BD Horizon™

Technical Data Sheet
V450 Rat Anti-Histone H3 (pS28)

Product Information

Material Number: 560606
Size: 50 tests
Vol. per Test: Sul
Clone: HTA28
Immunogen: Phosphorylated Human Histone H3 Peptide
Isotype: Rat IgG2a,
Reactivity: QC Testing: Mouse
Predicted: Human, Rat, Hamster, Cow
Storage Buffer: Aqueous buffered solution containing protein stabilizer and <0.09% sodium
azide.
Description

Histones are highly basic proteins that complex with DNA to form chromatin. Histone H3 is a ~15-kDa protein that is phosphorylated at
serine 28 (S28), S10, and/or threonine 11 during mammalian cell mitosis and meiosis. The phosphorylation sites are located in the N-terminal
tail, a region that is outside of the chromatin fiber and is thus accessible for interactions with agents that may regulate chromatin or specific
gene activities. The phosphorylation states of the two serine sites during the cell cycle are highly regulated by Aurora B kinase and a PP1
phosphatase: S10 is in the phosphorylated state from late G2 phase to anaphase, while S28 is phosphorylated from prophase to anaphase.
Furthermore, phosphorylation of histone H3 S28 may be mediated by other kinases in response to external stimuli. Evidence suggests that
histone phosphorylation is involved in the regulation of chromosome condensation, cell division, and gene transcription.

The HTA28 monoclonal antibody reacts with histone H3 phosphorylated at S28 in its N-terminal tail. It does not recognize the
unphosphorylated protein.

HTAZ28 has been predicted to be reactive on human, rat, hamster, and cow samples. Investigators are advised that the BD Hoirzon™ V450
Rat Anti-Histone H3 (pS28) antibody (clone HTA28) is not routinely tested on human, rat, hamster, and cow samples.

The antibody is conjugated to BD Horizon™ V450, which has been developed for use in multicolor flow cytometry experiments and is
available exclusively from BD Biosciences. It is excited by the Violet laser Ex max of 406 nm and has an Em Max at 450 nm. Conjugates with
BD Horizon™ V450 can be used in place of Pacific Blue™ conjugates.

Flow cytometric analysis of Histone H3 (pS28) on C20
cells. C20 cells, a mouse T-helper lymphocytic cell line
with cytotoxic activity, were treated with 1 ug/mL Colcemid
(Sigma-Aldrich Cat. No. D7385; also known as Demecolcine
or N-Deacetyl-N-methyicolchicine) for 4 hours at 37 °C to
increase the population of mitotic cells. Cells were then
fixed and permeabilized with 70% cold ethanol prior to
staining with the Rat Anti-Histone H3 (pS28) antibody in
conjunction with RNase/propidium iodide. Dot plots were

- ’ derived from gated events based on light scattering
characteristics for C20 cells. Flow cytometry was performed
on a BD™ LSR Il flow cytometry system.
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Preparation and Storage
Store undiluted at 4°C and protected from prolonged exposure to light. Do not freeze.

The monoclonal antibody was purified from tissue culture supernatant or ascites by affinity chromatography.
The antibody was conjugated with BD Horizon™ V450 under optimum conditions, and unreacted BD Horizon™ V450 was removed.
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Conditions: The information disclosed herein is not to be construed as a recommendation to use the above product in violation
of any patents. BD Biosciences will not be held responsible for patent infringement or other violations that may occur with the
use of our products. Purchase does not include or carry any right to resell or transfer this product either as a stand-alone
product or as a component of another product. Any use of this product other than the permitted use without the express
written authorization of Becton Dickinson and Company is strictly prohibited.

For Research Use Only. Not for use in diagnostic or therapeutic procedures. Not for resale.
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Application Notes
Application

Intracellular staining (flow cytometry) Routinely Tested

Recommended Assay Procedure:

Flow cytometry: Colcemid (Demecolcine) influences cells by depolymerizing microtubules and arresting the cell cycle (i.e spindles cannot form) at

the metaphase checkpoint during mitosis, also known as the M-phase. Investigators may want to consider using Colcemid for purposes of
increasing the frequency of cells found in the M-phase as identifying these cells while they cycle normally can be difficult due to low population
frequencies. As Histone H3 is phosphorylated during the M-phase, the BD Horizon™ V450 Rat Anti-Histone H3 (pS28) antibody may be
useful for helping identify these cells that are in the M-phase.

1. Wash cell suspension twice with 1X PBS.

2. Fix the cells by adding ice-cold 70% ethanol drop-wise while vortexing the cell suspension, then storing them for at least 4 hours at -20°C in
the 70% ethanol.

Aliquot ~1 million fixed cells per tube for staining. Wash them twice with 1X PBS, then once with stain buffer.
Stain the cells with 5 pul BD Horizon™ V450 Rat Anti-Histone H3 (pS28) in 95 pl stain buffer for 20 minutes at room temperature, then
wash them with stain buffer.

5. For optimum cell cycle analysis, the cells should be treated with RNase before staining with propidium iodide. Investigators may wish to
stain the cells with 0.5 ml PI/RNase Staining Buffer (Cat. No. 550825) for 15 minutes at room temperature or alternatively, treat the stained
cells with 50 pg RNase A (Sigma-Aldrich Cat. No. R5500) in 50 pl 1X PBS for 30 minutes at 37°C and without washing, stain DNA by
adding 5 pg Propidium Iodide (Sigma-Aldrich Cat. No. P4170) in 450 pl staining buffer for at least 10 minutes at room temperature.

6.  The cells are now ready for flow cytometric analysis.

Suggested Companion Products

Catalos Number Name Size Clone
550825 PI/RNase Staining Buffer 100 ml (none)
554656 Stain Buffer (FBS) 500 ml (none)

Product Notices

1. This reagent has been pre-diluted for use at the recommended Volume per Test. We typically use 1 x 106 cells in a 100-p1 experimental
sample (a test).

2. BD Horizon™ V450 has a maximum absorption of 406 nm and maximum emission of 450 nm. Before staining with this reagent, please
confirm that your flow cytometer is capable of exciting the fluorochrome and discriminating the resulting fluorescence.

3. Caution: Sodium azide yields highly toxic hydrazoic acid under acidic conditions. Dilute azide compounds in running water before discarding

to avoid accumulation of potentially explosive deposits in plumbing.

Pacific Blue™ is a trademark of Molecular Probes, Inc., Eugene, OR.

This product is sold under license from Shigei Medical Research Institute, Okayama, Japan.

AN

For fluorochrome spectra and suitable instrument settings, please refer to our Fluorochrome Web Page at www.bdbiosciences.com/colors.
7.  Please refer to www.bdbiosciences.com/pharmingen/protocols for technical protocols.
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