DiscoverX

PpCMV-ProLink™

Mammalian Cloning Vectors Datasheet

Vectors for expressing ProLink-tagged fusion proteins in EA parental cell-
lines

Vector Part Number

pCMV-ProLink Cloning Vector Bundle 93-0491

(Includes pCMV-ProLink 1 Vector, pCMV-ProLink 2 Vector, pCMV-
ARMS1-ProLink 2 Vector and pCMV-ARMS2-ProLink 2 Vector)

pCMV-ProLink 1 Vector 93-0167
pCMV-ProLink 2 Vector 93-0171
pCMV-ARMS1-ProLink 2 Vector 93-0489
pCMV-ARMS2-ProLink 2 Vector 93-0490

Read the entire product insert fully before beginning the assay.

For additional information or Technical Support, contact info@discoverx.com or visit
www.discoverx.com.
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Overview

Technology
Principle

DiscoverX cell-based products feature the powerful in vivo application of the
established Enzyme Fragment Complementation technology pioneered by
DiscoverX. In this approach, two complementing fragments (ProLink, a small
enzyme donor fragment, and EA, a larger enzyme acceptor fragment) of the -
galactosidase (B-gal) enzyme are expressed as protein fusions in stably transfected,
clonally derived cells. pCMV-ProLink™ cloning vectors are intended for cloning a
GPCR or other protein of interest with ProLink as a C-terminal tag, and subsequently
transfecting into a parental cell line containing an EA-tagged protein. The ProLink tag
is similar to the ProLabel™ tag used in other EFC technologies from DiscoverX,
however ProLink has been optimized to detect protein-protein interactions.

In the GPCR B-arrestin system, upon activation by a compound, the tagged GPCR is
phosphorylated, providing a binding site for -Arrestin:EA, which is expressed in the
PathHunter® B-Arrestin Cell Line. The interaction of 3-Arrestin and the GPCR forces
the interaction of ProLink and EA, thus allowing complementation of the two
fragments of 3-gal to form a functional enzyme capable of hydrolyzing a substrate
molecule and generating a chemiluminescent signal.

ProLink2 tag has higher affinity for EA than the original ProLink tag (~3-fold greater)
and is useful for weak protein:protein interactions.

G-protein Receptor Kinase (GRK) phosphorylates GPCRs; facilitating recruitment of
Arrestins. The Arrestin Recruitment Modifying Sequence (ARMS*) is a GRK
consensus phosphorylation site deduced from analysis of GPCRs that generate a
high signal to background in the PathHunter assay. The addition of ARMS can
improve assays that have a low signal-to-background ratio.

ProLink Vectors

Vector Name Prod. No. [ Vector Features Application

pCMV-ProLink 1 93-0167 Low Affinity PK1 tag Standard protein:protein
interaction assays

pCMV-ProLink 2 93-0171 High Affinity PK2 tag Weak protein:protein
interactions

pCMV-ARMS1- 93-0489 High affinity PK2 tag; Improve signal-to-background

ProLink 2 ARMS1 sequence (S:B) ratios by addition of an
ARMS1 sequence

pCMV-ARMS2- 93-0490 High affinity PK2 tag; Improve S:B ratios by addition

ProLink 2 ARMS?2 sequence of ARMS2

*ARMS is an 18-21 amino acid spacer between the GPCR and the PK tag that has been shown to enhance B-Arrestin
recruitment thus improving S:B in the PathHunter assays. ARMS1 and ARMS2 are different variants of the 18-21
amino acid spacer.
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Vector The pCMV-ProLink vectors are proprietary protein expression vectors ready for sub-
cloning your GPCR or other protein of interest. The resulting plasmid pCMV-protein-
ProLink, when expressed in a mammalian cell, will have a ProLink tag on the C-
terminus of the protein.

For the text sequence of the vector(s), please address an email with your request
and the vector’s product code to techsupport@discoverx.com.

l\/Iate_ria'S e 10 pg of pPCMV-ProLink plasmid DNA (frozen) as specified on the tube label.
Provided Store at —20°C until use.

e Product insert containing vector map.

Materials Not

: e PathHunter Parental Cell Lines (DiscoverX, Cat. # Many)
Provided

e PathHunter Detection Kit (DiscoverX, Cat. # 93-0001 Series)
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Cloning Notes

Cloning e ProLink sequence does not contain a start codon.

Information e A proper start sequence and Kozak sequence should be present in the GPCR or
other protein of interest. DiscoverX uses ACC (Kozak sequence) immediately
prior to the ATG start codon to enhance expression.

e The GPCR or other protein of interest must be in frame with ProLink peptide and
not contain a stop codon. Restriction sites may require nucleotide additions to
maintain reading frame integrity. See example below for Hind Ill site.

Using Lac Z as Gene-X is not recommended.
Use 50 yg/mLKanamycin for propagating plasmid DNA in E. coli cells.

Multiple Cloning Site Sequence*:

Sacl
Nhel Bglll Hindlll

I R * R Y R T Q I S S =) s F E L G G

I T T T T T T T T T T T T T T T T T T
ATC CGC TAG CGC TAC CGG ACT CAG ATC TCG AGC TCA AGC TTC GAA TTG GGA GGT

*For the entire ProLink tag text sequence, please address an email with your request and the product code
93-1067 to info@discoverx.com.

Example of GPCR Properly Inserted In-Frame with ProLink Tag:

No Stop Codon

I 3

GPCR Coding Sequence T Hindlll ProLink

C s T N D S L L S s F E L G G
"TGT 'AGT 'ACA AAT GAC TCA CTG cTG ' |rch ' 'ace 'TTc 'GAA 'TTG GGA ' GGT |

|

Two Nucleotides Added

Important Note: When designing a PCR primer for the 3’ end of the GPCR, the GPCR stop codon should be
removed. Primers must also be designed for in-frame fusion with ProLink. For example, when using the Hind
Il site, add two nucleotides before the AAGCTT to ensure that the reading frame is maintained between the
GPCR and ProLink. Other restriction sites require nucleotide additions as well to maintain reading frame
integrity.
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Vector Maps
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CMV Promoter
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Detection

Detection For ProLink-tagged fusion protein detection in PathHunter® 3-Arrestin Parental Cell
Reagents Lines (expressing EA), follow the step-by-step protocol in the PathHunter Detection
Reagents (93-0001 Kit Series) product insert.

Limited Use License Agreement

These products may be covered by issued US and/or foreign patents, patent application and subject to
Limited Use Label License.

Please visit www.discoverx.com/license for a list of products that are governed by limited use label license
terms and relevant patent and trademark information.
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