For detection of fluorescein-labelled probes
in Northern, Southern and dot blots

RPN3510
RPN3511

STORAGE:

Store at 2-8 °C

STABILITY:

The kit components are stable for
at least 3 months when stored
under the recommended conditions.

Warning: For research use only.

Not recommended or intended for diagnosis
of disease in humans or animals. Do not use
internally or externally in humans or animals.

<+ Amersham



SYSTEM COMPONENTS

Gene Images™ CDP-Star™ detection module (RPN3510) consists
of:

Anti-fluorescein alkaline phosphatase conjugate: 150 ul, 5000x
stock

Liquid block: 2 x 100 ml, for use in antibody blocking
CDP-Star* detection reagent: 100 ml, ready for use
Detection bags: 8 bags for use during application of the detection

reagent and subsequent exposure to film.

RPN3511 consists of 2 x RPN3510.

*See licensing information on back cover.
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SAFETY WARNINGS AND
PRECAUTIONS

Warning: For research use only. Not recommended or intended for
diagnosis of disease in humans or animals. Do not use internally or
externally in humans or animals.

All chemicals should be considered as potentially hazardous. We
therefore recommend that this product is handled only by those
persons who have been trained in laboratory techniques and that it
is used in accordance with the principles of good laboratory
practice. Wear suitable protective clothing such as laboratory
overalls, safety glasses and gloves. Care should be taken to avoid
contact with skin or eyes. In the case of contact with skin or eyes
wash immediately with water. See material safety data sheet(s)
and/or safety statement(s) for specific advice.



DESCRIPTION

The Gene Images CDP-Star detection module is an improvement
over the original Fluorescein Gene Images dioxetane module. The
new substrate (CDP-Star) has a more rapid light output which
minimizes the effect of the lag phase previously associated with
decomposition of stabilized dioxetanes. Consequently, exposures to
film made in the first few hours after addition of the substrate to a
membrane will produce a much stronger signal than previously.
Following hybridization, this detection module allows detection of
hybrids (after a blocking step) by incubation with an anti-
fluorescein alkaline phosphatase (AP) conjugate. After washing off
the excess conjugate, probe-bound AP is used to catalyze light
production by enzymic decomposition of a stabilized dioxetane
substrate. The principle of the system is outlined in figure 1.

Each batch of this module is tested by our quality control group
using the Gene Images random prime labelling module (RPN3540)
to ensure that it will detect the following:

A single copy gene in human DNA genomic Southern blots,
representing 0.06 pg (60 fg) target in 0.125 ug of DNA.

pS53 message in a 1 ug loading of human liver messenger RNA in a
Northern blot.

0.05 pg of target on a HindIlI-digest of lambda DNA Southern
blots, using the unlabelled control DNA contained in the kit as
template for probe labelling.

0.1 pg of the control fluorescein-labelled DNA on direct dot blots.



Hybridization and stringency washes

|

Block (1 h)

|

Antibody incubation (1 h)

|

Washes (3 x 10 min)

|

Apply detection reagent

Expose to film

Figure 1. Outline of stages and approximate timescales in the Gene
Images CDP-Star detection system



CRITICAL PARAMETERS

e Buffer A (see ‘solutions required’ section) should be autoclaved
to avoid spots (produced from bacterial contamination) on the
final image on film.

¢ Once the hybridization has been started, the entire process
should ideally be completed without interruption. However, if a
break in the process is unavoidable, then the user should
progress to the end of the stringency washes before stopping.
Once the blocking stage has begun, other interruptions should
be avoided.

e Once the blot has been wetted (this is normally at the pre-
hybridization stage) then it must not be allowed to dry out at
any stage until detection is completed.

¢ Fluorescein is sensitive to prolonged exposure to light. For long
term storage, solutions and blots containing fluorescein should
be placed in the dark.

e Freezers used for storing components should not be of the ‘frost-
free’ type as these may cause damage due to the repeated
freeze/thaw cycles that these freezers undergo.



ADDITIONAL EQUIPMENT AND
REAGENTS REQUIRED

Equipment

Adjustable pipettes, for example Amersham Biosciences pipettes
Sterile pipette tips

Standard laboratory glassware

Orbital shaker

Gloves, preferably powder-free

Plastic boxes/bags

Autoradiography film such as Hyperfilm™-MP
Autoradiography cassettes such as Hypercassette™

Film developing facility and reagents

Reagents

Buffer A

100 mM Tris-HCI

300 mM NaCl pH 9.5

Autoclave in 500 ml aliquots in 1 litre bottles for 15 min at
105 kPa (15 psi). Once opened after autoclaving, do not use for
more than one day.

Bovine serum albumin (BSA) fraction V
Source:
Amersham Biosciences US70195

Tween™ 20 (Polyoxyethylene sorbitan monolaurate
Source:
Amersham Biosciences US20605
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Related products

Gene Images 3’-oligolabelling module
10 labelling reactions each of 100 x 10-12 moles of
oligonucleotide

Gene Images random prime labelling module
30 labelling reactions
60 labelling reactions

Gene Images random prime labelling and
CDP-Star detection system

Reagents for 30 labelling reactions and detection
on 2500 cm? membrane (consists of RPN3540
and RPN3510)

Reagents for 60 labelling reactions and detection
on 5000 cm? membrane (consists of 2 x RPN3540
and 2 x RPN3510)

Gene Images 3’-oligolabelling and CDP-Star
detection system

10 labelling reactions each of 100 x 10-12 moles of
oligonucleotide; detection reagents for 2500 cm?2
membrane (consists of RPN5770 and RPN3510)

Gene Images 3’-oligolabelling and

ECF signal amplification system

10 labelling reactions each of 100 x 10-12 moles of
oligonucleotide; signal amplification reagents for
2500 cm?2 membrane (consists of RPNS5770 and
RPNS5750)

ECF random prime labelling module
30 labelling reactions

ECF signal amplification module
Amplification of signal on 2500 cm?2 of membrane

22

RPNS5770

RPN3540
RPN3541

RPN3500

RPN3501

RPNS5776

RPNS5775

RPNS5751

RPNS5750



ECF random prime labelling and signal
amplification system

30 labelling reactions and signal amplification for
2500 cm? of membrane (consists of RPNS5751 and
RPNS5750)

Hybridization oven/shaker

Liquid block (100 ml)

Rapid-hyb buffer (125 ml)
Rapid-hyb buffer (500 ml)

Membranes

Hybond-N+

Positively charged nylon membrane:
Pack of 10 membranes, 20 x 20 cm
Pack of 10 membranes, 22 x 22 cm
Pack of 50 discs, 82 mm diameter
Pack of 50 discs, 132 mm diameter
Roll of membrane, 20 cm x 3 m
Roll of membrane, 30 cm x 3 m

Film
Hyperfilm-MP
High-sensitivity film for chemiluminescence:

18 x 24 cm Pack 235 sheets
18 x 43 cm Pack 25 sheets
24 x 30 cm Pack 25 sheets
30 x 40 cm Pack 235 sheets
35x43 cm Pack 25 sheets
S x 7 inches Pack 25 sheets
8 x 10 inches Pack 235 sheets

RPNS5752

RPN2510/
RPN2511

RPN3601

RPN1635
RPN1636

RPN2020B
RPN2222B
RPNS82B
RPN132B
RPN203B
RPN303B

RPN6K
RPN36K
RPN2115K
RPN7K
RPNSK
RPN1676K
RPN1677K
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Cassettes

Amersham Biosciences supplies a range of
Hypercassette products for autoradiography,
the following is a sample from its range:

18 x 24 cm

30 x 40 cm

5 x 7 inches

10 x 12 inches

See the current Amersham Biosciences
catalogue for further details.

References
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RPN11650

1. Sambrook, J., Fritsch, E.E. and Maniatis, T., '"Molecular Cloning:
a laboratory manual' Second Edition, Cold Spring Harbor
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2. Meinkoth, J. and Wahl, G., Anal. Biochem. 138, 267 (1984).
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Gene Images, ECL, Hybond, Hyperfilm, and Hypercassette are
trademarks of Amersham Biosciences Limited

Amersham Biosciences is a trademark of Amersham plc

CDP-Star is a trademark of Tropix Inc and is protected under one
or more of US patents 5,326,882 and 4,931,569

Tween is a trademark of ICI Americas Inc

SaranWrap is a trademark of the Dow Chemical Company
Whatman is a trademark of Whatman Paper Ltd

Sigma is a trademark of the Sigma Chemical Company

© Amersham Biosciences UK Limited 2003 -
All rights reserved

All goods and services are sold subject to the terms and conditions
of sale of the company within the Amersham Biosciences group
which supplies them. A copy of these terms and conditions is
available on request.

http://www.amersham.com
Amersham Biosciences UK Limited Amersham Place
Little Chalfont Buckinghamshire HP7 9NA UK
Amersham Biosciences AB SE-751 84 Uppsala Sweden
Amersham Biosciences Inc 800 Centennial Avenue
PO Box 1327 Piscataway NJ 08855 USA
Amersham Biosciences Europe GmbH Munzinger Strasse 9
D-79111 Freiburg Germany
RPN3510PL/AB
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Gene Images CDP-Star detection module

Protocol reminder card RPN3510/RPN3511
Antibody development Detection
Incubate in blocking buffer (liquid block Place blots on SaranWrap™ or cut bag.

diluted 1 in 10 in buffer A) room temp/1 h.

Incubate in Ab conjugate (at 1 in 5000) in
0.5% BSA in buffer A (0.3 ml/cm?) room
temp/1 h.

Wash in 0.3% Tween™ 20 in buffer A,
2-5 ml/cm? room temp/3 x 10 min.

Pipette detection reagent on to blot at
30-40 ul/cm? and leave for 2—-5 min.

Place blot in cut bag or clean SaranWrap.

Expose to film.

All goods and services are sold subject to the terms and conditions of sale of the company within the Amersham Biosciences
group which supplies them. A copy of these terms and conditions is available on request.

Gene Images is a trademark of Amersham Biosciences Limited

CDP-Star is a trademark of Tropix Inc and is protected under one or more of

http://www.amershambiosciences.com
Amersham Biosciences UK Limited Amersham Place
Little Chalfont Buckinghamshire HP7 9NA UK

US patents 5,326,882 and 4,931,569
Tween is a trademark of ICI Americas Inc
SaranWrap is a trademark of the Dow Chemical Company

© Amersham Biosciences UK Limited 2003 — All rights reserved.

RPN3510PC/AB






