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Bx Rabbit

Rt The antibody detects a band on western blot of approximately 28 kDa.

Z WA A SERF: Flow Cyt (Intra), ICC/IF, IP, WB, IHC-P

HE R 5 X B : Mouse, Rat, Human

R Synthetic peptide within Human elF4E aa 1-100 (N terminal). The exact sequence is proprietary.

PR XTI WB: 293, HEK-293, and MCF7 cell lysates, Human brain tissue lysate IHC-P: human breast
carcinoma, Human cervical carcinoma and Mouse stomachlCC/IF: RAW 264.7 cells Flow Cyt
(intra): HEK-293 cells

Ui This product is a recombinant monoclonal antibody, which offers several advantages including:
- High batch-to-batch consistency and reproducibility
- Improved sensitivity and specificity
- Long-term security of supply
- Animal-free production
For more information see here.
Our RabMAbB® technology is a patented hybridoma-based technology for making rabbit
monoclonal antibodies. For details on our patents, please refer to RabMAb® patents.
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B Liquid

FHiiH Shipped at 4°C. Upon delivery aliquot and store at -20°C. Avoid freeze / thaw cycles.

GFHBEE pH: 7.20
Preservative: 0.01% Sodium azide
Constituents: 49% PBS, 50% Glycerol (glycerin, glycerine), 0.05% BSA

2l g Protein A purified
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Flow Cyt (Intra) Use 1ug for 10° cells.

ab172730 - Rabbit monoclonal IgG, is suitable for use as an
isotype control with this antibody.

ICC/IF 1/250 - 1/500.
P 1) 1/20.
WwWB (6) 1/1000. Detects a band of approximately 30 kDa (predicted

molecular weight: 25 kDa). For unpurified use at 1/500

IHC-P 1/100. Perform heat mediated antigen retrieval with Tris/EDTA
buffer pH 9.0 before commencing with IHC staining protocol.

See IHC antigen retrieval protocols.

iz

ik Its translation stimulation activity is repressed by binding to the complex CYFIP1-FMR1 (By
similarity). Recognizes and binds the 7-methylguanosine-containing mRNA cap during an early
step in the initiation of protein synthesis and facilitates ribosome binding by inducing the
unwinding of the MRNAs secondary structures. Component of the CYFIP1-EIF4E-FMR1 complex
which binds to the mMRNA cap and mediates translational repression. In the CYFIP1-EIF4E-FMR1
complex this subunit mediates the binding to the mRNA cap.

B 5148 8L 1% Belongs to the eukaryotic initiation factor 4E family.

xR i Phosphorylation increases the ability of the protein to bind to mRNA caps and to form the elF4F
complex.
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Secondary antibody only control

Immunocytochemistry/ Immunofluorescence - Anti-

elF4E antibody [Y448] (ab33766)
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elF4E - Alexa Fluor® 488 (530/30 BP)

Flow Cytometry (Intracellular) - Anti-elF4E antibody
[Y448] (ab33766)

Immunocytochemistry/ Immunofluorescence analysis of RAW 264.7
(Mouse Abelson murine leukemia virus-induced tumor
macrophage) cells labeling elF4E with Purified ab33766 at 1:500
dilution (0.3 pg/ml). Cells were fixed in 100% Methanol and
permeabilized with None. Cells were counterstained with
Ab195889 Anti-alpha Tubulin antibody [DM1A] - Microtubule
Marker (Alexa Fluor® 594) 1:200 (2.5 pg/ml). Goat anti rabbit IgG
(Alexa Fluor® 488, ab150077) was used as the secondary antibody
at 1:1000 (2 ug/ml) dilution. DAPI nuclear counterstain. PBS
instead of the primary antibody was used as the secondary

antibody only control.

Intracellular Flow Cytometry analysis of HEK-293 (Human
embryonic kidney epithelial cell) cells labeling elF4E with Purified
ab33766 at 1/200 dilution (1ug/ml) (red). Cells were fixed with 80%
Methanol. A Goat anti rabbit IgG (Alexa Fluorr® 488, ab150077)
secondary antibody was used at 1/2000. Isotype control - Rabbit
monoclonal IgG (Black). Unlabeled control - Cell without incubation

with primary antibody and secondary antibody (Blue).
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Secondary antibody
only control

Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-elF4E antibody [Y448]

(ab33766)
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Immunoprecipitation - Anti-elF4E antibody [Y448]

(ab33766)

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of Rat kidney tissue sections labeling elF4E with
Purified ab33766 at 1:100 dilution (1.33 pg/ml). Heat mediated
antigen retrieval was performed Heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0, epitope retrieval solution 2) for
10mins. Rabbit specific IHC polymer detection kit HRP/DAB
(ab209101)was used as the secondary antibody. Negative
control:PBS instead of the primary antibody. Hematoxylin was used

as a counterstain.

ab33766 (purified) at 1:20 dilution (0.6ug) immunoprecipitating
elF4E in HEK-293 whole cell lysate.

Lane 1 (input): HEK-293 (Human embryonic kidney epithelial cell)
whole cell lysate 10ug

Lane 2 (+): ab33766 & HEK-293 whole cell lysate

Lane 3 (-): Rabbit monoclonal IgG (ab172730) instead of ab33766
in HEK-293 whole cell lysate

For western blotting, VeriBlot for IP Detection Reagent (HRP)
(ab131366) was used for detection at 1:10,000 dilution.

Blocking and diluting buffer: 5% NFDM/TBST.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-elF4E antibody [Y448]
(ab33766)

Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-elF4E antibody [Y448]
(ab33766)

Immunohistochemistry (Formalin/PFA-fixed paraffinrrembedded
sections) analysis of Mouse stomach tissue sections labeling elF4E
with Purified ab33766 at 1:100 dilution (1.33 pg/ml). Heat mediated
antigen retrieval was performed Heat mediated antigen retrieval
with Tris-EDTA buffer (pH 9.0, epitope retrieval solution 2) for
10mins. Rabbit specific IHC polymer detection kit HRP/DAB
(ab209101)was used as the secondary antibody. Negative
control:PBS instead of the primary antibody. Hematoxylin was used

as a counterstain.

Immunohistochemistry (Formalin/PFA-fixed paraffinrembedded
sections) analysis of Human cervical carcinoma tissue sections
labeling elF4E with Purified ab33766 at 1:100 dilution (1.33 pg/ml).
Heat mediated antigen retrieval was performed Heat mediated
antigen retrieval with Tris-EDTA buffer (pH 9.0, epitope retrieval
solution 2) for 10mins. Rabbit specific IHC polymer detection kit
HRP/DAB (ab209101)was used as the secondary antibody.
Negative control:PBS instead of the primary antibody. Hematoxylin

was used as a counterstain.
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Westem blot - Anti-elF4E antibody [Y448] (ab33766)
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Westem blot - Anti-elF4E antibody [Y448] (ab33766)

Anti-elF4E antibody [Y448] (ab33766) at 1/1000 dilution (Purified) +

Human brain lysates at 15 pg
Secondary
Goat Anti-Rabbit IgG (HRP) with minimal cross-reactivity with

human IgG at 1/2000 dilution

Predicted band size: 25 kDa
Observed band size: 25 kDa

Blocking and dilutin buffer and concentration: 5% NFDM/TBST

All lanes : Anti-elF4AE antibody [Y448] (ab33766) at 1/5000 dilution

Lane 1 : HEK-293 (Human embryonic kidney epithelial cell) whole
cell lysates
Lane 2 : MCF7 (Human breast adenocarcinoma epithelial cell)

whole cell lysates

Lysates/proteins at 15 ug per lane.

Secondary

All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000

dilution (Goat Anti-Rabbit IgG, (H+L), Peroxidase conjugated)

Predicted band size: 25 kDa
Observed band size: 25 kDa

Blocking and dilutin buffer and concentration: 5% NFDM/TBST
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4 3 All lanes : Anti-eIF4E antibody [Y448] (ab33766) at 0.025 pg/ml
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Westem blot - Anti-eIF4E antibody [Y448] (ab33766)
Predicted band size: 25 kDa

Blocking and diluting buffer: 5% NFDM/TBST.

Exposure time - Lane 1: 160 seconds

Lane 2: 70 seconds

Anti-eIF4E antibody [Y448] (ab33766) at 1/500 dilution + 293 cell
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Westem blot - Anti-eIFAE antibody [Y448] (ab33766)
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-elF4E antibody [Y448]

(ab33766)
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Flow Cytometry (Intracellular) - Anti-elF4E antibody
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This image shows human breast carcinoma stained with ab33766

Overlay histogram showing HEK293 cells stained with ab33766
(red line). The cells were fixed with 80% methanol (5 min) and then
permeabilized with 0.1% PBS-Tween for 20 min. The cells were
then incubated in 1x PBS / 10% normal goat serum / 0.3M glycine
to block non-specific protein-protein interactions. The cells were
then incubated with the antibody (ab33766, 1ug/1x1 0% cells) for 30
min at 22°C. The secondary antibody used was DyLight® 488 goat
anti-rabbit IgG (H+L) (ab96899) at 1/500 dilution for 30 min at
22°C. Isotype control antibody (black line) was rabbit IgG

(1pg/1x1 0% cells) used under the same conditions. Acquisition of
>5,000 events was performed.
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ICC/IF image of ab33766 stained MCF7 cells. The cells were 4%
formaldehyde (10 min) and then incubated in 1%BSA / 10% normal
goat serum / 0.3M glycine in 0.1% PBS-Tween for 1h to
permeabilise the cells and block non-specific protein-protein
interactions. The cells were then incubated with the antibody
(ab33766, 10ug/ml) overnight at +4°C. The secondary antibody
(green) was ab96899 Dylight 488 goat anti-rabbit IgG (H+L) used
ata 1/250 dilution for 1h. Alexa Fluor® 594 WGA was used to label
plasma membranes (red) at a 1/200 dilution for 1h. DAPIwas used

to stain the cell nuclei (blue) at a concentration of 1.43uM.

Immunocytochemistry/ Immunofluorescence - Anti-

elF4E antibody [Y448] (ab33766)

Why choose a
recombinont cntibody?
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Research with Long-term and

confidence scalable supply
Consistent and Recombinant
reproducible results technology

Success from the Ethical standards

first experiment compliant
Confirmed Animal-free
specificity production

Anti-elF4E antibody [Y448] (ab33766)

Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.cn/abpromise or contact our technical team.

Terms and conditions
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e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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