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Datasheet for 600-103-215
GFP Antibody Peroxidase Conjugate

Overview

Description:

Item No.:
Size:
Applications:
Reactivity:

Host Species:

Product Details

Background:

Synonyms:

Host Species:
Conjugate:
Clonality:

Format:

Target Details
Reactivity:
Immunogen Type:

Immunogen:
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Anti-GFP (GOAT) Antibody Peroxidase Conjugated Min X Hu Ms and Rt Serum Proteins - 600-103
-215

600-103-215

1mg

ELISA, WB, IF, IHC, IP, Multiplex
GFP, eGFP, rGFP

Goat

HRP Anti-GFP is ideal for western blotting, ELISA and Immunohistochemistry. Green fluorescent
protein is a 27 kDa protein produced from the jellyfish Aequorea victoria, which emits green
light (emission peak at a wavelength of 509nm) when excited by blue light. GFP is an important
tool in cell biology research. GFP is widely used enabling researchers to visualize and localize
GFP-tagged proteins within living cells without the need for chemical staining.

goat anti-GFP Antibody peroxidase Conjugation, HRP conjugated goat anti-GFP antibody, Green
Fluorescent Protein, GFP antibody, Green Fluorescent Protein antibody, EGFP, enhanced Green
Fluorescent Protein, Aequorea victoria, Jellyfish

Goat
Peroxidase (HRP)
Polyclonal

1gG

GFP, eGFP, rGFP
Recombinant Protein

Recombinant Green Fluorescent Protein (GFP) fusion protein corresponding to the full length
amino acid sequence (246aa) derived from the jellyfish Aequorea victoria.
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Purity/Specificity:

Relevant Links:

Application Details

Tested Applications:
Suggested Applications:

Application Note:

Assay Dilutions:

ELISA:
IHC:
WB:

Formulation

Physical State:

Concentration:
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Anti-GFP antibody was prepared from monospecific antiserum by immunoaffinity
chromatography using Green Fluorescent Protein (Aequorea victoria) coupled to agarose beads
followed by solid phase adsorption(s) to remove any unwanted reactivities. Assay by
immunoelectrophoresis resulted in a single precipitin arc against anti-Goat Serum, anti-
Peroxidase and purified and partially purified Green Fluorescent Protein (Aequorea victoria). No
reaction was observed against Human, Mouse and Rat Serum Proteins.

* 600-103-215 SDS
e UniProtKB - P42212

ELISA, WB
IF, IHC, IP, Multiplex (Based on references)

Polyclonal anti-GFP is designed to detect GFP and its variants. Anti-GFP Peroxidase conjugated
antibody has been tested by ELISA to detect GFP by ELISA (sandwich or capture) for the direct
binding of antigen and recognizes wild type, recombinant and enhanced forms of GFP and by
western blot. Biotin conjugated polyclonal anti-GFP used in a sandwich ELISA is well suited to
titrate GFP in solution using this antibody in combination with Rockland's monoclonal anti-GFP
(600-301-215) using either form of the antibody as the capture or detection antibody. However,
use the monoclonal form only for the detection of wild type or recombinant GFP as this form
does not sufficiently detect 'enhanced' GFP. The detection antibody is typically conjugated to
biotin and subsequently reacted with streptavidin conjugated HRP (code # SO00-03).
Fluorochrome conjugated polyclonal anti-GFP can be used to detect GFP by
immunofluorescence microscopy in prokaryotic (E.coli) and eukaryotic (CHO cells) expression
systems and can detect GFP containing inserts. Significant amplification of signal is achieved
using fluorochrome conjugated polyclonal anti-GFP relative to the fluorescence of GFP alone.
For immunoblotting use either alkaline phosphatase or peroxidase conjugated polyclonal anti-
GFP to detect GFP or GFP containing proteins on western blots. Optimal titers for applications
should be determined by the researcher.

All assays should be optimized by the user. Recommended dilutions (if any) may be
listed below.

1:10,000 - 1:50,000
1:500 - 1:2,000
1:2,000 - 1:5,000

Lyophilized
1.0 mg/mL by UV absorbance at 280 nm
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Buffer: 0.02 M Potassium Phosphate, 0.15 M Sodium Chloride, pH 7.2

Preservative: 0.01% (w/v) Gentamicin Sulfate. Do NOT add Sodium Azide!

Stabilizer: 10 mg/mL Bovine Serum Albumin (BSA) - Immunoglobulin and Protease free
Reconstitution Volume: 1.0mL

Reconstitution Buffer: Restore with deionized water (or equivalent)

Shipping & Handling
Shipping Condition: Ambient

Storage Condition: Store GFP antibody at 4° C prior to restoration. For extended storage aliquot contents and
freeze at -20° C or below. 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

Western Blot
(B) GST pull-down assay showing direct association of Nsil

B Bound with Net1, Sir2 and Fob1. GST-Nsil associates with Net1, Sir2
Input  GST GST-Nsit and Fob1 from whole cell extracts (left panel). GST-Sir2 and
= - N A GST-Fob1 associate with Nsil from whole cell extracts (right

- B Neti-H panel). Fig 3. PMID: 22362748
— B Fobi-Myc

Immunohistochemistry

The site of ectopic Nodal/Gdf3 signaling influences the
efficacy of MZgdf3 mutant rescue and the severity of
overexpression phenotypes in WT embryos. (A)
Experimental Approach: 4-8 cell WT and MZgdf3 embryos
were injected with 5 pg ndr2 RNA +25 pg eGFP RNA or with
50 pg gdf3 RNA +25 pg eGFP RNA. At 50% epiboly embryos
expressing eGFP in 25% or less of the blastoderm were
selected. These embryos were grown until 24 hpf and
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photographed with transmitted light and fluorescent
illumination or were grown until shield stage and processed
by WISH with a gsc probe then by IHC with anti-GFP. (B, C)
24 hpf WT embryos injected with gdf3/eGFP RNA had
normal phenotypes, regardless of whether (B) midline or (C)
non-midline lineages were targeted. (D) MZgdf3 embryos
expressing Gdf3/eGFP in dorsally-derived midline lineages
including the notochord and polster showed complete
morphological rescue of notochord, somites, brain and eyes.
(E) MZgdf3 embryos with expression of Gdf3/eGFP in non-
midline lineages including the skin and somites showed
rescue of somites and notochord but lacked normal
development of anterior neural tissues and eyes. (F)
Expression of Ndr2/eGFP in dorsal midline lineages in WT
embryos resulted in embryos that were predominantly
normal but some exhibited slightly narrower head and trunk
and kinked notochords. This is strikingly distinct from (G)
expression of Ndr2/eGFP outside midline lineages, which
strongly dorsalized the embryos, or from ubiquitous
expression in WT embryos injected with ndr2 RNA at the 1-2
cell stage (Figure 35-U). (H, 1) MZgdf3 embryos injected
with ndr2/eGFP RNA showed no rescue of the

MZgdf3 mutant phenotype regardless of what lineages were
targeted. (J-Y) Shield stage embryos that were injected at
the 4-8 cell stage with the indicated RNAs were processed
by WISH for gsc and by IHC for GFP. Purple cells

express gsc RNA; brown cells express GFP from RNA
injection. Panels show embryos representative of each
phenotypic class. (J-M) WT embryos at shield stage that
were injected with gdf3/eGFP RNA showed no alteration in,
or ectopic expression of gsc regardless of the location of
expressing cells. (N-Q) MZgdf3 embryos injected

with gdf3/eGFP RNA showed rescue of gsc expression when
the expressing cells were located at (O), or adjacent to the
presumptive dorsal shield (P). (R-U) WT embryos injected
with ndr2/eGFP RNA showed ectopic gsc expression
associated with the clone of expressing cells, regardless of
the location of these cells within the embryo. (V-Y)

MZgdf3 embryos injected with ndr2/eGFP RNA were
unresponsive to this nodal ligand and showed

no gsc expression. Note: Due to the lack of gsc expression,
the location of the GFP-expressing clone of cells relative to
the dorsal axis could not be reliably assigned in these
embryos. Fig 4. PMID: 29140249
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Immunofluorescence Microscopy

Loss of FGF results in severe CVM and TVM migration
defects. (A-E) Immunofluorescence images and schematics
illustrating CVM migration along the TVM over the course of
development in sagittal views of wild-type (WT) embryos.
CVM stained using anti-GFP (red) to label HLH54F-Gap-
Venus reporter (HGV) or anti-Faslll (cyan) to stain TVM. (F)
Graph summarizing incidence of contralateral merging
defects in TVM, with gray bars indicating no merging defect
and black bars indicating incidence of merging defect.
(G,H,0-Q") Dorsal view of Stage 11 embryos of wild type (O-
P") or htl mutants (Q-Q") and corresponding schematics
(G,H,l) demonstrating bilateral migration of CVM cells along
the TVM using antibodies against Tey (CVM, red) and FaslII
(TVM, cyan); in htl mutants, midline crossing is observed in
both the CVM and TVM (bracketed area), with ipsilateral
gaps observed along the TVM (white asterisks; 1,Q-Q"). (J,R-
R") Dorsal view of Stage 11 htl mutant embryo
demonstrating CVM midline crossing along the gut using
antibodies against GFP (CVM, red) and Hb9 (gut, green). (K-
N,S-V) Dorsal (K-N) and lateral (S-V) views of stage 11 wild-
type (K,S), htlAB42 (L, T), HLH54FA598 (M,U)

and HLH54FA598;htIAB42 (N,V) embryos immunostained
using an anti-Faslll antibody. Orange arrowhead in L
indicates contralateral merging of TVM tracks proximal to
the gut, orange asterisk indicates posteriormost end, at
which the contralateral TVM tracks are oriented most closely
to each other. (W-X') Transverse cross-section and
schematics of immunostained embryo illustrating the
relative positions of TVM (Faslll, black) in wild type (W-W’),
and contralateral merging in an htlAB42 mutant (X-X'). W’
and X’ show magnified views of W and X, respectively;
schematic of W' and X’ shown below, with TVM tissue shown
in black. Scale bars: 40 pm in A-E,0-R”; 20 pum in W-X'". Fig 1.
PMID: 31239242
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Immunofluorescence Microscopy

BPS1 myospheroid levels in the TVM are supported by FGF
signaling and act to protect the TVM from CVM-driven
contralateral merging. (A,B) Schematics illustrating relative
positions of indicated tissues versus BPS1 (Mys) protein in
sagittal (A) and transverse view (B). Dashed line in A
indicates level of section in B. (C-D"',G-G",J-]") Transverse
cross-section of stage 11 embryos containing HGV GFP
reporter (Stepanik et al., 2016) stained with anti-Mys, anti-
GFP and anti-Zfh1 to identify BPS1, CVM and trunk
mesoderm, respectively, in wild type (WT) (C-C" n=6;

E, n=5), htl mutant (D-D", n=5; F, n=7) or upon expression
of htIWT (G-G", n=5; H, n=5) or htICA (I, n=5; J-J", n=4)

via twi-GAL4 in htl mutants. Yellow arrowhead in J"
indicates loss of polarized BPS1 expression at the trunk
mesoderm-ectoderm interface. (E,F,H,l) Lateral posterior
view of stage 11 embryos stained with anti-BPS1 and either
anti-GFP (E,F) or anti-Tey (H,!) to identify CVM. (K-M’)
Transverse cross-sections and quantification of BPS1 protein
expression levels as a function of mean fluorescence
intensity values of 10 z-sections per sample (n, indicated
below genotype label) with two ROls quantified per sample:
the CVM-TVM interface (purple dashed line and purple
bars), and the trunk mesoderm-ectoderm interface (cyan
dashed line and cyan bars). In HLH54F mutants that lack
CVM, reduced BPS1 signal persists at what should have been
the CVM-trunk mesoderm interface (L,M-M’). K" and M’
show a higher magnification image of the boxed areas in K
and M, respectively. Data are meants.d. *P<0.05 by one-way
ANOVA. Scale bars: 20 um. Fig 3. PMID: 31239242
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Western Blot
1 2 3 45 6 7 8 9 10 11 121314 KkDa Western Blot of Goat anti-GFP antibody Peroxidase

kDa
245 - conjugated. Marker: Opal Pre-stained ladder (p/n MB-210-
e 0500). Lane 2: HEK293 lysate (p/n W09-000-365). Lane 3:
100- == Hela Lysate (p/n W09-000-363). Lane 4: CHO/K1 Lysate (p/n
;g: ! W07-000-357). Lane 5: C2C12 Lysate. Lane 6: NIH/3T3 Lysate
ag- (p/n W10-000-358). Lane 7: Mouse Embryonic Fibroblast
5. ' Lysate (p/n W10-001-371). Lane 8: E-coli HCP Control (p/n
. 000-001-J08). Lane 9: 2 Epitope MBP Tag Marker Lysate (p/n
20 - MB-301-0100). Lane 10: Recombinant Red Fluorescent
17-’ Protein (p/n 000-001-379). Lane 11: Green Fluorescent
11 - Protein (p/n 000-001-215). Lane 12: Glutathione-S-
Transferase Protein. Lane 13: Maltose Binding Protein (p/n
000-001-385). Marker: Opal Pre-stained ladder Load: 10 g
of lysate or 50ng of purified protein per lane. Primary
antibody: goat anti-GFP peroxidase conjugated antibody at
1:1,000 overnight at 4C. Secondary antibody: none Blocking
Buffer: BlockOut (p/n MB-073) for 30 min at RT.
Predicted/Observed size: 28 kDa for GFP.
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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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