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Amersham™ QuickStain

Instructions for use

Introduction

Product code
RPN4000

Important
Read these instructions carefully before using the products.

Intended use

The products are intended for research use only, and not to be used
inany clinical or in vitro procedures for diagnostic purposes.

Safety

For use and handling of the products in a safe way, refer to the Safety
Data Sheets.

Storage
Storeat-15°Cto-30°C.

Expiry
See outer packaging.

Components

The Cy™5 dye reagent is provided in solution, dissolved in dimethyl
sulfoxide (DMSO).

The labeling buffer consists of Tris(hydroxymethyl)methylamine
(TRIS) and Sodium Dodecyl Sulphate (SDS).

Description

Amersham™ QuickStain is a kit with a Cy5 fluorophore and labeling
buffer for easy detection of proteins in SDS-PAGE gels and on
Western Blot membranes. The ready-to-use Cy5 NHS ester and Tris
labeling buffer ensure robust and consistent labeling for detection of
proteinsin diverse samples.

Samples are pre-labeled using Cy5 dye reagent prior to electropho-
resis. This enables direct detection of pre-labeled proteinsin the
sample, eliminating the need for post-staining the gel. In Western
Blotting (WB), Cy5 pre-labeled proteins are separated in the gel
during electrophoresis and then transferred fromthe geltoa
membrane. Pre-labeled samples can be used for normalizationin
WB, in which the total protein signal on the membrane is used as
loading control.
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Protocols

The table below lists the pre-labeling protocols recommended for
SDS-PAGE and WB.

Quick pre-labeling ® (Canbelabeledin 5 minutes for qual-
itative analysis.

Western pre-labeling Can be used for labeling cell lysates,
tissue extract, or purified protein

samples prior WB analysis.

® (Celllysates and tissue extracts are
diluted in lysis buffer.

® Purified proteins are diluted in
labeling buffer.

Standard pre-labeling Label for 30 min at room tempera-
ture for minimal labeling variation

across samples.

® Samplesarediluted 10 times with
labeling buffer to make sure repro-
ducible labeling for diverse sample
types.

Important notes

® Samples containing a wide range of protein concentrations from
aslittle as 1 ng/pL can belabeled. The exact protein concentra-
tion of the sample does not need to be known.

® For quantitative comparisons, itisimportant to use the same
protocol, labeling time, and reaction volumes.

® |fsamplesneed to be diluted, itis recommended to dilute purified
protein samples 1:10 in labeling buffer,and complex samplesin
their original lysis buffer.

® Forreducing SDS-PAGE, add freshly prepared DTT to the loading
buffer, to a final concentration 40 mM. This will also stop the
labeling reaction.

® Fornon-reducing SDS-PAGE, omit the DTT. For quantitative
applications add lysine to the loading buffer, 10 mM final concen-
tration, to stop the labeling reaction.

® |ftheelectrophoresisrunwill be performed at a later stage, store
the pre-labeled samplesin loading buffer at-20°C.

® Nitrocellulose and PVYDF membranes with low auto-fluorescence
properties are recommended in WB applications.

® Protocols canbescaled up as long as the relative proportions of
the reagent volumes are kept constant.
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® |fthesample proteins are not compatible with SDS use an alter-
native labeling buffer, e.g., Tris pH 8.7.

® For WBof pure proteins, it isrecommended to use the standard
SDS-PAGE protocol. Dilute the Cy5 in water (1:10) prior to use to
avoid signal saturation if needed.

Preparations
Step Action
1 Take out one vial of Cy5 and one vial of labeling buffer (if

needed) from the freezer.
2 Thaw the pre-labeling components completely.

3 Equilibrate the Cy5 vial to room temperature before opening to
avoid moisture condensation.

4 Briefly spin down the Cy5 dye reagent liquid using a centrifuge.

5 Perform the labelingin 0.5 mL tubes.

After pre-preparation of the dye and labeling buffer, proceed to the
protocol for preferred application.

Pre-labeling
Follow the steps in the sections below for different pre-labeling
protocols.

Standard pre-labeling protocol, 40 pL final volume

Step Action

1 Set the temperature of the heating block to 95°C.

2 Dilute 2 pL of the sample by adding 17 pL labeling buffer and
mix.

3 Add 1 pL of Cy5 dye reagent. Mix thoroughly by quickly
vortexing.

4 Incubate at room temperature for 30 minutes.

Note:
It isimportant to make sure that the labeling volume and time
are equal for all samples.

Add 20 pL of 2x Loading buffer with freshly prepared DTT.
Heat the samples at 95°C for 3 minutes.

Spin down the samples.

o N o o

Perform the electrophoresis according to manufacture's
instruction.

Quick pre-labeling protocol, 40 pL final volume

Follow the steps as described for standard pre-labeling protocol. In
step 4, incubate with Cy5 at 95°C for 3 to 5 minutes.

Western pre-labeling, 40 pL final volume

Step Action

1 Set the temperature of the heating block to 95°C.

2 Add 2 to 19 pL cell lysate or tissue extract sample and fill up to
avolume of 19 pL using original sample lysis buffer. For purified
proteins dilute 1:10in labeling buffer.

3 Add 1 pL of Cy5 dye reagent diluted 1:10 in ultra pure water.
Note:

The diluted dye must be freshly prepared and used within 30
minutes.

4 Briefly vortex to mix thoroughly. Incubate at room tempera-
ture for 30 minutes.

5 Add 20 pL of 2x Loading buffer with freshly prepared DTT (final
concentration 40 mM).

6 Heat the samples at 95°C for 3 minutes.

7 Spindown the samples.

8 Perform the electrophoresis and WB procedure according to
manufacturer'sinstruction.

Related products

For more information on products, pack size, and information on
additional products, visit cytiva.com/westernblotting.
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Give feedbackon this document

Visit cytiva.com/techdocfeedback or
scan the QR code.
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Cytivaand the Drop logo are trademarks of Life Sciences IP Holdings Corp.oran
affiliate doing business as Cytiva.

Amershamand Cy are trademarks of Global Life Sciences Solutions USA LLC or an
affiliate doing business as Cytiva.

The purchase of CyDye products includes a limited license to use the CyDye
products forinternal research and development but not for any commercial
purposes. Cy and CyDye are trademarks of Global Life Sciences Solutions USA LLC or
an affiliate doing business as Cytiva. A license to use the Cy and CyDye trademarks
for commercial purposes is subject to a separate license agreement with Cytiva.
Commercial use shallinclude:

1. Sale,lease, license or other transfer of the material or any material derived or
produced fromit.

2. Sale, lease, license or other grant of rights to use this material or any material
derived or produced fromit.

3. Useof this material to perform services for a fee for third parties, including
contractresearch and drug screening.

Ifyourequireacommercial license touse the Cy and CyDye trademarks,
please contactLSlicensing@cytiva.com.

Any other third-party trademarks are the property of their respective owners.
©2020-2022 Cytiva

For local office contact information, visit cytiva.com/contact
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