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Had Anti-GSDMD antibody [EPR20859]

WS 0M Rabbit monoclonal [EPR20859] to GSDMD

HkE Rabbit

HRM This antibody can detect full length, as well as a N-terminal fragment after stimulation in WB.
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Expression level of GSDMD in whole normal brain lysate is low or undetectable (PMID:
32671214, PMID: 34975487), we recommend loading higher amount of lysate or using lower
antibody dilution.

#FR®HD: Flow Cyt (Intra), IP, WB, IHC-P
#ERABL: ICCIF

ZEH: Mouse, Rat
Recombinant fragment. This information is proprietary to Abcam and/or its suppliers.
WB: Wild-type mouse liver and lung whole cell lysates; C6, PC-12, RAW 264.7 and NIH/3T3

whole cell lysates; Rat brain and liver lysates, IHC-P: Wild type mouse small intestine and mouse
lung tissues. Flow Cyt (intra): RAW 264.7 cells. IP: RAW 264.7 whole cell lysate.

HREFEE This product is a recombinant monoclonal antibody, which offers several advantages including:
- High batch-to-batch consistency and reproducibility
- Improved sensitivity and specificity
- Long-term security of supply
- Animal-free production
For more information see here.
Our RabMAb® technology is a patented hybridoma-based technology for making rabbit
monoclonal antibodies. For details on our patents, please refer to RabMAb® patents.
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HNI0RE Liquid
REHZE Shipped at 4°C. Store at +4°C short term (1-2 weeks). Upon delivery aliquot. Store at -20°C long
term. Avoid freeze / thaw cycle.
Nyo7— pH:7.2

Preservative: 0.01% Sodium azide
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Constituents: PBS, 40% Glycerol, 0.05% BSA

AaE Protein A purified
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Flow Cyt (Intra) 1/500.

IP 1/30.

WB 1/1000 - 1/2000. Detects a band of approximately 53 kDa

(predicted molecular weight: 53 kDa).

IHC-P (2) 1/1000. Perform heat mediated antigen retrieval with Tris’EDTA
buffer pH 9.0 before commencing with IHC staining protocol.

3B i 8 Is unsuitable for ICC/IF.
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EHFELE Belongs to the gasdermin family.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-GSDMD antibody
[EPR20859] (ab219800)
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-GSDMD antibody
[EPR20859] (ab219800)

Immunohistochemical analysis of paraffin-embedded (A) Small
intestine tissue from wild-type C57BL/6JGpt mice (B) Small
intestine tissue from GSDMD knockout mice staining with
ab219800 at 1/5000 dilution and ready-to-use Goat Anti-Rabbit IgG
H&L (HRP) secondary. Counterstaining with hematoxylin. Heat
mediated antigen retrieval was performed with Citrate buffer (pH
6.0, Epitope Retrieval Solution 1) for 20 mins. Positive staining on
(A) Small intestine tissue from wild-type C57BL/6JGpt mice and no
staining on (B) Small intestine tissue from GSDMD knockout mice.
The section was incubated with ab219800 for 30 mins at room
temperature. The immunostaining was performed on a Leica
Biosystems BOND ™ RX instrument. The tissue samples were
kindly provided by GemPharmatech. C57BL/6JGpt wildtype mice
and GSDMD-KO homozygous mice (Strain ID: T010437).

Immunohistochemical analysis of paraffin-embedded mouse lung
tissue labelling GSDMD with ab219800 at 1/1000 (0.542 ug/ml)
followed by ab214880 at a ready to use dilution. Low expression
tissue: weak staining on mouse lung. The section was incubated
with ab219800 at 4°C overnight. Counterstained with hematoxylin.

Secondary antibody only control: Secondary antibody is ab214880

at a ready to use dilution.

Heat mediated antigen retrieval was performed using ab93684
(Tris/EDTA buffer, pH 9.0).
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Westem blot - Anti-GSDMD antibody [EPR20859]

(ab219800)
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All lanes : Anti-GSDMD antibody [EPR20859] (ab219800) at
1/1000 dilution

Lane 1 : C6 (rat glial tumor cell line) whole cell lysate

Lane 2 : PC-12 (rat adrenal gland pheochromocytoma cell line)
whole cell lysate

Lane 3 : RAW 264.7 (mouse macrophage cell line transformed
with Abelson murine leukemia virus) whole cell lysate

Lane 4 : NIH/3T3 (mouse embyro fibroblast cell line) whole cell
lysate

Lane 5 : Rat liver lysate

Lane 6 : Rat brain lysate

Lysates/proteins at 10 ug per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at
1/100000 dilution

Predicted band size: 53 kDa
Observed band size: 53 kDa

Exposure time : Lanes 1 and 2:3 minutes; Lanes 3 and 4:48

seconds; Lanes 5 and 6:3 minutes.
Blocking/Dilution buffer: 5% NFDM/TBST.

Expression level of GSDMD in whole normal brain lysate is low or
undetectable (PMID: 32671214, PMID: 34975487), we recommend

loading higher amount of lysate or using lower antibody dilution.
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Westem blot - Anti-GSDMD antibody [EPR20859]
(ab219800)

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-GSDMD antibody
[EPR20859] (ab219800)

All lanes : Anti-GSDMD antibody [EPR20859] (ab219800) at
1/1000 dilution

Lane 1 : Wild-type mouse liver whole cell lysate
Lane 2 : GSDMD knockout mouse liver whole cell lysate
Lane 3 : Wild-type mouse lung whole cell lysate

Lane 4 : GSDMD knockout mouse lung whole cell lysate

Lysates/proteins at 20 ug per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at
1/100000 dilution

Predicted band size: 53 kDa
Observed band size: 53 kDa

Exposure time: Lanes 1 and 2:15 seconds; Lanes 3 and 4:37

seconds.
Blocking/Dilution buffer: 5% NFDM/TBST.

The antibody has strong reactivity with GSDMD with a few weak

bands of undermined proteins.

The lysates were kindly provided by our collaborator Dr Feng
Shao's lab, NIBS.

Immunohistochemical analysis of paraffin-embedded Wild type
mouse small intestine (A) and GSDMD KO mouse small intestine
(B) tissue labeling GSDMD with ab219800 at 1/1000 dilution,
followed by Goat Anti-Rabbit IgG H&L (HRP) Ready to use.
Cytoplasmic staining on epithelium of wild type mouse small
intestine (A), no staining on GSDMD KO mouse small intestine (B)
(PMID: 17350798) is observed. Counter stained with hematoxylin.

Secondary antibody only control: Used PBS instead of primary
antibody, secondary antibody is Goat Anti-Rabbit IgG H&L (HRP)

Ready to use.
The tissue samples were kindly provided by Dr. Feng Shao NIBS.

Heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 was

performed before commencing with IHC staining protocol.
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Westem blot - Anti-GSDMD antibody [EPR20859]
(ab219800)
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GSDMD - Alexa Fluor® 488 (530/30 BP)

Flow Cytometry (Intracellular) - Anti-GSDMD
antibody [EPR20859] (ab219800)

All lanes : Anti-GSDMD antibody [EPR20859] (ab219800)

Lane 1 : iBMM (mouse immortalized bone marrow derived
macrophages) treated with 500ng/ml Bsak plus 500ng/ml anthrax
protective antigen (PA) for 2h. Cell lysate

Lane 2 : iBMM (mouse immortalized bone marrow derived
macrophages) treated with 500ng/ml Bsak plus 500ng/ml anthrax

protective antigen (PA) for 2h. Concentrated cell supernatant

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000

dilution

Predicted band size: 53 kDa
Observed band size: 31,53 kDa

Exposure time: 180 seconds

Blocking and diluting buffer: 5% NFDM /TBST

This antibody could detect full length, as well as a N-terminal

fragment after stimulation.

The lysates were kindly provided by our Dr Feng Shao's lab, NIBS.

Intracellular flow cytometric analysis of 4% paraformaldehyde-fixed,
90% methanol-permeabilized RAW 264.7 (mouse macrophage cell
line transformed with Abelson murine leukemia virus) cell line
labeling GSDMD with ab219800 at 1/500 dilution (red) compared
with a Rabbit IgG, monoclonal [EPR25A] - Isotype Control
(ab172730) (black) and an unlabeled control (cells without
incubation with primary antibody and secondary antibody) (blue).
Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488) (ab150077) at

1/2000 dilution was used as the secondary antibody.
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Immunoprecipitation - Anti-GSDMD antibody
[EPR20859] (ab219800)

Why choose a
recombinont cntibody?

@ O

Research with Long-term and

confidence scalable supply
Consistent and Recombinant
reproducible results technology

Success from the Ethical standards

first experiment compliant
Confirmed Animal-free
specificity production

Anti-GSDMD antibody [EPR20859] (ab219800)

GSDMD was immunoprecipitated from 0.35 mg of RAW 264.7
(mouse macrophage cell line transformed with Abelson murine
leukemia virus) whole cell lysate with ab219800 at 1/30

dilution. Western blot was performed from the immunoprecipitate
using ab219800 at 1/500 dilution. VeriBlot for IP Detection Reagent
(HRP) (ab131366), was used for detection at 1/1000 dilution.

Lane 1: RAW 264.7 whole cell lysate 10 ug (Input).
Lane 2: ab219800 IP in RAW 264.7 whole cell lysate.

Lane 3: Rabbit monoclonal IgG (ab172730) instead of ab219800
in RAW 264.7 whole cell lysate.

Blocking and dilution buffer and concentration: 5% NFDM/TBST.

Exposure time: 10 seconds.

Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet

e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e We provide support in Chinese, English, French, German, Japanese and Spanish

e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,

please visit https://www.abcam.co.jp/abpromise or contact our technical team.
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Terms and conditions

e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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