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Datasheet for ABIN2441994
anti-DCL4 antibody (N-Term)

1  Validation
Go to Product page

Overview

Quantity: 100 μL

Target: DCL4

Binding Specificity: N-Term

Reactivity: Arabidopsis

Host: Rabbit

Clonality: Polyclonal

Conjugate: This DCL4 antibody is un-conjugated

Application: Western Blotting (WB)

Product Details

Immunogen: N-terminal region of arabidopsis thaliana DCL4 (At5g20320)

Purification: Affinity purification

Target Details

Target: DCL4

Alternative Name: DCL4 (DCL4 Products)

Molecular Weight: 191 kDa

UniProt: P84634

https:// 
https:// 
tel://
https://www.antibodies-online.com/antibody/2441994/anti-Dicer-Like+Protein+4+DCL4+N-Term+antibody/?mtm_campaign=downloads&mtm_source=datasheet-pdf&mtm_content=qr-code
https://www.antibodies-online.com/antibody/2441994/anti-Dicer-Like+Protein+4+DCL4+N-Term+antibody/?mtm_campaign=downloads&mtm_source=datasheet-pdf&mtm_content=link-qr-code
http://www.antibodies-online.com/dc/dcl4-70944/
https://www.uniprot.org/uniprot/P84634
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Application Details

Application Notes: Optimal working dilution should be determined by the investigator.

Restrictions: For Research Use only

Handling

Format: Liquid

Buffer: 0.01 % Sodium azide

Preservative: Sodium azide

Precaution of Use: This product contains Sodium azide: a POISONOUS AND HAZARDOUS SUBSTANCE which 

should be handled by trained staff only.

Storage: -20 °C
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 Validation report #100563 for Western Blotting (WB)

Successfully validated (Western Blotting (WB))

by Molecular Plant Sciences, University of Edinburgh

Report Number: 100563

Date: Mar 28 2017

Target: DCL4

Lot Number: 1472

Method validated: Western Blotting (WB)

Positive Control: Arabidopsis thaliana Col-0

Negative Control: Arabidopsis thaliana dcl4-2 DCL4 null mutant

Notes: The DCL4 (N2) antibody ABIN2441994 reveals a predominant protein band of the expected 

molecular weight of DCL4 antigen in lysates of wild type (Col-0) plant cells. This band is not 

observed in the negative control, using plants of the dcl4-2 null mutant genotype.

Primary Antibody: ABIN2441994

Secondary Antibody: Anti-Rabbit IgG (H+L) peroxidase conjugated secondary antibody (Thermo Fisher, Catalogue 

31466, lot RB230254)

Grow Arabidopsis Col-0 and dcl4-2 null mutant plants in Levington F2+S professional growth 

compost (Everris LTD product 92150436, lot AF2S75LE) in Panasonic/SANYO growth 

chambers set to 21°C constant temperature with a 16h light, 8h dark photoperiod.

•

Grow plants for 28d.•

Weigh 100mg of leaf tissue in 1.5 ml microcentrifuge tubes containing 2 metal ball bearings.•

Freeze leaf tissue the tubes by submersion in liquid nitrogen.•

Lyze plant tissue in a TissueLyser II (Qiagen, 85300, lot 1212120617C) for 1min at 30Hz.•

Extract total protein by adding 100µl of protein extraction buffer (20mM Tris pH7.5, 5mM 

MgCl2, 300mM NaCl, 5mM DTT, 0.1% NP40) with 1x cOmplete protease inhibitor cocktail 

(Roche, 11697498001, lot 11140920) to 100mg of the lyzed plant tissue. Vortex samples for 

20s immediately after addition of the protein extraction buffer.

•

Centrifuge the crude protein extract at 13,000rpm at 4°C for 1min.•

Transfer the supernatant to a clean microcentrifuge tube and discard the original tube 

containing the pelleted plant material.

•

Use 5µl of the protein extract to determine the protein concentration using a Bradford assay 

(Sigma, Catalogue B6916, lot SLBL4590V).

•

Mix 25µg total plant protein (in 13µl) with 2µl of 10x Bolt LDS sample loading buffer (Novex, 

B0007, lot 1691095) and 2µl of 10x Bolt sample reducing agent (Novex, B0009, lot 1692508).

•

Protocol:

http://www.ed.ac.uk/biology/people/profile/amolnar
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 Validation report #100563 for Western Blotting (WB)

Denature samples in a dry heat block at 70°C for 10min, and immediately load them onto a 

pre-cast 7% tris-acetate NuPAGE gel (Novex, EA03555BOX, lot 17021432).

•

Separate proteins at a constant 165V for 5h at 25°C alongside Amersham full-range rainbow 

molecular weight marker (GE Healthcare, RPN800E, lot 9661354).

•

Wash the gel for 5min in 20% ethanol and soak it for 1min in transfer buffer (Novex, BT0006 

& BT0005, lot 1771634).

•

Transfer proteins to a 0.45µm nitrocellulose membrane (Bio-Rad, Catalogue 1620115) ON at 

4°C and a constant 15V using a Novex miniblot module (Novex, Catalogue B1000).

•

Block the membrane in TBSTT (20mM Tris (pH7.5), 150mM NaCl, 0.25% (v/v) Tween-20, 

0.1% (v/v) Triton-X for 1h at 25°C.

•

Incubate with primary Dicer-Like Protein 4 (DCL4) (N-Term) antibody (antibodies-online, 

ABIN2441994, lot 1472) diluted 1:2000 in TBSTT for 1h at 25°C.

•

Wash the membrane 6x 5min with 5% milk TBSTT.•

Incubate the membrane with Pierce Goat Anti-Rabbit IgG (H+L) peroxidase conjugated 

secondary antibody (Thermo Fisher, Catalogue 31466, lot RB230254) diluted 1:10000 in 5% 

milk TBSTT for 1h at 25°C.

•

Wash the membrane 6x 10min with 5% milk TBSTT.•

Incubate the membrane for 2min at 25°C in Pierce Western blotting substrate solution 

containing equal volumes of ECL reagents A/B (Thermo Scientific, Catalogue 32106, lot 

QG220709B) and SuperSignal ECL reagents A/B (Thermo Scientific, Catalogue 37071, lot 

RF232237); remove excess Western blotting substrate.

•

The membrane was exposed to an X-Ray film (Thermo Scientific, Catalogue 34089) to 

determine protein abundance.

•

Experimental Notes: ABIN2441994 reveals at least three additional non-specific bands of minor intensity in both the 

positive (wild type) and negative (dcl4-2) samples.

Image for Validation report #100563

 

Validation image no. 1 for anti-Dicer-Like Protein 4 (DCL4) 

(N-Term) antibody (ABIN2441994)

Western blot results for total protein extracts from 

Arabidopsis wild type Col-0 and dcl4-2 null-mutant plants. 

ABIN2441994 reveals a DCL4 specific band at the expected 

molecular weight of approximately 191kDa which is present 

in Col-0 but not dcl4-2.


