@ Innova Biosciences

Lightning-Link® Conjugation System

Fluorescent dyes: This protocol applies to productodes
starting 707, 710, 712, 714, 730-751, 780-793 \iens3

Storage and components

These kits are shipped at ambient temperature itaraper-evident
polypropylene container. Store at °20upon receipt.

Kit contents

Glass vial(s) otightning-Link® mix
(1 or 3 vials, depending on pack size)

1 vial of LL-Modifier reagent
1 vial of LL-Quencher FD reagent
Pre-conjugation considerations

Antibody buffer

The purified antibody to be labeled should ide&lyyin 10-50mM amine-
free buffer (e.g. MES, MOPS, HEPES, PBS), pH rafdeto 8.5. If the
buffer is more concentrated or outside this pH eaogntact the technical
support team.

Common non-buffering salts (e.g. sodium chloriddielating agents (e.qg.
EDTA), and sugars have no effect on conjugatioitieficy. Azide (0.02 to
0.1%) and BSA (0.1 to 0.5%) have little or no effaglycerol up to 50%
has no effect.

Avoid buffer components that are nucleophilic, hese may react with
Lightning-Link® chemicals. Primary amines (e.g. amiacids, Tris or
ethanolamine) and thiols (e.g. mercaptoethanol @ )Dfall within this
class. Thimerosal (thiomersal) should also be aahid

Recommended amount and volume of antibody for @dtigsults

Pack size Amount of antibody| Volume of antibody
Up to 20ug 10-20ug 4-10ul

Up to 200ug 100-200ug 40-100ul

Up to 2mg 1-2mg 400-1000ul

Antibody concentrations of 1-4mg/ml generally giwptimal results. For
conditions outside the suggested ranges contattthaical support team.



Conjugation reaction

1. Before adding the antibody to the Lightning-Link® mix, cadpl of LL-
Modifier reagent to each fuDof antibody to be labeled. Mix gently.

2. Remove cap from vial of Lightning-Link® mix amipette the antibody
sample (with added LL-Modifier) directly onto thgophilised material.
Resuspendyently by withdrawing and re-dispensing the liquid onae o
twice using a pipette.

3. Replace cap on the vial and leave standing fap@s in the dark at
room temperature (20-25). Conjugations can also be set up and left
overnight; longer incubation times have no negatiffect on the conjugate.

4. After incubating for 3 hours (or more), addl bf LL-Quencher FD
reagent for every 10 of antibody used and mix gently. The conjugate ca
be used after 30 minutes. The conjugates do nairesgurification.

Storage of conjugates

Storage at &C is recommended for any conjugate. A preservatiag be

desirable for long-term storage. Other storage itiond may also be
satisfactory. The best conditions for any particutanjugate must be
determined by experimentation.

Technical support team
Tel: +44(0)1223 496175
E-mail: technical.enquiries@innovabiosciences.com

Limited use license

Innova Biosciences’ Lightning-Link® conjugation itare offered for research purposes alone, andhatréntended for human, therapeutic or
diagnostic use. The purchase of this conjugatibrddveys to the buyer (whether the buyer is aforeprofit, academic or for-profit entity) the non-
transferable right to use the amount of productipased and the components of the product for irsénoesearch. The buyer shall not sell or otherwise
transfer this product, its components, or matepaépared therefrom to any third party. The buyellsnot use this product or its components for
commercial purposes. For the avoidance of doubimfoercial purposes’ means any activity by a paotydonsideration and includes, without
limitation, use of the product or its componenjsirfi the manufacturing of conjugated materials.(é&afeled antibodies), (ii) to provide a service,
information or data, (iii) for therapeutic, diagtiosor prophylactic purposes, or (iv) for repackagiesale, whether or not such product or its
components are resold for use in research. Thefithés product by the buyer constitutes agreemétht the terms of this limited use label license fo
Lightning-Link® products.

For information on purchasing a license for comriaérapplications contact Innova Biosciences LtdsiBass Development Office, Babraham Hall,
Babraham, Cambridge, UK, CB22 3AT. Tel: +44(0)1228170. Fax: +44(0)1223 496172.

Lightning-Link® is a registered trademark of Inndimsciences.

Cyanine dyes only: This material is also subjegirmprietary rights of GE Healthcare Bio-SciencespCand Carneigie Mellon University and made
and sold under License from GE Healthcare Bio-RerCorp. This product is licensed for sale ontyrésearch. It iNOT licensed for any other use.
There is no implied license hereunder for any consiaeuse. COMMERCIAL USE shall include: (i) Salease, license or other transfer of the
material or any material derived or produced frantii) Sale, lease, license or other grant of tigto use this material or any material derived or
produced from it. (iii) Use of this material to fm services for a fee for third parties. If yaguire a commercial license to use this materidldm
not have one return this material unopened to lariesciences, Babraham Hall Babraham, Cambridg22C\T, UK and any money paid for the
material will be refunded.



