PROTOCOL

Applicable to: 4300-0100

INTRODUCTION

Expedeon’s universal Lateral Flow Assay (LFA) kit is designed to
enable the easy development of customized sandwich lateral flow
assays, by combining Lightning-Link® and InnovaCoat® GOLD
conjugation technologies with an immunochromatography test
performed on Universal-LFA strips.

The great advantage of this kit is its adaptability to any pair of
capture and detection antibodies, which permits to detect of any
type of analyte, without the need to stripe the capture antibody
onto LFA strips using expensive equipment.

The capture antibody is conjugated to Lightning-Link®Ulfa-Tag,
and the detection antibody is conjugated to 40nm InnovaCoat®
GOLD, both of which require only 30 seconds to set up.

The capture and detection antibodies are diluted and incubated
with the analyte and then run on Universal LFA strips. Universal
LFA strips consist of a nitrocellulose membrane containing a ‘Test
line’ (T-line) of immobilized anti-Ulfa-Tag antibody, that binds the
Ulfa-Tag conjugated capture antibody which further binds the
analyte in complex with the InnovaCoat® GOLD-detection
antibody. A red T-line appears when the analyte is present and the
line intensity varies depending on the analyte concentration (see
Figure 1). Universal LFA strips also contain a ‘Control-line’ (C-line)
that exploit the extraordinarily high affinity of streptavidin for
biotin, which shows that the test is valid, and an absorbent pad to
promote and control the flow of sample through the membrane.
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This simple qualitative lateral flow assay does not require any
specialized or costly equipment. The signal intensities can be
qualitatively analyzed using the supplied scoring card or, for a
quantitative detection, a LFA reader can be used.

KIT CONTENTS

3 x 100pg vials Lightning-Link® Ulfa-Tag conjugation kit
3 x Reaction 40nm InnovaCoat® GOLD Mini kit

100 x Universal LFA strips

2 x cryovials of 10x Universal Running Buffer

1 x vial 40nm InnovaCoat®GOLD-Biotin, 10 OD

1 x scoring card

2 x 96-well clear low binding plates

Not supplied: Bovine Serum Albumin (BSA)

INSTRUCTIONS & APPLICATIONS

1. Conjugate the capture and the detection antibodies using the
Lightning-Link® Ulfa-Tag and 40nm InnovaCoat® GOLD kit
respectively, following the protocols inside each kit

2. Dilute the 10x Universal Running Buffer 1:10 with distilled
water and add a blocking agent (0.1% BSA final
concentration) to obtain 1x Universal Running Buffer + BSA

3. Dilute the Ulfa-Tag conjugated capture antibody to 40-
150ug/ml in 1x Universal Running Buffer + BSA

4. Dilute the InnovaCoat®GOLD-detection antibody to 6 OD in
1x Universal Running Buffer + BSA

5. Dilute the 40nm InnovaCoat®GOLD-Biotin 10 OD to 1 OD in
1x Universal Running Buffer + BSA (1:10 dilution)

6. Dilute your analyte in 1x Universal Running Buffer + BSA

7. Werecommend testing each sample in duplicate or triplicate.
For a single strip, prepare the following mix:

Sul diluted capture Ulfa-Tag-conjugated antibody

5ul 6 OD 40nm InnovaCoat®GOLD-detection antibody
Sul 1 OD 40nm InnovaCoat®GOLD-Biotin

75uL analyte solution

8. Incubate for 5 minutes
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9. In a 96 well plate, load 80ul of the mix and insert one
Universal LFA strip in each well. Handle the strip from the
wicking pad (thicker pad, made of cellulose), avoid touching
the nitrocellulose, and make sure the sample pad (thinner
and longer pad, made of glass fiber) is dipped into the well.

10. Run the mix for 20 minutes

11. Compare the T-line color intensity with the score reported on
the scoring card. If the C-line is not visible the test is not valid
and should be repeated.

LATERAL FLOW ASAY OPTIMIZATION

We recommend testing different concentrations of Ulfa-Tag
conjugated capture antibody between 40 and 150ug/ml, loading a
fixed concentration of gold conjugate for initial testing. Too much
capture antibody will result in a low signal, as free antibody may
compete with immunocomplexes for binding to the T-line.
Increasing the OD of the gold-conjugates will increase the intensity
of the T and C-lines but also the background.

If your sample contains biotin, it may cause a reduction in C line
intensity: if it is not clear whether the test is valid, either dilute
your sample in Running Buffer or increase the amount of 40nm
InnovaCoat®GOLD-Biotin conjugate.

When running a LFA for the first time, we recommend trying large
dilutions of sample/antigen to determine the dynamic range of the
assay. The sensitivity of the test will vary based on the
concentration and nature of the antigen to be detected.

We advise to keep the volume loaded on the strips at 80pl.

The 2 x 96-wells plates provided allows you to have wells in surplus
to plan with ease your experiments.

RELATED PRODUCTS

Antibody labeling kits:
https://www.expedeon.com/products/immunoreagents/lightnin

g-link-antibody-labeling-kits/
Gold nanoparticles:
https://www.expedeon.com/products/immunoreagents/particles

-particle-conjugation-kits/innovacoat/particle-conjugation-kits-

innovacoat/

Lateral Flow Immunoassays guide

https://www.expedeon.com/guides/application-guides/guide-

lateral-flow-immunoassays/

Lateral Flow Assay Development Services

https://www.expedeon.com/custom-antibody-labeling-
services/lateral-flow-assay-development-services/

TECHNICAL SUPPORT

For technical enquiries get in touch with our technical support team
at www.expedeon.com/contact

For further information see our website: www.expedeon.com
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Limited use license

Expedeon’s products are offered for research purposes alone, and are not intended
for human, therapeutic or diagnostic use. The purchase of this product conveys to the
buyer (whether the buyer is a not-for-profit, academic or for-profit entity) the non-
transferable right to use the amount of product purchased and the components of the
product for in-house research. The buyer shall not sell or otherwise transfer this
product, its components, or materials prepared therefrom to any third party. The buyer
shall not use this product or its components for commercial purposes. For the
avoidance of doubt, ‘commercial purposes’ means any activity by a party for
consideration and includes, without limitation, use of the product or its components
(i) in the manufacturing of other materials (i) to provide a service, information or data,
(iii) for therapeutic, diagnostic or prophylactic purposes, or (iv) for repackaging/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.

Many of Expedeon'’s products and technologies are protected by patents or are the
subject of patent filings. For information on purchasing a license for commercial use
please contact us at +44 (0) 1223 873364
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