
Product name Anti-Calnexin antibody [AF18]

Description Mouse monoclonal [AF18] to Calnexin

Host species Mouse

Specificity Recognizes ER membrane, mitochondria and cis-Golgi

Tested applications Suitable for: Flow Cyt, ICC/IF, IP, WB, IHC-P

Species reactivity Reacts with: Mouse, Human

Immunogen Focus cells (human hepatoma cell line)

Positive control This antibody gave a positive signal in the following, in WB - HeLa whole cell lysate, A431,
HEK293; in IF - HeLa cells; in IHC - human liver carcinoma; in FC - HeLa.

General notes This antibody clone is manufactured by Abcam.

If you require this antibody in a particular buffer formulation or a particular conjugate for your
experiments, please contact orders@abcam.com or you can find further information here.

Form Liquid

Storage instructions Shipped at 4°C. Store at +4°C short term (1-2 weeks). Upon delivery aliquot. Store at -20°C or -
80°C. Avoid freeze / thaw cycle.

Storage buffer pH: 7.4
Preservative: 0.02% Sodium azide
Constituent: PBS

Purity IgG fraction

Clonality Monoclonal

Clone number AF18

Isotype IgG1
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Our Abpromise guarantee covers the use of ab31290 in the following tested applications.
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Function Calcium-binding protein that interacts with newly synthesized glycoproteins in the endoplasmic
reticulum. It may act in assisting protein assembly and/or in the retention within the ER of
unassembled protein subunits. It seems to play a major role in the quality control apparatus of the
ER by the retention of incorrectly folded proteins.

Sequence similarities Belongs to the calreticulin family.

Cellular localization Endoplasmic reticulum membrane. Melanosome. Identified by mass spectrometry in melanosome
fractions from stage I to stage IV.

Immunocytochemistry/ Immunofluorescence - Anti-

Calnexin antibody [AF18] (ab31290)

ab31290 staining Calnexin in wild-type HAP1 cells (top panel) and

CANX knockout HAP1 cells (bottom panel). The cells were fixed

with 4% formaldehyde (10min), permeabilized with 0.1% Triton X-

100 for 5 minutes and then blocked with 1% BSA/10% normal goat

serum/0.3M glycine in 0.1% PBS-Tween for 1h. The cells were then

incubated with ab31290 at 1/2000 and ab202272 at 1/250 dilution

(shown in pseudocolour red) overnight at +4°C, followed by a further

incubation at room temperature for 1h with a goat secondary

antibody to Mouse IgG (Alexa Fluor  488) (ab150117) at 2 μg/ml

(shown in green). Nuclear DNA was labelled in blue with DAPI.

Image was taken with a confocal microscope (Leica-Microsystems,

TCS SP8).

The application notes include recommended starting dilutions; optimal dilutions/concentrations should be determined by the end user.

Application Abreviews Notes

Flow Cyt Use 1µg for 10  cells.
ab170190 - Mouse monoclonal IgG1, is suitable for use as an
isotype control with this antibody.

ICC/IF (4) Use a concentration of 1 µg/ml.

IP Use at an assay dependent concentration.

WB Use a concentration of 5 µg/ml. Detects a band of approximately
90 kDa (predicted molecular weight: 67 kDa).

IHC-P Use a concentration of 1 µg/ml. Perform heat mediated antigen
retrieval before commencing with IHC staining protocol.

Target

Images
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Western blot - Anti-Calnexin antibody [AF18]

(ab31290)

Lane 1: Wild-type HAP1 whole cell lysate (20 µg)

Lane 2: Calnexin knockout HAP1 whole cell lysate (20 µg)

Lane 3: HeLa whole cell lysate (20 µg)

Lane 4: THP1 whole cell lysate (20 µg)

Lanes 1 - 4: Merged signal (red and green). Green - ab31290

observed at 88 kDa. Red - loading control, ab181602, observed at

37 kDa.

ab31290 was found to be non-specific when Calnexin knockout

samples were used. Wild-type and Calnexin knockout samples

were subjected to SDS-PAGE. Ab31290 and ab181602 (Rabbit

anti-GAPDH loading control) were incubated overnight at 4°C at 2.5

ug/ml and 1/20000 dilution respectively. Blots were developed with

Goat anti-Mouse IgG H&L (IRDye  800CW) preabsorbed

ab216772 and Goat anti-Rabbit IgG H&L (IRDye  680RD)

preabsorbed ab216777 secondary antibodies at 1/20000 dilution

for 1 hour at room temperature before imaging.

Immunocytochemistry/ Immunofluorescence - Anti-

Calnexin antibody [AF18] (ab31290)

Image from Sato J et al., PLoS One.
2014;9(9):e107236. Fig 1.; doi:
10.1371/journal.pone.0107236

Immunofluorescence staining of calnexin in HUVEC cells with

ab31290. The samples were blocked with 1% BSA in PBS and the

nuclei are stained with DAPI. FAM5C was also immuostained (red).

The fluorescent signals were visualized with a laser scanning

confocal microscope.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-Calnexin antibody [AF18]

(ab31290)

IHC image of Calnexin staining in human liver carcinoma FFPE

section, performed on a Bond  system using the standard protocol

F. The section was pre-treated using heat mediated antigen

retrieval with sodium citrate buffer (pH6, epitope retrieval solution 1)

for 20 mins. The section was then incubated with ab31290, 1µg/ml,

for 15 mins at room temperature and detected using an HRP

conjugated compact polymer system. DAB was used as the

chromogen. The section was then counterstained with haematoxylin

and mounted with DPX.

Western blot - Anti-Calnexin antibody [AF18]

(ab31290)

All lanes : Anti-Calnexin antibody [AF18] (ab31290) at 5 µg/ml

Lane 1 : HeLa (Human epithelial carcinoma cell line) Whole Cell

Lysate (ab27252)

Lane 2 : A-431 (Human) Whole Cell Lysate (ab52255)

Lane 3 : HEK-293 (Human) Whole Cell Lysate (ab52256)

Lysates/proteins at 20 µg per lane.

Secondary
All lanes : Goat Anti-Mouse IgG H&L (HRP) preadsorbed

(ab97040) at 1/50000 dilution

Developed using the ECL technique.

Performed under reducing conditions.

Predicted band size: 67 kDa

Observed band size: 90 kDa 

TM
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Exposure time: 12 minutes

This blot was produced using a 4-12% Bis-tris gel under the MOPS

buffer system. The gel was run at 200V for 50 minutes before being

transferred onto a Nitrocellulose membrane at 30V for 70 minutes.

The membrane was then blocked for an hour using 5% Bovine

Serum Albumin before being incubated with ab31290 overnight at

4°C. Antibody binding was detected using an anti-rabbit antibody

conjugated to HRP, and visualised using ECL development solution

ab133406

Immunocytochemistry/ Immunofluorescence - Anti-

Calnexin antibody [AF18] (ab31290)

ICC/IF image of ab31290 stained human HeLa cells. The cells were PFA fixed

(10 min) and incubated with the antibody (ab31290, 1µg/ml) for 1h at room

temperature. The secondary antibody (green) was Alexa Fluor® 488 goat anti-

mouse IgG (H+L) used at a 1/1000 dilution for 1h. Image-iT  FX Signal

Enhancer was used to quench autofluorescence.  5% BSA (in TBS-T) was used

for all other blocking steps. DAPI was used to stain the cell nuclei (blue).  Alexa

Fluor® 594 WGA was used to label plasma membranes (red).

Flow Cytometry - Anti-Calnexin antibody [AF18]

(ab31290)

Overlay histogram showing HeLa cells stained with ab31290 (red

line). The cells were fixed with 80% methanol (5 min) and then

permeabilized with 0.1% PBS-Tween for 20 min. The cells were

then incubated in 1x PBS / 10% normal goat serum / 0.3M glycine

to block non-specific protein-protein interactions followed by the

antibody (ab31290, 1µg/1x10  cells) for 30 min at 22ºC. The

secondary antibody used was DyLight® 488 goat anti-mouse IgG

(H+L) (ab96879) at 1/500 dilution for 30 min at 22ºC. Isotype

control antibody (black line) was mouse IgG1 [ICIGG1] (ab91353,

2µg/1x10  cells) used under the same conditions. Acquisition of

>5,000 events was performed.

Please note:  All products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

TM
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Replacement or refund for products not performing as stated on the datasheet

Valid for 12 months from date of delivery

Response to your inquiry within 24 hours

We provide support in Chinese, English, French, German, Japanese and Spanish

Extensive multi-media technical resources to help you

We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.com/abpromise or contact our technical team.

Terms and conditions

Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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