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GADD153/CHOP Antibody - BSA Free

Product Information
Unit Size
Concentration
Storage

Clonality
Preservative
Isotype
Purity
Buffer

Product Description
Host

Gene ID

Gene Symbol
Species

Reactivity Notes
Marker

Immunogen

Product Application Details

Applications

Recommended Dilutions

Images

0.1ml
1 mg/ml

Store at 4C short term. Aliquot and store at -20C long term. Avoid freeze-thaw
cycles.

Polyclonal

0.02% Sodium Azide

19G

Immunogen affinity purified
PBS

Rabbit

1649

DDIT3

Human, Mouse, Rat, Primate

Mouse reactivity reported in scientific literature (PMID:32814096).
ER Stress Marker

A synthetic peptide made to an internal portion of the human CHOP/GADD153
protein (between residues 100-150) [UniProt P35638]

Western Blot, Flow Cytometry, Flow (Intracellular), Immunocytochemistry/
Immunofluorescence, Immunohistochemistry, Immunohistochemistry-Paraffin

Western Blot 1:1000, Flow Cytometry 2-5 ug/million cells, Immunohistochemistry
1:400, Immunocytochemistry/ Immunofluorescence 1-5 ug/ml,
Immunohistochemistry-Paraffin 1:400, Flow (Intracellular) 2-5 ug/million cells

Western Blot: GADD153/CHOP Antibody - BSA Free [NBP2-13172] -
GADD153/CHOP Antibody [NBP2-13172] - NASTRp induces ER stress NCLHZ3
and eventually leads to cell death with Bim up-regulation. NASTRp NASTRp (4M) 0 5 10 20

induced ER stress and activated UPR led to apoptosis with Bim induction oRPT8 |
in NSCLC cell lines. Cells were treated with the indicated concentrations

of NASTRp for 24 hours and cell lysates were subjected to SDS-

PAGE/Western blot analysis using the indicated antibodies. Image Caspase 3|
collected and cropped by CiteAb from the following publication Cleaved-caspase 3

(//doi.org/10.1371/journal.pone.0122628) licensed under a CC-BY Bim EL j

license.
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Immunocytochemistry/Immunofluorescence: GADD153/CHOP Antibody
[NBP2-13172] - HeLa 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-GADD153/CHOP Antibody NBP2-
13172 at 1 ug/ml 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.

Western Blot: GADD153/CHOP Antibody - BSA Free [NBP2-13172] - @ Hon PSO TG
GADD153/CHOP Antibody [NBP2-13172] - Effects of psoralen on ER- ___12h 24h 48h 4h
stress related protein expression in SMMC7721. Western blot assays ~ CRP78 [ wa s s s | 7502
showing the effects of psoralen and thapsigargin on ER-stress related CHOP T — - [27kDa
protein expression. Image collected and cropped by CiteAb from the —— —— .. |19KDa
following publication IRE1Q | see s— - S s {302
(https://biolres.biomedcentral.com/articles/10.1186/s40659-019-0241-8), ' |
licensed under a CC-BY license. XBP-1s |ww e wmn s @ | 50<D2

B-GCHin | w— — — — —| 42kDa

Immunohistochemistry: GADD153/CHOP Antibody [NBP2-13172] - o ! :
Mouse liver tissue. Antigen retreival: Citrate buffer pH=6.0,Blocking: 10% « * " ot '
BSA in 0.1%Tween in TBS, Primary antibody: 1:100 in 1% BSA in R T K o R p

0.1%Tween in TBS, Incubation: Overnight at 4C, Secondary antibody: wi® S LS PR S 18

1:200 incubation for 1hr at room temperature, AB complex: 1:100 for 1hr **, . = & .~
at room temprature Develpment DAB. IHC-P image submitted by a i - Eowl. Tl
verified customer review. L f s ' '

Flow Cytometry: GADD153/CHOP Antibody [NBP2-13172] - An -
intracellular stain was performed on SK-MEL-28 cells with

GADD153/CHOP Antibody NBP2-13172F (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 FITC.

|I
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Western Blot: GADD153/CHOP Antibody [NBP2-13172] - 2
CHOP/GADD153 Antibody [NBP2-13172] - WB analysis of e
CHOP/GADD153 in tunicamycin treated (+) and untreated (-) HeLa cell  **"~
lysate. 100>

Immunohistochemistry: GADD153/CHOP Antibody [NBP2-13172] - IHC
staining of CHOP/GADD153 in mouse colon using DAB with hematoxylin
counterstain.

Con PSO TUDC Jpsy TG

Western Blot: GADD153/CHOP Antibody - BSA Free [NBP2-13172] - b
Effects of psoralen on ER-stress related protein expression in

SMMC7721. a Western blot assays showing the effects of psoralen & 78kDa
thapsigargin on ER-stress related protein expression. b Western blot 27kDa
assays showing the effects of TUDC on the expression of ER-stress 19kDa

related protein induced by PSO. ¢ The mRNA levels of GRP78 & DDIT3 = |RE1qa

with TUDC under PSO & TG treatment. Values are mean+SD (n=3) & * DS == W | 1300
is means compared to the Con group, **P <0.01 Image collected & XBP-1s ~ @ |60kDa
cropped by CiteAb from the following publication B-aCtin e e w—— —| 12kDa
(https://pubmed.ncbi.nim.nih.gov/31277690), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.

Western Blot: GADD153/CHOP Antibody - BSA Free [NBP2-13172] - A

Reduction of fibronectin prevents Dex-induced ER stress in human GTM-GCR-FN - . + +
3 cells. (A) GTM3 cells were transfected with a plasmid expressing Dex - & . &
CRISPR-Cas9 targeting fibronectin (CR-FN) & then treated with Veh or

Dex for 48 hours. Fibronectin knockdown partially reduced ER stress as *_, ~~~GRP78
evident from reduced GRP78 & CHOP levels after Dex treatment (n = 2).

(B) Human GTM3 cells were treated with Dex (100 nM) with or without

CR-FN for 48 hours. Fixed cells were stained for fibronectin & KDEL to - - == CHOP
examine Dex-induced fibronectin & ER stress. Fibronectin knockdown

reduced fibronectin & ER stress in Dex-treated TM cells (n = 2). Image

collected & cropped by CiteAb from the following publication

(https://www.nature.com/articles/s41598-017-14938-0), licensed under a — e (AP DH

CC-BY license. Not internally tested by Novus Biologicals.
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Western Blot: GADD153/CHOP Antibody - BSA Free [NBP2-13172] - TM ) TM-3 ARP-19
cells are sensitive to ER stress from Dex-induced abnormal ECM
compared to other ocular cells: Primary human TM cells (A), RPE (B) & Veh Dex Veh Dex

corneal fibroblasts (C) were treated with Veh or Dex for 3 days &
immunostained for fibronectin & KDEL. Although fibronectin was
increased in all of these cell types, ER stress was only observed in TM
cells. (D) Human GTM3 or ARPE-19 cells were treated with Veh or Dex
for 3 days. Fibronectin & chronic ER stress markers ATF4 & CHOP were
examined in cellular lysates (n = 2). Although Dex increased fibronectin

in both GTM3 & ARPE-19 cells, chronic ER stress was only observed in -
GTM3 cells indicating that TM cells are more prone to ER stress from
Dex-induced ECM accumulation. (E) GTM-3 or ARPE-19 cells were

—e A

treated with cellular fibronectin (cFn) for 2 days & ER stress was
examined by Western blot analysis. Image collected & cropped by
CiteAb from the following publication
(https://www.nature.com/articles/s41598-017-14938-0), licensed under a
CC-BY license. Not internally tested by Novus Biologicals.

Western Blot: GADD153/CHOP Antibody - BSA Free [NBP2-13172] -
Overexpression of extracellular fibronectin induces ER stress in primary
human TM cells. (A) Primary human TM cells (n = 2 strains) were treated
with cellular fibronectin (10 ug/ml) for 48 hours & cellular lysates were
analyzed for ER stress markers. (B) Primary human TM cells (n=2
strains) were treated with cellular fibronectin (10 ug/ml) for 48 hours &
fixed cells were stained with fibronectin & KDEL antibodies. Cellular
fibronectin increased extracellular fibronectin & ER stress in GTM3 cells
(n=2). Scale bar =50 uym. (C) GTM3 cells were transduced with
fibronectin activation lentiviral particles for 48 hours & stained with
fibronectin & KDEL antibodies. Increased fibronectin expression alone is
sufficient to induce ER stress in TM cells (n=2). Scale bar = 50 um.
Image collected & cropped by CiteAb from the following publication
(https://www.nature.com/articles/s41598-017-14938-0), licensed under a
CC-BY license. Not internally tested by Novus Biologicals.

Western Blot: GADD153/CHOP Antibody - BSA Free [NBP2-13172] -
NASTRp induces ER stress & eventually leads to cell death with Bim up-

Ctl

MCI-H23

E

— S
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CHOP
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regulation.(A) gRT-PCR analysis of biomarkers of ER stress/UPR related

NASTRp (uM) O 5 10 20

0 5 10 20
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=1

genes in NCI-H441 treated with 20 uM NASTRp in time course manner.
(B) NASTRp induced ER stress & activated UPR led to apoptosis with
Bim induction in NSCLC cell lines. Cells were treated with the indicated

GRPTE

CHOP

Caspase 3

concentrations of NASTRp for 24 hours & cell lysates were subjected to
SDS-PAGE/Western blot analysis using the indicated antibodies. (C)

Cleaved-caspase 3

0

Upregulation of CHOP by NASTRp. NCI-H441 cells were treated with 20
NASTRp for 0—24 hours. At the indicated time points, cells were fixed &
subjected to immunofluorescence assay with anti-CHOP antibody. Cell

BimEL

Bim L
Bim S

I ”W‘

images were microphotographed using fluorescence microscopy at 60X

[-actin

1

|

Il i

magnification. Scale bars: white; 10 um. (D) TUNEL-positive cells in
NASTRp-treated (for 48 hours) A549 cells were counted & analyzed as
relative % of TUNEL-positive cells. *P < 0.05 versus vehicle. Image
collected & cropped by CiteAb from the following publication
(https://dx.plos.org/10.1371/journal.pone.0122628), licensed under a
CC-BY license. Not internally tested by Novus Biologicals.
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Immunocytochemistry/ Immunofluorescence: GADD153/CHOP Antibody C
- BSA Free [NBP2-13172] - NASTRp induces ER stress & eventually

leads to cell death with Bim up-regulation.(A) gRT-PCR analysis of ok
biomarkers of ER stress/UPR related genes in NCI-H441 treated with 20
MM NASTRp in time course manner. (B) NASTRp induced ER stress &
activated UPR led to apoptosis with Bim induction in NSCLC cell lines.
Cells were treated with the indicated concentrations of NASTRp for 24 4h
hours & cell lysates were subjected to SDS-PAGE/Western blot analysis
using the indicated antibodies. (C) Upregulation of CHOP by NASTRp.
NCI-H441 cells were treated with 20 NASTRp for 0-24 hours. At the
indicated time points, cells were fixed & subjected to
immunofluorescence assay with anti-CHOP antibody. Cell images were
microphotographed using fluorescence microscopy at 60X magnification.
Scale bars: white; 10 um. (D) TUNEL-positive cells in NASTRp-treated
(for 48 hours) A549 cells were counted & analyzed as relative % of
TUNEL-positive cells. *P < 0.05 versus vehicle. Image collected &
cropped by CiteAb from the following publication
(https://dx.plos.org/10.1371/journal.pone.0122628), licensed under a
CC-BY license. Not internally tested by Novus Biologicals.
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Publications

Salvador-Barbero B, Alvarez-FernAndez M, Zapatero-Solana E et al. CDK4/6 Inhibitors Impair Recovery from
Cytotoxic Chemotherapy in Pancreatic Adenocarcinoma Cancer Cell 2020-03-16 [PMID: 32109375]

Shastri S, Shinde T, Perera AP et al. Idebenone Protects against Spontaneous Chronic Murine Colitis by Alleviating
Endoplasmic Reticulum Stress and Inflammatory Response Biomedicines 2020-09-28 [PMID: 32998266]

Shastri S, Shinde T, Woolley KL et al. Short-Chain Naphthoquinone Protects Against Both Acute and Spontaneous
Chronic Murine Colitis by Alleviating Inflammatory Responses Frontiers in Pharmacology 2021-08-23 [PMID:
34497514]

Torrens JN, Hetzer SM, Evanson NK. Brief Oxygen Exposure after Traumatic Brain Injury Hastens Recovery and
Promotes Adaptive Chronic Endoplasmic Reticulum Stress Responses International Journal of Molecular Sciences
2023-06-06 [PMID: 37372978]

Criado-Marrero M, Blazier DM, Gould LA et al. Evidence against a contribution of the CCAAT-enhancer binding
protein homologous protein (CHOP) in mediating neurotoxicity in rTg4510 mice Scientific Reports 2022-05-05 [PMID:
35513476] (Immunocytochemistry/ Immunofluorescence)

Fielder E, Wan T, Alimohammadiha G et al. Short senolytic or senostatic interventions rescue progression of
radiation-induced frailty and premature ageing in mice eLife 2022-05-04 [PMID: 35507395]

Espina M, Di Franco N, Brafas-Navarro M et al. The GRP78-PERK axis contributes to memory and synaptic
impairments in Huntington's disease R6/1 mice Neurobiology of disease 2023-07-11 [PMID: 37442396] (WB, Mouse)

Details:
Dilution: 1:1000

Toyama T, Kudryashova TV, Ichihara A et al. GATA6 coordinates cross-talk between BMP10 and oxidative stress
axis in pulmonary arterial hypertension Scientific reports 2023-04-22 [PMID: 37087509] (WB, Mouse)

Sozen E, Demirel-Yalciner T, Sari D, Ozer NK Cholesterol accumulation in hepatocytes mediates IRE1/p38 branch of
endoplasmic reticulum stress to promote nonalcoholic steatohepatitis Free radical biology & medicine 2022-08-19
[PMID: 35995397] (ICC/IF, Mouse)

Details:
AML12 cells (mouse hepatocytes)

Ou C, Xie W, Jiang P et al. Lycium barbarum L. and Salvia miltiorrhiza Bunge protect retinal pigment epithelial cells
through endoplasmic reticulum stress Journal of ethnopharmacology 2022-10-05 [PMID: 35792279]

Kasetti RB, Maddineni P, Kodati B Et al. Astragaloside IV Attenuates Ocular Hypertension in a Mouse Model of TGF
beta 2 Induced Primary Open Angle Glaucoma International journal of molecular sciences 2021-11-19 [PMID:
34830390] (ICC/IF, WB, Human, Mouse)

Pandey R, Bakay M, Strenkowski BP et al. JAK/STAT inhibitor therapy partially rescues the lipodystrophic
autoimmune phenotype in Clecl6a KO mice Scientific reports 2021-04-01 [PMID: 33795715] (WB, Mouse)

More publications at http://www.novusbio.com/NBP2-13172
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Procedures
Western Blot Protocol specific for CHOP/GADD153 antibody (NBP2-13172)

Western Blot Protocol

1. Perform SDS-PAGE on samples to be analyzed, loading 40 ug of total protein per lane.

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

3. Stain according to standard Ponceau S procedure (or similar product) to assess transfer success, and mark
molecular weight standards where appropriate.

4. Rinse the blot.

5. Block the membrane using standard blocking buffer for at least 1 hour.

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

7. Dilute primary antibody in blocking buffer and incubate 1 hour at room temperature.

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

9. Apply the diluted HRP conjugated secondary antibody in blocking buffer (as per manufacturers instructions) and
incubate 1 hour at room temperature.

10. Wash the blot in wash buffer 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.

Note: Tween-20 can be added to the blocking or antibody dilution buffer at a final concentration of 0.05-0.2%.

*The above information is only intended as a guide. The researcher should determine what protocol best meets their
needs. Please follow safe laboratory procedures.

Immunohistochemistry-Paraffin Embedded Sections Protocol specific for CHOP/GADD153 antibody (NBP2-
13172)

Immunohistochemistry-Paraffin Embedded Sections Protocol
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 deionized water three times for 5 minutes each.

2. Wash sections in wash buffer for 5 minutes.

3. Block each section with 100-400 ul blocking solution for 1 hour at room temperature.

4. Remove blocking solution and add 100-400 ul diluted primary antibody. Incubate overnight at 4 C.

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

6. Add 100-400 ul biotinylated diluted secondary antibody. 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 Streptavidin-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 deionized water.

12. Counterstain sections in hematoxylin.

13. Wash sections in deionized water two times for 5 minutes each.

14. Dehydrate sections.

15. Mount coverslips.

*The above information is only intended as a guide. The researcher should determine what protocol best meets their
needs. Please follow safe laboratory procedures.
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Immunocytochemistry/Immunofluorescence Protocol for GADD153/CHOP Antibody (NBP2-13172)
Immunocytochemistry Protocol

Culture cells to appropriate density in 35 mm culture dishes or 6-well plates.

1. Remove culture medium and wash the cells briefly in PBS. Add 10% formalin to the dish and fix at room
temperature for 10 minutes.

2. Remove the formalin and wash the cells in PBS.

3. Permeabilize the cells with 0.1% Triton X100 or other suitable detergent for 10 min.

4. Remove the permeablization buffer and wash three times for 10 minutes each in PBS. Be sure to not let the
specimen dry out.

5. To block nonspecific antibody binding, incubate in 10% normal goat serum from 1 hour to overnight at room
temperature.

6. Add primary antibody at appropriate dilution and incubate overnight at 4C.

7. Remove primary antibody and replace with PBS. Wash three times for 10 minutes each.

8. Add secondary antibody at appropriate dilution. Incubate for 1 hour at room temperature.

9. Remove secondary antibody and replace with PBS. Wash three times for 10 minutes each.

10. Counter stain DNA with DAPI if required.

T O
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Flow (Intracellular) Protocol for GADD153/CHOP Antibody (NBP2-13172)

Protocol for Flow Cytometry Intracellular Staining

Sample Preparation.

1. Grow cells to 60-85% confluency. Flow cytometry requires between 2 x 105 and 1 x 106 cells for optimal
performance.

2. If cells are adherent, harvest gently by washing once with staining buffer and then scraping. Avoid using trypsin as
this can disrupt certain epitopes of interest. If enzymatic harvest is required, use Accutase, Collagenase, or TrypLE
Express for a less damaging option.

3. Reserve 100 uL for counting, then transfer cell volume into a 50 mL conical tube and centrifuge for 8 minutes at
400 RCF.

a. Count cells using a hemocytometer and a 1:1 trypan blue exclusion stain to determine cell viability before starting
the flow protocol. If cells appear blue, do not proceed.

4. Re-suspend cells to a concentration of 1 x 106 cells/mL in staining buffer (NBP2-26247).

5. Aliguot out 100 uL samples in accordance with your experimental samples.

Tip: When cell surface and intracellular staining are required in the same sample, it is advisable that the cell surface
staining be performed first since the fixation and permeabilization steps might reduce the availability of surface
antigens.

Intracellular Staining.

Tip: When performing intracellular staining, it is important to use appropriate fixation and permeabilization reagents
based upon the target and its subcellular location. Generally, our Intracellular Flow Assay Kit (NBP2-29450) is a
good place to start as it contains an optimized combination of reagents for intracellular staining as well as an inhibitor
of intracellular protein transport (necessary if staining secreted proteins). Certain targets may require more gentle or
transient permeabilization protocols such as the commonly employed methanol or saponin-based methods.

Protocol for Cytoplasmic Targets:

1. Fix the cells by adding 100 uL fixation solution (such as 4% PFA) to each sample for 10-15 minutes.

2. Permeabilize cells by adding 100 uL of a permeabilization buffer to every 1 x 106 cells present in the sample. Mix
well and incubate at room temperature for 15 minutes.

a. For cytoplasmic targets, use a gentle permeabilization solution such as 1X PBS + 0.5% Saponin or 1X PBS + 0.5%
Tween-20.

b. To maintain the permeabilized state throughout your experiment, use staining buffer + 0.1% of the permeabilization
reagent (i.e. 0.1% Tween-20 or 0.1% Saponin).

3. Following the 15 minute incubation, add 2 mL of the staining buffer + 0.1% permeabilizer to each sample.

4. Centrifuge for 1 minute at 400 RCF.

5. Discard supernatant and re-suspend in 100 uL of staining buffer + 0.1% permeabilizer.

6. Add appropriate amount of each antibody (eg. 1 test or 1 ug per sample, as experimentally determined).

7. Mix well and incubate at room temperature for 30 minutes- 1 hour. Gently mix samples every 10-15 minutes.

8. Following the primary/conjugate incubation, add 1-2 mL/sample of staining buffer +0.1% permeabilizer and
centrifuge for 1 minute at 400 RCF.

9. Wash twice by re-suspending cells in staining buffer (2 mL for tubes or 200 uL for wells) and centrifuging at 400
RCF for 5 minutes. Discard supernatant.

10. Add appropriate amount of secondary antibody (as experimentally determined) to each sample.

11. Incubate at room temperature in dark for 20 minutes.

12. Add 1-2 mL of staining buffer and centrifuge at 400 RCF for 1 minute and discard supernatant.

13. Wash twice by re-suspending cells in staining buffer (2 mL for tubes or 200 uL for wells) and centrifuging at 400
RCF for 5 minutes. Discard supernatant.

14. Resuspend in an appropriate volume of staining buffer (usually 500 uL per sample) and proceed with analysis on
your flow cytometer.
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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 NBP2-13172

NB800-PC1
NBP2-13172PEP

HelLa Whole Cell Lysate
GADD153/CHOP 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/NBP2-13172

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

www.novusbio.com/publications
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