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0.1 ml

1 mg/ml

Store at 4C. Do not freeze.
Polyclonal

0.02% Sodium Azide

[o] €]

Immunogen affinity purified
PBS

29 kDa

Rabbit

3146

HMGB1

Human, Mouse, Rat, Bovine, Canine, Rabbit, Sheep

Rabbit reactivity reported in scientific literature (PMID: 27401639).

A synthetic peptide made to an internal portion of the human HMGB1 protein
sequence (between residues 100-200). [UniProt #P09429]

Western Blot, Simple Western, ELISA, Flow Cytometry, Flow (Intracellular),
Immunocytochemistry/ Immunofluorescence, Immunohistochemistry,
Immunohistochemistry-Paraffin, Knockdown Validated

Western Blot 0.5-1.0 ug/ml, Simple Western 1:2000, Flow Cytometry 1:100,
ELISA, Immunohistochemistry 1:100-1:250, Immunocytochemistry/
Immunofluorescence 0.05 ug/ml, Immunohistochemistry-Paraffin 1:100-1:250,
Flow (Intracellular), Knockdown Validated

In Western blot a band is seen approx. 29 kDa. It has been reported that the
HRP conjugated format (Catalog# NB100-2322H) of this antibody works well for
use in ELISA.

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

The observed molecular weight of the protein may vary from the listed predicted
molecular weight due to post translational modifications, post translation
cleavages, relative charges, and other experimental factors.
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Images

Knockdown Validated: HMGB1/HMG-1 Antibody [NB100-2322] -
Western blot shows lysates of HEK293T human embryonic kidney

HEK293T
HEK283T
HMGB1 KO

parental cell line and HMGB1 knockout (KO) HEK293T cell line. PVDF 'f'“_
membrane was probed with 1.0 ug/ml of Rabbit Anti-Human HMGB1 =
Polyclonal Antibody (Catalog # NB100-2322) followed by HRP- s0—
conjugated Anti-Rabbit IgG Secondary Antibody (Catalog #HAF008). -
Specific band was detected for HMGB1 at approximately 30 kDa (as e

indicated) in the parental HEK293T cell line, but is not detectable in the
knockout HEK293T cell line. This experiment was conducted under
reducing conditions. o

Capyshn @ El-Tkine
Western Blot: HMGB1/HMG-1 Antibody [NB100-2322] - Total protein
from SHSY-5Y, MCF7, Neuro2A and HelLa was separated on a 12% gel
by SDS-PAGE, transferred to PVDF membrane and blocked in 5% non-
fat milk in TBST. The membrane was probed with 2.0 ug/mL anti-
HMGBL1 in 1% non-fat milk in TBST and detected with an anti-rabbit HRP
secondary antibody using chemiluminescence.

Immunohistochemistry-Paraffin: HMGB1/HMG-1 Antibody [NB100-2322] =™~ @ = _ @& 8% &
- Staining of HMGBL1 in mouse liver using NB100-2322. ® o o g e

& 2’ . . ’.
'. ....6 % (s

Simple Western: HMGB1/HMG-1 Antibody [NB100-2322] - Image shows ...
a specific band for HMGBL1 in 0.05 mg/mL of Jurkat Iysate This
experiment was performed under reducing conditions using the 12-230 =
kDa separation system.
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Immunocytochemistry/Immunofluorescence: HMGB1/HMG-1 Antibody
[NB100-2322] - MCF7 cells were fixed in 4% paraformaldehyde for 10
minutes and permeabilized in 0.5% Triton X-100 in PBS for 5 minutes.
The cells were incubated with anti-HMGB1/HMG-1 Antibody NB100-
2322 at 1 ug/ml for overnight at 4C and detected with an anti-rabbit
Dylight 488 (Green) at a 1:1000 dilution for 60 minutes. Nuclei were
counterstained with DAPI (Blue). Cells were imaged using a 100X
objective and digitally deconvolved.

Immunocytochemistry/Immunofluorescence: HMGB1/HMG-1 Antibody
[NB100-2322] - Neuro2a cells were fixed for 10 minutes using 10%
formalin and then permeabilized for 5 minutes using 1X TBS + 0.5%
Triton-X100. The cells were incubated with anti-HMGB1 at 5 ug/ml
overnight at 4C and detected with an anti-rabbit Dylight 488 (Green) at a
1:500 dilution. Alpha tubulin (DM1A) NB100-690 was used as a co-stain
at a 1:1000 dilution and detected with an anti-mouse Dylight 550 (Red) at
a 1:500 dilution. Nuclei were counterstained with DAPI (Blue). Cells were
imaged using a 40X objective.

- Rabbit blood vessel. Image from verified customer review.

Western Blot: HMGB1/HMG-1 Antibody [NB100-2322] - The onset of
innate immune response after I/R injury was compared in wt and PT-
SSAT-Cko animals. Time course of the expression of HMGB1, TLR2 and c 24 48 C 24 48
4 were compared in the kidneys of sham-operated and injured wt and HMGB-1 _
PT-SSAT-Cko mice. The data are representative of three independent . - .

experiments. Image collected and cropped by CiteAb from the following
publication (//doi.org/10.1371/journal.pone.0110161) licensed under a i

CC-BY license. i = k : '
'-"-_E—* -

TLR-2
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Immunocytochemistry/Immunofluorescence: HMGB1/HMG-1 Antibody
[NB100-2322] - NIH3T3 cells were fixed in 4% paraformaldehyde for 10
minutes and permeabilized in 0.5% Triton X-100 in PBS for 5 minutes.
The cells were incubated with anti-HMGB1/HMG-1 Antibody NB100- Sl At
2322 at 1 ug/ml for overnight at 4C and detected with an anti-rabbit '

Dylight 488 (Green) at a 1:1000 dilution for 60 minutes. Nuclei were

counterstained with DAPI (Blue). Cells were imaged using a 100X

objective and digitally deconvolved.

Flow Cytometry: HMGB1/HMG-1 Antibody [NB100-2322] - An
intracellular stain was performed on HelLa cells with HMGB1/HMG-1 ot
Antibody NB100-2322AF488 (blue) and a matched isotype control ]
(orange). Cells were fixed with 4% PFA and then permeabilized with
0.1% saponin. Cells were incubated in an antibody dilution of 5 ug/mL for
30 minutes at room temperature. Both antibodies were conjugated to
Alexa Fluor 488.

Relative Cell Number

. " 4 d 8 ‘ o
1 o 10 10

HMGBIHMG-1 Alsza Fluor® 438
Copyright @ 2022 Mowus Biglogicals

Western Blot: HMGB1/HMG-1 Antibody [NB100-2322] - Hepatocyte 100 ng/mi LPS
protein lysate at 1:1000 4C overnight. Image from verfified customer :u__
review. -
75kDa| =
S50 kDa|=
37 kDa j
s —
25 kDa o

Immunocytochemistry/Immunofluorescence: HMGB1/HMG-1 Antibody
[NB100-2322] - HeLa cells were fixed for 10 minutes using 10% formalin
and then permeabilized for 5 minutes using 1X TBS + 0.5% Triton-X100.
The cells were incubated with anti-HMGB1 [NB100-2322] at a 1:200
dilution overnight at 4C and detected with an anti-rabbit Dylight 488
(Green) at a 1:500 dilution. Alpha tubulin (DM1A) [NB100-690] was used
as a co-stain at a 1:1000 dilution and detected with an anti-mouse
Dylight 550 (Red) at a 1:500 dilution. Nuclei were counterstained with
DAPI (Blue). Cells were imaged using a 40X objective.
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Flow (Intracellular): HMGB1/HMG-1 Antibody [NB100-2322] - An
intracellular stain was performed on HeLa with NB100-2322 and a 260]
matched isotype control. Cells were fixed with 4% PFA and then ]
permeabilized with 0.1% saponin. Cells were incubated in an antibody
dilution of 1 ug/mL for 30 minutes at room temperature, followed by
Rabbit IgG (H+L) Cross-Adsorbed Secondary Antibody.

200 +
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Flow Cytometry: HMGB1/HMG-1 Antibody [NB100-2322] - An
intracellular stain was performed on RH-30 cells with NB100-2322F i
(blue) and a matched isotype control (orange). Cells were fixed with 4%

PFA and then permeabilized with 0.1% saponin. Cells were incubated in ag - \
an antibody dilution of 10 ug/mL for 30 minutes at room temperature. =
Both antibodies were conjugated to FITC. Sé 200 \
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HMGB I/HMG-1 FITC
Copyright & 201% Mowus Biologicols

ELISA: HMGB1/HMG-1 Antibody [NB100-2322] - A dose-dependent
titration of the HRP conjugated anti-HMGB1 antibody on recombinant HRP-antl-HMGB1 Antibaay Tiratian
human HMGB1 protein. Image from verified customer review. Image
using the HRP format of this antibody.
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Figure 1: Thration curve for hinding of HAP-canjugated anti-HMGEL antibody to recombinant
human HMGS1 by ELISA, a2 deseribed in the Mathads.

Expression of endogenous ligands for TLR2. (A) Expression of biglycan A
in AD-TLR2KO mice increased significantly compared with that in WT,  HMGB | e s 29 kDa
AD, and TLR2KO mice (p<0.05). (B) HMGBL1 in the four groups did N0t  GAPDH [ = wss ¥ 37 kDa

show a significant difference (p>0.05).
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Publications

Liu J, Liu Y, Wang Y et al. HMGB1 is a mediator of cuproptosis-related sterile inflammation Frontiers in Cell and
Developmental Biology 2022-09-21 [PMID: 36211458]

Kuwar R, Rolfe A, Di L et al. A Novel Inhibitor Targeting NLRP3 Inflammasome Reduces Neuropathology and
Improves Cognitive Function in Alzheimer's Disease Transgenic Mice Journal of Alzheimer's Disease 2021-08-17
[PMID: 34219728] (WB)

Liu X, Cao H, Li J et al. Autophagy induced by DAMPs facilitates the inflammation response in lungs undergoing
ischemia-reperfusion injury through promoting TRAF6 ubiquitination. Cell Death Differ. 2017-04-01 [PMID: 28157209]
(B/N)

Yang W, Hong SA, Kim JM et al. The immunologic phenotype of thrombi is associated with future vascular events
after cerebral infarction Journal of neurointerventional surgery 2023-05-17 [PMID: 37197936]

Abbaszadeh F, Jorjani M, Joghataei MT et al. Astaxanthin ameliorates spinal cord edema and astrocyte activation via
suppression of HMGB1/TLR4/NF-?B signaling pathway in a rat model of spinal cord injury Naunyn-Schmiedeberg's
archives of pharmacology 2023-05-05 [PMID: 37145127] (WB, Rat)

Ershova ES, Shmarina GV, Porokhovnik LN Et al. In Vitro Analysis of Biological Activity of Circulating Cell-Free DNA
Isolated from Blood Plasma of Schizophrenic Patients and Healthy Controls Genes (Basel) 2022-03-25 [PMID:
35328103] (FLOW, Human)

Details:
Citation using the FITC version of this antibody.

Hao Y, Gu Z, Yu Z et al. Photodynamic Therapy in Combination with the Hepatitis B Core Virus-like Particles (HBc
VLPs) to Prime Anticancer Immunity for Colorectal Cancer Treatment Cancers 2022-05-31 [PMID: 35681703]
(FLOW, Mouse)

Manzoor, S, Mariappan, N Et al. Cutaneous lewisite exposure causes acute lung injury. Ann N Y Acad Sci 2020-11-
01 [PMID: 32329907] (IF/IHC, Mouse)

Ghaffari, S, Jang, E Et al. Endothelial HMGB1 Is a Critical Regulator of LDL Transcytosis via an SREBP2-SR-BI Axis.
Arterioscler Thromb Vasc Biol 2021-01-01 [PMID: 33054399] (IF/IHC, Mouse)

Baker BC, Heazell AEP, Sibley C et al. Hypoxia and oxidative stress induce sterile placental inflammation in vitro
Scientific reports 2021-03-31 [PMID: 33790316] (IF/IHC, Human)

Lin T, Sheng L, Wan L et al. Suppressing HMGB1-TLR4-Mediated Neuroinflammation Alleviates Morphine Tolerance
via Inhibiting AMPK-HO-1 Pathway in The Spinal Cord of Mice Research Square 2020-12-16 (IF/IHC, WB, Mouse)

Jella KK, Nasti TH, Li Z et al. Exosome-containing preparations from post-irradiated mouse melanoma cells delay
melanoma growth in vivo by a natural killer cell-dependent mechanism Int. J. Radiat. Oncol. Biol. Phys. 2020-06-16
[PMID: 32561502]

More publications at http://www.novusbio.com/NB100-2322
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Procedures
WB Protocol specific for HMGB1 Antibody (NB100-2322)

Western Blot Protocol

1. Perform SDS-PAGE on samples to be analyzed, loading 10-25 ug of total protein per lane.

2. Transfer proteins to PVDF membrane according to the instructions provided by the manufacturer of the membrane
and transfer apparatus.

3. Stain the membrane with Ponceau S (or similar product) to assess transfer success, and mark molecular weight
standards where appropriate.

4. Rinse the blot TBS -0.05% Tween 20 (TBST).

5. Block the membrane in 5% Non-fat milk in TBST (blocking buffer) for at least 1 hour.

6. Wash the membrane in TBST three times for 10 minutes each.

7. Dilute primary antibody in blocking buffer and incubate overnight at 4C with gentle rocking.

8. Wash the membrane in TBST three times for 10 minutes each.

9. Incubate the membrane in diluted HRP conjugated secondary antibody in blocking buffer (as per manufacturer's
instructions) for 1 hour at room temperature.

10. Wash the blot in TBST three 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 manufacturers instructions.

IHC-P Protocol specific for HMGB1 Antibody (NB100-2322)
Immunohistochemistry-paraffin embedded sections

Antigen Unmasking
Bring slides to a boil in 10 mM sodium citrate buffer pH 6.0 then maintain at a sub-boiling temperature for 10 minutes.
Cool slides on bench top for 30 minutes.

Staining

1. Wash sections in dH20 three times for 5 minutes each.

2. Wash section in wash buffer (1X PBS/0.1% Tween-20 (1X PBST)) for 5 minutes.

3. Block each section with 100-400 ul blocking solution (1X PBST, 5% goat serum) for 1 hour at room temperature.
4. Remove blocking solution and add 100-400 ul primary antibody diluted in 1X PBST, 5% goat serum to each
section. Incubate overnight at 4C.

5. Remove antibody solution and wash sections in wash buffer three times for 5 minutes each.

6. Add 100-400 ul biotinylated secondary antibody, diluted in 1X PBST, 5% goat serum. Incubate 30 minutes at room
temperature.

7. Remove secondary antibody solution and wash sections three times with wash buffer for 5 minutes each.

8. Add 100-400 ul Striptavidin-HRP reagent to each section and incubate for 30 minutes at room temperature.

9. Wash sections three times in wash buffer for 5 minutes each.

10. Add 100-400 ul DAB substrate to each section and monitor staining closely.

11. As soon as the sections develop, immerse slides in dH20.

12. Counterstain sections in hematoxylin.

13. Wash sections in dH20 two times for 5 minutes each.

14. Dehydrate sections.

15. Mount coverslips.

O ——




L:j NOVUS

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 NB100-2322

NB800-PC1
NB100-2322PEP

HelLa Whole Cell Lysate
HMGB1/HMG-1 Antibody Blocking Peptide

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

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.novushbio.com/reviews/submit/NB100-2322

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

www.novusbio.com/publications
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