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Histone H2AX [p Ser139] Antibody

Product Information
Unit Size

Concentration

Storage

Clonality

Preservative

Isotype

Purity

Buffer

Target Molecular Weight

Product Description
Host

Gene ID

Gene Symbol
Species

Reactivity Notes

Marker
Specificity/Sensitivity

Immunogen

Notes

Product Application Details
Applications

Recommended Dilutions

Application Notes

0.1 ml

1.0 mg/ml

Store at 4C. Do not freeze.
Polyclonal

0.09% Sodium Azide

[o] €]

Immunogen affinity purified
Tris-Citrate/Phosphate (pH 7.0 - 8.0)
15 kDa

Rabbit

3014

H2AX

Human, Mouse, Rat, Canine

Rat reactivity reported in scientific literature (PMID: 27102221), Canine reactivity
reported in scientific literature (PMID: 23365434).

DNA Double-strand break marker

The epitope maps to a region surrounding phosphorylated serine 139 of human
histone H2AX.

This Histone H2AX [p Ser139] Antibody was developed against to a region
surrounding phosphorylated serine 139 of human histone H2AX [Swiss-Prot
entry P16104] (GenelD 3014).

Licensed to Novus Biologicals LLC under U.S. Patent Nos. 6,362,317 and
6,884,873.

Western Blot, Simple Western, Flow Cytometry, Immunocytochemistry/
Immunofluorescence, Immunohistochemistry, Immunohistochemistry-Frozen,
Immunohistochemistry-Paraffin, Chromatin Immunoprecipitation (ChIP),
Knockout Validated

Western Blot 1:10000-1:25000, Simple Western 5 ug/ml, Flow Cytometry 5 ug
per 1 million cells, Immunohistochemistry 1:2000 - 1:10000,
Immunocytochemistry/ Immunofluorescence 1:500 to 1:5000,
Immunohistochemistry-Paraffin 1:2000 - 1:10000, Immunohistochemistry-Frozen
1:1000 - 1:5000, Chromatin Immunoprecipitation (ChlP), Knockout Validated

For IHC, epitope retrieval with citrate buffer pH6.0 is recommended for FFPE
tissue sections. Formaldehyde fixation is recommended. Permeabilization with
Triton-X 100 is recommended for formaldehydefixed cells. Immunoprecipitation
is not recommended.

In Simple Western only 10 - 15 uL of the recommended dilution is used per data

point. Separated by Size-Wes, Sally Sue/Peggy Sue. Use in chromatin
immunoprecipitation reported in scientific literature (PMID: 30049290).
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Images

Detection of Human and Mouse Histone H2AX [p Serl139] by Western 23T oA sk G361

Blot. Samples: Nuclear extract (50 ug) from human HEK293, human UT NCS UT NGS UT NGS UT NGS

melanoma (G361), mouse wildtype embryonic fibroblasts (+/+) or mouse %22 :

H2AX knockout embryonic fibroblasts (-/-). Antibody: Affinity purified 75-

rabbit Histone H2AX [p Serl139] antibody NB100-384 used at 0.1 ug/ml. %%

Detection: Chemiluminescence with 30 second exposure. (NCS, |

neocarzinostatin - 200 ng/ml, 30 min). Bands appear at an observed el

molecular weight of ~15 kDa. B - . e
15— . . P - H2AX

Samples: Neocarzinostatin treated asynchronous HelLa cells (left) and
untreated asynchronous Hela cells (right) . Antibody: Affinity purified
rabbit Histone H2AX [p Ser139] used at a dilution of 1:5,000 (0.2ug/ml).
Detection: Red fluorescent Anti-rabbit IgG-DyLight 594 used at a dilution
of 1:100.

Simple Western lane view shows a specific band for Histone H2AX [p
Serl139] in 0.2 mg/ml of Jurkat lysate(s). This experiment was performed
under reducing conditions using the 12 - 230 kDa separation system.

-
Immunocompromised mice were subcutaneously injected with cancerouse Cleaved
cell lines and tumors were allowed to establish. Treatments occurred Caspase-3 y-H2AX PCNA
every other day and the studied compound or the equivalent vehicle PR 4 et ol 773

control administered intraperitoneally for five weeks. Tumor volume and
mass were measured two times per week. IHC analysis of sectioned
tumor tissues from the MDA-MB-231 study. Each section was subjected
to the specified antibody followed by a biotinylated secondary antibody.
Detection was done using a DAB Peroxidase HRP Substrate Kit (brown)
followed by Hematoxylin counterstaining (purple). Images were obtained
using inverted bright field microscopy. Sectioning results are
representative of three individual tumors. Scale bar is 50 microns. Image
collected and cropped by CiteAb from the following publication
(nature.com/articles/s41598-017-01230-4), licensed under a CC-BY
license.

CompoundA _ Control
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Immunostaining of Histone H2AX [p Ser139] WT1 and 5mC in patients
with IgA nephropathy and controls. Examples of PAS staining and
immunostaining with Histone H2AX [p Serl39] (green) and WT1 (red),
pATM and 5mC in glomeruli of IgA nephropathy and controls. A kidney
sample of a 65-year-old male of IgA nephropathy without podocytopathic
features. Arrows indicate Histone H2AX [p Ser139] and WT1 double-
positive cells. Scale bars: 50um. Image collected and cropped by CiteAb
from the following publication (https://www.nature.com/articles/s41598-
019-57140-0) licensed under a CC-BY license.

Samples: Nuclear extract from HeLa cells treated with 100 uM EPE for 4 ;,
hours (+) or mock treated (-). Antibody: Affinity purified rabbit Histone 250~
H2AX [p Serl139] antibody used at 0.1 ug/ml. Detection: 130-
Chemiluminescence with an exposure time of 3 minutes. Band appears

at an observed molecular weight of ~17 kDa. .
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Protein (pg)
- |Etopeside

Detection of human Histone H2AX [p Ser139] by western blot. Samples: .,
Whole cell lysate (50 ug) from Jurkat cells treated with 100 uM EPE for 4 2s0-
hours (+) or mock treated (-). Antibody: Affinity purified rabbit Histone 130-
H2AX [p Serl139] antibody NB100-384 used for WB at 0.1 ug/ml.
Detection: Chemiluminescence with an exposure time of 3 seconds.
Band appears at an observed molecular weight of ~18 kDa.
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S0 Jurkat (pg)
+ - | Etoposide

FFPE section of mouse CT26 colon carcinoma. Antibody: Affinity purified
rabbi Histone H2AX [p Ser139] antibody used at a dilution of 1:1,000 (1
ug/ml). Detection: DAB.
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Analysis of Histone H2AX [p Serl39] in EPE Treated Jurkat Cells. Cells
were treated for 3 hrs in 5ug/ml etoposide, fixed in 1.5% PFA, and
permeabilized in 90% Methanol. 1 million cells were stained with 0.5 ug
anti-KLH or anti-H2AX NB100-384 and secondary FITC-conjugated goat
anti-rabbit (in a 150ul reaction). Black- etosposide treated, anti-KLH;
Red- untreated, anti-Histone H2AX [p Ser139]; Blue- etoposide treated ,
anti-Histone H2AX [p Ser139].
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FFPE section of human ovarian carcinoma. Antibody: Affinity purified
rabbit Histone H2AX [p Ser139] antibody used at a dilution of 1:5,000
(0.2 ug/ml). Detection: DAB. LA
» i "_g-"
4
Electropherogram image(s) of corresponding Simple Western lane view. _ ., S
Histone H2AX [p Ser139] antibody was used at 5 ug/ml dilution on Jurkat i
lysate(s). |-* |
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Immunohistochemistry: Rabbit Polyclonal Histone H2AX [p Serl139]
Antibody - Histone H2AX Antibody on mouse cancer tissue. H2AX (Gray)
and H2BGFP(Green). Primary antibody dilution: 1:1000 in a 10um slice.
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mTORC1/2 activity prevents Cisplatin-induced cell death in MCF-10A  ® 5 8§ §

cells. (A) Western blot displaying effects on mTOR signaling during a e 0 1 5 102 50 paks
dose escalation of PP242 treatment in MCF-10A cells; (B) Western blot e T L L S T [
displaying effects of mTOR signaling on a dose escalation of cisplatin Tota k| QDRI | " & Jse

treatment in MCF-10A cells; (C) Western blot displaying effects on ’:pwml;l otz vt [ D]

mTOR signaling and cell death during non-treated, Cisplatin, PP242, and ., o fmmmee | "“;:f;’;ﬁﬁ

Cisplatin + PP242-treated MCF-10A cells. POTOTINpTO 42 35 45 41 44 18 ot p70 5% [

YHRAK E p-p70:Total p70 27 29 21 28

Total HZAX e [ wm

YHZAX, TOI:I;:::}( 0 DZO.UO.UD.U! o HZA::.‘BI I:?A); E‘

MCF-10A
C\eavedgiggﬁ
HSC?D%
ERM expression and localization in SKBR3 breast cancer cells(A) D kKLl - +

Western blot analysis of ERM levels in SKBR3, HelLa and PC3 cells.
SKBR3 breast cancer cells do not express moesin. (B) Colocalization of
ezrin/radixin and ErbB2 in SKBR3 cells. 3D-SIM of fixed cells, stained for
endogenous ERM and ErbB2, shows a high degree of colocalization
between the ezrin/radixin and ErbB2 at the plasma membrane (left
panel: max. projection; middle: single plane section; right: single
channels of insert). Scale bars: 10 uym. (C) Analysis of protein
association in SKBR3 cells by proximity ligation assay (PLA). 2 h
treatment with 3 yM GA leads to decreased association of ezrin/ErbB2
and radixin/ErbB2. Data is represented as mean +/- SEM (***P < 0.001).
(D) Corresponding single plan section of a representative PLA
experiment. Fluorescence and DIC pictures of control cells (upper panel)
and cell treated for 2 h with geldanamycin (lower panel) are shown.
Scale bars: 10 ym. Image collected and cropped by CiteAb from the
following open publication (https://pubmed.ncbi.nlm.nih.gov/27029001),
licensed under a CC-BY license. Not internally tested by Novus
Biologicals.

D

ETH-UF-LG

Digital image analysis of cytoplasmic and membranous staining.
Cytoplasmic HIF-1a staining is shown (A) and automated image analysis
utilizing TissuelA recognizes cytoplasmic HIF-1a staining highlighted in
green color (B). CA9 is shown in membranous staining (C) and
automated image analysis determines membranous CA9 staining
highlighted in green color (D). The output from the algorithm returns a
number of quantitative measurements for intensity and percentage of
positive staining present. Scale bar: 100 ym. Image collected and
cropped by CiteAb from the following open publication
(https://translational-medicine.biomedcentral.com/articles/10.1186/1479-
5876-11-185), licensed under a CC-BY license. Not internally tested by
Novus Biologicals.
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PHD3 elevates p27 expression through a post-translational mechanism. ¢ NHF (48Hours) =~ NCM460(72 Hours)
a PHD3 depletion has no effect on p27 transcription under hypoxia. p27 e e "o a’b
MRNA levels were measured in HeLa cells using quantitative real-time o"f.y o+"’4"4r o% % S, C‘a,,, -

PCR. Results shown as fold change vs normoxic control, four S 35
independent experiments (x SEM) (p =n.s.; n=4). b Hypoxic p27 " " QEI E
expression is HIF-1a and EPAS1/HIF-2a independent. QRT-PCR maal . -
analysis of p27 and hypoxia-inducible glut-1 mRNA normalized to B-actin y-Hzax [ ] [
using the indicated double knockdown after 24 h of hypoxia. Unlike glut-1 i 45
HIF knockdown has little effect on p27 transcription. Results from three ’ E’ E
independent experiments (xtSEM) are shown (p=n.s.; n=3). c PHD3

depletion induces p27 protein levels independently of HIF-1a or

EPAS1/HIF-2a depletion in HeLa cells. d Quantification of p27 protein

expression using indicated double knockdown. Results from three

independent experiments (xtSEM) are shown Image collected and

cropped by CiteAb from the following open publication

(https://pubmed.ncbi.nim.nih.gov/26223520), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

AR facilitates HIF1a synthesis and autophagy inhibition via mTOR B WT Erce I
activation. (A) SK-N-MC cells were exposed to AB (5 uM) for 0—48 h. -ATM . -_.—!|
HIF1a and B-actin expression was analyzed by western blot. n = 3. (B) P~ -
Cells were pretreated with NAC (1 mM) for 30 min prior to AB treatment ATM |-— .- — —|

for 24 h. HIF1a and B-actin expression were analyzed by western blot. n
= 3. (C,E) Cells were incubated with rapamycin (10 nM) for 30 min prior =~ YHZAX | = o - -
to AB treatment for 24 h. Phosphorylation of 4EBP1 (Thr 37/46) z_:\nd p21 | -— - ,......|
4EBP1, phosphorylation of p70S6K1 (Thr 389), HIF1a and B-actin were
analyzed by western blot. n = 6. (D) Protein samples were GAPDH | e e
immunoprecipitated by eukaryotic translation initiation factor 4E (elF4E)

antibody-conjugated protein A/G agarose beads. Samples were blotted

with 4EBP1 and elF4E-specific antibodies. n = 3. (F) Cells were exposed

to PF4708671 (10 uM) for 30 min prior to AB treatment for 24 h. HIFla

and B-actin expression was detected by western blot. n = 6. (G) Cells

were exposed to cycloheximide (4 uM) for 30 min prior to AB treatment

for 24 h. HIF1a and B-actin expressions were detected by western blot. n

= 6. (H) Cells were pretreated with rapamycin (10 nM) for 30 min,

incubated with AB for 24 h and analyzed by western blotting with LC3,

p62 and B-actin specific antibodies. n = 3—-6. (I) LC3 puncta was

visualized by confocal microscopy. Presented results are merged

images. Green and red fluorescents indicate LC3 and PI respectively.

Scale bars, 50 ym (magnification x 600). (J) Cells were pretreated with

trehalose (10 uM) for 30 min prior to AR treatment for 24 h. Cytotoxicity

was measured by MTT assay at an absorbance of 545 nm using a

microplate reader. Data present the mean = SE. n = 6. (K) Cell viability

was measured by trypan blue exclusion assay. Data are presented as a

mean + SE. n = 6. Each blot image was presented as representative

image. *p < 0.05 vs. control, #p < 0.05 vs. AB treatment. Image collected

and cropped by CiteAb from the following open publication

(https://pubmed.ncbi.nim.nih.gov/28790888), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.
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HIF1a drives the expression of PFKFB3 in B-cells. a Luciferase assay C
showing the activation of PFKFB3 promoter containing 2 hypoxia

elements. INS 832/13 overexpressing LacZ or hIAPP were transfected 1.2 ik
for 36 h with plasmid vectors containing: RenSP luciferase gene without
a promoter (empty vector—EV) measuring the background signal or . 1.04

housekeeping gene promoter driving the expression of RenSP luciferase 5 0.8-
gene (B-actin) or PFKFB3 promoter with hypoxia elements driving the &
expression of RenSP luciferase gene (PFKFB3). b Representative 0.6
Western blot of HIF1a, PFKFB3, LDHA, Cdhl in whole cell extracts of é

INS 832/13 overexpressing LacZ (CTRL) or hlIAPP, silenced or not with % 0.41

short hairpin RNA for PFKFB3 (PFKFB3 shRNA) and HIF1a (HIF1la = 025

shRNA) for 36 h. CTRL shRNA is non-target shRNA control vector. 0

B-actin and GAPDH were used as loading control. Data are presented as T T

mean £ SEM, n =9 independent biological samples (in (a)). Statistical 15 kD { == === == |yH2AX
significance was analyzed by unpaired t-test (*p < 0.05) Image collected ——| ;
and cropped by CiteAb from the following open publication il " slyungin
(https://pubmed.ncbi.nlm.nih.gov/31213603), licensed under a CC-BY CPT = % = %

license. Not internally tested by Novus Biologicals.

Ddx19 interacts with MKL1 RPEL domain and Ipof.(a) Ddx19
recruitment from Hela cell lysate by GST-RPEL and GST-Ipop (left). WB
western blotting; (=), without Ran-Q69L; (+), with RanQ69L.
Corresponding GST baits are stained with Ponceau to ensure the equal
loading of the samples (below). Input sample corresponds to 5% of the
Hela cell lysate used in the assay. (b) GST-RPEL was used as a bait for
pull down of Ddx19 and Ipop from the Hela cell lysate in the presence of
increasing amounts of LatB-actin (0.25—10 uM) (left). Arrow indicates the
increasing amounts of actin in the corresponding Ponceau staining
(below). Image collected and cropped by CiteAb from the following open
publication (https://www.nature.com/articles/ncomms6978), licensed
under a CC-BY license. Not internally tested by Novus Biologicals.

Western blot analysis of co-immunoprecipitations of asynchronous HN30 A 12 weeks
non-treated and HN30 cells transfected with pcDNA 3.0 NSP 5a3a and WT Em; A Erecl ’Arm -
pcDNA 3.1/CT-GFP for 3 daysNT: non-treated HN30 cells, TRD: HN30 : - - ]
cells over-expressing NSP 5a3a. a. Immunoprecipitation of non-treated
HN30 cells using rabbit anti-NSP 5a3a and western blot analysis using
rabbit anti-DAXX., b. Immunoprecipitation of HN30 treated cells using

rabbit anti-NSP 5a3a and western blot anaylsis using rabbit anti-DAXX., p21 | ——-— o |
c. Immunoprecipitation of non-treated HN30 cells using rabbit anti-NSP
5a3a and western blot analysis using rabbit anti-TRAF2., d. GAPDH S S ——— |

Immunoprecipitation of HN30 treated cells using rabbit anti-NSP 5a3a
and western blot analysis using rabbit anti-TRAF2., e.
Immunoprecipitation of non-treated HN30 cells using rabbit anti-
TRAF2/DAXX and western blot analysis using rabbit anti-NSP 5a3a, and
f. Immunoprecipitation of HN30 treated cells using rabbit anti-
TRAF2/DAXX and western blot analysis using rabbit anti-NSP 5a3a.
Image collected and cropped by CiteAb from the following open
publication
(https://lwww.oncotarget.com/lookup/doi/10.18632/oncotarget.306),
licensed under a CC-BY license. Not internally tested by Novus
Biologicals.
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DHA enhances autophagy in MM cells, which contributes to DHA- D DNA-PKi
induced cell deathRPMI-8226 (A) and OPM-2 (B) were cultured with Untreatad__ CPT DNAFK __+CPE
vehicle (Ctrl) or 100 uM DHA for 24 hours in the presence or in the
absence of Bafilomycin (Baf) and the expression of the autophagic
markers such as LC3l/ll and p62 was analyzed by Western blot; 3-actin
was included as control; numbers indicate band intensities (b.i.) = band
volume/area x mean pixel intensity, normalized for $-actin and quantified
using Quantity One 1-D analysis software; C. RPMI-8226 cells were
cultured for 24 hours with vehicle (Ctrl) or 100 uM DHA in presence or
absence of 3-MA (0.3 mM) and their viability assessed by trypan blue
exclusion assay (left panel) and cytofluorimetry cell cycle analysis of sub-
G1 events, representing apoptotic cells (right panel). Representative
experiments out of three. Image collected and cropped by CiteAb from
the following open publication
(https://www.genesandcancer.com/lookup/doi/10.18632/genesandcancer
.131), licensed under a CC-BY license. Not internally tested by Novus
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POT1 prevents DDR in human HSC. a Expression of POT1 in hCB c Cleaved

CD34+ cells and LT-HSCs (Lin—-CD34+CD38-CD45RA-CD90+CD49f+). Caspase-3 _y-H2AX PCNA

b hCB-derived LT-HSCs were cultured with MTM-POT1. After 10 days of ORI 4 e ol 773 ‘? \,
culture, cells were isolated and re-cultured in methylcellulose medium % A7 e S s b ¢ ok

(200 cells per dish). The number of CFU-C and HPP-CFC (>1.0 mm,
>2.0 mm) are shown. Data are expressed as the mean+SD (n=3, *p<
0.01 by t-test). Representative data from three independent experiments
are shown. ¢, d hCB LT-HSCs were cultured for 10 days with control
MTM protein or MTM-POT1. After 10 days of culture, LT-HSCs were re-
isolated and number of TIF was examined. ¢ Immunocytochemical
staining of TRF1 (green), 53BP1 (red), and TOTO3 (blue). Scale bar, 2 Mo
pm (left). Frequencies of TIFs after 10 days of culture (right). Data are " !
expressed as the mean = SD (n =100: control, n =100: MTM-POT1, *p < ©
0.01 by t-test). Representative data from 2 independent experiments are

shown. d Immunocytochemical staining of TRF1 (green), RPA32 (red),

and TOTO3 (blue). Scale bar, 2 um (left). Frequencies of TIFs after 10

days of culture (right). Data are expressed as the mean + SD (n=110-

120: control, n=110: MTM-POT1, *p <0.01 by t-test). Representative

data from two independent experiments are shown Image collected and

cropped by CiteAb from the following open publication
(https://pubmed.nchi.nim.nih.gov/28986560), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

pound A ‘ Control

Cell numbers positively stained for NeuN, DCX, PCNA and caspase-3 in
the subgranular region of the dentate gyrus in WT and RanBP9-/- (KO)
mice.(A), DAPI-stained brain sections to show the highlighted
subgranular zone within the dentate gyrus region of the hippocampus
used for cell counts shown in B. (B), Representative brain sections
stained with anti-NeuN, anti-DCX, anti-PCNA, anti-capsase-3 and
counter stained with DAPI. Cell counting revealed significantly decreased
numbers of NeuN positive cells in RanBP9—/- (KO) brains (22%)
compared to WT controls. However DCX, PCNA and caspase positive
cell numbers were not significantly altered. In each group, n=3, data
presented as meant SEM. **, p<0.01 by Student’s t-test. Image
collected and cropped by CiteAb from the following open publication
(https://pubmed.nchi.nim.nih.gov/23840553), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.
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SAN1 functions independently of the FA pathway and does not affect FA A I .
pathway activation. a, b CSAs of HeLa WT and SAN1-/- cells treated 3 104
with scrambled ctrl sSIRNA or FANCD2 siRNA, in response to Cisplatin & 0.8
and MMC (N = 3). Statistical significance determined by two-way %X 0.6
ANOVA. Error bars denote s.e.m. *p <0.05, *p<0.01, **p<0.001, ***p £ 044
<0.0001. ¢ Immunoblot showing siRNA knockdown of FANCD2 in HeLa ; 0.2
WT and SAN1-/- cells. d IF staining of FANCD2 foci in HeLa WT cells 5 o

and SAN1-/- cells treated with 0.045 yM MMC. e Immunoblot of 25 e IS TR 2 . Ub
FANCD2 showing mono-ubiquitylation in HeLa WT and SAN1-/- cells 20; !

treated with vehicle or 0.045 uM MMC. f, g CSAs of HeLa WT and ;Sc 18 YH2AX (high exp)
SAN1-/- cells treated with ctrl or SNM1A siRNA and exposed to Q| 15 | e e | YH2AX (lOW €XP)
Cisplatin or MMC. Statistical significance was determined by two-way 2

ANOVA test. h Immunoblot of SNM1A in HeLa WT and SAN1-/- cells 5OE oTubulin
treated with ctrl or SNM1A siRNA Image collected and cropped by L Q\[.\ S

CiteAb from the following open publication i C’é g
(https://pubmed.nchi.nim.nih.gov/29968717), licensed under a CC-BY & Q g‘l"

license. Not internally tested by Novus Biologicals. Oe‘?

Publications
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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

Histone H2AX 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/NB100-384

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

www.novusbio.com/publications
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