INSTRUCTIONS Thermo

Pierce qIP Protein Interaction Tluc
Assay Reagents

82015 82016 2560.2

Number Description

82015 Pierce gIP Protein Interaction Tluc Assay Reagent Set, 150 luciferase assay reactions,
store at -80°C:

Pierce glP Protein Interaction Tluc Assay Buffer, 10mL
Coelenterazine Substrate (100X), 2 amber vials (50uL/vial)

82016 Pierce qlIP Protein Interaction Tluc Assay Reagent Set, 1500 luciferase assay reactions,
store at -80°C:

Pierce gIP Protein Interaction Tluc Assay Buffer, 100mL
Coelenterazine Substrate (100X), 2 amber vials (500uL/vial)

Storage: Upon receipt, store kit components at -80°C. The Pierce qIP Assay Reagents are shipped on
dry ice.
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Introduction

The Thermo Scientific™ Pierce™ Quantitative Immunoprecipitation (qIP) Protein Interaction Kit provides a highly sensitive
luciferase-based assay to measure protein-protein interactions in mammalian cells without Western blotting. The qIP assay
utilizes the smallest and one of the brightest luciferases, Thermo Scientific™ TurboLuc™ (Tluc) Luciferase, fused to a
protein of interest that is transiently co-expressed with an epitope-tagged protein in mammalian cells. The protein interactions
are quantified by measuring Tluc Luciferase activity following pull-down of epitope-tagged proteins with anti-epitope
agarose or magnetic beads. The Thermo Scientific™ Pierce™ ¢IP Protein Interaction Tluc Assay Reagents are only
optimized for the Tluc Luciferase assay for protein interaction studies.

Assay Principle

A schematic of the glIP assay mechanism is shown in Figure 1. A protein of interest (labeled X) is tagged with an epitope tag
and a second, potentially interacting protein (labeled Y) is fused to Tluc Luciferase. The two proteins are transiently
expressed in mammalian cells following tranfection. Cells are lysed and the epitope-tagged protein X is pulled down with
anti-epitope agarose resin or magnetic beads. A luciferase assay is performed to quantitatively measure protein X-Y
interactions without Western blotting. The light output is directly proportional to the amount of protein Y bound to protein X.
The protein interaction is represented by the normalized signal-to-noise ratio. For the negative control, the protein Y-Tluc
Luciferase fusion, together with epitope-tagged red fluorescence protein (RFP), is expressed separately.
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Figure 1. Schematic of glIP assay mechanism and resulting data.

Procedure Summary

Two plasmids, one encoding the epitope-tagged protein of interest (labeled X, Figure 2) and one encoding the potential
interaction protein (labeled Y, Figure 2) fused to Tluc Luciferase, are transfected into mammalian cells. For the negative
control, a plasmid for the protein Y-Tluc Luciferase fusion alone is separately transfected into the cells. After 24 hours, cells
are collected, lysed and centrifuged to generate clear total lysate. The total lysates are incubated with anti-epitope agarose or
magnetic beads for approximately 3 hours. The anti-epitope resin/beads are washed and resuspended in wash buffer. The
resuspended resin slurry is transferred to 96-well plate (triplicates per sample). Luciferase substrate solution is added to each
well, incubated for 10 minutes and relative light units (RLU) are measured with a luminometer.

Cell Lysis
= Pull down with Anti-epitope
Agarose Resin (~3 hrs.)
* Wash
= Resuspend Anti-epitope
Agarose Resins in 160pL
of wash buffer

24 hrs.

@O@ ol ! n Transfer 20L of e~ Wait 10 min.
' o resin resuspension i R
AR
OO0 e
- Add 60pL of Read luminescence
Transfect cells substrate solution on luminometer

with DNAs 24hs. 600 eh

Cell Lysis

* Pull down with Anti-epitope
Magnetic Beads (~3 hrs.)

= Wash and separate beads
with magnetic stand

+ Resuspend Anti-epitope
Magnetic Beads
in 160pL of wash buffer

Pierce Biotechnology PO Box 117 (815) 968-0747 www.thermoscientific.com/pierce
3747 N. Meridian Road Rockford, IL 61105 USA (815) 968-7316 fax

2


http://www.thermoscientific.com/pierce�

Figure 2. Schematic of glP assay procedure.

Related Thermo Scientific Products
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Pierce qIP Protein Interaction Buffer L (1X), 140mL, sufficient for 100 qIP reactions
Pierce qlP Protein Interaction Buffer D (10X), 50mL, sufficient for 100 glP reactions
pCMV MCS N-HA (N-terminus HA tag expression vector)

pCMV MCS C-HA (C-terminus HA tag expression vector)

pCMV MCS N-Myc (N-terminus Myc tag expression vector)

pCMV MCS C-Myc (C-terminus Myc tag expression vector)

pCMV MCS N-Tluc (N-terminus Tluc tag expression vector)

pCMV MCS C-Tluc (C-terminus Tluc tag expression vector)

pCMV RFP C-HA (C-terminus HA tag negative control vector)

pCMV RFP C-Myc (C-terminus Myc tag negative control vector)

pCMV BAD C-HA (C-terminus HA tag positive control vector)

pCMYV BAD C-Myc (C-terminus Myc tag positive control vector)

pCMV Bcl-xL N-Tluc (N-terminus Tluc tag positive control vector)

Pierce Agarose gqIP Protein Interaction Kit, Tluc and HA Tags, 25 qlIP reactions
Pierce Agarose qlP Protein Interaction Kit, Tluc and Myc Tags, 25 gIP reactions
Pierce Magnetic gqIP Protein Interaction Kit, Tluc and HA Tags, 25 qlP reactions
Pierce Magnetic gIP Protein Interaction Kit, Tluc and Myc Tags, 25 glP reactions
TurboFect™ Transfection Reagent

Halt™ Protease Inhibitor Cocktail, EDTA-free

Dulbecco’s Phosphate-Buffered Saline (DPBS)

Pierce Anti-HA Agarose, 2mL

Pierce Anti-HA Magnetic Beads, 1mL

Pierce Anti-c-Myc Agarose, 2mL

Pierce Anti-c-Myc Magnetic Beads, 1mL

Pierce Spin Columns — Screw Cap, 25 columns

Varioskan™ Flash with top reading

Varioskan Flash with top and bottom reading

Varioskan LumiSens Option, factory fitted (also enabling luminometric spectral scanning)
Dispenser option, with 1 mL syringe, factory fitted
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Limited Use Label License: Tluc Luciferases genes

(Thermo Scientific Product Nos. 82023, 82024, 82031, 82032, 82033, 82035, 82036)

The purchase of this product conveys to the buyer the non-exclusive, non-transferable right to use the purchased amount of the product and components of
the product in research conducted by the buyer (whether the buyer is an academic or for-profit entity). This product is sold under license from GeneStream
Private Limited.

Except as set forth herein, the buyer cannot sell, transfer or otherwise provide access to (a) this product or (b) its components to a third party or otherwise use
this product or its components or materials made using this product or its components for Commercial Purposes.

Commercial Purposes means any activity by a party for monetary or other consideration and includes, but is not limited to: (1) use of the product or its
components in manufacturing; (2) use of the product or its components to provide a service, information, or data; (3) use of the product or its components for
therapeutic, diagnostic purposes; or (4) resale of the product or its components, whether or not such product or its components are resold for use in research.

The buyer may transfer information or materials made through the use of these products to a scientific collaborator, provided that a copy of this Limited Use
Label License is made available to this scientific collaborator and the collaborator agrees to be bound by its terms. The buyer shall have no right to modify or
otherwise create variations to the luciferase gene nucleotide sequences except to create reporter gene fusions or splice site variants.

In addition, all buyers must either

a) for determinations of Tluc luciferase activity, use Thermo Scientific Pierce qIP protein Interaction Reagents (listed below)
Product Nos. 82013: Pierce glP Protein Interaction Buffer L (1X), 140mL, sufficient for 100 glP reactions

Product Nos. 82014: Pierce qlP Protein Interaction Buffer D (10X), 50mL, sufficient for 100 gIP reactions

Product Nos. 82015: Pierce glP Protein Interaction Tluc Assay Reagents, 150 luciferase assay reactions

Product Nos. 82016: Pierce glP Protein Interaction Tluc Assay Reagents, 1500 luciferase assay reactions

Product Nos. 82017: pCMV MCS N-HA, 10pg (0.5pg/pl)

Product Nos. 82018: pCMV MCS C-HA, 10ug (0.5pg/ul)

Product Nos. 82019: pCMV MCS N-Myc, 10ug (0.5pg/ul)

Product Nos. 82020: pPCMV MCS C-Myc, 10ug (0.5ug/pl)

Product Nos. 82025: pPCMV RFP C-HA, 10ug (0.5pg/ul)

Product Nos. 82026: pPCMV RFP C-Myc, 10pug (0.5pg/ul)

Product Nos. 82028: pPCMV BAD C-HA, 10ug (0.5ug/ul)

Product Nos. 82029: pCMV BAD C-Myc, 10ug (0.5pg/ul)

Product Nos. 82032: Pierce Agarose qIP Protein Interaction Kit, Tluc and HA Tags, 25 gIP reactions

Product Nos. 82033: Pierce Agarose qIP Protein Interaction Kit, Tluc and Myc Tags, 25 glIP reactions

Product Nos. 82035: Pierce Magnetic qIP Protein Interaction Kit, Tluc and HA Tags, 25 qlP reactions

Product Nos. 82036: Pierce Magnetic qIP Protein Interaction Kit, Tluc and Myc Tags, 25 qlP reactions

or

b) contact proteomics.licensing@thermofisher.com, Pierce Biotechnology, Inc., 3747 North Meridian Road, Rockford, IL 61101, in order to obtain a license.

If the buyer is not willing to accept the limitations of this limited use statement, Pierce Biotechnology, Inc. is willing to accept return of the unused product
with a full refund. By opening and using this product, the buyer agrees to be bound by the conditions of this Limited Use Label License.

For information on purchasing a license to this product for a Commercial Purpose, contact proteomics.licensing@thermofisher.com, Pierce Biotechnology,
Inc., 3747 North Meridian Road, Rockford, IL 61101.

TurboLuc™ (Tluc) Luciferase genes are protected by patents and patent applications that are assigned to GeneStream Private Limited. TurboLuc™
luciferase genes are exclusively licensed to Thermo Fisher Scientific. TurboLuc™ is a registered trademark of Thermo Fisher Scientific.

Products are warranted to operate or perform substantially in conformance with published Product specifications in effect at the time of sale, as set forth in
the Product documentation, specifications and/or accompanying package inserts (“Documentation”). No claim of suitability for use in applications regulated
by FDA is made. The warranty provided herein is valid only when used by properly trained individuals. Unless otherwise stated in the Documentation, this
warranty is limited to one year from date of shipment when the Product is subjected to normal, proper and intended usage. This warranty does not extend to
anyone other than Buyer. Any model or sample furnished to Buyer is merely illustrative of the general type and quality of goods and does not represent that
any Product will conform to such model or sample.

NO OTHER WARRANTIES, EXPRESS OR IMPLIED, ARE GRANTED, INCLUDING WITHOUT LIMITATION, IMPLIED WARRANTIES OF
MERCHANTABILITY, FITNESS FOR ANY PARTICULAR PURPOSE, OR NON INFRINGEMENT. BUYER’S EXCLUSIVE REMEDY FOR NON-
CONFORMING PRODUCTS DURING THE WARRANTY PERIOD IS LIMITED TO REPAIR, REPLACEMENT OF OR REFUND FOR THE NON-
CONFORMING PRODUCT(S) AT SELLER’S SOLE OPTION. THERE IS NO OBLIGATION TO REPAIR, REPLACE OR REFUND FOR PRODUCTS
AS THE RESULT OF (I) ACCIDENT, DISASTER OR EVENT OF FORCE MAJEURE, (1) MISUSE, FAULT OR NEGLIGENCE OF OR BY BUYER,
(111) USE OF THE PRODUCTS IN A MANNER FOR WHICH THEY WERE NOT DESIGNED, OR (IV) IMPROPER STORAGE AND HANDLING OF
THE PRODUCTS.

Unless otherwise expressly stated on the Product or in the documentation accompanying the Product, the Product is intended for research only and is not to
be used for any other purpose, including without limitation, unauthorized commercial uses, in vitro diagnostic uses, ex vivo or in vivo therapeutic uses, or
any type of consumption by or application to humans or animals.

Current product instructions are available at www.thermoscientific.com/pierce. For a faxed copy, call 800-874-3723 or contact your local distributor.

© 2014 Thermo Fisher Scientific Inc. All rights reserved. Unless otherwise indicated, all trademarks are property of Thermo Fisher Scientific Inc. and its
subsidiaries. Printed in the USA.
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