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Product information

aPPlicationS

content
100 µg purified MAb-hMD2 antibody, provided azide-free and
lyophilized
clone: 18H10
isotype: Mouse IgG2b
formulation: 0.2 mm filtered solution in PBS

MAb-hMD2 is a neutralizing antibody, it blocks LPS-induced cellular
activation. This antibody can also be used for flow cytometry.

antibody resuspension
Add 1 ml of sterile water to obtain a concentration of 0.1 mg/ml.
Storage
- Product is shipped at room temperature. Store lyophilized antibody
at -20°C. Product is stable for 12 months when properly stored.
- Reconstituted antibody is stable 1 month when stored at 4°C
and 6 months when aliquoted and stored at -20°C. Avoid repeated
freeze-thaw cycles.

deScriPtion
MAb-hMD2 is a monoclonal antibody specific for the human MD2
accessory molecule. MAb-hMD2 has been selected for its ability to
efficiently neutralize the biological activity of the human MD2.

BacKGround
MD-2 (also known as lymphocyte antigen 96), a 25-kDa secreted protein,
is an accessory molecule required for efficient lipopolysaccharide (LPS)induced signaling through TLR41. MD-2 binds to both LPS and the
extracellular domain of TLR4. Following synthesis, MD-2 is either
secreted directly into the medium as a soluble, active protein, or binds
directly to TLR4 in the endoplasmic reticulum before migrating to the cell
surface. The secreted form of MD-2 forms a stable complex with LPS, in
a CD14-dependent process2. The MD-2/LPS complex activates TLR4 in
the absence of CD14 or free LPS, indicating that the activating ligand of
TLR4 is the MD-2/LPS complex. MD-2 also increases TLR2
responsiveness to TLR2 ligands3.
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neutralization
The exact concentration of antibody required to neutralize human MD2
activity is dependent on the TLR4 agonist used and its concentration, cell
type and growth conditions.
InvivoGen has determined the neutralization dose for this antibody using
the TLR4 ligand lipopolysaccharide (LPS) from Escherichia coli K12
(LPS-EK Ultrapure) and THP1-XBlue™-MD2-CD14 cells. These cells are
derived from the THP-1 cell line, human monocytes that naturally express
TLR4. THP1-XBlue™-MD2-CD14 cells stably express human MD2 and
CD14 genes to increase their response to LPS. These cells also express an
NF-kB-inducible SEAP (secreted embryonic alkaline phosphatase)
reporter gene. SEAP expression can be easily detected and quantified
using QUANTI-Blue™, a SEAP detection medium that turns blue
following TLR stimulation but remains pink if neutralization occurs.
Procedure for neutralization using tHP1-XBlue™-md2-cd14 cells
1- Prepare a cell suspension of THP1-XBlue™-MD2-CD14 cells.
2- Add 100 ml of MAb-hMD2 per well of a 96-well plate (500 ng to 10
mg/ml final).
3- Add 100 ml of cell suspension per well (1 x 105 cells/well).
4- Incubate 1 hour at 37°C, 5% CO2.
5- Add 50 ml LPS-EK Ultrapure per well (1 ng/ml final).
6- Incubate overnight at 37°C
7- Add 20 ml supernatant to 180 ml QUANTI-Blue™ in a 96-well plate.
8- Incubate 1-3 hours at 37°C, 5% CO2.
9- Assess SEAP levels with the naked eye or spectrophotometrically by
reading the OD at 655 nm.
flow cytometry
This antibody was used at 500 - 2000 ng/106 cells with a PE goat
anti-mouse light chain secondary antibody for indirect
immunofluorescence staining of HEK-Blue™ hTLR4 cells by flow
cytometry. InvivoGen’s HEK-Blue™ hTLR4 cells are engineered HEK293
cells stably expressing human TLR4, MD2 and CD14 and an
NF-kB-inducible SEAP reporter gene.
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