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pProLabel-T Vector Information

puc P CMV IE

ProLabel
HSV TK
polyA+

pProLabel-T

6273 bp

Kan'/Neo'
an/ieo SV40 Large T

SV40 ori

1 ori

SV40 early mRNA
polyA*

Map of pProLabel-T Vector. All restriction sites shown are unique.

Description

pProLabel-T Vector is a mammalian expression vector encoding a fusion of the SV40 large T
antigen at the C-terminus of the ProLabel tag (~6 kDa). Because ProlLabel is the o fragment
of the split B-galactosidase enzyme, the ProLabel-T fusion protein alone has no enzymatic
activity. However, the ProLabel-T fusion can recombine with the Q fragment of 3-galactosidase
to reconstitute an active enzyme. The SV40 polyadenylation signals downstream of the
ProLabel-SV40T gene direct proper processing of the 3'end of mRNA. The vector backbone
also contains an SV40 origin for replication in any mammalian cell line that expresses the SV40
T antigen. A neomyecin resistance cassette (Neo'), consisting of the SV40 early promoter, the
neomycin/kanamycin resistance gene of Tnb, and polyadenylation signals from the herpes
simplex virus thymidine kinase (HSV-TK) gene, allows stably transfected eukaryotic cells to
be selected using G418. A bacterial promoter upstream of this cassette drives expression of
the gene encoding kanamycin resistance in E. coli. The pProLabel-C vector backbone also
provides a pUC origin of replication for propagation in E. coli and an f1 origin for single-
stranded DNA production.

Use

In mammalian cells, this vector expresses the ProLabel-T fusion protein.The ProLabel-T fusion
has no independent enzymatic activity, but when combined in solution with the Q fragment of
B-galactosidase, canreconstitute an active enzyme capable of hydrolyzing achemiluminescent
substrate to give an amplified signal. The recombinant ProLabel vector can be transfected
into mammalian cells using any standard transfection method. ProLabel fusion expression
levels can be monitored in cell lysates using the ProLabel assay. The pProLabel-T construct is
provided in the Matchmaker™ Chemiluminescent Co-IP Vector Set (Cat. No. 630458) as a prey
control construct. The ProLabel-T fusion will interact with AcGFP1-p53 but not with AcGFP1-
Lamin.The ability of ProLabel-T to coimmunoprecipitate with AcGFP1-p53 can be measured
using the ProLabel assay. Please refer to the ProLabel Screening Kits User Manual (PT3789-1)
for additional information on detection of ProLabel fusions.
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pProlLabel-T Vector Vector Information

Location of features

e CMV immediate early promoter
Start: 1 End: 589

ProLabel
Start: 613 End: 780
ProLabel Tag

SV40 LargeT
Start: 868 End: 2736
N-terminal truncation of SV40 LargeT antigen (amino acids 87-709)

f1 single-strand DNA origin
Start: 3189 End: 3644

SV40 early mRNA polyA signal
Start: 3092 End: 3142

SV40 origin of replication
Start: 3985 End: 4120

KAN/NEO resistance
Start: 4169 End: 4963

HSVTK polyA signal
Start: 5199 End: 5217

pUC plasmid replication origin
Start: 5548 End: 6191

Propagation in E. coli

e Suitable hoststrains: DH5a, HB101,and othergeneral purpose strains. Single-stranded DNA production requires
a host containing an F plasmid such as JM101 or XL1-Blue.

Selectable marker: plasmid confers resistance to kanamycin (50 pg/ml) in E. coli hosts.

E. colireplication origin: pUC

Copy number: ~500

Plasmid incompatibility group: pMB1/ColE1
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Note: The attached sequence file has been compiled from information in the sequence databases, published
literature, and other sources, together with partial sequences obtained by Clontech.This vector has not been
completely sequenced.

Notice to Purchaser

Clontech products are to be used for research purposes only. They may not to be used for any other purpose, including, but not limited
to, use in drugs, in vitro diagnostic purposes, therapeutics, or in humans. Clontech products may not be transfered to third parties,
resold, modified for resale, or used to manufacture commercial products or to provide a service to third parties without written approval
of Clontech Laboratories, Inc.

CMV Sequence

ProLabel™ Products

This product is intended to be used for research purposes only. It is not to be used for drug or diagnostic purposes nor is it intended
for human use. Clontech products may not be resold, modified for resale, or used to manufacture commercial products without
written approval of Clontech Laboratories, Inc.

PCR

DISCLAIMER OF RIGHTS

No license is conveyed with the purchase of this product under U.S. Patents Nos. 5,804,375, 5,994,056 and
6,171,785, and corresponding patent claims outside the U.S., relating to the 5’ nuclease and dsDNA-binding dye processes. Further
information on purchasing licenses may be obtained by contacting the Director of Licensing, Applied Biosystems, 850 Lincoln Centre
Drive, Foster City, California 94404, USA.
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