


Amersham ECL Direct

ECL Direct™ is the most rapid nonradioactive labeling
and detection system available. It is an easy-to-use
system for high- to medium-target amounts. ECL Direct
employs the convenience of direct enzyme labeling (no
blocking or antibody stages) to label DNA or RNA probes
with horseradish peroxidase (HRP).

Other features include:

e Rapid results: Direct probe labeling in a 10-min reaction, 1 h
from hybridization to detection with ECL Direct, Hybond™ N+
and Hyperfilm™ ECL.

e Ease of handling: Eliminates handling, waste, and regulatory
issues associated with the use of radioactivity.

e Simple reprobing: No need to strip blots before reprobing.

This makes ECL Direct the ideal labeling and detection system for
applications requiring rapid throughput and fast results.



Using ECL Direct

Probe labeling

To label the probe, denatured single-stranded DNA

or RNA probe is added to the labeling solution.
The positively charged HRP complex is bound
electrostatically to the negatively charged DNA.
Glutaraldehyde is added to covalently cross-

link the HRP to the probe (Fig 1). The probe can
either be used directly in hybridization without
purification or it can be stored in 50% glycerol for
several months at -15 °C to -30 °C.

Hybridization

Specially formulated ECL Gold Buffer which
stabilizes the activity of the enzyme is used for
both the 15-min prehybridization and the probe
hybridization step, which is typically carried out
overnight (Fig 2). For colony or plaque screens, a
2-4 h hybridization is sufficient.

Detection

For detection, the blots are hybridized for 1 min in
the detection reagent which combines luminol—a
substrate for HRP—and an enhancer to maximize
light output (Fig 3). The blots are then exposed to

either Hyperfilm ECL for several minutesto 1 h or

a light-capture scanning device. ECL Direct detects

down to 500 fg of target DNA.
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Fig 3. Detection.

Fig 1. Probe labeling.
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Fast and accurate results with
Amersham ECL Direct

Strong signals with low background

ECL Direct provides consistent results with the
use of ECL Gold Hybridization Buffer. The ECL Gold
Hybridization Buffer contains a novel rate enhancer

that gives high sensitivity with very low backgrounds

on nylon membranes. It also enables lower
hybridization temperatures which protect the
HRP enzyme.

Reprobing

HRP is inactivated by the chemiluminescent
reaction so there is no need to strip blots before
reprobing. This saves time and avoids possible
membrane damage, which is often the limiting
factor for the number of times a blot can be
reprobed.

Recommended applications

ECL Direct is particularly useful for applications
that require a blot to be reprobed several times
and also for screening applications requiring rapid
throughput and fast results. Examples include:

¢ High- to medium-target Southern and
Northern blots

 Colony/plaque lifts
e Dot/slot blots

e (Genome mapping

e PCR product analysis
e Library screens

Fig 4. Random YAC DNA digested with Pvu Il and hybridized with
Alu I human DNA repetitive probe (exposure time of 30 min), using
ECL Direct labeling.

. B | . |

A B

Fig 5. Reprobing. Comparison of 1st and 6th reprobing of
Southern-blotted human genomic DNA bound to Hybond-N+.
Minimal reduction in signal intensity is observed. (A) 1st reprobing;
(B) 6th reprobing.



Ordering information

ECL Direct Labeling and Detection System

ECL Direct Labeling and Detection System

ECL Direct Labeling module
ECL Detection Reagents

ECL Detection Reagents

ECL Gold Hybridization Buffer

Related Products

VacuGene™ XL Vacuum Blotting Unit
PR 648 Slot Blot Manifold, 48-well
Hybond-N+

Hybridization Oven/Shaker 220/240 V
Hybridization Oven/Shaker 110/115 V
Hyperfilm ECL

Imaging Systems

To label 5 ug

To label 10 ug

To label 5 ug

For 2000 cm? membrane
For 4000 cm? membrane

Sufficient for 4000 cmn? membrane

1
1
see catalog for full product range
1
1
see catalog for full product range

see catalog for full product range

RPN3000
RPN3001
RPN3005
RPN3004
RPN2105
RPN3006

80-1266-24
80-6095-58

RPN2510E
RPN2511E



General Electric Company reserves the right, subject to
any regulatory approval if required, to make changes in
specifications and features shown herein, or discontinue
the product described at any time without notice or
obligation. Contact your GE Representative for the most
current information.

AlkPhos Direct, Amersham, ECF, Hybond, Hyperfilm, and
Typhoon are trademarks of GE Healthcare Companies.

CDP-Star is a trademark of Tropix Inc.

ECL Direct is covered by US patent numbers 373017 and
513040 and foreign equivalents and is sold under license
from Institut Pasteur.

© 2006 General Electric Company—All rights reserved.
GE and GE Monogram are trademarks of General
Electric Company.

www.gehealthcare.com/na_blotting
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Asia Pacific
T+85 65 62751830
F +85 65 62751829

Australasia
T+61 288208299
F+61 2 8820 8200

Austria
T01/57606 1613
F01/57606 1614

Belgium
T0800 73 890
F 02 416 8206

Canada
T 1800 463 5800
F 1800567 1008

Central & East Europe

T+431972720
F+431972722 750

Denmark
T+45 70 25 24 50
F +45 45 16 2424

Eire
T1800 709992
F +44 1494 542010

Finland & Baltics
T+3589 512 3940
F+358 9512 39439

imagination at work

France
T0169356700
F0169419877

Germany
708009080 711
F 08009080 712

Greater China
T +852 2100 6300
F +852 2100 6338

Italy
T 02 26001 320
F 02 26001 399

Japan
781353319336
F 81353319370

Korea
T82 262013700
F 82262013803

Latin America
T+5511 3933 7300
F+5511 3933 7304

Middle East & Africa
T+30 21096 00 687
F+30 210 96 00 693

Netherlands
T 0800-82 8282 1
F 0800-82 82824

Norway
T+47 81565777
F+47 815 65 666

Portugal
T21417 7035
F21417 3184

Russia, CIS & NIS
T+7 495956 5177
F+7 495956 5176

Spain
7902117265
F 93594 49 65

Sweden
T018 612 1900
FO018612 1910

Switzerland
T 0848 8028 10
F 0848 8028 11

UK
70800515313
F 0800 616 927

USA
T+1800 526 3593
F+1877 2958102



