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Limitation of Liability and

Limited Use Label License

LI-COR IRDye® Infrared Dyes and reagent products
are offered for research purposes only and are not
intended for human therapeutic or diagnostic use. The
purchase of this product conveys to the buyer the
non-transferable right to use the amount of product
purchased and the components of the product in
research conducted by the buyer (whether the buyer
is a not-for-profit, academic or for-profit entity). The
buyer shall not sell or otherwise transfer this product,
its components, or materials made there from to any
third party. Buyer shall not use this product or its
components for commercial purposes. The term
“commercial purposes” shall mean any activity by a
party for consideration and may include, but is not
limited to, use of the product or its components (i) in
manufacturing, (ii) to provide a service, information or
data, (iii) for therapeutic, diagnostic or prophylactic
purposes, or (iv) for resale, whether or not such
product or its components are resold for use in
research. The use of this product by the buyer
constitutes agreement with the terms of this limited
use label license for LI-COR IRDye infrared dyes and
reagent products. Inquiries regarding the licensing of
one or more IRDye infrared dyes should be submitted
by e-mail to busdev@licor.com.

LI-COR BIOSCIENCES DOES NOT PROVIDE
RESEARCH ADVICE OR DETERMINE OR
RECOMMEND ANY POTENTIAL USES FOR IRDYE
INFRARED DYES AND REAGENT PRODUCTS.
LI-COR BIOSCIENCES MAKES NO WARRANTIES
OF ANY KIND, EITHER EXPRESS OR IMPLIED, AS
TO ANY MATTER INCLUDING, BUT NOT LIMITED
TO, WARRANTY OF FITNESS FOR PURPOSE, OR
MERCHANTABILITY OR RESULTS OBTAINED
FROM USE OF IRDYE INFRARED DYES. IN NO
EVENT SHALL LI-COR BE LIABLE FOR LOST
PROFITS, CONSEQUENTIAL, EXEMPLARY,
SPECIAL, DIRECT, INCIDENTAL, OR PUNITIVE
DAMAGES, OR ATTORNEY FEES, EVEN IF LI-COR
HAD BEEN ADVISED OF, KNEW, OR SHOULD
HAVE KNOWN, OF THE POSSIBILITIES THEREOF.
NO EMPLOYEE, AGENT OR REPRESENTATIVE
OF LI-COR HAS THE AUTHORITY TO BIND LI-COR
TO ANY ORAL REPRESENTATION OR WARRANTY
EXCEPT AS SPECIFICALLY SET FORTH HEREIN.

© 2012 LI-COR, Inc. LI-COR is an ISO 9001
registered company. IRDye reagents and Odyssey
Imaging systems are covered by U.S. and foreign
patents and patents pending. LI-COR, IRDye, and
Odyssey are registered trademarks of LI-COR, Inc. in
the United States and other countries. All other
trademarks belong to their respective owners.
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Quick Western Kit — IRDye® 680RD

Applications

The Quick Western Kit — IRDye 680RD provides a universal antibody detection reagent that can
be combined with the primary antibody incubation step, eliminating the need for a secondary
antibody. The overall time to complete a Western blot is reduced while providing the advan-
tages of near infrared detection. The kit can be used to detect primary antibodies from a variety
of hosts and has been shown to recognize primary antibodies to recombinant tagged proteins
(e.g. 6X His, Myc, FLAG, etc.).

The kit also serves as a detection solution for post-immunoprecipitation samples by Western
blot because it does not bind to denatured mouse monoclonal or rabbit monoclonal antibodies.
The key benefit is the ability to use the same antibody for immunoprecipitation and post-
immunoprecipitation detection by Western blot.

For additional protocols, please reference the Odyssey® or Aerius Imaging System Applications
Manuals included with all instrument installations, or download from http://biosupport.licor.com.

Kit Components

* |IRDye 680RD Detection Reagent
* Odyssey Blocking Buffer
* Quick Reference Card

Additional Reagents Required

* 1XPBS

* Primary Antibody

* 1X PBS-T (1X PBS containing 0.1% Tween® 20)
e 20% Tween 20

20% SDS (If using PVDF membrane)

IRDye 680RD Detection Reagent Properties
Fluorophore: IRDye 680RD

Excitation Wavelength: 676 nm (in PBS)

Emission Wavelength: 694 nm (in PBS)

Form of Detection Reagent: IRDye 680RD Detection Reagent, lyophilized in water. Contains
10 mg BSA (IgG and protease free) per mg of Detection Reagent as a stabilizer and 0.01%
sodium azide as a preservative.

Warning: Sodium azide is a poisonous and hazardous substance. Handle with care and
dispose of properly.

Purity and Specificity

IRDye 680RD Detection Reagent is known to have high affinity for IgG from human, mouse,
rabbit, guinea pig, goat, sheep, pig, cow, cat, dog, and donkey. The Detection Reagent is
known to have lower affinity for mouse 1gG+, mouse IgA, rat, horse, and hamster IgGs and will
not detect primary antibodies from a chicken host. The Detection Reagent has been specifically
tested and qualified for Western blot applications. If additional affinity is required, please use
IRDye conjugated secondary antibodies for detection.

Reconstitution and Storage

Protect from light. Store at 4°C. Reconstitute contents of vial with 0.25 mL 1X PBS. Mix
gently by inverting, and allow to rehydrate for at least 60 minutes (protect from light) before use.
Centrifuge product if solution is not completely transparent after standing at room temperature.
This product is stable for up to 3 months at 4°C when stored in the reconstituted form.
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Western Detection Protocol — Quick Western Kit

1.

Pre-wet Membranes

¢ Nitrocellulose membranes: pre-wet in 1X PBS.

* PVDF membranes: briefly pre-wet in 100% methanol and rinse with ultrapure water before wetting in PBS.

Block the membrane:

* Block the membrane with Odyssey® Blocking Buffer for 1 hour* at room temperature
*Shorter blocking times (e.g. 30 min) may provide equivalent results

» Use enough blocker to cover membrane (e.g. 10 mL for a 7 x 8 cm membrane)

Prepare Detection Solution:
Primary Antibody and IRDye® 680RD Detection Reagent in Odyssey Blocking Buffer

e Add primary antibody (dilute as recommended by vendor) to Odyssey Blocking Buffer

¢ Add the IRDye 680RD Detection Reagent to the primary antibody + Odyssey Blocking Buffer solution
* Add 1 uL of Detection Reagent to every 1 mL of Odyssey Blocking Buffer (1:1000 dilution)
¢ Add detergent:

Nitrocellulose membranes: 0.2% Tween® 20* to the Detection Solution
PVDF membranes: 0.2% Tween 20* and 0.02% SDS* to the Detection Solution

*Note: Optimization is required to determine final concentrations of detergents.
Concentrations can range from 0.1 — 0.2% Tween 20 and 0.02 — 0.1% SDS.

Decant and discard blocker.

Add Detection Solution (prepared in step 3)

Incubate using your standard primary antibody incubation time, at room temperature on a platform shaker; protect from

light.

Wash Membrane

Decant antibody solution and rinse blot briefly in 15 mL of 1X PBS-T (1X PBS + 0.1% Tween 20).
Decant.

* Add 15 mL of 1X PBS-T and incubate at room temperature on platform shaker protected from light for 5 minutes.

Decant.
Repeat wash step 2 more times.

Rinse membrane with 15 mL of 1X PBS.

Scan membrane (wet or dry) on an Odyssey or Aerius Imaging System using the 700 nm detection channel.
« Instrument settings may need to be optimized for best image appearance. Adjust scan intensity settings, as needed.
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+ Ab IP
Cell lysate

A431 cell lysates were
immunoprecipitated
overnight with a mono-
clonal antibody against
p53. The resulting immu-
noprecipitates were

separated by SDS-PAGE.

Lane 1: Negative IP
control; Lane 2: Test
sample ; Lane 3: A431
cell lysate positive
control. Western blotting
was performed using the
same p53 monoclonal
antibody and incubated
with IRDye 680RD
Immunoprecipitation
Detection Reagent.

1 2 3456789

Two-fold dilutions of crude
lysate containing an over-
expressed 6X-His tagged
DNA polymerase were
loaded in Lanes 3-7. A
His-tag molecular weight
marker (Invitrogen) was
loaded in Lanes 1 & 9.
The nitro-cellulose mem-
brane was blocked with
Odyssey Blocking Buffer
and probed with anti-His
Tag Rabbit Polyclonal
Antibody (GenScript;
1:500) and IRDye 680RD
Detection Reagent
(1:1000) for 1 hour. The
image was collected on
Odyssey CLx.
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