UDNA 0.1
AB, pg/uL PCR 94 5 min, 94
DNA 30s55 30s,72 45s 35 : 72
10 min, 10 g/L PCR
1 , PCR 4
1.2.4 Qiaquick gel
1.1 extract Kit PCR , PCR
1.1.1 pcDNA3.1 ;
DH5a pcDNA3.1 COS-7 Qiagen gel Extract kit
Tg2576 Taconic , , T, DNA
DNA, Kpn  Xho

1.1.2 Kpn Xho BamH DNA
T.DNA , : ,
QiAquick gel Extraction kit (Qiagen), Roche High
Pure Plasmid Isolation Kit (Roche), Western 1.25 COS-7
blotLuminol Reagent Solution A (Nalgene), Western Roche High Pure Plasmid Isolation Kit
blot Luminol Reagent Solution B (Nalgene), , Ao Ao,
Lipofectamine 2000 ( Invitrogen) cos- 7 24 ,

Sigma 90%~95% DNA 2 uL (0.8 g)
1.2 2 pL lipofectamine 2000 48 pL
1.2.1 Tg2576 DNA DMEM , DNA
8 , DNA lipofectamine 2000 ( 100 pL)

K , (11) 20 min, , DNA-
1 NaAc(pH 5.2) lipofectamine 2000 , 37 0.5
, TE 8 g/L mL/L CO, 24~48 h
1.2.6 Western blot SDS- PAGE
1.2.2 AD B 40V 40

Tg2576 hAPP695 min 60V 3h 100 V, 15h
P1 Kpn kozak ; P2 (12 000) 2~3 h (15 000)

Xho ; P3 BamH 1h PVDF , 1~

; P4 BamH P1: GG 2 min, X , ,

GGTACC( Kpn )ACC ATG* GAT GCA GAA TTC 1.2.7 0.4 g/L
CGA CAT; P2: CCG CTCGAG( Xho )TCA* CGC ,0.03 mL/L H,0, 30 min, 0.1 g/L BSA 2
TAT GAC AAC ACC GCC;P3:GGG GGATCC h, ABs (1100)4 , HRP
(BamH )GAT GCA GAA TTC CGA CAT; P4: (1 5 000) 10 min,
GGGGGATCC( BamH )CGC TAT GAC AAC ACC DAB
GCC
1.2.3 PCR Tg2576 2

DNA , P1

P2, PCR AB1p ; 2.1 ABrx ABsn: APBr: PCR
P1 P4, ABu.1 8 g/L ,
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Fig.1 Goal gene amplified by PCR
M: DNA standard marker DL2 000; 1: ABy »(147 bp); 2: ABw.y
(149 bp); 3: ABy..(152 bp)

2.2 pcDNA3.1 - AB; ., pcDNA3.1 -
AB42><2
Kpn Xho
269 bp 137 bp 1 :
pcDNA3.1

PCDNAS3.1- AB.,, PcDNA3.1- ABuol  2)

bp

269
137

2 pcDNA3.1- ABi.4, pCDNA3.1- AB 4.

Fig.2 Restriction analysis of pcDNA3.1- AB,..,, PcDNA
3.1- AB42xz
M: DNA standard marker DL2 000; 1: digestion of pcDNA3.1-
AByewith Kpn  and Xho (269bp); 2: digestion of pcDNA3.1- AB...,
with Kpn and Xho (137bp); 3: digestion of pcDNA3.1 with Kpn
and Xho

2.3 COS-7
cos- 7
SDS- PAGE , ( 3
PVDF ;
pcDNA3.1- AB; 4
4x10° , PCDNA3.1- ABsx

8x10°
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, ( pcDNA3.1 cos-7

3 PAGE
Fig.3 PAGE gel after Coomassie briliant blue R250
staining

M: protein standard marker; 1: cos-7 cell lysate; 2: lysates of
the cos- 7 cell transfected by pcDNA3.1- AR« (8 ku); 3: lysates of
the cos- 7 cell transfected by pcDNA3.1- AB:.»(4 ku); 4: lysates of
the cos- 7 cell transfected by pcDNA3.1

a0

4 Western blot
Fig.4 Western blot analysis of the protein expression of
the recombine plasmid

M: protein standard marker; 1:the cos- 7 cell lysate ; 2:lysates
of the cos- 7 cell transfected by pcDNA3.1; 3: lysates of the cos- 7
cell transfected by pcDNA3.1- AB,.,»(4 ku); 4: lysates of the cos- 7
cell transfected by pcDNA3.1- AR, (8 ku)
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DNA ,
( 70 90 h) AB
A B !
- AR
AB ; ,
72 h ,
SDS- PAGE
: "e ] PCDNA3.1- AB, .,
5 72 h AB1 s, 4x10°,
Fig.5 Immunohistochemistry of the cell transfected (= 72 PCDNAZ.1- ABsx AB e,
h) 8x10°
A: cell transfected by pcDNA3.1(x20); B:cell non- transfected
(%20); C:cell transfected by pcDNA3.1-AB;., (%x32); D:cell pCDNA3.l- ABI-AZ pCDNA3.l-
transfected by pcDNA3.1- AR (%32)
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