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Product Datasheet

Ready-To-Use RFP Antibody Pre-adsorbed
(orb535100)

Catalog Number orb535100

Category Antibodies
Description DsRed antibody
Clonality Polyclonal
Species/Host Rabbit

Isotype 19G

Conjugation Unconjugated
Reactivity Other
Form/Appearance Liquid (sterile filtered)
Concentration 0.005 mg/mL
Buffer/Preservatives Preservative: 0.01% (w/v) Sodium Azide. Stabilizer: 0.01% Bovine Serum

Albumin (rAlbumin), 25% (v/v) Glycerol; Buffer: 0.02 M Potassium Phosphate,
0.15 M Sodium Chloride, pH 7.2

Purity RTU Anti-RFP was prepared from monospecific antiserum by immunoaffinity
chromatography using Red Fluorescent Protein (Discosoma) coupled to agarose
beads followed by solid phase adsorption(s) to remove any unwanted
reactivities. Expect reactivity against RFP and its variants: mCherry, tdTomato,
mBanana, mOrange, mPlum, mOrange and mStrawberry. Assay by
immunoelectrophoresis resulted in a single precipitin arc against anti-Rabbit
Serum and purified and partially purified Red Fluorescent Protein (Discosoma).
No reaction was observed against Human, Mouse or Rat serum proteins.
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Immunogen

UniProt ID
Tested applications
Dilution range

Application notes

Antibody Type

Storage

Note

Merged

Biorbyt Ltd.

7 Signet Court, Swann Road
Cambridge

CB5 8LA

United Kingdom

Biorbyt.com

The immunogen is a Red Fluorescent Protein (RFP) fusion protein corresponding
to the full-length amino acid sequence (234aa) derived from the mushroom
anemone Discosoma.

Q9U6Y38
ELISA, WB
WB: 1:1,000

Ready-To-Use Anti-RFP is designed to detect RFP and its variants. Ready-To-Use
Anti-RFP Rabbit Polyclonal Antibody has been optimized and tested in ELISA and
in western blot using 1:1000 dilution. This Anti-RFP (RTU) Antibody is sufficient to
run 10 western blots. Although not tested, this antibody is likely functional in
immunohistochemistry, immunofluorescence, and immunoprecipitation. Optimal
titers for these applications should be determined by the researcher.

Primary Antibody

Store vial at 2-8° C prior to opening. May 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. Dilute only
prior to use.

For research use only

dYPEL3 frameshift mutations reduce nociceptive behavior. (A)
Nociceptive/class IV da neurons are positive for dYPEL3. A
nuclear GFP (GFP-nls, green) was expressed under dYPEL3-GAL4
following immunostaining with anti-Knot antibody (blue). Anti-
HRP antibody was used to label all PNS neurons (magenta).
Scale bar: 10 um. (B) The AITC-induced nociceptive behavior
was measured in a wild-type control (wt) and dYPEL3 frameshift
mutants (dYPEL3T1-8 and dYPEL3T1-6). The number of larvae
that exhibited complete rolling behavior was scored and
expressed as a percentage (n = 252 for each genotype). The
Chi-squared test was performed between the groups. NS, non-
significant; ****+P 0.0001.
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dYPEL3'™ dYPEL3 frameshift mutations reduce the synaptic contact

w
between nociceptors and Basin-4 neurons. (A) The syb-GRASP
techniqgue was used to report the synaptic contact between

nociceptors and Basin-4. The spGFP1-10 (red cylinders) and
spGFP11 (blue sectors) were expressed in nociceptors and
Basin-4, respectively (left). The resulting GRASP signal was
visualized by anti-GRASP antibody (green), and the spGFP1-10
that is expressed in nociceptor axon terminals was used as a
normalization control (magenta) (right). Scale bar: 10 um. (B)
The GRASP intensity from each neuropil was normalized by
spGFP1-10 intensity and presented as meanzts.e.m. (left), as
well as in a violin plot to show distribution (right) (n = 36 for wt,
n = 34 for dYPEL3T1-8). Mann-Whitney test. All statistical
analysis was two-tailed. **P 0.01.
A wp&sgmmm, dYPEL3 is a neuronal gene. (A) The expression pattern of
dYPEL3 in the CNS. The InSITE gene trap line for dYPEL3 was
used (CG15309-GAL4/dYPEL3-GAL4). GAL4 transcription factor
is inserted in the first intron. The introduction of UAS-
mCD8::GFP demonstrates the endogenous expression pattern
of dYPEL3. Note that the CG15309-GAL-positive cells elaborate
fine processes throughout the CNS. Scale bar: 50 um. (B)
mCD8::GFP (magenta) was expressed under dYPEL3-GAL4
following immunostaining with anti-Elav (neuronal, green) and
anti-Repo (glial, blue) antibodies. (i) The CNS. Cell bodies in 1

GRASP

spGFP1-10

neurons (ii, arrows) and a class Ill da neuron (iii) in the PNS. iii
also shows a class IV da neuron (nociceptor) that is positive for
dYPEL3 (arrow). Scale bar: 10 um. (C) Quantitation of the Elav-
positive and Repo-positive cells that are labeled with CG15309-
GAL4. The majority of dYPEL3-postive cells were Elav positive,
but none were positive for Repo.
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D dYPEL3KO dYPEL3 knockout mutants recapitulate the phenotypes in the

dYPEL3 frameshift mutants. (A) The generation of dYPEL3
knockout (dYPEL3KO) flies. Top: the entire dYPEL3 ORF was

deleted using CRISPR/Cas9-mediated homology-directed
recombination. Bottom: agarose gel image of PCR-based
genotyping. Note that dYPEL3KO showed the PCR amplifications
specific for DsRed-cassette, but not the ones from wild type. (B)
dYPEL3 knockout reduces AITC-induced behavioral responses.
AITC-induced nociceptive behavior was measured in a wild-type
control (wt) and dYPEL3 knockout mutants (dYPEL3KO). The
number of larvae that exhibited complete rolling behavior was
scored and expressed as a percentage (n = 252 for wt, n = 203
for dYPEL3KO). The Chi-squared test was performed between
the groups. (C) dYPEL3 knockout caused a reduction in Basin-4
activation upon AITC. GCaMP6f was expressed in Basin-4
neurons. Nociceptors were activated with 10 mM AITC. Ca2 +
increase in Basin-4 was measured by GCaMP fluorescence and
the GCaMP trace over time is shown (n = 47 for wt, n = 46 for
dYPEL3KO) (left). The cumulative GCaMP activation from single
Basin-4 neurons was measured and presented as meanzxs.e.m.
(middle), as well as in a violin plot to show distribution (right).
Mann-Whitney test. (D) dYPEL3 knockout causes a reduction in
syb-GRASP signals between nociceptors and Basin-4.
Synaptobrevin-spGFP1-10 and spGFP11 were expressed in
nociceptors and Basin-4, respectively. The resulting GRASP
sighal was visualized by anti-GFP antibody that only recognizes
the reconstituted GFP (anti-GRASP) (green), and the spGFP1-10
expressed in nociceptor axon terminals was used as a
normalization control (magenta) (left). Scale bar: 10 um. The
GRASP intensity from each neuropil was normalized by spGFP1-
10 intensity and presented as mean=xs.e.m. (middle), as well as
in a violin plot to show distribution (right) (n = 32 for wt, n = 80
for dYPEL3T1-8). Mann-Whitney test. ***P 0.001 and ****p
0.0001.

GRASP

spGFP1-10
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ELISA results of purified Ready-To-Use Rabbit Anti-RFP Antibody
Min X Hu Ms and Rt Serum Proteins tested against RFP (Red),

P el Mouse IgG (Blue), Human IgG (Green), and Rat IgG (Purple).
2 : Each well was coated in 1.0 pg of antigen. The starting dilution
of antibody was 5 pg/ml and the X-axis represents the Log10 of
3 | a 3-fold dilution. This titration is a 4-parametre curve fit where
T L . the IC50 is defined as the titer of the antibody. The curve
& + ' s . = T

representing the RFP as the antigen is shown in red while
Mouse IgG, Human IgG, and Rat IgG antigens are shown in blue,
green, and purple. Assay performed using Buffer, Substrate,
and Conjugate (Goat Anti-Rabbit IgG Antibody HRP at 1:8500).

Western Blot of Ready-to-Use Rabbit Anti-RFP Antibody. Lane 1:
i 2 3 4 6 & T 8B 9 % ¥ 12 1 W 16
—— Opal Prestain Molecular Weight. Lane 2: HelLa (p/n orb348668).

o —— Lane 3: HEK293 (p/n orb348669). Lane 4: Cho/K1 (p/n
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- =0 -— orb348663). Lane 5: MDA-MB-231 (p/n orb348700). Lane 6:

" = _ . A431 (p/n orb348665). Lane 7: Jurkat (p/n orb348674). Lane 8:
ﬂ :: — | NIH/3T3 (p/n orb348714). Lane 9: E. coli HCP (p/n orb342262).
:’:: B . Lane 10: FLAG (p/n orb348661). Lane 11: RFP (p/n orb345960).

— Lane 12: GFP (p/n orb345957). Lane 13: GST (p/n orb345956).
st std Lane 14: MBP. Lane 15: Opal Prestain. Primary Antibody: RTU-
RFP at 1 ul/mL overnight at 4°C. Secondary Antibody: Goat anti-
Rabbit HRP (p/n orb347654) at 1:70000 for 30 min at RT. Expect
27kDa seen in lane 11. Unspecific band in lane 3 caused by
cross reactivity with secondary antibody.
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Western Blot of Ready-to-Use Rabbit Anti-RFP Antibody. Lane 1:
Opal Prestain Molecular Weight. Lane 2: RFP (p/n orb345960).
Lane 3: Human IgG (p/n orb346219). Lane 4: Goat IgG (p/n
— orb2652767). Lane 5: Mouse IgG (p/n orb2652749). Primary

,, _.- ,, Antibody: RTU-RFP at 1 pl/mL overnight at 4°C. Secondary
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* - — Antibody: Goat anti-Rabbit HRP (p/n orb347654) at 1:70000 for
Te— - 30 min at RT. Expect 27kDa seen in lane 2.
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100 Western Blot Results of Ready to Use Rabbit Anti-RFP Antibody.
48 : Lane 1: recombinant RFP. Load: 0.05 pg. Primary Antibody:
35 Ready to Use Rabbit Anti-RFP Antibody 1:1000 overnight at 4°C.
%l Secondary Antibody: Donkey Anti-Goat HRP (p/n orb347032) at
= : 1:40000 for 30 min RT. Block: BlockOut Buffer (p/n orb348644).
-
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