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Name: Email:

Lab

Antibody Name: [Anti-Rad21 antibody - ChIP Grade (ab Target: [Rad21

Company/

Abcam
Source:

Catalog Number, database ID, laboratory

ab992 Lot Number (734371
. Synthetic peptide (Human) conjugated to KLH - which represented a portion of human Rad21 encoded
Antibody L .
o within exon 14 (LocusLink ID 5885).

Description:
T ‘ The protein encoded by this gene is highly similar to the gene product of Schizosaccharomyces pombe
Darge. tion: rad21, a gene involved in the repair of DNA double-strand breaks, as well as in chromatid cohesion during

ESCrPHON: | itosis. This protein is a nuclear phospho-protein, which becomes hyperphosphorylated in cell cycle M

phase. The highly regulated association of this protein with mitotic chromatin specifically at the centromere

Species Target |Human Species Host |Rabbit
Validation Method #1 |Western Blot Validation Method #2 [siRNA
Purification - Polyclonal/

Method Affinity Monoclonal Polyclonal

Vendor URL: http://www.abcam.com/Rad21-antibody-Chl

Reference (PI/
Publication
Information)

Please complete the following for antibodies to histone modifications:
ifyour specifications are not listed in the drop-down box,
please write-in the appropriate information

Histone Name AA modified AA Position Modification




Comment: While the predicted size of Rad21 is ~72kD, according to product characterization literature
(found at manufacturer’s website), the bands at ~70kD are of unknown origin while a band of ~140kD,
similar to the one observed here, is identified as Rad21. In support of this, siRNAs targeting Rad21
dramatically reduce levels of the 140kD band, while levels of the 70kD band are unaffected (see Figure 2
of this document).
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ab992 (Rad21) Immunoblot
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Western blot using ab992. Lane 1: nuclear lysate from K562 cells, Lane 2: nuclear lysate from GM12878 cells, Lane 3: nuclear lysate from HelaS3 cells, Lane 4:
nuclear lysate from HepG2 cells.



Comment: Transfection with siRNA 7, and to a lesser extent, siRNA 6 significantly reduces levels of the
~145kD band seen by Western blotting with ab992 in all cell lines, while levels of the lower
abundance ~70kD band are unaffected. As a loading control, blots were also probed with an
antibody to GAPDH, which was also unaffected by siRNA treatment (indicated by arrow). Based on
these observations, ab992 is validated by this ENCODE criterion.

We also note that an additional validation assay, ChIP with an antibody against SMC3 (a member of
the same protein complex as Rad21) has been carried out and very high levels of agreement are
observed between ChIP experiments. Data is available in the validation document for ENCODE

o antibody ab9263.
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Figure 2 siRNA knockdown of Rad21
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K562 cells (1x108 cells), grown according to ENCODE protocols (http://genome.ucsc.edu/ENCODE/dataStandards.html) were transfected with 100
pmol siRNA using the DharmaFECT 1 transfection reagent (Cat# T-2001-03) according to manufacturer’ s instructions. Cells were harvested 72
hours after transfection. Cells were transfected with a control, non-targeting siRNA (Lane 1), untransfected (Lane 2), Dharmacon siRNA
J-006832-06 from siRNA set LU-006832-00-0002 against Rad21 (Lane 3), Dharmacon siRNA J-006832-07 from siRNA set LU-006832-00-0002
against Rad21 (Lane 4).
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