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0.1 ml

This product is unpurified. The exact concentration of antibody is not
guantifiable.

Store at 4C short term. Aliquot and store at -20C long term. Avoid freeze-thaw
cycles.

Polyclonal

0.1% Sodium Azide
IgG

Unpurified

Whole antisera

48 kDa

Rabbit

CALR

Human, Mouse

Endoplasmic Reticulum Marker

Calreticulin Antibody was developed against a full-length protein to mouse
Calreticulin [UniProt# P14211]

Western Blot, Simple Western, Immunocytochemistry/ Immunofluorescence,
Immunohistochemistry, Immunohistochemistry-Frozen, Immunohistochemistry-
Paraffin, Knockdown Validated, Knockout Validated

Western Blot 1:1000-1:10000, Simple Western 1:500, Immunochistochemistry
1:20, Immunocytochemistry/ Immunofluorescence 1:20-1:100. Use reported by
customer review, Immunohistochemistry-Paraffin 1:20, Immunohistochemistry-
Frozen reported in scientific literature (PMID 26643212), Knockout Validated,
Knockdown Validated 1:2500

A band at approx. 55 kDa is seen in Western Blot. Note that Calreticulin has
several reported isoforms that range from 48-62 kDa.

In Simple Western only 10 - 15 uL of the recommended dilution is used per data
point. Separated by Size-Wes, Sally Sue/Peggy Sue.
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Images

Knockout Validated: Calreticulin Antibody [NB600-103] - Western blot
shows lysates of HeLa human cervical epithelial carcinoma parental cell

Calreticulin KO

line and Calreticulin knockout (KO) HeLa cell line. PVYDF membrane was wa 2 3

probed with 1:2500 of Rabbit Anti-Human Calreticulin Polyclonal e

Antibody (Catalog # NB600-103) followed by HRP-conjugated Anti- 80—

Rabbit IgG Secondary Antibody (Catalog #HAF008). Specific band was o

detected for Calreticulin at approximately 55 kDa (as indicated) in the - | —calreticuii
parental HeLa cell line, but is not detectable in the knockout HelLa cell g

-

line. This experiment was conducted under reducing conditions.

Simple Western: Calreticulin Antibody [NB600-103] - Lane view shows a
specific band for Calreticulin in 0.2 mg/ml of HeLa lysate. This

experiment was performed under reducing conditions using the 12-230
kDa separation system.

Immunocytochemistry/Immunofluorescence: Calreticulin Antibody
[NB600-103] - IF Confocal analysis of 3T3 cells using Calreticulin
antibody (NB600-103, 1:20). An Alexa Fluor 488-conjugated Goat to
rabbit IgG was used as secondary antibody (green). Actin filaments were
labeled with Alexa Fluor 568 phalloidin (red). DAPI was used to stain the
cell nuclei (blue).

Immunohistochemistry-Paraffin: Calreticulin Antibody [NB600-103] -
Analysis of FFPE human prostate cancer using Calreticulin antibody at
1:20 on a Bond Rx autostainer (Leica Biosystems). The assay involved  §#
20 minutes of heat induced antigen retrieval (HIER) using 10mM sodium ¢, 728 g e
citrate buffer (pH 6.0) and endogenous peroxidase quenching with "0 o/l
peroxide block. The sections were incubated with primary antibody for 30 # o 4 ;
minutes and Bond Polymer Refine Detection (Leica Biosystems) with 'g,égf ¥
DAB was used for signal development followed by counterstaining with g *s: &z
hematoxylin. Whole slide scanning and capturing of representative
images was performed using Aperio AT2 (Leica Biosystems). g @Q' T, n < P
Cytoplasmic staining in glands was observed. Staining was performed by .?gﬁfg g /m 3
Histowiz. N R }f“j}g&
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Western Blot: Calreticulin Antibody [NB600-103] - Detection of kDa
calreticulin in human kidney lysate using NB600-103 at 1:1,000. ECL 191 N

exposure, 10 seconds. 97
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Western Blot: Calreticulin Antibody [NB600-103] - Analysis of HeLa and kDa

C6 cell lysate using calreticulin antibody at 1:1000. };g:
100=
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Procedures
Serum protocol for Calreticulin Antibody (NB600-103)

Western Blot Protocol
1. Perform SDS-PAGE (4-12%) on samples to be analyzed, loading 40 ug of total protein per lane.

2. Transfer proteins to Nitrocellulose according to the instructions provided by the manufacturer of the transfer
apparatus.

3. Rinse membrane with dH20 and then stain the blot using ponceau S for 1-2 minutes to access the transfer of
proteins onto the nitrocellulose membrane. Rinse the blot in water to remove excess stain and mark the lane locations
and locations of molecular weight markers using a pencil.

4. Rinse the blot in TBS for approximately 5 minutes.

5. Block the membrane using 5% non-fat dry milk + 1% BSA in TBS for 1 hour at room temperature.

6. Rinse the membrane in dH20 and then wash the membrane in wash buffer [TBS + 0.1% Tween] 3 times for 10
minutes each.

7. Dilute the rabbit anti-calreticulin primary antibody (NB 600-103) in blocking buffer and incubate 1.5 hours at room
temperature.

8. Rinse the membrane in dH20 and then wash the membrane in wash buffer [TBS + 0.1% Tween] 3 times for 10
minutes each.

9. Apply the diluted rabbit-lgG HRP-conjugated secondary antibody in blocking buffer (as per manufacturer's
instructions) and incubate 1 hour at room temperature.

10. Wash the blot in wash buffer [TBS + 0.1% Tween] 3 times for 10 minutes each (this step can be repeated as
required to reduce background).

11. Apply the detection reagent of choice in accordance with the manufacturer's instructions (Pierce's ECL).

Note: Tween-20 can be added to the blocking or antibody dilution buffer at a final concentration of 0.05-0.2%,
provided it does not interfere with antibody-antigen binding.
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a bietechne brand

Novus Biologicals USA

10730 E. Briarwood Avenue
Centennial, CO 80112

USA

Phone: 303.730.1950

Toll Free: 1.888.506.6887

Fax: 303.730.1966
nb-customerservice@bio-techne.com

Bio-Techne Ltd

19 Barton Lane

Abingdon Science Park

Abingdon, OX14 3NB, United Kingdom
Phone: (44) (0) 1235 529449

Free Phone: 0800 37 34 15

Fax: (44) (0) 1235 533420
info.EMEA@bio-techne.com

Products Related to NB600-103
NBL1-08655

Bio-Techne Canada

21 Canmotor Ave

Toronto, ON M8Z 4E6

Canada

Phone: 905.827.6400

Toll Free: 855.668.8722

Fax: 905.827.6402
canada.inquires@bio-techne.com

General Contact Information
WWW.novusbio.com

Technical Support: nb-technical@bio-
techne.com

Orders: nb-customerservice@bio-techne.com
General: novus@novusbio.com

Calreticulin Overexpression Lysate

HAFO008 Goat anti-Rabbit IgG Secondary Antibody [HRP]
NB7160 Goat anti-Rabbit IgG (H+L) Secondary Antibody [HRP]
NBP2-24891 Rabbit IgG Isotype Control

Limitations

This product is for research use only and is not approved for use in humans or in clinical diagnosis.
Primary Antibodies are guaranteed for 1 year from date of receipt.

For more information on our 100% guarantee, please visit www.novusbio.com/guarantee

Earn gift cards/discounts by submitting a review: www.novusbio.com/reviews/submit/NB600-103

Earn gift cards/discounts by submitting a publication using this product:

www.novusbio.com/publications
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