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Anti-GlI1 (RABBIT) Antibody - 100-401-223
100-401-223

100 pL

ELISA, IF, WB, ChIP, IHC, IP

Human, Mouse

Rabbit

Anti Glil Antibody was produced against a peptide corresponding to the carboxy-terminal
region of the mouse Gli-1 protein. This region of Glil is not conserved among other gli family
members, namely Gli-2 and Gli-3. Gli was termed by Kinzler et al. (1987) as 'glioma-associated
oncogene' amplified in malignant gliomas. Analysis of the cloned gene demonstrates that the
gene contains 5 repeats of zinc-finger sequences, which places Gli in the family of Kruppel (Kr)
zinc finger proteins. Northern analysis reveals that Gli is expressed in embryonal carcinoma cells
but not in most adult tissue. Gli has been localized to 12q13-q14.3 by Southern blot analysis. In
mice, the gene is located on chromosome 10. In mice, three zinc finger transcription factors,
Gli-1, Gli-2 and Gli-3, have been implicated in the transduction of Sonic hedgehog (Shh) signal.
In papillary epithelium, shh, glil and ptc all follow similar expression patterns. Gli-1 expression
is central and probably sufficient for tumor development in humans.

rabbit anti-Gli-1 Antibody, rabbit anti-Glil Antibody, Zinc finger protein GLI1 antibody, Glioma-
associated oncogene antibody, Oncogene GLI antibody

Rabbit
Polyclonal

Antiserum

Glil

Human, Mouse
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Immunogen Type: Conjugated Peptide

Immunogen: The whole rabbit serum was prepared by repeated immunizations with a synthetic peptide
corresponding to amino acids 805-820 of mouse Gli-1. The peptide was synthesized as a
multiple antigen peptide (MAP).

Purity/Specificity: This whole rabbit antiserum was prepared by delipidation and defibrination followed by the
addition of buffer salts and preservative. Reactivity is observed against Mouse and Human Gli-
1. Cross-reactivity with other species is likely but has not been determined. No reaction occurs
with human or mouse Gli-2 or Gli-3.

Relevant Links: ¢ UniProtKB - P47806
* NCBI-4885279
* GenelD-2735
* GenelD- 14632

Application Details

Tested Applications: ELISA, IF, WB
Suggested Applications: ChlIP, IHC, IP (Based on references)
Application Note: This antibody has been tested for use in ELISA, immunofluorescence, and western blot. Specific

conditions for reactivity should be optimized by the end user. Expect a band approximately 120
kDa in size corresponding to Gli-1 protein by western blotting in the appropriate cell lysate or
extract. For immunohistochemistry, perform heat mediated antigen retrieval via the microwave
method before commencing with staining.

Assay Dilutions: All assays should be optimized by the user. Recommended dilutions (if any) may be
listed below.
ELISA: 1:20,000 - 1:100,000
IF: 1:500 - 1:2,000
IHC: 1:500 - 1:2,000
WB: 1:2,000 - 1:10,000
Formulation
Physical State: Liquid (sterile filtered)
Concentration: 75 mg/mL by Refractometry
Buffer: 0.02 M Potassium Phosphate, 0.15 M Sodium Chloride, pH 7.2
Preservative: 0.01% (w/v) Sodium Azide
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Stabilizer: None

Shipping & Handling
Shipping Condition: Dry Ice

Storage Condition: Store vial at -20° C prior to opening. Aliquot contents and freeze at -20° C or below for extended
storage. Avoid cycles of freezing and thawing. Centrifuge product if not completely clear after
standing at room temperature. This product is stable for several weeks at 4° C as an undiluted
liquid. Dilute only prior to immediate use.

Expiration: Expiration date is one (1) year from date of receipt.
Images
A Q 2 Q 2 Western Blot
g ) g ; Inhibition of BRAFV600E, expression of GLI1 and SHH-GLI
z [ pathway inhibition by NVP-LDE225 in human melanoma cells

in vitro. A) LOX IMVI and UACC 257 with PLX-4032 at the
Gli1 “’ w o QPo=| dose of 1 uM for 24 hr. subsequently protein lysates
- A prepared and subjected to WB analysis for the expression of
GLI1 and phospho-ERK1/2. B) Effect of NVP-LDE225 on
pERK-1/2 . PTCH1 promoter. In total, 1 pg of PTCH1 pGL3b-hPTCH1-
—— prom-wt or pGL3b-hPTCH1-prom-mut luciferase construct
and reporter were cotransfected into LOX IMVI cells. Cells

o-Tubulin " — T — were subsequently treated with 10 uM of NVP-LDE225 or
" in ; cyclopamine for 4 hours (time point selected base on kinetic
! ! experiments). Fold activation was calculated relative to cells
LOX IMVI UACC 257 transfected with 3 pg of pB-actin-RL. One representative

experiment of 2 is shown. Figure provided by CiteAb. Source:
PLoS One, PMID: 23935925.

www.rockland.com Page 3 of 7


https://www.rockland.com/
https://www.rockland.com/search/?searchString=100-401-223
https://www.rockland.com/
https://www.rockland.com/

I2ROCKLAND

A) PROTEIN EXPRESSION

A549 MEOX2
25, W Convol [ Cisplatium

=
15 E ——y

H1975 MEOX2
M Convol [ Cisplatoum

ndex
oz TP

cha

ié ...“m s

it

”a::;!m i
S é“&s;,,w

A549 GLI1
26 W Conkol ] Cispatnum

Bz = .
Bus T

Yoy SIS

A549

Control Cisplatinum
L L

ywy é’&p:f

1975 GLI1
25, M Cool ] Cisplatnum
2 |
X ==

R

Change index
H

o
FEee Feoe

H1975

Control Cisplatinum

I 5 4 1
AP ¢ M. Y
weoe o

i _
ot e om e Al
GAPDH g W 0 B0 a0 o o

r 1 [ 1
ISCRIMX_ GLIMXAGLISCR WX IGLIMKIGL

- - -

www.rockland.com

Order online now!

www.rockland.com
tech@rockland.com
+1484.791.3823

Western Blot

Inducible MEOX2-GLI1 axis expression was involved in
cellular migration and cellular proliferation in lung cancer
cells(A) A549 and H1975 lung cancer cells demonstrated an
inducible GLI-1 protein expression pattern following
treatment with 8 uM cisplatinum and reduced GLI-1
inducible expression following the application of specific
anti-MEOX2 siRNA and/or anti-MEOX2 siRNA plus anti-GLI1
siRNA in the presence of 8 UM cisplatinum. Western blot
statistical analyses, assessed via quantitative densitometry,
were performed to determine *p<0.05 by one-way ANOVA
and Dunnett's test for multiple comparisons to identify
significant differences with respect to controls. Student's t-
test was performed to identify significant differences
between control and cisplatinum treatment. Quantification
analyses were normalized to scrambled siRNA as a negative
control for gene silencing. Images were obtained using a C-
DIGIT device (LICOR), and pixel quantification and data
analyses were carried out using Image Studio software. Total
pixel intensity for each specific protein product was
normalized to GAPDH. (B) Cell culture images and graphs
showing the quantitative analysis of cellular migration as a
percentage (transwell migration assays) indicated significant
MEOX2 and GLI-1 protein-dependent functions following the
individual and combined application of anti-MEOX2 and anti-
GLI1 siRNAs in A549, NH2347 and H1975 lung
adenocarcinoma cells; **p<0.005 and ***p<0.0001 based on
one-way ANOVA and Dunnett's multiple comparisons test.
(C) Cell culture images and graphs showing the quantitative
analysis of cellular proliferation (clonogenic assays) indicated
significant MEOX2 and GLI-1 protein-dependent functions
following the individual and combined application of anti-
MEOX2 and anti-GLI1 siRNAs in A549, NH2347 and H1975
lung adenocarcinoma cells; **p<0.005 and ***p<0.0001
based on one-way ANOVA and Dunnett's multiple
comparisons test. Transwell migration index and colony
growth (clonogenic assays) rates were normalized and
quantified using the ImageJ Colony Number plugin tool (see
Materials and Methods). Figure provided by CiteAb. Source:
Oncotarget, PMID: 28978016.
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ChiP
Menin regulates Glil by recruiting PRMTS5 and increasing

A B symmetric histone H4 arginine dimethylation (H4R3m2s) at
the Glil promoter.

o8 diat 04 e (A) Chromatin immunoprecipitation (ChIP) using antibodies
i W Men1" . .
01] L Dveniss 0‘21 B —_— against menin, PRMTS, H4R3m2s, GLI1 and control IgG at
e o8 g 010 O Vector the Glil promoter in either DMSO (Men1l/l) or tamoxifen-
= = treated Men1l/I; CreER (Men1A/A) PIME1 cells.
0.04 0.05

(B) ChIP with antibodies against menin, PRMT5 and
0.00 0.00 = G H4R3m2s at the Glil promoter in Men1-null MEFs

S E S & & & o . :
R & & o ® complemented with either vector or wild type menin. Error
T ¥ <

bars indicate + s.d.
Figure 3. PMID: 23928057.

Immunofluorescence Microscopy

Immunofluorescence of Anti-Gli-1 antibody. HEK293T cells
were transiently transfected with Gli-1 (murine). Primary
Antibody: Rockland’s Anti-Gli-1 antiserum (rabbit) was
added 1:400. Secondary Antibody: fluorescent labeled anti-
rabbit IgG. Personal communication, Tom Curran, Children’s
Hospital of Philadelphia, Philadelphia, PA. Detection of
mouse Gli-1 present in transfected 293T cells (red).

Western Blot

Western blot using Rockland's anti-Gli-1 antibody shows

detection of a band at ~150 kDa (arrowhead) corresponding

to human Gli-1 present in transfected 293T cell lysates (lanes

- < 2 and 4). Mock 293T cell lysates with vector only show no

. staining (lanes 1 and 3). Lysates were separated by SDS-

PAGE and transferred to nitrocellulose. After blocking the
membrane was probed with the primary antibody diluted to
1:8,000 (lanes 1 and 2) or 1:4,000 (lanes 3 and 4). Molecular
weight estimation was made by comparison to MW markers.
Personal communication, Hiro Kimura, St. Jude Children's
Research Hospital, Memphis, TN.
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HEK293T Cells Western Blot
8 % % % Western blot using Rockland's anti-Gli-1 antibody shows

detection of a band at ~150 kDa corresponding to Gli-1

185 — present in HEK293T whole cell lysate transiently transfected
with Gli-1 (lane 2). Mock 293T cell lysates and 293T cell
lysates transfected with Gli-2 and Gli-3 show no staining
(lanes 1, 3 and 4 respectively). Lysates were separated by
SDS-PAGE and transferred to nitrocellulose. After blocking,
the membrane was probed with Anti-Gli-1 antiserum diluted
1:5,000, followed by HRP conjugated donkey anti-rabbit
(Rockland p/n 611-7302). Personal communication, Tom
Curran, Children’s Hospital of Philadelphia, Philadelphia, PA.
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This product is for research use only and is not intended for therapeutic or diagnostic applications. Please contact a technical service representative for more
information. All products of animal origin manufactured by Rockland Immunochemicals are derived from starting materials of North American origin.
Collection was performed in United States Department of Agriculture (USDA) inspected facilities and all materials have been inspected and certified to be free
of disease and suitable for exportation. All properties listed are typical characteristics and are not specifications. All suggestions and data are offered in good
faith but without guarantee as conditions and methods of use of our products are beyond our control. All claims must be made within 30 days following the
date of delivery. The prospective user must determine the suitability of our materials before adopting them on a commercial scale. Suggested uses of our
products are not recommendations to use our products in violation of any patent or as a license under any patent of Rockland Immunochemicals, Inc. If you
require a commercial license to use this material and do not have one, then return this material, unopened to: Rockland Inc., P.O. BOX 5199, Limerick,
Pennsylvania, USA.
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