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Lgr5/GPR49 Antibody - BSA Free

Product Information
Unit Size
Concentration
Storage

Clonality
Preservative
Isotype
Purity
Buffer

Product Description
Description

Host

Gene ID

Gene Symbol
Species
Reactivity Notes
Immunogen

Product Application Details

Applications

Recommended Dilutions

Images

Immunocytochemistry/Immunofluorescence: Lgr5/GPR49 Antibody
[NBP1-28904] - Hek293 cells were fixed in 4% paraformaldehyde for 10
minutes and permeabilized in 0.05% Triton X-100 in PBS for 5 minutes.
The cells were incubated with anti-Lgr5/GPR49 Antibody NBP1-28904 at
2 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.

0.1ml
1.0 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

Novus Biologicals Rabbit Lgr5/GPR49 Antibody - BSA Free (NBP1-28904) is a
polyclonal antibody validated for use in IHC, WB and ICC/IF. Anti-Lgr5/GPR49
Antibody: Cited in 12 publications. All Novus Biologicals antibodies are covered
by our 100% guarantee.

Rabbit

8549

LGR5

Human, Mouse, Porcine

Mouse reactivity reported in scientific literature (PMID:32016468).

Synthetic peptide made to an internal portion of the human GPR49/LGRS5 protein
(within residues 650-700). [Swiss-Prot: O75473]

Western Blot, Immunohistochemistry-Paraffin, Immunocytochemistry/
Immunofluorescence, Immunohistochemistry, Immunohistochemistry-Frozen

Western Blot 1.0-2.0 ug/ml, Immunohistochemistry 1:200, Immunocytochemistry/
Immunofluorescence 2-5 ug/ml, Immunohistochemistry-Paraffin 1:200,
Immunohistochemistry-Frozen
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Immunohistochemistry: Lgr5/GPR49 Antibody [NBP1-28904] - Wnt-
related genes show selective expression in the ZG of human adrenal.
IHC localization of LGRS in the ZG. IHC was performed on formalin-

Low-power High-power

]

fixed, paraffin-embedded human adrenal sections (4 um) using a LGRS o e ©
chromogen-based detection system (3,3'-Diaminobenzidine), which et
results in a positive brown staining. Pictures are representative of six ZF

normal adrenal sections that were used in our microarray study; four : =
from primary hyperaldosteronism patients and two from

pheochromocytoma patients. Scale bar, 500 um (low power) and 100 um

(high power). C, capsule. Image collected and cropped by CiteAb from

the following publication (https://academic.oup.com/jcem/article-

lookup/doi/10.1210/jc.2015-1734), licensed under a CC-BY license.

Immunohistochemistry: Lgr5/GPR49 Antibody [NBP1-28904] - Analysis
of human small intestine.

Immunohistochemistry-Paraffin: Lgr5/GPR49 Antibody - BSA Free Low-power High-power
[NBP1-28904] - Wnt-related genes show selective expression in the ZG - ﬁ"»

of human adrenal. A, Heat map of 37 genes (shown on the vertical axis), G . C %‘iﬁy";g’ﬁz
which are 5-fold or greater differentially expressed in ZG & ZF. Genes 26 i e @,,1@
previously associated with the Wnt signaling pathway are highlighted in OB
red. On the horizontal axis, each pair of ZG & ZF from the 20 adrenals ' — L
are anonymized & numbered. Probe set & detailed microarray k +

information are available from the National Center for Biotechnology . c [ G
Information Gene Expression Omnibus under accession number Pl uisie - ST 22 o
GSEG64957. B, IHC localization of LGR5 & downstream Wnt signaling S
proteins in the ZG: from the canonical B-catenin pathway, B-catenin & - = =
LEF1, & from the noncanonical AP1/JUN pathway, c-JUN & p-c-JUN. f &
IHC was performed on formalin-fixed, paraffin-embedded human adrenal | gg4 c L,
sections (4 um) using a chromogen-based detection system (3,3'- zG
Diaminobenzidine), which results in a positive brown staining.

Interestingly, B-catenin staining was mostly membranous or cytoplasmic
(rather than nuclear staining as highlighted by the arrows), indicating

limited canonical Wnt activation. Pictures are representative of six c-JUN
normal adrenal sections that were used in our microarray study; four

from primary hyperaldosteronism patients & two from

pheochromocytoma patients. Scale bar, 500 ym (low power) & 100 ym

c

G

(high power). C, capsule. Image collected & cropped by CiteAb from the : ¢

following publication (https://academic.oup.com/jcem/article- p-c-JUN 76 s
lookup/doi/10.1210/jc.2015-1734), licensed under a CC-BY license. Not 3

internally tested by Novus Biologicals. 7F
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AKAPSL controls the chemoresistance in vivo.A 1 x 106 AKAPSL- F G
overexpressing or AKAP8L-knockdown BGC-823/Oxa were implanted in = e = o

nude mice (tumor development following treatment with Oxa once a e ———

week), tumors were dissected and representative images of the tumors AxareL| -

are shown. B, C Tumor growth curves for orthotopic models. D Ls| o o — 10,
Representative images of immunofluorescence staining of AKAPS8L, Ki- 00157 ) - e 0 By e
67 and quantification analysis of AKAPSL, Ki-67 positive cells in . — R S
xenograft tumors. Scale bar indicates 50 um. E, F gPCR and Western = g

blot analysis of the expression of AKAPSL, Lgr5, CD133, CD44, Oct4, Octt| S .o ©

and Sox2 in xenograft tumors. G Representative immunohistochemical sl

staining of AKAP8L and CD133 in the indicated tumor tissues. Scale bar pactn| e a— - - |
indicates 20 um. H Immunofluorescence staining of TUNEL was

performed to evaluate the apoptotic cells. Scale bar indicates 50 ym. |

Western blot analysis of cleaved-caspase 3 and cleaved-PAPR. The

values indicate the mean +/- SD of three independent experiments. *P <

0.05, *P < 0.01, ***P < 0.001. Image collected and cropped by CiteAb

from the following open publication

(https://pubmed.ncbi.nim.nih.gov/36522343), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

PLC/PRF/5 Huh7 HepG2

The expression levels of CSC markers in HCC cells are decreased by B owso 04

JIB-04. (A) The mRNA expression of cancer stem cell marker genes was ® - Z::s z:i’ S | cous
analyzed using qRT-PCR in PLC/PRF/5, Huh7, and HepG2 cultures after T %ms PR o5
treatment with DMSO (control), 6 uM JIB-04, or 4 yM TSA (positive B ceoan [ roan L‘—!Z:::
control) for 24 h. All data are normalized to GAPDH and plotted relative g

to the expression level in control cells. Data are represented as mean +/-

SEM derived from triplicate measurements (n = 3); * p < 0.05, * p <

0.01, and *** p < 0.001. (B) (Top panels) Protein levels of CD133, CD44,

LGR5, and EpCAM in HCC cells after treatment with 6 uM JIB-04 for 48

h were confirmed with Western blot analysis. GAPDH was used as a

loading control. (Bottom panels) Quantification based on densitometry of

Western blotting data from top panels in (B). All data are normalized to

GAPDH. Data are represented as mean +/- SEM of triplicate

measurements; * p < 0.05 and ** p < 0.01. Image collected and cropped

by CiteAb from the following open publication

(https://pubmed.ncbi.nim.nih.gov/35887001), licensed under a CC-BY

license. Not internally tested by Novus Biologicals.

SCD1 mediates the effects of AKAP8L on GC cell stemness and c BGC-823/0xa
chemoresistance.SCD1 siRNA was transiently transfected to AKAP8L AKAPBL - + - ¢ = e R
overexpressing cells. SCD1 inhibitor (CAY10566) was added into e = = 7 ==
AKAPS8L overexpressing cells. A Representative images of spheroids in SO o
the SCD1 inhibitor, AKAP8L, AKAP8L/SCD1 inhibitor and the control ARAPSL S TS | SRS W W
groups. B, C gPCR and Western blot assays showed the stemness- Lgs | e - B | ST P
related gene expression induced by AKAPSL/CAY10566 or AKAPSL/si- CD133 [ — S| e o - = [
SCDL1. D Cell viability was measured by MTT in four groups after the CDA4| = Bns = s || e - o
treatments of Oxa. E Representative images of flow cytometry showed octs| = B — | ————— L
the percentage of apoptotic cells in four groups after the treatments of S| DD - e | - - - [
Oxa. F Western blot analysis of cleaved-caspase 3 and cleaved-PAPR B-actin| EEDSEDEED D | e D EDSD .,

induced by AKAP8SL/CAY10566 or AKAP8L/si-SCD1. Scale bar indicates
50 um. The values indicate the mean +/- SD of three independent
experiments. *P < 0.05, *P < 0.01, ***P < 0.001. Image collected and
cropped by CiteAb from the following open publication
(https://pubmed.ncbi.nim.nih.gov/36522343), licensed under a CC-BY
license. Not internally tested by Novus Biologicals.
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AKAPS8L enhances the stemness in GC cells.A Western blot analysis E & s &

showed ectopic expression of AKAPS8L in GC cells transfected with & vﬁ’;&}vﬂﬁ s & y}»ﬂéﬁ i
AKAPSL (AKAPSL) or control lentivirus (Con), and AKAPSL silencing in axsce B e ——— 100
cells treated with scrambled shRNA (shCon) or shRNA against AKAPSL P E—p—r— R————
(shAKAPS8L-1, shAKAPSL-2). B Representative images and o . L0
quantification analysis of spheroids in AKAPS8L overexpression or the —r T S - - |,
control groups, and AKAPS8L knockdown or the control groups. Scale bar octs [T ————— »
indicates 50 um. C In soft agar colony formation assay, representative T pe—— s
images and numbers of spheroids formed by AKAP8L-overexpressing (R pp———— ———

and AKAPS8L-knockdown BGC-823/Oxa and MKN-45/0Oxa. Scale bar
indicates 50 um. D, E qPCR and Western blot assays showed the
expression of stem cell markers induced by AKAPS8L or AKAPSL
shRNAs. The values indicate the mean +/- standard deviation (SD) of
three independent experiments. *P < 0.05, **P < 0.01,***P < 0.001.
Image collected and cropped by CiteAb from the following open
publication (https://pubmed.ncbi.nim.nih.gov/36522343), licensed under
a CC-BY license. Not internally tested by Novus Biologicals.
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Publications

Zhang S, Cao Y, Shan Y et al. Wnt/B-Catenin Pathway Activation Confers Fumonisin B1 Tolerance in Chicken
Intestinal Organoid Monolayers by Enhancing Intestinal Stem Cell Function. Animals : an open access journal from
MDPI 2025-10-16 [PMID: 41096445]

Yen L, Nelli RK, Twu NC et al. Development and characterization of segment-specific enteroids from the pig small
intestine in Matrigel and transwell inserts: insights into susceptibility to porcine epidemic diarrhea Virus Frontiers in
Immunology 2024-09-17 [PMID: 39355235]

Xie Y, Ding F, Di W et al. Impact of a high(fat diet on intestinal stem cells and epithelial barrier function in
middle Jaged female mice Mol Med Rep 2020-02-05 [PMID: 32016468] (IHC-P, IHC-P, Mouse)

Zhang R, Zhang X, Zhang W et al. Sohlh2 regulates the stemness and differentiation of colon cancer stem cells by
downregulating LncRNA-H19 transcription Molecular cancer research : MCR 2022-10-26 [PMID: 36287177] (WB,
Human)

Zhang R, Liu L, Wang F et al. AKAP8L enhances the stemness and chemoresistance of gastric cancer cells by
stabilizing SCD1 mRNA Research Square 2022-08-25 [PMID: 36522343] (WB, Human)

Di W, Lv Y, Xia F et al. Improvement of intestinal stem cells and barrier function via calorie restriction in middle-aged
C57BL/6 mice Nutr Res 2020-09-03 [PMID: 32877836]

Lee J, Kim JS, Cho Hl et al. JIB-04, a Pan-Inhibitor of Histone Demethylases, Targets Histone-Lysine-Demethylase-
Dependent AKT Pathway, Leading to Cell Cycle Arrest and Inhibition of Cancer Stem-Like Cell Properties in
Hepatocellular Carcinoma Cells International journal of molecular sciences 2022-07-11 [PMID: 35887001] (WB,
Human)

Akbari S, Kunter |, Azbazdar Y et al. LGR5/R-Spo1/Wnt3a axis promotes stemness and aggressive phenotype in
hepatoblast-like hepatocellular carcinoma cell lines Cellular signalling 2021-03-06 [PMID: 33684507] (WB)

von Erlach T, Saxton S, Shi Y et al. Robotically handled whole-tissue culture system for the screening of oral drug
formulations Nat Biomed Eng 2020-04-27 [PMID: 32341538]

Kim MS, Cho HI, Yoon HJ et al. JIB-04, A Small Molecule Histone Demethylase Inhibitor, Selectively Targets
Colorectal Cancer Stem Cells by Inhibiting the Wnt/B-Catenin Signaling Pathway Sci Rep 2018-04-26 [PMID:
29700375] (WB, Human)

Cervello I, Gil-Sanchis C, Santamaria X et al. Leucine-rich repeat-containing G-protein-coupled receptor 5-positive
cells in the endometrial stem cell niche. Fertil. Steril. 2016-11-22 [PMID: 27887719]

Shaikh LH, Zhou J, Teo AE et al. LGR5 activates non-canonical Wnt-signaling and inhibits aldosterone production in
the human adrenal J. Clin. Endocrinol. Metab. 2015-04-27 [PMID: 25915569] (IHC-P, Human)

Details:
Lgr5/GPRA49 antibody used for Immunohistochemistry on formalin-fixed, paraffin-embedded human adrenal sections.

More publications at http://www.novusbio.com/NBP1-28904
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Procedures

Immunohistochemistry-Paraffin protocol for Lgr5/GPR49 Antibody (NBP1-28904)

Lgr5/GPR49 Antibody:

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.

Immunostaining:

1. After the antigen retrieval, wash sections in deionized water three times for 5 minutes each.

. Wash sections in wash buffer for 5 minutes.

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

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

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

. Add 100-400 ul biotinylated diluted secondary antibody. Incubate 30 minutes at room temperature.

. Remove secondary antibody solution and wash sections three times with wash buffer for 5 minutes each.
. Add 100-400 ul Streptavidin-HRP reagent to each section and incubate for 30 minutes at room temperature.
. 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.

Western Blot Protocol for Lgr5/GPR49 Antibody (NBP1-28904)
Western Blot Protocol

O©CoO~NOUTA,WN

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

2. Transfer proteins to PVYDF 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 manufacturer's instructions.
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Immunocytochemistry/ Immunofluorescence Protocol for Lgr5/GPR49 Antibody (NBP1-28904)
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.
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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 NBP1-28904

NBP1-28904PEP
NBP2-33376H

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

Lgr5/GPR49 Antibody Blocking Peptide
Blue Marker Antibody (6F4-F6) [HRP]

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.novushbhio.com/reviews/submit/NBP1-28904

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

www.novusbio.com/publications
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