
Anti-Fractalkine 
produced in goat, affinity isolated antibody

Catalog Number F0675

Synonym: Anti-CX3CL1

Product Description
Anti-Fractalkine is produced in goat using as 
immunogen purified recombinant human fractalkine, 
chemokine domain, expressed in Escherichia coli. The 
antibody is purified using human fractalkine affinity 
chromatography.

Anti-Fractalkine may be used to neutralize the 
biological activity of recombinant human fractalkine. 
The antibody may also be used for ELISA, 
immunoblotting, and immunohistochemistry. Based on 
ELISA, the antibody shows ~35% cross-reactivity with 
recombinant mouse fractalkine/CX3CL1 and 15% 
cross-reactivity with recombinant rat CX3CL1. The 
antibody also shows 5% cross-reactivity with 
recombinant human eotaxin, recombinant mouse 
eotaxin, recombinant human MCP-1, recombinant 
human MCP-2, recombinant human 6Ckine, and 
recombinant mouse MARC.

Fractalkine, also termed neurotactin, is a novel 
chemokine recently identified through bioinformatics. 
Fractalkine has a unique C-X3-C cysteine motif near the 
N-terminal and is the first member of a fourth branch of 
the chemokine superfamily. Unlike other known chemo-
kines, fractalkine is a type 1 membrane protein 
containing a chemokine domain tethered on a long 
mucin-like stalk. cDNA encodes a 397 amino acid 
residue membrane protein with a 24 residue predicted 
signal peptide, a 76 residue chemokine domain, a 241 
residue stalk region containing 17 degenerate mucin-
like repeats, a 19 residue transmembrane segment and 
a 37 residue cytoplasmic domain. The extracellular 
domain can be released possibly by proteolysis at the 
dibasic cleavage site proximal to the membrane, 
generate soluble fractalkine. 

Fractalkine mRNA has been detected in various tissues 
including the brain and heart. The expression of 
fractalkine was also reported to be up-regulated in 
endothelial cells and microglia by inflammatory signals. 

Membrane-bound fractalkine has been shown to 
promote adhesion of leukocytes. The soluble 
chemokine domain of human fractalkine was reported 
to chemoattract T cells and monocyte, while the soluble 
chemokine domain of mouse fractalkine was 
chemotactic for neutrophils and T-lymphocytes, but not 
monocytes.

Reagent
Supplied as a lyophilized powder from a 0.2 µm filtered 
solution of phosphate buffered saline with 5% 
trehalose. 

Preparation Instructions
To one vial of lyophilized powder, add 0.5 mL of  
0.2 µm filtered phosphate buffered saline to produce      
a 0.2 mg/mL stock solution of antibody. If aseptic 
technique is used, no further filtration should be needed 
for use in cell culture environments.

Storage/Stability 
Prior to reconstitution, store at −20 °C.  Reconstituted 
product may be stored at 2-8 °C for up to one month.  
For prolonged storage, freeze in working aliquots at 
−20 °C. Avoid repeated freezing and thawing. Do not 
store in frost-free freezers.

Procedure
The antibody has the ability to neutralize the 
chemoattractant activity of human fractalkine/CX3CL1 
for mouse BAF/3 cells transfected with human 
CX3CR1. 

To measure the activity, 20 ng/mL of recombinant 
human fractalkine (full length) is incubated with various 
concentrations (0.1-10 µg/mL) of the antibody for  
30 minutes at room temperature in a 96-well plate. 
Following the preincubation, 75 µl of the cytokine-
antibody mixture (containing recombinant human 
CX3CL1 at a concentration of 20 ng/mL and antibody at 
the concentrations of 0.01-10 µg/mL) is transferred to 
the lower compartment of a 96-well chemotaxis 
chamber. 



The chamber is then assembled using a PVP-free 
polycarbonate filter (5 micron pre size). 1x106 cells/well 
is added to the top chamber. The cells are mouse 
BaF/3 cells transfected with human CX3CR1. After 
incubation for 3 hours at 37 °C in a 5% CO2 humidified 
incubator, the chamber is disassembled and the cells 
that migrated through to the lower chamber are then 
read in a 96-well spectrofluorimeter with excitation 
wavelength at 544 nm and emission at 590 nm.

The ND50 is the concentration of antibody required to 
yield one-half maximal inhibition of the cytokine activity 
on a responsive cell line, when the cytokine is present 
at a concentration just high enough to elicit a maximum 
response.

Product Profile 
Neutralization: 20 ng/mL of recombinant human 
CX3CL1 (containing the extracellular domain for the 
mucin-like stalk) and mouse BaF/3 cells transfected 
with human CX3CL1 (1x106 cells/well) are used in a 
chemotaxis assay.  ND50 is typically 0.3-1.5 µg /mL in 
the presence of 20 ng/mL recombinant human 
CX3CL1.

Immunoblotting: a working antibody concentration of 
0.1-0.2 µg/mL is determined using human fractalkine at 
~5 ng/lane under non-reducing and reducing 
conditions.

Immunohistochemistry: a working antibody 
concentration of 5-15 µg/mL is determined using 
paraffin-embedded human tissue sections with the 
appropriate secondary reagents to detect human 
CX3CL1. For labeling, the ABC technique using 
chromogenic substrates may be used.

Due to the autofluorescence of tissues (especially 
neuronal) from humans, the use of fluorescent probes 
such as FITC or Cy3 are not recommended unless 
autofluorescence is quenched, e.g., treating tissues 
after completing the immunohistochemistry staining 
with 1% Sudan Black in 70% methanol for 10 minutes 
at room temperature. Residual autofluorescence may 
obscure specific labeling. Non-fluorescent enzymatic 
reagents such as DAB, AEC, or immunogold-silver may 
be used.

Note: In order to obtain the best results in various 
techniques and preparations, we recommend 
determining optimal working dilutions by titration.

Endotoxin level; < 0.1 EU per 1 µg antibody as 
determined by the LAL method.
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