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PRODUCT INFORMATION

Content

100 pg purified monoclonal anti-mTLR4/MD2
(MAb-mTLR4/MD?2), provided lyophilized

Clone: MTS510

Isotype: Rat [gG2a

Formulation: PBS pH 7.4

antibody

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
MAb-mTLR4/MD?2 at -20°C. Product is stable for 1 year.

- Upon resuspension, prepare aliquots of MAb-mTLR4/MD2 and store
at -20°C. Resuspended product is stable 1 year when properly stored.
Avoid repeated freeze-thaw cycles.

Description
MAb mTLR4/MD2 (MTS510) monoclonal antibody reacts preferentially,

especially in flow cytometry, with mouse Toll-like receptor 4 (TLR4,
CD284) that is associated with MD2. MAb mTLR4/MD?2 is a blocking
antibody that is useful to study the role of TLR4 as a receptor for LPS
induced cytokine production by TLR4 expressing cells. MAb mTLR4/MD2
was shown to coprecipitate MD2 (30 kDa) with TLR4 (100 kDa).

BACKGROUND

Toll-like Receptor 4 (TLR4; also known as CD284) plays a crucial role in
initiating immune responses. TLR4 was identified as the receptor that
responds to lipopolysaccharide (LPS; also known as endotoxin), a
component of the outer membrane of Gram-negative bacteria® %
However, TLR4 alone is not sufficient to confer LPS responsiveness.
TLR4 requires MD-2 (also known as lymphocyte antigen 96), a secreted
molecule, to functionally interact with LPS*. 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 process*. 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. Additional proteins, called CD14 and
LPS-binding protein (LBP), are also involved in LPS binding’.
Recognition of LPS by TLR4 induces the production of pro-inflammatory
cytokines via MyD88-dependent or TRIF-dependent pathways.
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APPLICATIONS

MAb mTLR4/MD2 (MTS510) can be used for flow cytometry
(intracellular staining), immunoprecipitation and immunohistochemical
staining of frozen tissue sections. The antibody recognizes the mouse
TLR4/MD2 complex and is not useful for detection of TLR4 alone.
Furthermore, MAb TLR4 can be used as an antagonist of TLR4, it
blocks LPS-induced cellular activation.

Neutralization

The exact concentration of antibody required to neutralize mouse
TLR4/MD?2 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 0111:B4
(LPS-EB Ultrapure) and HEK-Blue™ mTLR4 cells. HEK-Blue™ mTLR4
cells were obtained by co-transfection of the murine TLR4, MD-2 and
CD14 co-receptor genes, and an inducible SEAP (secreted embryonic
alkaline phosphatase) reporter gene into HEK293 cells. 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 HEK-Blue™ mTLR4 cells

1- Prepare a cell suspension of HEK-Blue™ mTLR4 cells.

2- Add 20 pl of MAb-mTLR4/MD2 per well of a 96-well plate (1-10 ug/ml
final).

3- Add 160 ul of cell suspension per well (5 x 10* cells/well).

4- Incubate 1 hour at 37°C, 5% CO2.

5- Add 20 ul LPS-EB Ultrapure per well (0.5-1 ng/ml final).

6- Incubate overnight at 37°C

7- Add 20 ul supernatant to 180 ul 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.

RELATED PRODUCTS

Product Catalog Code
pUNO-mTLR4 (mouse TLR4 gene) puno-mtlr4
pUNO-mMD2 (mouse MD?2 gene) puno-mmd2
HEK-Blue™ mTLR4 cells hkb-mtlr4
QUANTI-Blue™ rep-gb-1

LPS-EB ultrapure (E. coli 0111:B4)
293/mTLR4-MD2-CD14 cells

tlrl-3pelps
293-mtlrdmd2cd14
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