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Vector Information

« Positive control for the pCMV / hygro-HA.

+ Designed for mammalian expression, stable or transient.

» Hygromycin resistance gene for selection of stable cell lines.

Description

Vector Name

Vector Size
Vector Type

Expression Method

Promoter
Antibiotic
Resistance
Selection In
Mammalian Cells
Protein Tag

Sequencing Primer

pCMV / hygro-Positive Control Vector (C-terminal Fc-Myc tag) Sequence and Quality Control
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781

pCMV / hygro-Positive Control Vector (C-terminal

Fc-FLAG tag)
6332bp

Mammalian Expression Vector
Constitutive, Stable / Transient

CMvV

Ampicillin

Hygromycin
Flag

Forward:T7(TAATACGACTCACTATAGGG)
Reverse:BGH(TAGAAGGCACAGTCGAGG)

ATGGGCTGGT

CCTGCATCAT

CCTIGITCCIC

Physical Map

AmP(R)\

GIGGCGACCG

Hygro(R)

pCMV-Fc-flag
6332 bp

CGACCGGGGT

CMV promoter
T7 primer

Kozak
Kpnl(920)
signal peptide

.ﬂ,
Fe

flag

——
- Xhol(1706)
BGH reverse primer

SV40 early promoter

ccacaccleac

CCCAAATCIT
GGACCGICAG
CCTGAGGICA
TGGTACGTIGG
AACAGCACGT
AAGGAGTACA
TCCAAAGCCA
GAGCTGACCA
ATCGCCGTGG
GTGCTGGACT
TGGCAGCAGG

ACGCAGAAGA
TAR

1. Signal peptide

2. GCT was the nucleotide residue from the restriction site during plasmid construction, which has no influence on

protein expression.

3.FLAG Tag

CTGACARANC
TCTTCCICIT
CGTGCGTIGGT
ACGGCGTGGA
ACCGTGIGGT
AGTGCAAGGT
AAGGGCAGCC
AGRACCAGGT
AGTGGGAGAG
CCGACGGCTC
GGAACGTICIT

GCCTCTICCCT

TCACACATGC
CCCCCCRARA
GGTGGACGTG
GGTGCATAAT
CAGCGTICCIC
CTICCAACARAR
CCGAGARACCA
CAGCCTIGACC
CRATGGGCAG
CTITCTTICCIC
CTCATGCTICC

GICTCCGGGT

CCACCGTIGCC
CCCAAGGACA
AGCCACGAAG
GCCAAGACRA
ACCGTICCTGC
GCCCTCCCAG
CAGGTIGTACA
TGCCTIGGICA
CCGGAGAACA
TACAGCARAGC
GTGATGCATG

CAGCACCTIGA
CCCTCATGAT
ACCCCGAGGT
AGCCGCGGGA
ACCAGGACTG
CCCCCATCGA
CCCTGCCCCC
AAGGCTICTA
ACTACAAGAC
TCACCGIGGA
AGGCTCTGCA

ACTCCTIGGGG
CTCCCGGACC
CAAGTTCRAC
GGAGCAGTAC
GCTGAATGGC
GAARACCATC
ATCCCGGGAT
TCCCAGCGAC
CACGCCICCC
CAAGAGCAGG
CAACCACTAC

AAAGCT2GATT ACAAGGATGA CGACGATAAGS
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Detect Positive Control Vector Expression by Western Blot

~__ Lanes

~ A B C 1]
Items \'1‘-1.,
Fe-FLAG Fc-HA Fc-Myc Fc-His
Sample Transfected 293 Transfected 293 Transfected 293 Transfected 293
Cell Lysate Cell Lysate Cell Lysate Cell Lysate
Sample Volume 5 ng/flane 1 ug/lane
- i Commercial FLag | AntifiA Tae Anti MycTag | . omercial His
Primary antibody . Antibody (Catil | Antibody (Catil .
Tag Antibody . . Tag Antibody
1000284410} 100029-408D)
Primary antibody 1-1000 1 we/nl

Concentration

Secondary
Antibody

Dylight 800-Labeled Antibody To Mouse IgG (HHL), at 1:7500 dilution.

Gel

13% SDS-PAGE reducing gel

Plasmid Resuspended Protocol

P w0 N PE

Speed is less than 4000 rpm.

5. Store the plasmid at -20 C.

Centrifuge the tube for 5~10 min at 4,000 rpm.
Carefully open the tube and add 100 pl of sterile water to dissolve the DNA.

Close the tube and incubate for 10 minutes at room temperature.

Protocol :

The 6 pg of plasmid was transfected into 20 ml of
HEK293H suspension cells with Sinofection
reagent (Cat# STFO1). Experssion cells were
cultured for 4d at 37°C (5% CO,). The 2X107 of
cells were lysed in 1 ml of ice-cold modified RIPA
Lysis Buffer with protease inhibitors cocktail
(Sigma) by homogenization. The protein
concentration of cell lysate was measured by BCA
kit, and 1~5 pg of lysate were detected by western
blotting using specific anti-tag antibody.

Briefly vortex the tube and then do a quick spin to concentrate the liquid at the bottom.

E.coli strains for transformation (recommended but not limited)

Most commercially available competent cells are appropriate for the plasmid, e.g. TOP10, DH5a and TOP10F".

Storage

The lyophilized plasmid can be stored at ambient temperature for three months.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.

. +86-400-890-9989 (Global), +1-215-583-7898 (USA), +49(0)6196 9678656 (Europe)

Website: http://www.sinobiological.com



http://www.sinobiological.com/

