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Human RAGE Mouse Monoclonal Antlbo®:

(Clone YK-2B4)

Cat# CY-M1038
100 pg (2.0 L x 100 pL)

Clone Name  Applications  Species Cross-Reactivity Molecular Wt. Source Isotype

YK-2B4 WB, F H 46-54 kDa Mouse IgG1

C e“ surface molecules that is

th muscle cells, mononuclear
nd hepatocytes (1, 2). RAGE
ecognizes three-dimendiona
ms to fulfill the requirensent
of a pattern-recognition receptor. As a memberhefimmunaglobtlin superfamily, it interacts with a
B (8 nown as Amphoterin) (5), amyloid
B-peptide (6), amyloid A (7), leukocyte adhesionerors (8 ions (9), Escherichia coli curli apes
(10), P-sheet fibrils (11) and several of the SIB0tein superfamily including
S100/calgranulins (12). Thus RAGE may have imtislvement in several pathological processes
including inflammation, diabetes, Alzheimer’'s disegdAD), systemic amyloidosis, and tumor growth
(13).
It has been reported that soluble RAGE GE)oisos that could act as decoy receptors may be
cleaved proteolytically from the native R/ e
secretory RAGE (esRAGE) derived fr,
proteolytic generation of SRAGE w
of SRAGE in human plasma could e

Background

RAGE is a multi-ligand member of the immunoglobuimperfa
expressed in a variety of cell lines, including ethelial cells
phagocytes, pericytes, neurons, cardiac myocytesangial
interacts with different structures to transmitignal into th

y débed as occurring in mice (15). These dlverse types
ificamtgctive effects against RAGE-mediated toxicity.

Specificity/Sensitivity: The Hu Monoclonal Antibody detects overezped RAGE by flow
cytometory, western blotting an ndwich ELISA.

Source/Purification: The is produced by immunizing mice witllegombinant extacellular
domain of human RAG urified by proteinS&pharose chromatography.

Recommended Anti ilutions:Western blotting: 0.5-1 pg/mL

Storage: Sup M phosphate buffer (pH 7.5), 304@ iaCl, 50 % glycerol. Store at —20°C.

estern IP: Immunoprecipitation IHC: ImmunohistochemistriC: Immunocytochemistry F: Flow

P: Fluorescence Polarization assay

ss-Reactivity Key: Hhuman M: mouseR: rat Hm: hamster Mk: monkey Mi: mink C: chicken X: Xenopus Z:
species expected Species enclosed in paresthes@redicted to react based on 100% sequenagdmpm
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Fig.1 Flow cytometory analysis of RAGE/HEK293 CellLine (CY-C8250) by
monoclonal antibody, YK-2B4 (CY-M1038)
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Fig.2 Western blotting analysis of RAGE/H
monoclonal antibody, YK-2B4 (CY-M10

ine (CY-C8250) by anti-RAGE
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Western Immunoblotting Protocol O:

Solutions and Reagents
Note: Prepare solutions with Milli-Q or equivalently ffied water.

Transfer Buffer: 25 mM Tris base, 0.2 M glycine, 20% methanol (pb) 8

SDS Sample Buffer (1X):62.5 mM Tris-HCI (pH 6.8 at 25°C), 2% w/v S cerol, 50
mM DTT, 0.01% w/v bromophenol blue or phenol red

Blocking Buffer: 1X TBS, 0.1% Tween-20 with 5% w/v nonfat dry mi mL, add 15 mL
10X TBS to 135 mL water, mix. Add 7.5 g nonfat anylk and mix well. tirring, add 0.15

mL Tween-20 (100%).
10X TBS (Tris-buffered saline): To prepare 1 liter of 10X TBS;
adjust pH to 7.6 with HCI (use at 1X).

Primary Antibody Dilution Buffer: 1X TBS, 0.1% Tween-20

add 2 mL 10X TBS to 18 ml water, mix. Add 1.0 g B&Ad

Tween-20 (100%).

Chemiluminescent HRP Detection: secondary anti-ral a

peroxidase (HRP), ECL™ chemiluminescent reagent Ph

Wash Buffer TBS/T: 1X TBS, 0.1% Tween-20

Blotting Membrane: This protocol has been optimize nitrocellulasembranes, which we
recommend. PVDF membranes may also b .

y Tris base, B0laCl;

@

blocking agent forran,
. While stirring, add 20 pL

dy conjugated to hadish
acia)

Protein Blotting
A general protocol for sample preparation is d ibelow.

1. Treat cells by adding fresh media containingit&tr for desired time.

2. Aspirate media from cultures; wash ithRBS, aspirate.

3. Lyse cells by adding 1X SDS Sampl (1Q0per well of 6-well plate or 500 uL per plate of
10 cm2 plate). Immediately scra e offglaée and transfer the extract to a microcentefug
tube. Keep on ice.

4. Sonicate for 10-15 seconds A andcceegample viscosity.
5. Heat a 20 pL sample to 95 for 5 minutes| on ice.

6. Microcentrifuge for 5 min

7. Load 20 uL onto SDS (10 cm x 10 cm).

8. Electrotransfer to nitr% membrane.
n y Incubations

cm x 10 cm (100 Yrof membrane; for different sized membranes, adjus

Membrane Blocking a

Note: Volumes are f
volumes a

1. (Optiona sfer, wash nitrocelluloseembrane with 25 mL TBS for 5 minutes at room

temperat

2. Incub

3. Wash

ne in 25 mL of Blocking Buffer fohour at room temperature.

for 5 minutes each with 15 ml oSIB

brane and primary antibody (at eagriate dilution) in 10 mL Primary Antibody
n Buffer with gentle agitation overnight 4tC.

es for 5 minutes each with 15 mL oSIB

bate membrane with HRP-conjugated secorataripody (1:3000 in 10 mL of Blocking Buffer
ntle agitation for 1 hour at room temperatur

7. Wash 3 times for 5 minutes each with 15 mL oSIB
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Detection of Proteins
1. Incubate membrane with 4 mL ECL™ with gentlgagn for 1 minute at room tem
2. Drain membrane of excess developing solutiomatdet dry, wrap in plastic wrap
x-ray film. An initial ten-second exposure shouldicate the proper exposure time.

Related Products
* CircuLex S100A12/EN-RAGE ELISA Kit: Cat# CY-8058

* CircuLex Human sRAGE ELISA Kit: Cat# CY-8083
* CircuLex AGE-RAGE in vitro Binding Assay Kit: Cat# CY-8151

* RAGE/HEK293 Cell Line: Cat# CY-C8250

* Anti-CML / N *-(Carboxymethyl)lysine (Clone MK-5A10): Cat#
* Anti-Human RAGE (Clone YK-2B4): Cat# CY-M1038

* CML-BSA / N *-(Carboxymehtyl)lysine-BSA: Cat# CY-R2
* CML-OVA / N *(Carboxymehtyl)lysine-OVA: Cat# CY-
* CEL-BSA/ N*-(Carboxyehtyl)lysine-BSA: Cat# CY-R20
* CEL-OVA/ N *-(Carboxyehtyl)lysine-OVA: Cat# CY- 5

* Glucose-AGE-BSA: Cat# CY-R2056

* Glucose-AGE-OVA: Cat# CY-R2057

* Glyceraldehyde-AGE-BSA: Cat# CY-R2058

* Glyceraldehyde-AGE-OVA: Cat# CY-R2059

* Glycolaldehyde-AGE-BSA: Cat# CY-R2060

* Glycolaldehyde-AGE-OVA: Cat# CY-R2

* Methylglyoxal-AGE-BSA: Cat# CY-R20

* Methylglyoxal-AGE-OVA: Cat# CY-R20

* Glyoxal-AGE-BSA: Cat# CY-R206

* Glyoxal-AGE-OVA: Cat# CY-R206

* CML-HSA / N *-(Carboxymehtyl)lysi A: Cat#t CY-R2066

* CEL-HSA / N*-(Carboxyehtyl) : Cat# CY-R2067

%
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CycLex Co., Ltd.
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Ina, Nagano

ithout prior written approval from CycLex Co., Ltd.. To inquire about licensing for
uch commercial use, please contact us via email.
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