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Alexa Fluor® 700 anti-human CD3 Antibody

Catalog# / Size

Clone

Regulatory Status
Workshop

Other Names
Isotype

Description

Product Details

300423 / 25 pg
300424 / 100 pg

UCHT1

RUO

na71

T3, CD3¢

Mouse IgG1, k

CD3¢ is a 20 kD chain of the CD3/T-cell receptor (TCR) complex which is composed of two
CD3¢, one CD3y, one CD3d, one CD3¢ (CD247), and a T-cell receptor (a/f or y/d)
heterodimer. It is found on all mature T cells, NKT cells, and some thymocytes. CD3, also

known as T3, is a member of the immunoglobulin superfamily that plays a role in antigen
recognition, signal transduction, and T cell activation.

Verified Reactivity
Reported Reactivity
Antibody Type

Host Species
Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Excitation Laser

Application Notes

Application References

Human

Chimpanzee

Monoclonal

Mouse

Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide.

The antibody was purified by affinity chromatography and conjugated with Alexa Fluor® 700
under optimal conditions.

0.5 mg/ml

The CD3 antibody solution should be stored undiluted between 2°C and 8°C, and protected from
prolonged exposure to light. Do not freeze.

EC - Quality tested

Each lot of this antibody is quality control tested by immunofluorescent staining with flow cytometric
analysis. The suggested use of this reagent is <1.0 ug per million cells in 100 pl volume. It is highly
recommended that the reagent be titrated for optimal performance for each application.

* Alexa Fluor® 700 has a maximum emission of 719 nm when it is excited at 633 nm/ 635 nm. Prior
to using Alexa Fluor® 700 conjugate for flow cytometric analysis, please verify your flow
cytometer's capability of exciting and detecting the fluorochrome.

Alexa Fluor® and Pacific Blue™ are trademarks of Life Technologies Corporation.

View full statement regarding label licenses
Red Laser (633 nm)

Additional reported applications (for the relevant formats) include: immunohistochemical staining of
acetone-fixed frozen sections*®" and formalin-fixed paraffin-embedded sections !,
immunoprecipitation?, activation of T cells235, Western bIottingg, and spatial biology (IBEX)16'17.
The LEAF™ purified antibody (Endotoxin < 0.1 EU/ug, Azide-Free, 0.2 um filtered) is recommended
for functional assays (Cat. No. 300413, 300414, and 300432). For highly sensitive assays, we
recommend Ultra-LEAF ™ purified antibody (Cat. No. 300437, 300438, 300465, 300466, 300473,
300474) with a lower endotoxin limit than standard LEAF™ purified antibodies (Endotoxin < 0.01
EU/ug).
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Antigen Details

Structure Ig superfamily, with the subunits of CD3y, CD30, CD3¢ (CD247) and TCR (a/B or y/d) forms
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CD3/TCR complex, 20 kD

Distribution Mature T and NK T cells, thymocyte differentiation

Function Antigen recognition, signal transduction, T cell activation

Ligand/Receptor Peptide antigen bound to MHC

Cell Type NKT cells, T cells, Thymocytes, Tregs

Biology Area Immunology, Innate Immunity

Molecular Family CD Molecules, TCRs

Antigen References 1. Barclay N, et al. 1993. The Leucocyte FactsBook. Academic Press. San Diego.

2. Beverly P, et al. 1981. Eur. J. Immunol. 11:329.
3. Lanier L, et al. 1986. J. Immunol. 137:2501-2507.

Gene ID 916

Related Protocols

Cell Surface Flow Cytometry Staining Protocol

Other Formats

APC anti-human CD3, Biotin anti-human CD3, FITC anti-human CD3, PE anti-human CD3, PE/Cyanine5 anti-human CD3, Purified
anti-human CD3, Alexa Fluor® 647 anti-human CD3, Alexa Fluor® 488 anti-human CD3, Pacific Blue™ anti-human CD3,
PE/Cyanine? anti-human CD3, Alexa Fluor® 700 anti-human CD3, APC/Cyanine? anti-human CD3, PerCP anti-human CD3,
PerCP/Cyanineb.5 anti-human CD3, Brilliant Violet 421™ anti-human CD3, Brilliant Violet 570™ anti-human CD3, Ultra-LEAF ™
Purified anti-human CD3, Purified anti-human CD3 (Maxpar® Ready), Alexa Fluor® 594 anti-human CD3, PE/Dazzle™ 594 anti-
human CD3, Birilliant Violet 510™ anti-human CD3, Brilliant Violet 605™ anti-human CD3, Brilliant Violet 711™ anti-human CD3,
Brilliant Violet 650™ anti-human CD3, APC/Fire™ 750 anti-human CD3, Birilliant Violet 785™ anti-human CD3, TotalSeq™-A0034
anti-human CD3, TotalSeq™-B0034 anti-human CD3, TotalSeq™-C0034 anti-human CD3, KIRAVIA Blue 520™ anti-human CD3,
Spark Violet™ 538 anti-human CD3 Antibody, TotalSeq™-D0034 anti-human CD3, Spark Blue™ 574 anti-human CD3 Antibody,
GMP Pacific Blue™ anti-human CD3, GMP PE anti-human CD3, GMP PE/Dazze™ 594 anti-human CD3

Product Data

Human peripheral blood lymphocytes
‘K stained with UCHT1 Alexa Fluor® 700
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For research use only. Not for diagnostic use. Not for resale. BioLegend will not be held responsible for patent infringerment or other violations that may occur with the
use of our products.

*These products may be covered by one or nore Linited Use Label Licenses (see the BioLegend Catalog or our website, www .biolegend.comlordering#icense).
BioLegend products may not be transferred to third parties, resold, nmodified for resale, or used to manufacture conrercial products, reverse engineer functionally
similar materials, or to provide a service to third parties without written approval of BioLegend. By use of these products you accept the termms and conditions of all
applicable Limited Use Label Licenses. Unless otherwise indicated, these products are for research use only and are not intended for human or aninmal diagnostic,
therapeutic or commrercial use.
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.
CD8 (SK1)

FORMS

Form Catalog number Form Catalog number Form Catalog number
Pure 340855 PE-Cy7 335805 AmCyan 339199
FITC 340692 APC 340659 V500-C 647458
PerCP 340693 APC-Cy7 348803 BV605 663798
PerCP-Cy5.5 341049 APC-H7 641409 BV786 664530

DESCRIPTION

Specificity The CD8 antibody recognizes the 32-kilodalton (kDa) a-subunit of a disulfide-linked
bimolecular complex.'** The majority of peripheral blood CD8* T lymphocytes
expresses an o/f heterodimer (32, 30 kDa), while CD8*CD16" natural killer (NK)
lymphocytes and CD8* T-cell receptor (TCR)-y/8* T lymphocytes express an o/o
homodimer (30 kDa). CD8*TCR-0/B* T lymphocytes can express either an o/a
homodimer or a/p heterodimer.'»> The CD8 antigenic determinant binds to class I
major histocompatibility (MHC) molecules, resulting in increased adhesion between the
CDS8* T lymphocytes and target cells.>> Binding of the CD8 antigen to class I MHC
molecules enhances the activation of resting T lymphocytes.3® The CD8 antigen is
coupled to a protein tyrosine kinase, p56/K. The CD8:p56!°K complex can play a role in
T-lymphocyte activation through mediation of the interactions between the CD8
antigen and the CD3/TCR complex.>®.

Antigen distribution The CD8 antigen is present on the human suppressor/cytotoxic T-lymphocyte subset” 12

as well as on a subset of NK lymphocytes.!? The CD8 antigen is expressed on 19% to
48% of normal peripheral blood lymphocytes'* and 60% to 85% of normal
thymocytes.”>!! The CD8* T- and NK-lymphocyte subsets can be further subdivided
into the following groups: CD16* NK lymphocytes that can express the CD8 antigen in
low density;'3 CD57* T lymphocytes that express high-density CD8 antigen;'> and
CD8*CD62L* lymphocytes that collaborate with CD8*CD62L~ lymphocytes to
generate suppression of B-lymphocyte function.'> CD8 cross-reacts with lymphocytes of
some nonhuman primate species. °.

Clone The CD8 antibody, clone SK1'7, is derived from the hybridization of NS-1 mouse
myeloma cells with spleen cells isolated from BALB/c mice immunized with human
peripheral blood T lymphocytes.

Composition The CD8 antibody is composed of mouse IgG; heavy chains and kappa light chains.

Analyte Specific Reagent. Analytical and performance characteristics are not established.

Becton, Dickinson and Company
BD Biosciences sm
2350 Qume Drive
San Jose, CA 95131 USA w

bdbiosciences.com
ClinicalApplications@bd.com 112021 23-3729-11



Product configuration

Purity

HANDLING AND
STORAGE

WARNING
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The following are supplied in buffer containing a stabilizer and a preservative.

Volume | Amount Total
Number | per test | provided | volume |Concentration

Form of tests (pL) (ng) (mL) (ng/mL) Stabilizer Preservative
Pure 200 20 50 4.0 12.5 Gelatin | 0.1% Sodium azide
FITC 100 20 25 2.0 12.5 Gelatin 0.1% Sodium azide
PerCP 100 20 12 2.0 6 Gelatin | 0.1% Sodium azide
PerCP-CyS5.5 50 20 5 1.0 5 Gelatin | 0.1% Sodium azide
PE-Cy7 100 S 25 0.5 50 Gelatin 0.1% Sodium azide
APC 100 5 25 0.5 50 Gelatin | 0.1% Sodium azide
APC-Cy7 100 5 25 0.5 50 Gelatin | 0.1% Sodium azide
APC-H7 100 5 25 0.5 50 Gelatin | 0.1% Sodium azide
AmCyan 100 5 50 0.5 100 BSA 0.1% Sodium azide
V500-C2 100 5 25 0.5 50 BSA ProClin™ 950
BV605? 100 5 25 0.5 50 BSA | 0.09% Sodium azide
BV7863 100 5 25 0.5 50 BSA | 0.09% Sodium azide

a. BD Horizon™ V500-C, BD Horizon Brilliant™ Violet 605, BD Horizon Brilliant™ Violet 711

CAUTION Some APC-Cy7 conjugates, and to a lesser extent PE-Cy7 and APC-H7
conjugates, show changes in their emission spectra with prolonged exposure to
paraformaldehyde or light. For overnight storage of stained cells, wash and resuspend in
buffer without paraformaldehyde after 1 hour of fixation.

CAUTION Prolonged exposure of cells to paraformaldehyde can lead to increased
autofluorescence in the violet channels. For overnight storage of stained cells, wash and
resuspend in buffer without paraformaldehyde after 1 hour of fixation.

CAUTION If you choose to combine BD Horizon Brilliant™ reagents in a multicolor
staining cocktail, dyes might bind to one another without the use of a buffering
solution, such as BD Horizon™ Brilliant Stain Buffer.

Pure: >85% pure at bottling, as measured by polyacrylamide gel electrophoresis (PAGE)

FITC: £5% free fluorophore at bottling, as measured by size-exclusion chromatography
(SEC)

PerCP, PerCP-Cy35.5, PE-Cy7, APC, APC-Cy7, APC-H7, AmCyan, V500-C: <20% free
fluorophore at bottling, as measured by SEC

BV605, BV786: <25% free fluorophore at bottling, as measured by ion-exchange
chromatography (IEC)

Store vials at 2°C-8°C. Conjugated forms should not be frozen. Protect from exposure
to light. Each reagent is stable until the expiration date shown on the bottle label when
stored as directed.

All biological specimens and materials coming in contact with them are considered
biohazards. Handle as if capable of transmitting infection!®1” and dispose of with
proper precautions in accordance with federal, state, and local regulations. Never
pipette by mouth. Wear suitable protective clothing, eyewear, and gloves.

Go to regdocs.bd.com to download the Safety Data Sheet.
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To ensure consistently high-quality reagents, each lot of antibody is tested for
conformance with characteristics of a standard reagent.

Unless otherwise indicated in any applicable BD general conditions of sale for non-US
customers, the following warranty applies to the purchase of these products.

THE PRODUCTS SOLD HEREUNDER ARE WARRANTED ONLY TO CONFORM TO THE QUANTITY AND CONTENTS
STATED ON THE LABEL OR IN THE PRODUCT LABELING AT THE TIME OF DELIVERY TO THE CUSTOMER. BD
DISCLAIMS HEREBY ALL OTHER WARRANTIES, EXPRESSED OR IMPLIED, INCLUDING WARRANTIES OF
MERCHANTABILITY AND FITNESS FOR ANY PARTICULAR PURPOSE AND NONINFRINGEMENT. BD’S SOLE LIABILITY
IS LIMITED TO EITHER REPLACEMENT OF THE PRODUCTS OR REFUND OF THE PURCHASE PRICE. BD IS NOT LIABLE
FOR PROPERTY DAMAGE OR ANY INCIDENTAL OR CONSEQUENTIAL DAMAGES, INCLUDING PERSONAL INJURY, OR
ECONOMIC LOSS, CAUSED BY THE PRODUCT.
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Immunol Immunopath. 1991;60:190-208.

15. Gatenby PA, Kansas GS, Xian CY, Evans RL, Engleman EG. Dissection of immunoregulatory
subpopulations of T lymphocytes within the helper and suppressor sublineages in man. | Immunol.
1982;129:1997-2000.
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16. Cosimi AB. Anti-T-cell monoclonal antibodies in transplantation therapy. Trans Proc.
1983;XV:1889-1892.

17. Bernard A, Boumsell L, Hill C. Joint report of the first international workshop on human leucocyte
differentiation antigens by the investigators of the participating laboratories. In: Bernard A, Boumsell L,
Dausset J, Milstein C, Schlossman SF, eds. Leucocyte Typing. New York, NY: Springer-Verlag;
1984:9-108.

18. Protection of Laboratory Workers from Occupationally Acquired Infections; Approved Guideline —
Fourth Edition. Wayne, PA: Clinical and Laboratory Standards Institute; 2014. CLSI document M29-A4.

19. Centers for Disease Control and Prevention. 2007 Guideline for Isolation Precautions: Preventing
Transmission of Infectious Agents in Healthcare Settings. https://www.cdc.gov/infectioncontrol/
guidelines/isolation/index.html. Accessed March 12, 2019.

BV605 and BV786 covered by one or more of the following US patents: 8,110,673;
8,158,444; 8,227,187; 8,455,613; 8,575,303; or 8,354,239.

BD, the BD Logo, FACS, Horizon and Horizon Brilliant are trademarks of Becton,
Dickinson and Company or its affiliates. All other trademarks are the property of their
respective owners. © 2021 BD. All rights reserved.

Cy™ is a trademark of GE Healthcare. This product is subject to proprietary rights of
GE Healthcare and Carnegie Mellon University, and is made and sold under license
from GE Healthcare. This product is licensed for sale only for in vitro diagnostics. It is
not licensed for any other use. If you require any additional license to use this product
and do not have one, return this material, unopened, to BD Biosciences, 2350 Qume
Drive, San Jose, CA 95131, and any money paid for the material will be refunded.
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Brilliant Violet 421™ anti-human CD8 Antibody

Catalog# / Size

Clone

Regulatory Status
Other Names
Isotype

Description

Product Details

344747 | 25 tests
344748 /100 tests

SK1

RUO

T8, Leu2
Mouse IgG1, k

CD8a is a 32-34 kD type | glycoprotein. It forms a homodimer (CD8a/a) or heterodimer
(CD8a/b) with CD8b. CD8, also known as T8 and Leu2, is a member of the immunoglobulin
superfamily found on the majority of thymocytes, a subset of peripheral blood T cells, and NK
cells (which express almost exclusively CD8a homodimers). CD8 acts as a co-receptor with
MHC class I-restricted T cell receptors in antigen recognition and T cell activation and has
been shown to play a role in thymic differentiation. Two domains in CD8a are important for
function: the extracellular IgSF domain binds the a3 domain of MHC class | and the cytoplasmic
CXCP motif binds the tyrosine kinase p56 Lck.

Verified Reactivity
Reported Reactivity
Antibody Type

Host Species
Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Excitation Laser

Application Notes

Human, Cynomolgus, Rhesus

African Green, Chimpanzee, Pigtailed Macaque, Sooty Mangabey

Monoclonal

Mouse

Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide and BSA (origin USA).

The antibody was purified by affinity chromatography and conjugated with Brilliant Violet 421™
under optimal conditions.

Lot-specific (to obtain lot-specific concentration, please enter the lot number in our Concentration
and Expiration Lookup or Certificate of Analysis online tools.)

The antibody solution should be stored undiluted between 2°C and 8°C, and protected from
prolonged exposure to light. Do not freeze.

FC - Quality tested

Each lot of this antibody is quality control tested by immunofluorescent staining with flow cytometric
analysis. For flow cytometric staining, the suggested use of this reagent is 5 pl per million cells in
100 pl staining volume or 5 pl per 100 pl of whole blood.

Brilliant Violet 421™ excites at 405 nm and emits at 421 nm. The standard bandpass filter 450/50
nm is recommended for detection. Brilliant Violet 421™ is a trademark of Sirigen Group Ltd.

Learn more about Brilliant Violet™.

This product is subject to proprietary rights of Sirigen Inc. and is made and sold under license from
Sirigen Inc. The purchase of this product conveys to the buyer a non-transferable right to use the
purchased product for research purposes only. This product may not be resold or incorporated in
any manner into another product for resale. Any use for therapeutics or diagnostics is strictly
prohibited. This product is covered by U.S. Patent(s), pending patent applications and foreign
equivalents.

Violet Laser (405 nm)

Clone SK1 recognizes the a chain of CD8. Additional reported applications (for the relevant
formats) include: proteogenomicss, immunohistochemistry of acetone-fixed frozen tissue sections,
and spatial biology (IBEX)9’10. This clone was tested in-house and does not demonstrate utility for
formalin-fixed paraffin-embedded (FFPE) human tonsil sections.


https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd8-antibody-13512?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=Brilliant Violet 421%E2%84%A2 anti-human CD8 Antibody.pdf&v=20221122044358#productInfo
https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd8-antibody-13512?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=Brilliant Violet 421%E2%84%A2 anti-human CD8 Antibody.pdf&v=20221122044358#productDetails
https://www.biolegend.com/en-us/concentration-expiration-lookup
https://www.biolegend.com/en-us/certificate-of-analysis
https://www.biolegend.com/en-us/abbreviations
https://www.biolegend.com/protocols/cell-surface-flow-cytometry-staining-protocol/4283/
https://www.biolegend.com/en-us/brilliant-violet

Application References . Ledbetter JA, et al. 1981. J. Exp. Med. 153:310.

. Campanelli R, et al. 2002. Intl. Immunol. 14:39.

Evans RL, et al. 1981. Immunol. 78:544.

. Wooldridge L, et al. 2005. J. Bio. Chem. 280:27491.

Ch'el IL, et al. 2011. J Exp Med. 208:633. PubMed

. Carbone A, et al. 1999. Blood 93:2319. (IHC-F)

Ahmed A, et al. 2001. J. Pathol. 193:383. (IHC)

. Peterson VM, et al. 2017. Nat. Biotechnol. 35:936. (PG)

. Radtke AJ, et al. 2020. Proc Natl Acad Sci USA. 117:33455-33465. (SB) PubMed
. Radtke AJ, et al. 2022. Nat Protoc. 17:378-401. (SB) PubMed

(PubMed link indicates
BioLegend citation)
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Product Citations . MaKY, et al. 2021. Nat Immunol. 22:1590. PubMed

Goncharov MM, et al. 2022. Elife. 11:. PubMed

Yuan X et al. 2022. J Extracell Vesicles. 11:€12235. PubMed

. Klichinsky M, et al. 2020. Nat Biotechnol. 38:947. PubMed

Yamada E, et al. 2021. Gut Microbes. 13:1997292. PubMed

Wang Y, et al. 2021. Sci Rep. 1.429861111. PubMed

. Sefik E, et al. 2021. Nat Biotechnol. . PubMed

. OConnor RA, et al. 2021. Oncolmmunology. 10(1):1940675. PubMed
. Derada Troletti C, et al. 2021. Cell Reports. 35(9):109201. PubMed

. Zamarin D, et al. 2020. Clin Cancer Res. 26:4531. PubMed

. KimN, et al. 2020. Nat Commun. 2.045138889. PubMed
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RRID AB_2629583 (BioLegend Cat. No. 344747)
AB_2629584 (BioLegend Cat. No. 344748)

Antigen Details

Structure Ig superfamily, homodimer or heterodimer with CD8b, 32-34 kD

Distribution Majority of thymocytes, T cell subset, NK cells

Function MHC class | co-receptor, thymic differentiation, T cell activation

Ligand/Receptor MHC Class | molecules

Cell Type NK cells, T cells, Thymocytes

Biology Area Immunology

Molecular Family CD Molecules

Antigen References 1. Barclay N, et al. 1993. The Leucocyte Antigen FactsBook. Academic Press Inc. San Diego.
Gene ID 925

Related Protocols

Cell Surface Flow Cytometry Staining Protocol

Other Formats

Alexa Fluor® 647 anti-human CD8, Brilliant Violet 650™ anti-human CD8, Purified anti-human CD8, FITC anti-human CD8, PE anti-
human CD8, PerCP anti-human CD8, PerCP/Cyanine5.5 anti-human CD8, PE/Cyanine7 anti-human CD8, APC/Cyanine7 anti-
human CD8, Alexa Fluor® 488 anti-human CD8, Pacific Blue™ anti-human CD8, Biotin anti-human CD8, APC anti-human CD8,
Alexa Fluor® 700 anti-human CD8, Purified anti-human CD8 (Maxpar® Ready), Brilliant Violet 510™ anti-human CD8, Brilliant Violet
711™ anti-human CD8, Berilliant Violet 785™ anti-human CD8, Brilliant Violet 605™ anti-human CD8, PE/Dazze™ 594 anti-human
CD8, APC/Fire™ 750 anti-human CD8, Brilliant Violet 421™ anti-human CD8, TotalSeq™-A0046 anti-human CD8, TotalSeq™-
C0046 anti-human CD8, Brilliant Violet 750™ anti-human CD8, TotalSeq™-B0046 anti-human CD8, Spark Blue™ 550 anti-human
CD8, APC/Fire™ 810 anti-human CD8, PE/Fire™ 640 anti-human CD8, PE/Fire™ 700 anti-human CD8, TotalSeq™-D0046 anti-
human CD8, GMP APC anti-human CD8, PE/Cyanine5 anti-human CD8 Antibody, Spark UV™ 387 anti-human CD8, GMP PE anti-
human CD8, GMP PE/Cyanine? anti-human CD8, Spark NR™ 685 anti-human CD8, KIRAVIA Blue 520™ anti-human CD8, GMP
FITC anti-human CD8, GMP Pacific Blue™ anti-human CD8, GMP PerCP anti-human CD8, Spark Violet™ 500 anti-human CD8

Product Data



http://www.ncbi.nlm.nih.gov/pubmed/21402742?dopt=Abstract%22
https://pubmed.ncbi.nlm.nih.gov/33376221/
https://pubmed.ncbi.nlm.nih.gov/35022622/
https://www.nature.com/articles/s41590-021-01073-2
https://pubmed.ncbi.nlm.nih.gov/35377314/
https://pubmed.ncbi.nlm.nih.gov/35716062/
http://www.nature.com/articles/s41587-020-0462-y
https://pubmed.ncbi.nlm.nih.gov/34818131/
https://pubmed.ncbi.nlm.nih.gov/33446805/
https://pubmed.ncbi.nlm.nih.gov/34921308/
https://pubmed.ncbi.nlm.nih.gov/34290905
https://pubmed.ncbi.nlm.nih.gov/34077725
https://pubmed.ncbi.nlm.nih.gov/32586937/
https://pubmed.ncbi.nlm.nih.gov/32385277
https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd8-antibody-13512?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=Brilliant Violet 421%E2%84%A2 anti-human CD8 Antibody.pdf&v=20221122044358#antigenDetails
https://www.ncbi.nlm.nih.gov/gene/925
https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd8-antibody-13512?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=Brilliant Violet 421%E2%84%A2 anti-human CD8 Antibody.pdf&v=20221122044358#productRelatedProtocols
https://www.biolegend.com/protocols/cell-surface-flow-cytometry-staining-protocol/4283/
https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd8-antibody-13512?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=Brilliant Violet 421%E2%84%A2 anti-human CD8 Antibody.pdf&v=20221122044358#productOtherFormats

Human peripheral blood lymphocytes
were stained with CD8 (clone SK1)
Brilliant Violet 421™ (filled histogram) or
4 mouse IgG1, « Brilliant Violet 421™

1| i isotype control (open histogram).
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For research use only. Not for diagnostic use. Not for resale. BioLegend will not be held responsible for patent infringerment or other violations that may occur with the
use of our products.

*These products may be covered by one or nore Linited Use Label Licenses (see the BioLegend Catalog or our website, www .biolegend.comlordering#license).
BioLegend products may not be transferred to third parties, resold, nodified for resale, or used to manufacture contrercial products, reverse engineer functionally
similar materials, or to provide a service to third parties without written approval of BioLegend. By use of these products you accept the terms and conditions of all
applicable Limited Use Label Licenses. Unless otherwise indicated, these products are for research use only and are not intended for human or animal diagnostic,
therapeutic or commercial use.
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PE/Dazzle™ 594 anti-human CD197 (CCR7) Antibody

Catalog# / Size

Clone

Regulatory Status
Other Names
Isotype

Description

Product Details

353235/ 25 tests
353236 / 100 tests

GO043H7

RUO

BLR2, CDw197, EBI1, CMKBR7
Mouse IgG2a, k

CCRY7, also known as CD197, is a chemokine receptor that binds CCL19 and CCL21. CCR7
and its ligands link innate and adaptive immunity by affecting interactions between T cells and
dendritic cells and their downstream effect. Naive T cells enter the lymph node through high
endothelial venules, which express CCL21. Dendritic cells and macrophages enter the lymph
node through afferent lymphatics. The encounter of T cells and dendritic cells in the T cell
zone is CCR7-dependent. In addition, during immunological surveillance, B cells recirculate
between B-cell-rich compartments (follicles or B cell zones) in secondary lymphoid organs,
surveying for antigen. After antigen binding, B cells move to the boundary of B and T zones to
interact with T-helper cells; this B cell migration is directed by CCR7 and its ligands. CCR7-
positive cancer cell expression has been associated with lymph node metastasis.

Verified Reactivity
Reported Reactivity
Antibody Type

Host Species
Immunogen
Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Excitation Laser

Product Citations

Human

African Green, Baboon, Cynomolgus, Rhesus

Monoclonal

Mouse

CCR7-transfected cells

Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide and BSA (origin USA)

The antibody was purified by affinity chromatography and conjugated with PE/Dazze™ 594 under
optimal conditions.

Lot-specific (to obtain lot-specific concentration, please enter the lot number in our Concentration
and Expiration Lookup or Certificate of Analysis online tools.)

The antibody solution should be stored undiluted between 2°C and 8°C, and protected from
prolonged exposure to light. Do not freeze.

EC - Quality tested

Each lot of this antibody is quality control tested by immunofluorescent staining with flow cytometric
analysis. For flow cytometric staining, the suggested use of this reagent is 5 pl per million cells in
100 pl staining volume or 5 pl per 100 pl of whole blood.

* PE/Dazze™ 594 has a maximum excitation of 566 nm and a maximum emission of 610 nm.

Blue Laser (488 nm)
Green Laser (532 nm)/Yellow-Green Laser (561 nm)

. Arglello RJ, et al. 2020. Cell Metab. 32:1063. PubMed

. Jiguet-Jiglaire C, et al. 2022. Acta Neuropathol Commun. 10:1. PubMed
. Mogilenko DA, et al. 2020. Immunity. 54(1):99-115.e12. PubMed

. Neidleman J, et al. 2020. Elife. 9:00. PubMed

Torres-Ruiz J, et al. 2021. Front Immunol. 12:689966. PubMed

. Lerrer S, et al. 2021. iScience. 24:103020. PubMed

. Fenton TM, et al. 2020. Immunity. 52(3):557-570. PubMed

. Passaes C, et al. 2020. Cell Rep. 32:108174. PubMed

. Messinger JE, et al. 2019. MBio. 10. PubMed
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https://www.biolegend.com/en-us/products/pe-dazzle-594-anti-human-cd197-ccr7-antibody-9811?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=PE/Dazzle%E2%84%A2 594 anti-human CD197 (CCR7) Antibody.pdf&v=20230114013553#productInfo
https://www.biolegend.com/en-us/products/pe-dazzle-594-anti-human-cd197-ccr7-antibody-9811?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=PE/Dazzle%E2%84%A2 594 anti-human CD197 (CCR7) Antibody.pdf&v=20230114013553#productDetails
https://www.biolegend.com/en-us/concentration-expiration-lookup
https://www.biolegend.com/en-us/certificate-of-analysis
https://www.biolegend.com/en-us/abbreviations
https://www.biolegend.com/protocols/cell-surface-flow-cytometry-staining-protocol/4283/
https://linkinghub.elsevier.com/retrieve/pii/S1550413120306021
https://pubmed.ncbi.nlm.nih.gov/34980260/
https://pubmed.ncbi.nlm.nih.gov/33271118
https://pubmed.ncbi.nlm.nih.gov/32990219/
https://www.frontiersin.org/articles/10.3389/fimmu.2021.689966/full
https://linkinghub.elsevier.com/retrieve/pii/S2589004221009883
https://pubmed.ncbi.nlm.nih.gov/32160523
https://pubmed.ncbi.nlm.nih.gov/32966788/
https://www.ncbi.nlm.nih.gov/pubmed/31266868

10. Menges D, et al. 2022. Nat Commun. 13:4855. PubMed
11. FitzPatrick MEB, et al. 2021. Cell Rep. 34:108661. PubMed
12. Duhen R, et al. 2021. Nat Commun. 12:1047. PubMed

13. Xie G, et al. 2021. Cell Reports. 35(4):109038. PubMed
14. Salumets A, et al. 2022. Aging Cell. 21:¢13607. PubMed
15. Peng Y, et al. 2020. Nat Immunol. 1.802777778. PubMed

RRID AB_2563640 (BioLegend Cat. No. 353235)
AB_2563641 (BioLegend Cat. No. 353236)

Antigen Details

Structure Chemokine receptor, G protein-coupled receptors (GPCR), seven transmembrane receptor.

Distribution T cells, B cells, NK, dendritic cells.

Function The chemokine receptor CCRY7 plays a pivotal role in the homing of naive T cells and regulatory
T cells to secondary lymphoid organs, and the migration of dendritic cells into afferent lymphatic
vessels.

Ligand/Receptor CCL19 and CCL21.

Cell Type B cells, Dendritic cells, NK cells, T cells

Biology Area Immunology

Molecular Family CD Molecules, Cytokine/Chemokine Receptors, GPCR

Antigen References 1. Yanagihara S, et al. 1998. J. Immunol. 161:3096.

2. Charo IF, et al. 2006. N. Engl. J. Med. 354:610.

3. Reif K, et al. 2002. Nature 416:94.

4. Nakata B, et al. 2008. Oncology 74:69.

5. Brodie T. et al. 2013. Cytometry A. 6: 530-2. PubMed

6. Graves A.J. et al. 2014. Cytometry A. 7: 576-9 PubMed

7. Moncunill G. et al. 2014. Cytometry A. 12: 995-8 PubMed
Gene ID 1236

Related Protocols

Cell Surface Flow Cytometry Staining Protocol

Other Formats

Purified anti-human CD197 (CCR7), Alexa Fluor® 488 anti-human CD197 (CCR7), Brilliant Violet 421™ anti-human CD197 (CCR7),
PE anti-human CD197 (CCR7), APC/Cyanine7 anti-human CD197 (CCR7), Pacific Blue™ anti-human CD197 (CCR7), APC anti-
human CD197 (CCR7), FITC anti-human CD197 (CCRY7), Alexa Fluor® 647 anti-human CD197 (CCR7), PerCP/Cyanine5.5 anti-
human CD197 (CCRY7), Brilliant Violet 605™ anti-human CD197 (CCR7), PE/Cyanine7 anti-human CD197 (CCRY7), Brilliant Violet
711™ anti-human CD197 (CCRY7), Brilliant Violet 785™ anti-human CD197 (CCRY7), Brilliant Violet 510™ anti-human CD197
(CCRY7), Brilliant Violet 650™ anti-human CD197 (CCR7), PE/DazzZe™ 594 anti-human CD197 (CCRY7), Biotin anti-human CD197
(CCRY7), Purified anti-human CD197 (CCR7) (Maxpar® Ready), PerCP anti-human CD197 (CCR7), Alexa Fluor® 700 anti-human
CD197 (CCRY7), APC/Fire™ 750 anti-human CD197 (CCR7), TotalSeq™-A0148 anti-human CD197 (CCR7), TotalSeq™-B0148
anti-human CD197 (CCR7), TotalSeq™-C0148 anti-human CD197 (CCR?7), Brilliant Violet 750™ anti-human CD197 (CCR?7), Ultra-
LEAF™ Purified anti-human CD197 (CCR7), Spark NIR™ 685 anti-human CD197 (CCR?7), KIRAVIA Blue 520™ anti-human CD197
(CCRY7), PE/Fire™ 640 anti-human CD197 (CCRY7), Spark YG™ 581 anti-human CD197 (CCR?7), APC/Fire™ 810 anti-human
CD197 (CCR?7) Antibody, TotalSeq™-D0148 anti-human CD197 (CCRY7), PE/Fire™ 810 anti-human CD197 (CCR?7) Antibody,
PE/Cyanineb anti-human CD197 (CCRY7)

Product Data



https://pubmed.ncbi.nlm.nih.gov/35982045/
https://linkinghub.elsevier.com/retrieve/pii/S2211124720316508
https://pubmed.ncbi.nlm.nih.gov/33594075/
https://pubmed.ncbi.nlm.nih.gov/33910003
https://pubmed.ncbi.nlm.nih.gov/35397197/
https://pubmed.ncbi.nlm.nih.gov/32887977/
https://www.biolegend.com/en-us/products/pe-dazzle-594-anti-human-cd197-ccr7-antibody-9811?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=PE/Dazzle%E2%84%A2 594 anti-human CD197 (CCR7) Antibody.pdf&v=20230114013553#antigenDetails
https://www.ncbi.nlm.nih.gov/pubmed/23504907
https://www.ncbi.nlm.nih.gov/pubmed/?term=OMIP-022
https://www.ncbi.nlm.nih.gov/pubmed/?term=OMIP-024%3A
https://www.ncbi.nlm.nih.gov/gene/1236
https://www.biolegend.com/en-us/products/pe-dazzle-594-anti-human-cd197-ccr7-antibody-9811?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=PE/Dazzle%E2%84%A2 594 anti-human CD197 (CCR7) Antibody.pdf&v=20230114013553#productRelatedProtocols
https://www.biolegend.com/protocols/cell-surface-flow-cytometry-staining-protocol/4283/
https://www.biolegend.com/en-us/products/pe-dazzle-594-anti-human-cd197-ccr7-antibody-9811?pdf=true&displayInline=true&leftRightMargin=15&topBottomMargin=15&filename=PE/Dazzle%E2%84%A2 594 anti-human CD197 (CCR7) Antibody.pdf&v=20230114013553#productOtherFormats

1 Human peripheral blood lymphocytes
were stained with CD3 APC and CD197
(clone G043H7) PE/Dazzle™ 594 (top)
or mouse IgG2a, k PE/Dazze™ 594
isotype control (bottom).
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PE anti-human CD161 Antibody

Catalog# / Size

Clone

Regulatory Status
Other Names
Isotype

Description

Product Details

339903 / 25 tests
339904 / 100 tests
339938 /100 ug

HP-3G10
RUO
NKR-P1A
Mouse IgG1, k

CD161 is a type Il transmembrane glycoprotein, also known as NKR-P1A, that is expressed as
a 40-44 kD homodimer. It is a member of the C-type lectin superfamily. CD161 is expressed on
a maijority of NK cells, NKT cells, and subsets of peripheral T cells and CD3* thymocytes. It has
been reported that Th17 cells are a subpopulation of CD4*CD161*CCR6™ cells. While the
biological function of CD161 is not clear, it has been suggested to serve either as a stimulatory
receptor or to inhibit NK cell-mediated cytotoxicity and cytokine production. LLT-1 (lectin-like
transcript-1, also named as osteoclast inhibitory lectin or CLEC2D) is the ligand of CD161.

Verified Reactivity
Reported Reactivity
Antibody Type

Host Species
Immunogen

Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Excitation Laser

Application Notes

Application References

(PubMed link indicates
BioLegend citation)

Human, Cynomolgus, Rhesus
African Green, Baboon
Monoclonal

Mouse

Human NK cells

ug size: Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide.
test sizes: Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide and BSA (origin
USA).

The antibody was purified by affinity chromatography, and conjugated with PE under optimal
conditions.

ug sizes: 0.2 mg/mL
test sizes: lot-specific (to obtain lot-specific concentration, please enter the lot number in our

Concentration and Expiration Lookup or Certificate of Analysis online tools.)

The antibody solution should be stored undiluted between 2°C and 8°C, and protected from
prolonged exposure to light. Do not freeze.

FC - Quality tested

Each lot of this antibody is quality control tested by immunofluorescent staining with flow cytometric
analysis. For flow cytometric staining using the pg size, the suggested use of this reagent is 1.0
ug per million cells in 100 ul volume. It is recommended that the reagent be titrated for optimal
performance for each application. For flow cytometric staining using the test sizes, the suggested
use of this reagent is 5 pl per million cells in 100 pl staining volume or 5 pl per 100 I of whole
blood.

Blue Laser (488 nm)
Green Laser (532 nm)/Yellow-Green Laser (561 nm)

Additional reported applications (for the relevant formats) include: inhibition of cytokine production
and Western blotting under nonreducing conditions.

1. GumB M, et al. 2004. Blood 104:3664.
2. Exley M, et al. 1998. J. Exp. Med. 188:867.
3. Marquez C, et al. 1998. Blood 91:2760.
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RRID AB_1501086 (BioLegend Cat. No. 339903)
AB_1501083 (BioLegend Cat. No. 339904)
AB_2564141 (BioLegend Cat. No. 339938)

Antigen Details

Structure Type Il glycoprotein, 40-44 kD homodimer, C-type lectin superfamily
Distribution NK cells, T subset, subset of CD3* thymocytes

Ligand/Receptor LLT-1 (Lectin-like transcript-1)

Cell Type NK cells, T cells, Thymocytes

Biology Area Cell Biology, Immunology, Innate Immunity, Signal Transduction
Molecular Family CD Molecules

Antigen References 1. Takahashi T, et al. 2006. J. Immunol. 176:211.

2. Cosmi L, et al. 2008. J. Exp. Med. 205:1903.
3. Aldemir H, et al. 2005. J. Immunol. 175:7791.
4. Rosen DB, et al. 2008. J. Immunol. 180:6508.

Gene ID 3820

Related Protocols

Cell Surface Flow Cytometry Staining Protocol

Other Formats

Brilliant Violet 510™ anti-human CD161, FITC anti-human CD161, Purified anti-human CD161, PE anti-human CD161,
PerCP/Cyanine5.5 anti-human CD161, Alexa Fluor® 647 anti-human CD161, APC anti-human CD161, Brilliant Violet 421™ anti-
human CD161, Birilliant Violet 605™ anti-human CD161, PE/Cyanine7 anti-human CD161, Alexa Fluor® 700 anti-human CD161,
Purified anti-human CD161 (Maxpar® Ready), Alexa Fluor® 488 anti-human CD161, Pacific Blue™ anti-human CD161,
APC/Cyanine7 anti-human CD161, Brilliant Violet 785™ anti-human CD161, Biotin anti-human CD161, PerCP anti-human CD161,
PE/Dazzle™ 594 anti-human CD161, APC/Fire™ 750 anti-human CD161, TotalSeq™-A0149 anti-human CD161, TotalSeq™-C0149
anti-human CD161, TotalSeq™-B0149 anti-human CD161, PE/Cyanine5 anti-human CD161 Antibody, TotalSeq™-D0149 anti-
human CD161, Spark Red™ 718 anti-human CD161

Product Data
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PE/Cyanine7 anti-human CD45RA Antibody

Catalog# / Size

Clone

Regulatory Status
Workshop

Other Names
Isotype

Description

Product Details

304125/ 25 tests
304126 / 100 tests

HI100

RUO

IV N906

GP180, L-CA, LCA, LY5, T200, PTPRC
Mouse IgG2b, k

CD45RA is a 205-220 kD single chain type | glycoprotein. It is an exon 4 splice variant of the
tyrosine phosphatase CD45. The CD45RA isoform is expressed on resting/naive T cells,
medullary thymocytes, B cells and monocytes. CD45RA enhances both T cell receptor and B
cell receptor signaling. CD45 non-covalently associates with lymphocyte phosphatase-
associated phosphoprotein (LPAP) on T and B lymphocytes. CD45 has been reported to be
associated with several other cell surface antigens including CD1, CD2, CD3, and CD4. CD45
has also been reported to bind galectin-1. CD45 isoform expression can change in response to
cytokines.

Verified Reactivity
Reported Reactivity
Antibody Type

Host Species
Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Excitation Laser

Application Notes

Additional Product Notes

Application References

(PubMed link indicates
BioLegend citation)

Human

Chimpanzee

Monoclonal

Mouse

Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide and BSA (origin USA)

The antibody was purified by affinity chromatography and conjugated with PE/Cyanine7 under
optimal conditions.

Lot-specific (to obtain lot-specific concentration, please enter the lot number in our Concentration
and Expiration Lookup or Certificate of Analysis online tools.)

The antibody solution should be stored undiluted between 2°C and 8°C, and protected from
prolonged exposure to light. Do not freeze.

FC - Quality tested

Each lot of this antibody is quality control tested by immunofluorescent staining with flow cytometric
analysis. For flow cytometric staining, the suggested use of this reagent is 5 pl per million cells in
100 pl staining volume or 5 pl per 100 pl of whole blood.

Blue Laser (488 nm)
Green Laser (532 nm)/Yellow-Green Laser (561 nm)

Additional reported applications (for relevant formats of this clone) include: inhibition of CD45
functions?, immunohistochemical staining of frozen tissue sections3 and formalin-fixed paraffin-
embedded tissue sections?, and immunocytochemistry15.16,

BioLegend is in the process of converting the name PE/Cy7 to PE/Cyanine7. The dye molecule
remains the same, so you should expect the same quality and performance from our
PE/Cyanine7 products. Please contact Technical Service if you have any questions.

. Knapp W, et al. 1989. Leucocyte Typing IV. Oxford University Press. New York.
. Yamada T, et al. 2002. J. Biol. Chem. 277:28830. (WB, Block)

. Weninger W, et al. 2003 J. Immunol. 170:4638. (IHC-F)

. Imanguli MM, et al. 2009. Blood. 113:3620 (IHC-P)

. Roque S, et al. 2007. J. Immunol. 178:8028. (FC) PubMed
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15. Imanguli MM, et al. 2009. Blood 13:3620. (ICC)
16. Stoeckius M, et al. 2017. Nat. Methods. 14:865. (PG)
17. Peterson VM, et al. 2017. Nat. Biotechnol. 35:936. (PG)

Product Citati
roduct Litations . Jiang XL, et al. 2021. Nat Commun. 12:897. PubMed

1

2. Robinson GA, et al. 2021. EBioMedicine. 103243:. PubMed
3. Andonian BJ, et al. 2022. Sci Rep. 12:7450. PubMed

4. QianY, et al. 2021. Cell Reports. 36(8):109602. PubMed
5. Braun J, et al. 2020. Nature. 587:270. PubMed
6
7
8
9

. Zhou R, et al. 2020. Immunity. S1074-7613(20)30333-2.. PubMed
. Koido S, et al. 2014. Clin Cancer Res. 20:4228. PubMed
. Schulthess J et al. 2019. Immunity. 50(2):432-445 . PubMed
. Hinderer S, et al. 2012. Biomaterials. 33:5259. PubMed
10. Ollé Hurtado M, et al. 2019. PLoS One. 14:e0216373. PubMed
11. Schilling B, et al. 2014. Ann Oncol. 25:747. PubMed
12. Tatovic D, et al. 2015. J Immunol. 195: 386 - 392. PubMed
13. Rubio-Pérez C, et al. 2021. Nat Commun. 1503:12. PubMed
14. Presicce P, et al. 2011. PLoS One. 6:€28118. PubMed
15. BOiers C, et al. 2018. Dev Cell. 44:362. PubMed
16. Basar R, et al. 2021. Cell Reports. 36(3):109432. PubMed
17. Hones J, et al. 2017. Sci Rep. . 10.1038/s41598-017-15866-9. PubMed
18. Basar R, et al. 2020. bioRxiv. . PubMed
19. Braza F, et al. 2015. J Am Soc Nephrol. 26: 1795-1805. PubMed
20. Yang L, et al. 2020. Genes Dis. 7:128. PubMed
21. Zhu Y, et al. 2019. Cell Stem Cell. 25:542. PubMed
22. Serwas NK, et al. 2019. Nat Commun. 2.573611111. PubMed
23. Prado-Garcia H, et al. 2017. Cancer Immunol Immunother. 10.1007/s00262-017-1979-x. PubMed
24. Hunter S, et al. 2018. J Hepatol. 69:654. PubMed
25. Bourges C, et al. 2020. EMBO Mol Med. 12:e12112. PubMed
26. Imura 'y, et al. 2020. JClI Insight. :5. PubMed
27. Gorman JA, et al. 2019. Front Immunol. 10:44. PubMed
28. Roy S, et al. 2021. Nat Commun. 12:3182. PubMed
29. Mathiasen SL, et al. 2021. Cell Reports. 35(10):109220. PubMed
30. LiW, et al. 2020. Immunity. 53(2):456-470. PubMed
31. Luetke-Eversloh M, et al. 2014. PLoS Pathog. 10:1004441. PubMed
32. Collinson—-Pautz MR, et al. 2019. Leukemia. 33:2195. PubMed
33. Salumets A, et al. 2022. Aging Cell. 21:¢13607. PubMed
34. Pierini S, et al. 2020. JCI Insight. 5:00. PubMed
35. Kelly DL, et al. 2018. Psychiatry Res. 269:517. PubMed
36. Sharei A, et al. 2015. PLoS One. 10:118803. PubMed
37. Gamradt S, et al. 2021. iScience. 24:103312. PubMed
38. Sananez|, et al. 2021. EBioMedicine. 72:103615. PubMed
39. Abdel-Mohsen M, et al. 2016. PLoS Pathog. 12: 1005677. PubMed

RRID AB_10709440 (BioLegend Cat. No. 304125)
AB_10708879 (BioLegend Cat. No. 304126)

Antigen Details

Structure Tyrosine phosphatases, type | transmembrane (exon 4 splicing of CD45 gene), 205-220 kD
Distribution B cells, naive T cells, monocytes

Function Enhances TCR and BCR signaling

Ligand/Receptor Galectin-1, CD2, CD3, CD4

Cell Type B cells, Monocytes, T cells, Tregs

Biology Area Cell Biology, Immunology, Inhibitory Molecules, Neuroscience, Neuroscience Cell Markers
Molecular Family CD Molecules

Antigen References 1. Thomas M. 1989. Annu. Rev. Immunol. 7:339.

2. Trowbridge |, et al. 1994. Annu. Rev. Immunol.12:85.
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Gene ID 5788

Related Protocols

Cell Surface Flow Cytometry Staining Protocol

Other Formats

APC anti-human CD45RA, Biotin anti-human CD45RA, FITC anti-human CD45RA, PE anti-human CD45RA, PE/Cyanine5 anti-
human CD45RA, Purified anti-human CD45RA, Alexa Fluor® 488 anti-human CD45RA, Alexa Fluor® 647 anti-human CD45RA,
Pacific Blue™ anti-human CD45RA, Alexa Fluor® 700 anti-human CD45RA, PerCP/Cyanine5.5 anti-human CD45RA, PE/Cyanine7
anti-human CD45RA, APC/Cyanine7 anti-human CD45RA, Brilliant Violet 421™ anti-human CD45RA, Brilliant Violet 570™ anti-
human CD45RA, Birilliant Violet 605™ anti-human CD45RA, Brilliant Violet 650™ anti-human CD45RA, Brilliant Violet 711™ anti-
human CD45RA, Brilliant Violet 785™ anti-human CD45RA, Brilliant Violet 510™ anti-human CD45RA, Purified anti-human CD45RA
(Maxpar® Ready), PE/Dazze™ 594 anti-human CD45RA, APC/Fire™ 750 anti-human CD45RA, PerCP anti-human CD45RA,
TotalSeq™-A0063 anti-human CD45RA, Alexa Fluor® 594 anti-human CD45RA, TotalSeq™-B0063 anti-human CD45RA,
TotalSeq™-C0063 anti-human CD45RA, Brilliant Violet 750™ anti-human CD45RA, Spark NIR™ 685 anti-human CD45RA,
PE/Fire™ 640 anti-human CD45RA, PE/Fire™ 700 anti-human CD45RA Antibody, Spark YG™ 581 anti-human CD45RA,
TotalSeq™-D0063 anti-human CD45RA, Spark Violet™ 423 anti-human CD45RA, GMP FITC anti-human CD45RA, Spark UV™ 387
anti-human CD45RA

Product Data

Human peripheral blood lymphocytes
were stained with HI100 PE/Cyanine7
(filled histogram) or mouse IgG2b, k
PE/Cyanine? isotype control (open
histogram).
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Monoclonal - CD45RA (L48)
Antibodies :
Detectlng o Form Catalog number
Human o MIC 347723
Antigens . PE-Cy7 337167
° Product availability varies by region. Contact BD Biosciences Customer Support or your local sales representative for information.
[ ]
[ ]
[ ]
RESEARCH Research applications include studies of:
APPLICATIONS e Memory T-cell subsets in peripheral blood!-3
e Tlymphocyte function*
e Immunodeficiency disease’
e Multiple sclerosis and other autoimmune diseases®
DESCRIPTION
Specificity The CD45RA antibody recognizes a 220-kilodalton (kDa) molecular weight isoform of

the leucocyte common antigen (LCA).® The CD45RA antigen is a member of the CD45
antigen family that also includes the CD45, CD45RB, and CD45RO antigens.’

Antigen distribution The CD45RA antigen is present on approximately 50% of CD4* T lymphocytes,
approximately 75% of CD8" T lymphocytes, and on essentially all B lymphocytes and
natural killer (NK) lymphocytes.'? The suppressor inducer T-lymphocyte subset
expresses the phenotype CD4*CD45RA*.1” The CD45RA antigen is expressed on naive
T lymphocytes; antigen density decreases upon in vitro activation.'! A selective loss of
the CD4*CD45RA* subset during active multiple sclerosis has been demonstrated.®’

Clone The CD45RA antibody, clone 148, is derived from hybridization of Sp2/0 mouse
myeloma cells with spleen cells from BALB/c mice immunized with low-buoyant—
density human lymphocytes.

Composition The CD45RA antibody is composed of mouse IgGq heavy chains and kappa light
chains.
Product configuration The following are supplied in phosphate buffered saline (PBS) containing a stabilizer

and a preservative.

Amount Total
Number of | Volume per | provided | volume |Concentration

Form tests test (pL)? (ng) (mL) (ng/mL) Stabilizer Preservative
FITC 100 20 100 2.0 50 Gelatin 0.1% Sodium azide
PE-Cy™7 100 N 25 0.5 50 Gelatin  |0.1% Sodium azide

a. Volume required to stain 10° cells.

CAUTION Some PE-Cy7 conjugates show changes in their emission spectra with
prolonged exposure to paraformaldehyde or light. For overnight storage of stained cells,
wash and resuspend in buffer without paraformaldehyde after 1 hour of fixation.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.

Becton, Dickinson and Company

BD Biosciences A‘"’A
2350 Qume Drive

San Jose, CA 95131 USA

bdbiosciences.com
ResearchApplications@bd.com 12/12014 23-1439-06



PROCEDURE

REPRESENTATIVE DATA

HANDLING AND
STORAGE

WARNING

CHARACTERIZATION

WARRANTY

REFERENCES

23-1439-06

Visit our website (bdbiosciences.com) or contact your local BD representative for the
lyse/wash method for direct immunofluorescence.

Flow cytometric analysis was performed on peripheral blood and gated on
lymphocytes. Laser excitation was at 488 nm. Representative data analyzed with a
BD FACS™ brand flow cytometer is shown in the following figure.

_ PE-Cy7

FITC

Store vials at 2°C-8°C. Conjugated forms should not be frozen. Protect from exposure
to light. Each reagent is stable until the expiration date shown on the bottle label when
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Pacific Blue™ anti-human/mouse Granzyme B Antibody

Catalog# / Size

Clone

Regulatory Status
Other Names
Isotype

Description

Product Details

515407 / 25 tests
515408 / 100 tests

GB11

RUO

Granzyme-2, serine protease B, CCP1, Asp-ase, CTLA-1

Mouse IgG1, k

Granzyme B is a 32 kD serine protease, also known as granzyme-2, serine protease B, CCP1,
Asp-ase, and CTLA-1. Granzyme B is abundantly stored in the granules of cytotoxic T
lymphocytes and NK cells. Low level of expression has been reported in granulocytes, B cells,

and activated dendritic cells. Granzyme B is crucial for rapid induction of cell death and
apoptosis through interaction with mannose-6-phosphate receptor.

Verified Reactivity
Reported Reactivity
Antibody Type

Host Species
Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Excitation Laser
Application References

(PubMed link indicates
BioLegend citation)

Product Citations

Human, Mouse

Rat

Monoclonal

Mouse

Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide and BSA (origin USA)

The antibody was purified by affinity chromatography and conjugated with Pacific Blue™ under
optimal conditions.

Lot-specific (to obtain lot-specific concentration, please enter the lot number in our Concentration
and Expiration Lookup or Certificate of Analysis online tools.)

The antibody solution should be stored undiluted between 2°C and 8°C, and protected from
prolonged exposure to light. Do not freeze.

ICEC - Quality tested

Each lot of this antibody is quality control tested by intracellular immunofluorescent staining with
flow cytometric analysis. For flow cytometric staining, the suggested use of this reagent is 5 ul per
million cells in 100 pl staining volume or 5 pl per 100 pl of whole blood.

* Pacific Blue™ has a maximum emission of 455 nm when it is excited at 405 nm. Prior to using
Pacific Blue™ conjugate for flow cytometric analysis, please verify your flow cytometer's capability
of exciting and detecting the fluorochrome.

Alexa Fluor® and Pacific Blue™ are trademarks of Life Technologies Corporation.

View full statement regarding label licenses

Violet Laser (405 nm)
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Antigen Details

Structure 32 kD serine protease

Distribution Cytotoxic T-cells and NK cells, low on granulocytes, B cells and activated dendritic cells
Function Induction of cell death and apoptosis

Ligand/Receptor Mannose-6-phosphate receptor

Cell Type B cells, Dendritic cells, NK cells, T cells

Biology Area Cell Biology, Immunology, Innate Immunity, Neuroscience

Molecular Family Enzymes and Regulators, Proteases
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Related Protocols

Surface and Intracellular Cytokine Staining for Flow Cytometry - Video

Intracellular Flow Cytometry Staining Protocol

Other Formats

FITC anti-human/mouse Granzyme B, Alexa Fluor® 647 anti-human/mouse Granzyme B, Pacific Blue™ anti-human/mouse
Granzyme B

Product Data

Human peripheral blood lymphocytes
were surface stained with CD8 APC and
then intracellularly stained with
Granzyme B (clone GB11) Pacific Blue™
(top) or mouse IgG1 Pacific Blue™
isotype control (bottom).

GB11 Pacific Blee™

3

Mouse lgG1 Pacific Blue™
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PerCP/Cyanine5.5 anti-human/mouse Granzyme B Recombinant Antibody

Catalog# / Size

Clone
Regulatory Status

Other Names

Isotype

Description

Product Details

372211/ 25 tests
372212 /100 tests

QA16A02
RUO

Granzyme 2, cytotoxic T-lymphocyte-associated serine esterase 1, GZMB, CCP1, Asp-
aseGranzyme 2, cytotoxic T-lymphocyte-associated serine esterase 1, GZMB, CCP1, Asp-ase

Mouse IgG1, k

Granzyme B is a 32 kD serine protease, also known as granzyme-2, serine protease B, CCP1,
Asp-ase, and CTLA-1. Granzyme B is abundantly stored in the granules of cytotoxic T
lymphocytes and NK cells. Low level of expression has been reported in granulocytes, B cells,
and activated dendritic cells. Granzyme B is crucial for rapid induction of cell death and
apoptosis through interaction with mannose-6-phosphate receptor.

Verified Reactivity
Antibody Type
Host Species
Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Excitation Laser

Additional Product Notes

Product Citations

RRID

-

Human, Mouse

Recombinant

Mouse

Phosphate-buffered solution, pH 7.2, containing 0.09% sodium azide and BSA (origin USA)

The antibody was purified by affinity chromatography and conjugated with PerCP/Cyanine5.5
under optimal conditions.

Lot-specific (to obtain lot-specific concentration, please enter the lot number in our Concentration
and Expiration Lookup or Certificate of Analysis online tools.)

The antibody solution should be stored undiluted between 2°C and 8°C, and protected from
prolonged exposure to light. Do not freeze.

ICFC - Quality tested

Each lot of this antibody is quality control tested by intracellular immunofluorescent staining with
flow cytometric analysis. For flow cytometric staining, the suggested use of this reagent is 5 uL per
million cells in 100 pL staining volume or 5 pL per 100 uL of whole blood. It is recommended that
the reagent be titrated for optimal performance for each application.

* PerCP/Cyanine5.5 has a maximum absorption of 482 nm and a maximum emission of 690 nm.

Blue Laser (488 nm)
Green Laser (5632 nm)/Yellow-Green Laser (561 nm)

BioLegend is in the process of converting the name PerCP/Cy5.5 to PerCP/Cyanine5.5. The dye
molecule remains the same, so you should expect the same quality and performance from our
PerCP/Cyanineb.5 products. Contact Technical Service if you have any questions.
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AB_2728379 (BioLegend Cat. No. 372212)

Antigen Details

Structure 32 kD serine protease

Distribution Cytotoxic T cells, NK cells, and neutrophils, low on granulocytes, B cells and activated dendritic
cells

Function Granzyme B is able to induce target cell apoptosis by activating caspase independent pathways.

Granzyme B is induced in CD8* T lymphocytes with ConA/ IL-2 and CD4* T lymphocytes with anti
CD3/CD28 or CD3/CD46.

Interaction Caspase-3

Ligand/Receptor Mannose-6-phosphate receptor

Cell Type T cells, NK cells, Neutrophils

Biology Area Cell Biology, Immunology, Innate Immunity, Neuroscience
Molecular Family Proteases, Enzymes and Regulators

Antigen References 1. Estebanez-Perpina E, et al. 2000. Biol Chem. 381:1203.

2. Griffiths GM. And S. Isaaz, et al. 1993. J. Cell Biol. 120:885.
3. Spaeny-Dekking EH, et al. 1998. J. Immunol. 160:3610.
4. Wagner C, et al. 2008. Mol. Immunol. 45:1761.
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Related Protocols

Surface and Intracellular Cytokine Staining for Flow Cytometry - Video

Intracellular Flow Cytometry Staining Protocol

Other Formats

Purified anti-human/mouse Granzyme B Recombinant Antibody, APC anti-human/mouse Granzyme B Recombinant Antibody, FITC
anti-human/mouse Granzyme B Recombinant Antibody, PE anti-human/mouse Granzyme B Recombinant Antibody, PE/Cyanine7?
anti-human/mouse Granzyme B Recombinant Antibody, Alexa Fluor® 700 anti-human/mouse Granzyme B Recombinant Antibody,
Pacific Blue™ anti-human/mouse Granzyme B Recombinant Antibody, PerCP/Cyanine5.5 anti-human/mouse Granzyme B
Recombinant Antibody, PE/Dazzle™ 594 anti-human/mouse Granzyme B Recombinant Antibody, Alexa Fluor® 647 anti-
human/mouse Granzyme B Recombinant Antibody, APC/Fire™ 750 anti-human/mouse Granzyme B Recombinant Antibody,
PE/Cyanine5 anti-human/mouse Granzyme B Recombinant Antibody

Product Data

Human peripheral blood mononuclear
cells were stained with CD8 FITC, fixed,

oF permeabilized, and then stained with
Granzyme B (clone QA16A02, left)
: PerCP/Cyanine5.5 or mouse IgG1, k
10" 5 . PerCP/Cyanine5.5 isotype control
] : . (right).

Mouse lgG1, K isotype control

Granzyme B {clone QA16A02) PerCP/Cy5.5

o ot " W
CD8& FITC
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Annexin V-FITC/PI apoptosis kit GEF Tk C6 PASMI =41 faiX)
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H & 5: AP101 # #%: 30T, 60T, 100T
£ 2-8°CEbL, VIZEAT MH: —F
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IL B R

Annexin V(2 Annexin AS) P 2 PR A M 0L, DU O 77 25 B PR T 22 2 R (PS) &5
o PSAFET IETAMKRIINZ, (HIER TR, BORSFREER, PS SA BRI . Shric i
Annexin V i[5 2 B S5 A, RUPZAMATET 400, ARFIEITH 15 e n et Pk .
FE: AP EARIE T A R R R, W BD ) Cos i AT URRALES, HEFE Annexin V-
FITC/PI apoptosis kit (C6 % ff]) (AP101C).
L AF & A5

Hxs AP101-30 AP101-60 AP101-100
L
%
4y 30T 60T 100 T
Annexin V-FITC 150 pl 300 pl 500 pl
PI 300 pl 600 pl 1000 pl
5 x Binding buffer 5 ml 10 ml 15 ml
Apoptosis Positive
. 5 ml S5ml 5ml
Control Solution

IV. R

—. AR SHOE

LB x 108 -3 x 106 MM, A4 PBS B0 UM, 7 Lik.

2.\ 500 ul Apoptosis Positive Control Solution H, EHIK EIFHE 30 7%k,

3. % PBS B LBtk FF biE.

4. MNIERETIY 1 % Binding Buffer #&, JEMABCRAFE HARZMEINEHRE ZRE . IMATA 1

x Binding Buffer ¥M% 1.5 ml, 54 M=%, Hh—ERATOXEE. WERNARE,

5. FLYUE RSN 5 pl Annexin V-FITC 2810 pl PI, SiREHEE 5 208

6. tE A gHfA b, HZS AT FSC. SSC T GdiE M ik, JEEIL RSN, FH g iy

I M .

T LA I R 2 A A FT D SRS P AR R S A A A%, AT % Annexin V ERPHE . BRItk

HEHAT AL . T P X 40 B S AT B L Accutase A0 EE VG EE4T .
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2. FITA PBS B0k, UNEE L - 10 x 10° MM (ELFG R 7% B P A4 i) . FHXGEKFERE S < Binding
Buffery 1 x LAE#, HL 500 pl 1 x Binding Buffer =241l

3. BEMA S pl Annexin V-FITC F110 ul PI.

4. BRIWIERA G, FiRELIEE S 6.

5. MR SEEe ik, AT A B

6. I AT

ARG b, 3R FITC A MEEIERI Annexin V-FITC (Ex = 488 nm; Em = 530 nm) Al P # l3E
JE(Ex = 535 nm; Em = 615 nm)#l P1,

V. &8RPI
10
10
10
— 10
=
10
o
10
10 10 10 10 10 10 10
Annexin W - FITC
VL EEED

L ABEAE A S A A A S U B 45 . A OO TR, AW T2 1.
2. N TR eNERE, EF BRI R, TE, DRELERTPRE.
3. B2 PR TR SR B SRV SRR AR Il sk L 9

VIL B4 K7
HxS FE A AR A%
AP101C-30  Annexin V-FITC/PI apoptosis kit (C6 % ) 30T
AP104-30 Annexin V-PE/7-AAD apoptosis kit 30T
AP105-30 Annexin V-APC/7-AAD apoptosis kit 30T
AP107-30 Annexin V-APC/PI apoptosis kit 30T
AP-30-PCS  Apoptosis Positive Control Solution Sml
CCo1 [BeEE FIBE-EDTA JH AL B AL) 100 ml
CCo3 JoR R T A (BT 40 100 ml
CCS012 Cell cycle staining Kit 50T
MJ101 Mitochondria Staining Kit (JC-1) 125T
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BD Pharmingen™

Technical Data Sheet
APC Annexin V

Product Information

Material Number: 550474

Size: 100 tests

Vol. per Test: Spul

Storage Buffer: Aqueous buffered solution containing BSA and <0.09% sodium azide.
Description

Apoptosis is a normal physiologic process which occurs during embryonic development as well as in maintenence of tissue homeostasis. The
apoptotic program is characterized by certain morphologic features, including loss of plasma membrane asymmetry and attachment,
condensation of the cytoplasm and nucleus, and internucleosomal cleavage of DNA. Loss of plasma membrane is one of the earliest features.
In apoptotic cells, the membrane phospholipid phosphatidylserine (PS) is translocated from the inner to the outer leaflet of the plasma
membrane, thereby exposing PS to the external cellular environment. Annexin V is a 35-36 kDa Ca2+ dependent phospholipid-binding
protein that has a high affinity for PS, and binds to cells with exposed PS. Annexin V may be conjugated to fluorochromes including APC.
This format retains its high affinity for PS and thus serves as a sensitive probe for flow cytometric analysis of cells that are undergoing
apoptosis. Since externalization of PS occurs in the earlier stages of apoptosis, APC Annexin V staining can identify apoptosis at an earlier
stage than assays based on nuclear changes such as DNA fragmentation.

APC Annexin V staining precedes the loss of membrane integrity which accompanies the latest stages of cell death resulting from either
apoptotic or necrotic processes. Therefore, staining with APC Annexin V is typically used in conjunction with a vital dye such as propidium
iodide (PI) or 7-Amino-Actinomycin (7-AAD) to allow the investigator to identify early apoptotic cells (7-AAD negative, APC Annexin V
positive). Viable cells with intact membranes exclude 7-AAD, whereas the membranes of dead and damaged cells are permeable to 7-AAD.
For example, cells that are considered viable are both APC Annexin V and 7-AAD negative while cells that are in early apoptosis are APC
Annexin V positive and 7-AAD negative, while cells that are in late apoptosis or already dead are both APC Annexin V and 7-AAD positive.
This assay does not distinguish between cells that have undergone apoptotic death versus those that have died as a result of a necrotic pathway
because in either case, the dead cells will stain with both APC Annexin V and 7-AAD. However, when apoptosis is measured over time, cells
can be often tracked from APC Annexin V and 7-AAD negative (viable, or no measurable apoptosis), to APC Annexin V positive and 7-AAD
negative (early apoptosis, membrane integrity is present) and finally to APC Annexin V and 7-AAD positive (end stage apoptosis and death).
The movement of cells through these three stages suggests apoptosis. In contrast, a single observation indicating that cells are both APC
Annexin V and 7-AAD positive, in of itself, reveals less information about the process by which the cells underwent their demise.

APC Annexin V is routinely tested by flow cytometric analysis. Other applications were tested at BD Biosciences Pharmingen during
antibody development only or reported in the literature.

Preparation and Storage

Store undiluted at 4° C and protected from prolonged exposure to light. Do not freeze.

BD Biosciences

bdbiosciences.com
United States Canada Eurcpe Japan Asia Pacific Latin America/Caribbean
8772328995 BB8.259.0187 32.53.720550 0120.8555.90 65.6861.0633 55.11.5185.5995

For country-specific contact information, visit bdbiosciences.com/how_to_order/
Conditions: The information disclosed herein is not to be construed as a recommendation to use the above product in violation

- "
of any patents. BD Biosciences will not be held responsible for patent infringement or other violations that may occur with the B D B I 0 Sc I e n c eS
use of our preducts, Purchase does nat Include or carry any right to resell ar wransfer this product either as a stand-alone

product or as a component of another product. Any use of this product other than the permitted use without the express

written autherization of Becton Dickinsen and Company is strictly prohiblted.

For Ressarch Uise Only. Mot for use in diagnostic or therapeutic procedures. Mot for resale.

BD, BD Logo and all ather trademarks are the property of Becton, Dickinson and Company. 2006 BD
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APC Annexin V: A tool for identifying cells that are undergoing apoptosis. Jurkat T cells were left untreated (left panel) or
treated for 4 hours (right panel) with 6 uM camptothecin. Cells were incubated with APC Annexin V and analyzed by flow
cytometry. Untreated cells were primarily APC Annexin V negative, indicating that they were viable and not undergoing
apoptosis. After a 4 hour treatment with camptothecin, there were two populations of cells: cells undergoing apoptosis (APC
Annexin V positive), and cells that were viable and not undergoing apoptosis (APC Annexin V negative).

Application Notes
Application

Flow cytometry Routinely Tested

Recommended Assay Procedure:

APC Annexin V is a sensitive probe for identifying apoptotic cells, binding to negatively charged phospholipid surfaces (Kd of ~5 x 10e2) with a
higher affinity for phosphatidylserine (PS) than most other phospholipids. APC Annexin V binding is calcium dependent and defined calcium and
salt concentrations are required for optimal staining as described in the APC Annexin V Staining Protocol. Investigators should note that APC
Annexin V flow cytometric analysis on adherent cell types (e.g HeLa, NIH 3T3, etc.) is not routinely tested as specific membrane damage
may occur during cell detachment or harvesting. Methods for utilizing Annexin V for flow cytometry on adherent cell types, however,
have been previously reported (Casiola-Rosen et al. and van Engelend et al.).

INDUCTION OF APOPTOSIS BY CAMPTOTHECIN
The following protocol is provided as an illustration on how APC Annexin V may be used on a cell line (Jurkat).

Materials
1. Prepare Camptothecin stock solution (Sigma-Aldrich Cat.No. C-9911): 1 mM in DMSO.
2. Jurkat T cells (ATCC TIB-152).

Procedure

1. Add Camptothecin (final conc. 4-6 pM) to 1 x 10e6 Jurkat cells.

2. Incubate the cells for 4-6 hr at 37°C.

3. Proceed with the APC Annexin V Staining Protocol to measure apoptosis.

APC ANNEXIN V STAINING PROTOCOL

Reagents

1. APC Annexin V: Included. Use 5 pl per test.

2. 7-Amino-Actinomycin D (7-AAD): Not included. 7-AAD (Cat.No. 559925) is a convenient, ready-to-use nucleic acid dye with fluorescence
detectable in the far red range of the spectrum. Use 5 pl per test.

3. 10X Binding Buffer: Not Included. 0.1 M Hepes (pH 7.4) 1.4 M NaCl, 25 mM CaCl2. Store at 4°C. Alternatively, catalog number 556454
may be purchased.

Staining

1. Wash cells twice with cold PBS and then resuspend cells in 1X Binding Buffer at a concentration of 1 x 10e6 cells/ml.
2. Transfer 100 pl of the solution (1 x 10e5 cells) to a 5 ml culture tube.

3. Add 5 pl of APC Annexin V (for one and two color analysis) and 5 ul of 7-AAD (for two color analysis only).

4. Gently vortex the cells and incubate for 15 min at RT (25°C) in the dark.

5. Add 400 pl of 1X Binding Buffer to each tube. Analyze by flow cytometry within 1 hr.

550474 Rev. 7
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SUGGESTED CONTROLS FOR SETTING UP FLOW CYTOMETRY

The following controls are used to set up compensation and quadrants:
1. Unstained cells.

2. Cells stained with APC Annexin V alone (no 7-AAD).

3. Cells stained with 7-AAD alone (no APC Annexin V).

Other Staining Controls
A cell line that can be easily induced to undergo apoptosis should be used to obtain positive control staining with APC Annexin V and/or APC

Annexin V and 7-AAD. It is important to note that the basal level of apoptosis and necrosis varies considerably within a population. Thus, even in
the absence of induced apoptosis, most cell populations will contain a minor percentage of cells that are positive for apoptosis (APC Annexin V
positive, 7-AAD negative or APC Annexin V positive, 7-AAD positive).

The untreated population is used to define the basal level of apoptotic and dead cells. The percentage of cells that have been induced to undergo
apoptosis is then determined by subtracting the percentage of apoptotic cells in the untreated population from percentage of apoptotic cells in the
treated population. Since cell death is the eventual outcome of cells undergoing apoptosis, cells in the late stages of apoptosis will have a damaged
membrane and stain positive for 7-AAD as well as for APC Annexin V. Thus, the assay does not distinguish between cells that have already
undergone an apoptotic cell death and those that have died as a result of necrotic pathway, because in either case the dead cells will stain with
both APC Annexin V and 7-AAD.

Suggested Companion Products

Catalog Number Name Size Clone
556454 Annexin V Binding Buffer, 10X concentrate 50 ml (none)
559925 7-AAD 2.0 ml (none)

Product Notices
1. Since applications vary, each investigator should titrate the reagent to obtain optimal results.
2. Please refer to www.bdbiosciences.com/pharmingen/protocols for technical protocols.

Caution: Sodium azide yields highly toxic hydrazoic acid under acidic conditions. Dilute azide compounds in running water before
discarding to avoid accumulation of potentially explosive deposits in plumbing.
4. Source of all serum proteins is from USDA inspected abattoirs located in the United States.

This APC-conjugated reagent can be used in any flow cytometer equipped with a dye, HeNe, or red diode laser.

6. For fluorochrome spectra and suitable instrument settings, please refer to our Fluorochrome Web Page at
www.bdbiosciences.com/pharmingen/colors.
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Leader in Biomolecular Solutions for Life Science

Myc-Tag Rabbit mAb

Catalog No.: AE070

Basic Information

Observed MW
58KDa(NLK)/72KDa(YAP1)/55KDa(PTEN)

Calculated MW

Category
Tag antibody

Applications
WB,IF/ICC,FC,IP

Cross-Reactivity

CloneNo number
ARC5004-12

Recommended Dilutions

WB 1:5000-1:20000
IF/ICC 1:50 - 1:200
FC 1:50 - 1:200
IP 1:500-1:1000
Contact

a | 400-999-6126
= | cn.market@abclonal.com.cn
Q | www.abclonal.com.cn

ABdonal

www.abclonal.com

Background

Protein tags are peptide sequences genetically grafted onto a recombinant protein. Often
these tags are removable by chemical agents or by enzymatic means, such as proteolysis or
intein splicing. Tags are attached to proteins for various purposes.Epitope tags are short
peptide sequences which are chosen because high-affinity antibodies can be reliably
produced in many different species. These are usually derived from viral genes, which
explain their high immunoreactivity. Epitope tags include V5-tag, Myc-tag, HA-tag and NE-
tag. These tags are particularly useful for western blotting, immunofluorescence and
immunoprecipitation experiments, although they also find use in antibody purification.

Immunogen Information

Gene ID Swiss Prot

Immunogen
A synthetic peptide corresponding to Myc tag.

Synonyms
Myc;Myc tag;Myc-tag

Product Information

Source Isotype Purification
Rabbit [e]€] Affinity purification
Storage

Store at -20°C. Avoid freeze / thaw cycles.
Buffer: PBS with 0.05% proclin300,0.05% BSA,50% glycerol,pH7.3.


mailto:cn.market@abclonal.com.cn
https://www.abclonal.com.cn
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Antibody | Protein | ELISA Kits | Enzyme | NGS | Service

Western blot analysis of extracts of normal 293T cells, 293T transfected with YAP1 Protein, using Myc-Tag
Rabbit mAb antibody (AE070) at 1:120000 dilution.

Secondary antibody: HRP Goat Anti-Rabbit IgG (H+L) (AS014) at 1:10000 dilution.

Lysates/proteins: 25ug per lane.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).

Exposure time: 1s.

Western blot analysis of extracts of normal 293T cells, 293T transfected with NLK Protein, using Myc-Tag
Rabbit mAb antibody (AE070) at 1:120000 dilution.

Secondary antibody: HRP Goat Anti-Rabbit IgG (H+L) (AS014) at 1:10000 dilution.

Lysates/proteins: 25ug per lane.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).

Exposure time: 10s.

Western blot analysis of extracts of normal 293T cells,293T transfected with NLK Protein and 293T
transfected with PTEN Protein, using Myc-Tag antibody (AE070) at 1:20000 dilution.

Secondary antibody: HRP Goat Anti-Rabbit IgG (H+L) (AS014) at 1:10000 dilution.
Lysates/proteins: 25ug per lane.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).

Exposure time: 10s.

For research use only. Not for therapeutic or diagnostic purposes.
Please visit http://abclonal.com for a complete listing of recommended products.



Validation Data

wcb‘\ Immunoprecipitation analysis of 300ug extract cell lysate from 293T cells transfected with NLK expression
Lo & vector containing a Myc-Tag with 3ug Myc-Tag Rabbit mAb antibody[JAEO70).Western blot was performed
Qc}\(:{@c’ from the immunoprecipitate using Myc-Tag Rabbit mAb antibody[JAE070) at 1:5000 dilution.
&
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Immunofluorescence analysis of HelLa cells
transfected with Myc-Tag and untreated
Hela cells use Rabbit anti Myc-Tag
mAb(AEQ070) at dilution of 1:100. Blue: DAPI
for nuclear staining.

Antibody | Protein | ELISA Kits | Enzyme | NGS | Service For research use only. Not for therapeutic or diagnostic purposes.
Please visit http://abclonal.com for a complete listing of recommended products.
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Mouse anti HA-Tag mAb www.abclonal.com

Catalog No.: AE008

Basic Information Background

Observed MW Protein tags are peptide sequences genetically grafted onto a recombinant protein. Often

Refer to Figures these tags are removable by chemical agents or by enzymatic means, such as proteolysis or
intein splicing. Tags are attached to proteins for various purposes.Epitope tags are short

Calculated MW peptide sequences which are chosen because high-affinity antibodies can be reliably

produced in many different species. These are usually derived from viral genes, which
explain their high immunoreactivity. Epitope tags include V5-tag, Myc-tag, HA-tag and NE-
tag. These tags are particularly useful for western blotting, immunofluorescence and
immunoprecipitation experiments, although they also find use in antibody purification.

Category
Tag antibody

Applications
WB,IF/ICC,IP

Cross-Reactivity

CloneNo number

AMCO0503
Recommended Dilutions Immunogen Information
WB 1:2000 - 1:5000 Gene ID Swiss Prot
IF/ICC 1:50 - 1:500 Immunogen
A synthetic peptide corresponding to HA tag.
P 1:20 - 1:50
Synonyms
HA;HA tag;HA-tag
Contact Product Information
=y | 400-999-6126 Source Isotype Purification
Mouse lgG1,Kappa Affinity purification
DA | cn.market@abclonal.com.cn
belonal Storage
@ | wwiy.abclonal.com.n Store at -20°C. Avoid freeze / thaw cycles.

Buffer: PBS with 0.01% thiomersal,50% glycerol,pH7.3.


mailto:cn.market@abclonal.com.cn
https://www.abclonal.com.cn
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Antibody | Protein | ELISA Kits | Enzyme | NGS | Service

B | 8| | s |—HA-tagged fusion protein

@ —Mouse anti HA-Tag

Western blot analysis of over-expressed HA-tagged protein in 293T cell using HA-tag antibody (AE008) at
different dilution. Each lane was loaded with 2 ug cell lysate.

Secondary antibody: HRP Goat Anti-Mouse IgG (H+L) (AS003) at 1:10000 dilution.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).

Exposure time: 1s.

Western blot analysis of extracts of 293T cells, using Mouse anti HA-Tag mAb antibody (AE008) at 1:5000
dilution.

Secondary antibody: HRP Goat Anti-Mouse IgG (H+L) (AS003) at 1:10000 dilution.

Lysates/proteins: 25ug per lane.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).

Exposure time: 10s.

Western blot analysis of extracts of 293T cells, using Mouse anti HA-Tag mAb antibody (AE008) at
1:10000 dilution.

Secondary antibody: HRP Goat Anti-Mouse IgG (H+L) (AS003) at 1:10000 dilution.
Lysates/proteins: 25ug per lane.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).

Exposure time: 10s.

For research use only. Not for therapeutic or diagnostic purposes.
Please visit http://abclonal.com for a complete listing of recommended products.
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Immunofluorescence analysis of 293T cells
transfected with HA-Tag fusion protein and
untreated 293T cells use Mouse anti HA-Tag
mAb (AE008) at dilution of 1:50 (40x lens).
Blue: DAPI for nuclear staining.

Antibody | Protein | ELISA Kits | Enzyme | NGS | Service

Western blot analysis of extracts of 293T cells, using Mouse anti HA-Tag mAb antibody (AE008) at 1:5000

dilution.

Secondary antibody: HRP Goat Anti-Mouse IgG (H+L) (AS003) at 1:10000 dilution.

Lysates/proteins: 25ug per lane.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).
Exposure time: 180s.

Western blot analysis of extracts of 293T cells, using Mouse anti HA-Tag mAb antibody (AE008) at

1:10000 dilution.

Secondary antibody: HRP Goat Anti-Mouse IgG (H+L) (AS003) at 1:10000 dilution.

Lysates/proteins: 25ug per lane.

Blocking buffer: 3% nonfat dry milk in TBST.

Detection: ECL Basic Kit (RM00020).
Exposure time: 180s.
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Immunoprecipitation of over-expressed HA-
tagged protein in 293T cells using HA-tag
antibody (AE008). A mock served as
negative control and over-expressed 293T
cell lysate served as positive control.

For research use only. Not for therapeutic or diagnostic purposes.
Please visit http://abclonal.com for a complete listing of recommended products.



Leader in Biomolecular Solutions for Life Science

Vinculin Rabbit mAb

Catalog No.: A2752

Basic Information

Observed MW
124kDa

Calculated MW
125kDa

Category
Primary antibody

Applications
WB,IF/ICC,IP

Cross-Reactivity
Human, Mouse, Rat

CloneNo number
ARC51900

Recommended Dilutions

WB 1:500 - 1:2000
IF/ICC 1:50 - 1:200
P 1:50 - 1:200
Contact

a | 400-999-6126
= | cn.market@abclonal.com.cn
Q | www.abclonal.com.cn

ABdonal

www.abclonal.com

Background

Vinculin is a cytoskeletal protein associated with cell-cell and cell-matrix junctions, where it
is thought to function as one of several interacting proteins involved in anchoring F-actin to
the membrane. Defects in VCL are the cause of cardiomyopathy dilated type 1W. Dilated
cardiomyopathy is a disorder characterized by ventricular dilation and impaired systolic
function, resulting in congestive heart failure and arrhythmia. Multiple alternatively spliced
transcript variants have been found for this gene, but the biological validity of some variants
has not been determined. [provided by RefSeq, Jul 2008]

Immunogen Information

Gene ID Swiss Prot
7414 P18206
Immunogen

A synthetic peptide corresponding to a sequence within amino acids 800-900 of human
Vinculin (NP_054706.1).

Synonyms
CMD1W; CMH15; HEL114; MV; MVCL

Product Information

Source Isotype Purification
Rabbit [e]€] Affinity purification
Storage

Store at -20°C. Avoid freeze / thaw cycles.
Buffer: PBS with 0.05% proclin300,0.05% BSA,50% glycerol,pH7.3.


mailto:cn.market@abclonal.com.cn
https://www.abclonal.com.cn

Validation Data

Western blot analysis of extracts of various cell lines, using Vinculin Rabbit mAb (A2752) at 1[]1000

2
& @& @}‘*‘ dilution.
> & & Secondary antibody: HRP Goat Anti-Rabbit IgG (H+L) (AS014) at 1:10000 dilution.
P QTP @ Lysates/proteins: 25ug per lane.
250kDa— Blocking buffer: 3% nonfat dry milk in TBST.
Detection: ECL Basic Kit (RM00020).
150kDa— Exposure time: 1s.
‘—--l--- *—Vinculin
100kDa =
-
70kDa—
{pb‘\ Immunoprecipitation analysis of 300ug extracts of Hela cells using 3ug Vinculin antibody (A2752).
& & Western blot was performed from the immunoprecipitate using Vinculin antibody (A2752) at a dilution of
N 1:1000.
5 &
RSN
250kDa—
150kDa=—
lmgw ™= |—Vinculin
100kD & =
TOkDa —|
Confocal imaging of Hela cells using
Vinculin Rabbit mAb (A2752, dilution 1:100)
(Red). DAPI was used for nuclear staining
(blue). Objective: 60x.
Antibody | Protein | ELISA Kits | Enzyme | NGS | Service For research use only. Not for therapeutic or diagnostic purposes.

Please visit http://abclonal.com for a complete listing of recommended products.
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B-Actin Antibody

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa):
WB, W-S HM R Hm Mk Mi Endogenous 45
DmZB
Product Usage Information
Application Dilution
Western Blotting 1:1000
Simple Western™ 1:10 - 1:50
Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA and 50% glycerol. Store at —
20°C. Do not aliquot the antibody.

Specificity / Sensitivity
B-Actin Antibody detects endogenous levels of 3-actin. Due to the high sequence identity between the
actin isoforms, B-Actin Antibody may cross-react with other actin isoforms.

Species Reactivity:

Human, Mouse, Rat, Hamster, Monkey, Mink, D. melanogaster, Zebrafish, Bovine

Species predicted to react based on 100% sequence homology:
Chicken, Xenopus, Dog, Pig, Horse

Source / Purification

Polyclonal antibodies are produced by immunizing animals with a synthetic peptide corresponding to
amino-terminal residues of human -actin. Antibodies are purified by protein A and peptide affinity
chromatography.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY ~WB: Western Blotting  W-S: Simple Western™

CROSS-REACTIVITY KEY H:human M:mouse R:rat Hm:hamster
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.

Cell Signaling

TECHNOLOGY"®

i'

Orders: 877-616-CELL (2355)

orders@cellsignal.com
Support: 877-678-TECH (8324)
Web: info@cellsignal.com

www.cellsignal.com
3 Trask Lane | Danvers | Massachusetts | 01923 | USA

Source: UniProt ID: Entrez-Gene Id:
Rabbit P60709 60
Background

Actin, a ubiquitous eukaryotic protein, is the major component of the cytoskeleton. At least six isoforms
are known in mammals. Nonmuscle - and y-actin, also known as cytoplasmic actin, are ubiquitously
expressed, controlling cell structure and motility (1). While all actin isoforms are highly homologous,
cytoplasmic B- and y-actin protein sequences differ by only four biochemically similar amino acids (2). For
this reason, antibodies raised to B-actin may cross-react with y-actin, and vice versa. a-cardiac and a-
skeletal actin are expressed in striated cardiac and skeletal muscles, respectively; two smooth muscle
actins, a- and y-actin, are found primarily in vascular smooth muscle and enteric smooth muscle,
respectively. These actin isoforms regulate the contractile potential of muscle cells (1). Actin exists mainly
as a fibrous polymer, F-actin. In response to cytoskeletal reorganizing signals during processes such as
cytokinesis, endocytosis, or stress, cofilin promotes fragmentation and depolymerization of F-actin,
resulting in an increase in the monomeric globular form, G-actin (3). The ARP2/3 complex stabilizes F-
actin fragments and promotes formation of new actin filaments (3). Research studies have shown that
actin is hyperphosphorylated in primary breast tumors (4). Cleavage of actin under apoptotic conditions
has been observed in vitro and in cardiac and skeletal muscle, as shown in research studies (5-7). Actin
cleavage by caspase-3 may accelerate ubiquitin/proteasome-dependent muscle proteolysis (7).

1. Herman, |.M. (1993) Curr. Opin. Cell Biol. 5, 48-55.

2. Perrin, B.J. and Ervasti, J.M. (2010) Cytoskeleton (Hoboken) 67, 630-4.

3. Condeelis, J. (2001) Trends Cell Biol 11, 288-93.

4. Lim, Y.P. et al. (2004) Clin Cancer Res 10, 3980-7.

5. Kayalar, C. et al. (1996) Proc Nat/ Acad Sci U S A 93, 2234-8.

6. Communal, C. et al. (2002) Proc Natl Acad Sci U S A 99, 6252-6.

7. Du, J. et al. (2004) J Clin Invest 113, 115-23.

IMPORTANT: For westem blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected

All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.


http://www.ncbi.nlm.nih.gov/pubmed/8448030
http://www.ncbi.nlm.nih.gov/pubmed/20737541
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http://www.ncbi.nlm.nih.gov/pubmed/14702115
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#4967
B-Actin Antibody
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Western blot analysis of extracts from HeLa, C2C12, C6,
COS, and MvLu cells, using B-Actin Antibody.

Orders: 877-616-CELL (2355) +

orders@cellsignal.com ¢

Western blot analysis of recombinant Actin isoforms using
B-Actin Antibody (upper) and Pan-Actin Antibody #4968
(lower).

Support: 877-678-TECH (8324) -

info@cellsignal.com *

Simple Western™ analysis of lysates (1 mg/mL) from
HeLa cells using B-Actin Antibody #4967. The virtual lane
view (left) shows the target band (as indicated) at 1:10 and
1:50 dilutions of primary antibody. The corresponding
electropherogram view (right) plots chemiluminescence by
molecular weight along the capillary at 1:10 (blue line) and
1:50 (green line) dilutions of primary antibody. This
experiment was performed under reducing conditions on
the Jess™ Simple Western instrument from
ProteinSimple, a BioTechne brand, using the 12-230 kDa
separation module.

Web: www.cellsignal.com
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Phospho-p38 MAPK (Thr180/Tyr182)
Antibody

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa):
WB, IP, IF-IC HM R Mk Dm Pg Sc Endogenous 43
Product Usage Information
Application Dilution
Western Blotting 1:1000
Immunoprecipitation 1:50
Immunofluorescence (Immunocytochemistry) 1:400

Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA and 50% glycerol. Store at -
20°C. Do not aliquot the antibody.

Specificity / Sensitivity

Phospho-p38 MAPK (Thr180/Tyr182) Antibody detects endogenous levels of p38 MAPK only when
activated by phosphorylation at threonine 180 and tyrosine 182. This antibody does not cross-react with
the phosphorylated forms of either p42/44 MAPK or SAPK/JNK. It will also react with p38 singly
phosphorylated at Thr180 and singly phosphorylated at Tyr182.

Species Reactivity:

Human, Mouse, Rat, Monkey, D. melanogaster, Pig, S. cerevisiae

Species predicted to react based on 100% sequence homology:
Hamster, Zebrafish, Bovine

Source / Purification

Polyclonal antibodies are produced by immunizing animals with a synthetic phosphopeptide
corresponding to residues around Thr180/Tyr182 of human p38 MAPK. Antibodies are purified by protein
A and peptide affinity chromatography.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY WB: Western Blotting

CROSS-REACTIVITY KEY H:human M:mouse R:rat
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

IP: Immunoprecipitation

Hm: hamster

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.

Cell Signaling

TECHNOLOGY"®

i'

Orders: 877-616-CELL (2355)

orders@cellsignal.com
Support: 877-678-TECH (8324)
Web: info@cellsignal.com

www.cellsignal.com
3 Trask Lane | Danvers | Massachusetts | 01923 | USA

Source: UniProt ID: Entrez-Gene Id:
Rabbit Q16539, 015264, P53778, 1432, 5603, 6300, 5600
Q15759
Background

p38 MAP kinase (MAPK), also called RK (1) or CSBP (2), is the mammalian orthologue of the yeast HOG
kinase that participates in a signaling cascade controlling cellular responses to cytokines and stress (1-4).
Four isoforms of p38 MAPK, p38a, B, y (also known as Erk6 or SAPK3), and & (also known as SAPK4)
have been identified. Similar to the SAPK/JNK pathway, p38 MAPK is activated by a variety of cellular
stresses, including osmotic shock, inflammatory cytokines, lipopolysaccharide (LPS), UV light, and growth
factors (1-5). MKK3, MKK®, and SEK activate p38 MAPK by phosphorylation at Thr180 and Tyr182.
Activated p38 MAPK has been shown to phosphorylate and activate MAPKAP kinase 2 (3) and to
phosphorylate the transcription factors ATF-2 (5), Max (6), and MEF2 (5-8). SB203580 (4-(4-
fluorophenyl)-2-(4-methylsulfinylphenyl)-5-(4-pyridyl)-imidazole) is a selective inhibitor of p38 MAPK. This
compound inhibits the activation of MAPKAPK-2 by p38 MAPK and subsequent phosphorylation of
HSP27 (9). SB203580 inhibits p38 MAPK catalytic activity by binding to the ATP-binding pocket, but does
not inhibit phosphorylation of p38 MAPK by upstream kinases (10).
1. Rouse, J. et al. (1994) Cel/ 78, 1027-37.
2. Han, J. et al. (1994) Science 265, 808-11.
3. Lee, J.C. et al. (1994) Nature 372, 739-46.
4. Freshney, N.W. et al. (1994) Cel/ 78, 1039-49.
5. Raingeaud, J. et al. (1995) J Bio/ Chem 270, 7420-6.
6. Zervos, A.S. et al. (1995) Proc Natl Acad Sci U S A92, 10531-4.
7. Zhao, M. et al. (1999) Mol Cell Bio/ 19, 21-30.
8. Yang, S.H. etal. (1999) Mol Cell Biol 19, 4028-38.
9. Cuenda, A. et al. (1995) FEBS Lett 364, 229-33.
10. Kumar, S. et al. (1999) Biochem Biophys Res Commun 263, 825-31.

IMPORTANT: For westem blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

IF-IC: Immunofluorescence (Immunocytochemistry)

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected

All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.
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Phospho-p38 MAPK (Thr180/Tyr182)

Antibody

Iﬁa

[
(Thr180/yr182)

| e 538 MAPK
0 - |

20— |

e

Phospho-p3s MAP
= == = finase (Thrl80/Tyri82)

‘- - @B @= an e= 38 MAP Kinase

cC o5 1 8 16 24  UVtreatment (hours)

Western blot analysis of extracts from C6 cells, untreated
or anisomycin-treated, and NIH/3T3 cells, untreated or UV-
treated, using Phospho-p38 MAPK (Thr180/Tyr182)
Antibody (upper) or p38 MAPK Antibody #9212 (lower).

Orders: 877-616-CELL (2355)  *

orders@cellsignal.com

Support: 877-678-TECH (8324)

Western blot analysis of extracts from UV-treated NIH/3T3
cells, using Phospho-p38 MAPK (Thr180/Tyr182) Antibody
(upper) or control p38 MAPK Antibody #9212 (lower).

info@cellsignal.com

Confocal immunofluorescent analysis of Hela cells -/+ UV
light, labeled with Phospho-p38 MAPK (green). Absence of
staining in untreated cells (left) and nuclear localization in
treated cells (right). Red = Actin filaments (phalloidin).
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Phospho-p38 MAPK (Thr180/Tyr182)

Antibody

PRI

BRIE CST BIEER B AR BEIC N BITHBIEE, ZBUTFEMEHFT CST. AXBHES BB Bm. FIBREFHESEFHT
BIE BTG, BRIFB CST RIS AR BARUPE I BRIES, ZPGHKIER, HEEK,
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Ao &% (o) METRASHAMANEEAEAE=STHE, Tr. WS, BTRUEMS AL LRBFMENL R, REALTRISEEATES
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p38 MAPK (D13E1) XP® Rabbit mAb

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa):

WB, IHC-P, IF-IC, FC-FP° HMRHm Mk B Pg Endogenous 40
Product Usage Information

Application Dilution

Western Blotting 1:1000
Immunohistochemistry (Paraffin) 1:200 - 1:800
Immunofluorescence (Immunocytochemistry) 1:100 - 1:200

Flow Cytometry (Fixed/Permeabilized) 1:200 - 1:800

Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA, 50% glycerol and less than
0.02% sodium azide. Store at —20°C. Do not aliquot the antibody.

For a carrier free (BSA and azide free) version of this product see product #54470.

Specificity / Sensitivity

p38 MAPK (D13E1) XP® Rabbit mAb recognizes endogenous levels of total p38a, B, or y MAPK protein.

This antibody does not recognize p38d, SAPK/INK, or p44/42 MAPK proteins.
Species Reactivity:
Human, Mouse, Rat, Hamster, Monkey, Bovine, Pig

Species predicted to react based on 100% sequence homology:
Chicken

Source / Purification

Monoclonal antibody is produced by immunizing animals with a synthetic peptide corresponding to
residues near the carboxy terminus of human p38 protein.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY  WB: Western Blotting
FC-FP: Flow Cytometry (Fixed/Permeabilized)

CROSS-REACTIVITY KEY H:human M:mouse R:rat
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

IHC-P: Immunohistochemistry (Paraffin)

Hm: hamster

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.
XP is a registered trademark of Cell Signaling Technology, Inc.
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Source/lsotype: UniProt ID: Entrez-Gene Id:
Rabbit IgG Q16539, P53778, Q15759 1432, 6300, 5600
Background

p38 MAP kinase (MAPK), also called RK (1) or CSBP (2), is the mammalian orthologue of the yeast HOG
kinase that participates in a signaling cascade controlling cellular responses to cytokines and stress (1-4).
Four isoforms of p38 MAPK, p38a, B, y (also known as Erk6 or SAPK3), and & (also known as SAPK4)
have been identified. Similar to the SAPK/UNK pathway, p38 MAPK is activated by a variety of cellular
stresses, including osmotic shock, inflammatory cytokines, lipopolysaccharide (LPS), UV light, and growth
factors (1-5). MKK3, MKKB, and SEK activate p38 MAPK by phosphorylation at Thr180 and Tyr182.
Activated p38 MAPK has been shown to phosphorylate and activate MAPKAP kinase 2 (3) and to
phosphorylate the transcription factors ATF-2 (5), Max (6), and MEF2 (5-8). SB203580 (4-(4-
fluorophenyl)-2-(4-methylsulfinylphenyl)-5-(4-pyridyl)-imidazole) is a selective inhibitor of p38 MAPK. This
compound inhibits the activation of MAPKAPK-2 by p38 MAPK and subsequent phosphorylation of
HSP27 (9). SB203580 inhibits p38 MAPK catalytic activity by binding to the ATP-binding pocket, but does
not inhibit phosphorylation of p38 MAPK by upstream kinases (10).
1. Rouse, J. et al. (1994) Cel/78, 1027-37.
2. Han, J. et al. (1994) Science 265, 808-11.
3. Lee, J.C. et al. (1994) Nature 372, 739-46.
4. Freshney, N.W. et al. (1994) Cel/78, 1039-49.
5. Raingeaud, J. et al. (1995) J Bio/ Chem 270, 7420-6.
6. Zervos, A.S. et al. (1995) Proc Natl Acad Sci U S A 92, 10531-4.
7. Zhao, M. et al. (1999) Mol Cell Biol 19, 21-30.
8. Yang, S.H. et al. (1999) Mol Cell Biol 19, 4028-38.
9. Cuenda, A. et al. (1995) FEBS Lett 364, 229-33.
10. Kumar, S. et al. (1999) Biochem Biophys Res Commun 263, 825-31.

IMPORTANT: For westemn blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

IF-IC: Immunofluorescence (Immunocytochemistry)

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected

All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.
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#8690
p38 MAPK (D13E1) XP® Rabbit mAb
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Western blot analysis of extracts from various cell lines

Immunohistochemical analysis of paraffin-embedded
using p38 MAPK (D13E1) XP® Rabbit mAb.

human breast carcinoma using p38 MAPK (D13E1) XP®
Rabbit mAb.

Immunohistochemical analysis of paraffin-embedded
human colon carcinoma using p38 MAPK (D13E1) XP®
Rabbit mAb.

uvreaes

Events

SR
p38 MAPK

Immunohistochemical analysis of paraffin-embedded
human lung carcinoma using p38 MAPK (D13E1) XP®
Rabbit mAb in the presence of control peptide (left) or
antigen-specific peptide (right).

Confocal immunofluorescent analysis of HeLa cells,
untreated (left) or treated with UV (100 mJ/fcm? with 30 min
recovery; right), using p38 MAPK (D13E1) XP® Rabbit
mADb (green). Actin filaments were labeled with DY-554
phalloidin (red).

Orders: 877-616-CELL (2355) + orders@cellsignal.com «  Support: 877-678-TECH (8324)

info@cellsignal.com *

Flow cytometric analysis of HeLa cells using p38 MAPK
(D13E1) XP® Rabbit mAb (solid line) compared to
concentration-matched Rabbit (DA1E) mAb IgG XP®
Isotype control #3900 (dashed line). Anti-rabbit IgG (H+L),
F(ab')2 Fragment (Alexa Fluor® 488 Conjugate) #4412 was
used as a secondary antibody.
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p38 MAPK (D13E1) XP® Rabbit mAb
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BRIE CST BYE 2R BARI BEE L BITHAAR, ZBUTFHEAT CST, AXBH RS BBEMBI B, FHBAEFMESEFHTIHE
BIEBEAFGA, BRIFB CSTHIE AR BARUPE I BIRES, ZPGHRIER, HEAEK,
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L, BEATHEZARE. $LTRATE. THZAETEN, HTEE (TARELTLH) JHMBLZAENMEEE S, HFECSTHTRE
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FERXHEERER, (o) TETEESTR—EXBNEAE=AERIRENEFNER. REFRHEMNEES
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Phospho-4E-BP1 (Thr37/46) (236B4)
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For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa): Source/lsotype: UniProt ID: Entrez-Gene Id:
WB, IHC-P, IF-IC, FC-FP HM R Mk Dm Endogenous 15020 Rabbit IgG Q13541 1978
Product Usage Information Background
Application Dilution Translation repressor protein 4E-BP1 (also known as PHAS-1) inhibits cap-dependent translation by

binding to the translation initiation factor elF4E. Hyperphosphorylation of 4E-BP1 disrupts this interaction

Western Blotting 1:1000 and results in activation of cap-dependent translation (1). Both the PI3 kinase/Akt pathway and
Immunohistochemistry (Paraffin) 1:800 - 1:3200 FRAP/mTOR kinase regulate 4E-BP1 activity (2,3). Multiple 4E-BP1 residues are phosphorylated in vivo

. (4). While phosphorylation by FRAP/mTOR at Thr37 and Thr46 does not prevent the binding of 4E-BP1 to
Immunofluorescence (Immunocytochemistry) 1:200 - 1:800 elF4E, it is thought to prime 4E-BP1 for subsequent phosphorylation at Ser65 and Thr70 (5).
Flow Cytometry (Fixed/Permeabilized) 1:50 - 1:200 1. Pause, A etal. (1994) Nalure 371, 762-7.

2. Brunn, G.J. et al. (1997) Science 277, 99-101.

3. Gingras, A.C. et al. (1998) Genes Dev 12, 502-13.

Storage 4. Fadden, P. et al. (1997) J Biol Chem 272, 10240-7.
5. Gingras, A.C. et al. (1999) Genes Dev 13, 1422-37.

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA, 50% glycerol and less than

0.02% sodium azide. Store at —20°C. Do not aliquot the antibody.

For a carrier free (BSA and azide free) version of this product see product #39788.

Specificity / Sensitivity

Phospho-4E-BP1 (Thr37/46) (236B4) Rabbit mAb detects endogenous levels of 4E-BP1 only when
phosphorylated at Thr37 and/or Thr46. This antibody may cross-react with 4E-BP2 and 4E-BP3 when
phosphorylated at equivalent sites. Non-specific staining has been observed in mitotic cells by
immunofluorescence.

Species Reactivity:

Human, Mouse, Rat, Monkey, D. melanogaster

Source / Purification

Monoclonal antibody is produced by immunizing animals with a synthetic phosphopeptide corresponding
to residues surrounding Thr37 and Thr46 of mouse 4E-BP1.

Species reactivity is determined by testing in at least one approved application (e.g., IMPORTANT: For westem blots, incubate membrane with diluted primary antibody in
westem blot). 5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

APPLICATIONS KEY  WB: Western Blotting  IHC-P: Immunohistochemistry (Paraffin)  IF-IC: Immunofluorescence (Immunocytochemistry)
FC-FP: Flow Cytometry (Fixed/Permeabilized)

CROSS-REACTIVITY KEY H:human M:mouse R:rat Hm:hamster Mk:monkey Vir:virus Mi:mink C:chicken Dm:D. melanogaster X:Xenopus Z:zebrafish
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C.elegans Hr:horse GP:Guinea Pig Rab:rabbit All: all species expected

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.
Alexa Fluor is a registered trademark of Life Technologies Corporation.
All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.
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Phospho-4E-BP1 (Thr37/46) (236B4)

Rabbit mAb
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Western blot analysis of extracts from 293T cells using 4E-
BP1 Antibody #9452 (upper) and Phospho-4E-BP1
(Thr37/46) Antibody #2855 (lower). The cells were starved
for 24 hours in serum-free medium and underwent a 1 hour
amino acid deprivation. Amino acids were replenished for 1
hour. Cells were then either untreated (-) or treated with
100 nM insulin (+) for 30 minutes.

Immunohistochemical analysis of paraffin-embedded
human colon carcinoma using Phospho-4E-BP1
(Thr37/46) (236B4) Rabbit mAb.

Immunohistochemical analysis of paraffin-embedded
human lymphoma using Phospho-4E-BP1 (Thr37/46)
(236B4) Rabbit mAb.

LY294002/U0126/
Rapamyein-treated

Insulin/
‘h-phosphatase-ireated

Insulin-treated

Non-targeting shRNA

4E-BP1/2 shRNA KO

Immunohistochemical analysis of paraffin-embedded
LNCaP cells, untreated (left) or LY294002-treated (right),
using Phospho-4E-BP1 (Thr37/46) (236B4) Rabbit mAb on
SignalSlide (TM) Phospho-Akt (Ser473) IHC Controls
#3101.

Orders: 877-616-CELL (2355) +

orders@cellsignal.com ¢

Immunohistochemical analysis of paraffin-embedded
human colon carcinoma using Phospho-4E-BP1
(Thr37/46) (236B4) Rabbit mAb in the presence of control
peptide (left) or Phospho-4E-BP1 (Thr37/46) Blocking
Peptide #1052 (right).

Support: 877-678-TECH (8324)

info@cellsignal.com *

Confocal immunofluorescent analysis of 293 cells,
expressing either non-targeting shRNA (top) or shRNA
targeting 4E-BP1/2 (bottom), using Phospho-4E-BP1
(Thr37/46) (236B4) Rabbit mAb (green). To confirm
phospho-specificity, cells were treated with an inhibitor
cocktail consisting of LY294002 #9901, U0126 #9903, and
Rapamycin #9904 (50 pM; 10 um; 10 nM; 2 hr) (left),
stimulated with insulin (100 nM, 30 min; middle), or
processed with A-phosphatase following insulin stimulation
(right). Red = Propidium lodide (PI)/RNase Staining
Solution (#4087).
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Phospho-4E-BP1 (Thr37/46)

Flow cytometric analysis of Jurkat cells, untreated (green)
or treated with LY294002 #9901, Wortmannin #9951, and
U0126 #9903 (50 uM, 1 uM, and 10 pM, 2 hr; blue) using
Phospho-4E-BP1 (Thr36/46) (236B4) Rabbit mAb (solid
lines) or concentration-matched Rabbit (DA1E) mAb IgG
XP® Isotype Control #3900 (dashed lines). Anti-rabbit IgG
(H+L), F(ab'), Fragment (Alexa Fluor® 488 Conjugate)
#4412 was used as a secondary antibody.
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Phospho-4E-BP1 (Thr37/46) (236B4)

Rabbit mAb
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BRIE CST BIEE R B AR BEIE N PITHHEE, ZBLUTFEMEHRT CST. AXBHEHS BB Bm. FIBREFHESEFHT
BIE BTG, BRIFB CSTHIE AR BARUPEE I BIRIES, ZPGHKIER, HEEK,

ERTETEHMRERA NEEHEMUNEEEH, BEXEREXEenEnEBRNEMINERERNETENET TS EMAABARUE. BETRET
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For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa): Source/lsotype: UniProt ID: Entrez-Gene Id:

WB, IP, IHC-P, IF-IC, FC-FP HM R Mk Endogenous 15-20 Rabbit IgG Q13541 1978
Product Usage Information

Application Dilution

Western Blotting 1:1000

Immunoprecipitation 1:50

Immunohistochemistry (Paraffin) 1:1200 - 1:4800

Immunofluorescence (Immunocytochemistry) 1:800 - 1:3200

Flow Cytometry (Fixed/Permeabilized) 1:1600
Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA, 50% glycerol and less than
0.02% sodium azide. Store at —20°C. Do not aliquot the antibody.

For a carrier free (BSA and azide free) version of this product see product #42235.

Specificity / Sensitivity
4E-BP1 (53H11) Rabbit mAb detects endogenous levels of total 4E-BP1 protein.
Species Reactivity:

Human, Mouse, Rat, Monkey

Source / Purification

4E-BP1 (53H11) Rabbit mAb is produced by immunizing rabbits with a synthetic peptide corresponding to
residues surrounding Ser112 of human 4E-BP1.

Background

Translation repressor protein 4E-BP1 (also known as PHAS-1) inhibits cap-dependent translation by
binding to the translation initiation factor elF4E. Hyperphosphorylation of 4E-BP1 disrupts this interaction
and results in activation of cap-dependent translation (1). Both the PI3 kinase/Akt pathway and
FRAP/mTOR kinase regulate 4E-BP1 activity (2,3). Multiple 4E-BP1 residues are phosphorylated in vivo
(4). While phosphorylation by FRAP/mTOR at Thr37 and Thr46 does not prevent the binding of 4E-BP1 to
elF4E, itis thought to prime 4E-BP1 for subsequent phosphorylation at Ser65 and Thr70 (5).

1. Pause, A. et al. (1994) Nature 371, 762-7.

2. Brunn, G.J. etal. (1997) Science 277, 99-101.

3. Gingras, A.C. et al. (1998) Genes Dev 12, 502-13.

4. Fadden, P. et al. (1997) J Biol Chem 272, 10240-7.

5. Gingras, A.C. et al. (1999) Genes Dev 13, 1422-37.

Species reactivity is determined by testing in at least one approved application (e.g., IMPORTANT: For westem blots, incubate membrane with diluted primary antibody in
westem blot). 5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

APPLICATIONS KEY WB: Western Blotting  IP: Immunoprecipitation ~ IHC-P: Immunohistochemistry (Paraffin)  IF-IC: Immunofluorescence (Immunocytochemistry)
FC-FP: Flow Cytometry (Fixed/Permeabilized)

CROSS-REACTIVITY KEY H:human M:mouse R:rat Hm:hamster Mk:monkey Vir:virus Mi:mink C:chicken Dm:D. melanogaster X:Xenopus Z:zebrafish
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C.elegans Hr:horse GP:Guinea Pig Rab:rabbit All: all species expected

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.
Alexa Fluor is a registered trademark of Life Technologies Corporation.
All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.
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4E-BP1 (53H11) Rabbit mAb
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Western blot analysis of extracts from control HeLa cells

Western blot analysis of extracts from various cell lines

(Lane 1) or HeLa cells with a targeted mutation in the gene  using 4E-BP1 (53H11) Rabbit mAb.

encoding 4E-BP1 (Lane 2) using 4E-BP1 (53H11) Rabbit
mAb (upper) or 3-actin (13E5) Rabbit mAb #4970 (lower).
The change in 4E-BP1 molecular weight in the mutated
HelLa cells confirms the specificity of the antibody for 4E-
BP1.

Immunohistochemical analysis of paraffin-embedded
human lung carcinoma using 4E-BP1 (53H11) Rabbit mAb.

Immunohistochemical analysis of paraffin-embedded
human hepatocellular carcinoma using 4E-BP1 (53H11)
Rabbit mAb.

Confocal immunofluorescent analysis of HeLa cells using
4E-BP1 (53H11) Rabbit mAb (green). Actin filaments have
been labeled with Alexa Fluor® 555 phalloidin (red). Blue
pseudocolor = DRAQS5® #4084 (fluorescent DNA dye).

Orders: 877-616-CELL (2355) +

orders@cellsignal.com ¢

Confocal immunofluorescent analysis of 293 cells,
expressing either nontargeting shRNA (left) or shRNA
targeting 4E-BP1/2 (right), using 4E-BP1 (53H11) Rabbit
mAb #9644 (green). Red = Propidium lodide (PI)/RNase
Staining Solution #4084.

Support: 877-678-TECH (8324)

info@cellsignal.com *

Immunohistochemical analysis of paraffin-embedded
human breast carcinoma using 4E-BP1 (53H11) Rabbit
mAb in the presence of control peptide (left) or 4E-BP1
blocking peptide #1053 (right).

Immunohistochemical analysis of paraffin-embedded
mouse spleen, 4E-BP1/2 wild type (left) or 4E-BP1
knockout (right), using 4E-BP1 (53H11) Rabbit mAb. 4E-
BP wild type and knockout tissues kindly provided by Dr.
Nahum Sonenberg, McGill University.

Flow cytometric analysis of 293 cells, transfected with
control shRNA (green) or 4E-BP1-specific shRNA (blue)
using 4E-BP1 (53H11) Rabbit mAb (solid lines) or
concentration-matched Rabbit (DA1E) mAb IgG XP®
Isotype Control #3900 (dashed lines). Anti-rabbit IgG
(H+L), F(ab')2 Fragment (Alexa Fluor® 488 Conjugate)
#4412 was used as a secondary antibody.

Web: www.cellsignal.com
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BRIE CST BYE 2R BARI BEE L BITHAAR, ZBUTFHEAT CST, AXBH RS BBEMBI B, FHBAEFMESEFHTIHE
BIEBEAFGA, BRIFB CSTHIE AR BARUPE I BIRES, ZPGHRIER, HEAEK,

ERTETEHMRERA NEEHEMNEEEH, BEXEREEenEnEBRNEMINENENTENET TS EMAMABAHUE. BTN
i, EEAEREAERATEAZHELTEN, IUEARNESEEEBRNAAEATMR, CSTEER TN T RRHEFERTATHNE
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Phospho-NF-kB p65 (Ser536) (93H1)
Rabbit mAb

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa):

WB, W-S, IP, IF-IC, FC-FP HM R Hm Mk Pg Endogenous 65
Product Usage Information

Application Dilution

Western Blotting 1:1000

Simple Western™ 1:10 - 1:50

Immunoprecipitation 1:50

Immunofluorescence (Immunocytochemistry) 1:800 - 1:3200

Flow Cytometry (Fixed/Permeabilized) 1:800 - 1:3200

Storage
Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA, 50% glycerol and less than
0.02% sodium azide. Store at —20°C. Do not aliquot the antibody.

For a carrier free (BSA and azide free) version of this product see product #76778.

Specificity / Sensitivity

Phospho-NF-kappaB p65 (Ser536) (93H1) Rabbit mAb detects NF-kB p65 only when phosphorylated at
Ser536. It does not cross-react with the p50 subunit or other related proteins.

Species Reactivity:

Human, Mouse, Rat, Hamster, Monkey, Pig

Species predicted to react based on 100% sequence homology:
Dog

Source / Purification

Monoclonal antibody is produced by immunizing animals with a synthetic phosphopeptide corresponding
to residues surrounding Ser536 of human NF-kB p65.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY  WB: Western Blotting  W-S: Simple Western™
FC-FP: Flow Cytometry (Fixed/Permeabilized)

CROSS-REACTIVITY KEY H:human M:mouse R:rat Hm:hamster
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.
Alexa Fluor is a registered trademark of Life Technologies Corporation.

IP: Immunoprecipitation

Cell Signaling

TECHNOLOGY"®
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Orders: 877-616-CELL (2355)

orders@cellsignal.com
Support: 877-678-TECH (8324)
Web: info@cellsignal.com

www.cellsignal.com
3 Trask Lane | Danvers | Massachusetts | 01923 | USA

Source/lsotype: UniProt ID: Entrez-Gene Id:
Rabbit IgG Q04206 5970
Background

Transcription factors of the nuclear factor kB (NF-kB)/Rel family play a pivotal role in inflammatory and
immune responses (1,2). There are five family members in mammals: RelA, c-Rel, RelB, NF-kB1
(p105/p50), and NF-kB2 (p100/p52). Both p105 and p100 are proteolytically processed by the
proteasome to produce p50 and p52, respectively. Rel proteins bind p50 and p52 to form dimeric
complexes that bind DNA and regulate transcription. In unstimulated cells, NF-kB is sequestered in the
cytoplasm by IkB inhibitory proteins (3-5). NF-kB-activating agents can induce the phosphorylation of IkB
proteins, targeting them for rapid degradation through the ubiquitin-proteasome pathway and releasing
NF-kB to enter the nucleus where it regulates gene expression (6-8). NIK and IKKa (IKK1) regulate the
phosphorylation and processing of NF-kB2 (p100) to produce p52, which translocates to the nucleus (9-
).
1. Baeuerle, P.A. and Henkel, T. (1994) Annu Rev Immunol 12, 141-79.
2. Baeuerle, PA. and Baltimore, D. (1996) Ce//87, 13-20.
3. Haskill, S. et al. (1991) Cel/65, 1281-9.
4. Thompson, J.E. et al. (1995) Cel/80, 573-82.
5. Whiteside, S.T. et al. (1997) EMBO J 16, 1413-26.
6. Traenckner, E.B. et al. (1995) EMBO J 14, 2876-83.
7. Scherer, D.C. et al. (1995) Proc Nat/ Acad Sci USA 92, 11259-63.
8. Chen, Z.J. et al. (1996) Cell 84, 853-62.
9. Senftleben, U. et al. (2001) Science 293, 1495-9.
10. Coope, H.J. et al. (2002) EMBO J 21, 5375-85.
11. Xiao, G. et al. (2001) Mol Cell 7, 401-9.

IMPORTANT: For westemn blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

IF-IC: Immunofluorescence (Immunocytochemistry)

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected

All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.
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Phospho-NF-kB p65 (Ser536) (93H1)

Rabbit mAb
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Chemilumi

Western blot analysis of extracts from HeLa and NIH/3T3
cells, untreated or TNF-a treated (#2169, 20 ng/ml for 5
minutes), using Phospho-NF-kB p65 (Ser536) (93H1)
Rabbit mAb (upper) or NF-kB p65 Antibody #3034 (lower).

Western blot analysis of extracts from THP-1 cells,

differentiated with TPA (#9905, 80 nM for 24h) and treated

with 1 ug/ml LPS for the indicated times, using Phospho-

NF-KB p65 (Ser536) (93H1) Rabbit mAb (upper) and NF-

KB 65 (C22B4) Rabbit mAb #4764 (lower).

T |7 ™7 T .| T
Phospho-NF-xB p65 (Ser536)

Confocal immunofluorescent analysis of HeLa cells, serum  Flow cytometric analysis of HeLa cells, untreated (blue) or
starved (left) or TNF-a treated (#8902 at 20 ng/ml for 20
min, right), using Phospho-NF-kB p65 (Ser536) (93H1)
Rabbit mAb (green). Actin filaments have been labeled

with Alexa Fluor® phalloidin 555 (red).

Orders: 877-616-CELL (2355)

orders@cellsignal.com ¢

treated with Human Tumor Necrosis Factor-a (hnTNF-a)
#8902 and Calyculin A #9902 (20 ng/ml and 100 nM, 15
min; green), using Phospho-NF-kB p65 (Ser536) (93H1)
Rabbit mAb (solid lines) or concentration-matched Rabbit
(DA1E) mAb 1gG XP® Isotype Control #3900 (dashed
lines). Anti-rabbit IgG (H+L), F(ab')2 Fragment (Alexa
Fluor® 488 Conjugate) #4412 was used as a secondary
antibody.

Simple Western™ analysis of lysates (1.0 mg/mL) from
HeLa cells treated with hTNF-a (20 ng/mL, 5 minutes)
using Phospho-NF-kB p65 (Ser536) (93H1) Rabbit mAb
#3033. The virtual lane view (left) shows a single target
band (as indicated) at 1:10 and 1:50 dilutions of primary
antibody. The corresponding electropherogram view (right)
plots chemiluminescence by molecular weight along the
capillary at 1:10 (blue line) and 1:50 (green line) dilutions
of primary antibody. This experiment was performed under
reducing conditions on the Jess™ Simple Western
instrument from ProteinSimple, a BioTechne brand, using
the 12-230 kDa separation module.

Support: 877-678-TECH (8324) « info@cellsignal.com «  Web: www.cellsignal.com
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NF-kB p65 (D14E12) XP® Rabbit mAb

For Research Use Only. Not For Use In Diagnostic Procedures.
Reactivity: Sensitivity:
HM R Hm Mk Dg Endogenous

Applications:
WB, W-S, IP, IHC-P, IF-IC,
FC-FP, ChIP, ChIP-seq, C&R

Product Usage Information

For optimal ChIP and ChIP-seq results, use 5 pl of antibody and 10 pg of chromatin (approximately 4 x
108 cells) per IP.

This antibody has been validated using SimpleChIP® Enzymatic Chromatin IP Kits.
The CUT&RUN dilution was determined using CUT&RUN Assay Kit #86652.

Application Dilution
Western Blotting 1:1000
Simple Western™ 1:10 - 1:50
Immunoprecipitation 1:100
Immunohistochemistry (Paraffin) 1:400 - 1:1600
Immunofluorescence (Immunocytochemistry) 1:400 - 1:1600
Flow Cytometry (Fixed/Permeabilized) 1:400 - 1:1600
Chromatin IP 1:100
Chromatin IP-seq 1:100
CUT&RUN 1:100
Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA, 50% glycerol and less than
0.02% sodium azide. Store at —20°C. Do not aliquot the antibody.

For a carrier free (BSA and azide free) version of this product see product #69994.

Specificity / Sensitivity

NF-kB p65 (D14E12) XP® Rabbit mAb recognizes endogenous levels of total NF-kB p65/RelA protein. It
does not cross react with other NF-kB/Rel family members.

Species Reactivity:

Human, Mouse, Rat, Hamster, Monkey, Dog

Source / Purification

Monoclonal antibody is produced by immunizing animals with a synthetic peptide corresponding to
residues surrounding Glu498 of human NF-kB p65/RelA protein.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY  WB: Western Blotting  W-S: Simple Western™
IF-IC: Immunofluorescence (Immunocytochemistry)

CROSS-REACTIVITY KEY H:human M:mouse R:rat Hm:hamster
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.
XP is a registered trademark of Cell Signaling Technology, Inc.

MW (kDa):
65

IP: Immunoprecipitation
FC-FP: Flow Cytometry (Fixed/Permeabilized)

Cell Signaling
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Orders: 877-616-CELL (2355)

orders@cellsignal.com
Support: 877-678-TECH (8324)
Web: info@cellsignal.com

www.cellsignal.com
3 Trask Lane | Danvers | Massachusetts | 01923 | USA

Source/lsotype: UniProt ID: Entrez-Gene Id:
Rabbit IgG Q04206 5970
Background

Transcription factors of the nuclear factor kB (NF-kB)/Rel family play a pivotal role in inflammatory and
immune responses (1,2). There are five family members in mammals: RelA, c-Rel, RelB, NF-kB1
(p105/p50), and NF-kB2 (p100/p52). Both p105 and p100 are proteolytically processed by the
proteasome to produce p50 and p52, respectively. Rel proteins bind p50 and p52 to form dimeric
complexes that bind DNA and regulate transcription. In unstimulated cells, NF-kB is sequestered in the
cytoplasm by IkB inhibitory proteins (3-5). NF-kB-activating agents can induce the phosphorylation of IkB
proteins, targeting them for rapid degradation through the ubiquitin-proteasome pathway and releasing
NF-kB to enter the nucleus where it regulates gene expression (6-8). NIK and IKKa (IKK1) regulate the
phosphorylation and processing of NF-kB2 (p100) to produce p52, which translocates to the nucleus (9-
).
1. Baeuerle, P.A. and Henkel, T. (1994) Annu Rev Immunol 12, 141-79.
2. Baeuerle, PA. and Baltimore, D. (1996) Cel/87, 13-20.
3. Haskill, S. et al. (1991) Cel/65, 1281-9.
4. Thompson, J.E. et al. (1995) Cel/ 80, 573-82.
5. Whiteside, S.T. et al. (1997) EMBO J 16, 1413-26.
6. Traenckner, E.B. et al. (1995) EMBO J 14, 2876-83.
7. Scherer, D.C. et al. (1995) Proc Nat/ Acad Sci USA 92, 11259-63.
8. Chen, Z.J. et al. (1996) Cell 84, 853-62.
9. Senftleben, U. et al. (2001) Science 293, 1495-9.
10. Coope, H.J. et al. (2002) EMBO J 21, 5375-85.
11. Xiao, G. et al. (2001) Mol Cell 7, 401-9.

IMPORTANT: For westemn blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

IHC-P: Immunohistochemistry (Paraffin)
ChIP: Chromatin IP ChlP-seq: Chromatin IP-seq  C&R: CUT&RUN

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected

All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.
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Western blot analysis of extracts from various cell lines
using NF-kB p65 (D14E12) XP® Rabbit mAb.

Simple Western™ analysis of lysates (1 mg/mL) from
Hela cells using NF-kB p65 (D14E12) XP® Rabbit mAb
#8242. The virtual lane view (left) shows a single target
band (as indicated) at 1:10 and 1:50 dilutions of primary
antibody. The corresponding electropherogram view (right)
plots chemiluminescence by molecular weight along the
capillary at 1:10 (blue line) and 1:50 (green line) dilutions
of primary antibody. This experiment was performed under

reducing conditions on the Jess™ Simple Western

instrument from ProteinSimple, a BioTechne brand, using

the 12-230 kDa separation module.

Immunoprecipitation of NF-kB p65 from CHO cell extracts.
Lane 1is 10% input, lane 2 is precipitated with Rabbit
(DA1E) mAb IgG XP® Isotype Control #3900, and lane 3 is
NF-kB p65 (D14E12) XP® Rabbit mAb, #8242. Western
blot was performed using NF-kB p65 (L8F6) Mouse mAb,
#6956.
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Immunohistochemical analysis using NF-«kB p65 (D14E12)
XP® Rabbit mAb on SignalSlide® NF-kB p65 IHC Controls
#12873 (paraffin-embedded HCT116 cells, untreated (left)

or treated with hTNF-a #8902 (right)).

Orders: 877-616-CELL (2355)

XP® Rabbit mAb.

* orders@cellsignal.com ¢

Immunohistochemical analysis of paraffin-embedded
human chronic cholecystitis using NF-kB p65 (D14E12)

Support: 877-678-TECH (8324) -

info@cellsignal.com *

Confocal immunofluorescent analysis of HT-1080 cells,
untreated (left) or treated with hTNF-a #8902 (20 ng/ml, 20
min) (right), using NF-kB p65 (D14E12) XP® Rabbit mAb
(green). Actin filaments were labeled with DY-554
phalloidin (red). Blue pseudocolor = DRAQ5® #4084
(fluorescent DNA dye).
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NF-B p65 (D14E12) XP® Rabbit mAb
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Flow cytometric analysis of HeLa cells using NF-kB p65
(D14E12) XP® Rabbit mAb (blue) compared to
concentration matched Rabbit (DA1E) mAb IgG XP®
Isotype Control #3900 (red).

Chromatin immunoprecipitations were performed with
cross-linked chromatin from HelLa cells treated with hTNF-
a #8902 (30 ng/ml, 1 hr) and NF-kB p65 (D14E12) XP®
Rabbit mAb, using SimpleChIP® Enzymatic Chromatin IP
Kit (Magnetic Beads) #9005. DNA Libraries were prepared
using DNA Library Prep Kit for llumina® (ChIP-seq,
CUT&RUN) #56795. The figure shows binding across IL-8,
a known target gene of NFKB (see additional figure
containing ChIP-gPCR data). For additional ChIP-seq
tracks, please download the product data sheet.

Chromatin immunoprecipitations were performed with
cross-linked chromatin from HeLa cells treated with hTNF-
a #8902 (30 ng/ml, 1 hr) and NF-kB p65 (D14E12) XP®
Rabbit mAb, using SimpleChIP® Enzymatic Chromatin IP
Kit (Magnetic Beads) #9005. DNA Libraries were prepared
using DNA Library Prep Kit for llumina® (ChIP-seq,
CUT&RUN) #56795. The figure shows binding across
chromosome 4 (upper), including IL-8 (lower), a known
target gene of NFKB (see additional figure containing
ChIP-gPCR data).

I NF-«B p65 (D14E12) XP® Rabbit mAb #8242
W Normal Rabbit lgG #2729

IiBo IL-8 o Satellite

183,160 kb 183,180 kb
| | I |

183,200 kb
|

[0-50]

LAMC2

1100k 00

121800 a0k 1122800 1300

Chromatin immunoprecipitations were performed with
cross-linked chromatin from Hela cells treated with hTNF-
a #3902 (30 ng/ml, 1 hr) and either NF-kB p65 (D14E12)
XP® Rabbit mAb or Normal Rabbit 1gG #2729 using
SimpIeChIP® Enzymatic Chromatin IP Kit (Magnetic
Beads) #9003. The enriched DNA was quantified by Real-
Time PCR using SimpIeChIP® Human IkBa Promoter
Primers #5552, human IL-8 promoter primers, and
SimpleChIP® Human a Satellite Repeat Primers #4486.
The amount of immunoprecipitated DNA in each sample is
represented as signal relative to the total amount of input
chromatin, which is equivalent to one.

Orders: 877-616-CELL (2355) +

orders@cellsignal.com ¢

Support: 877-678-TECH (8324)

CUT&RUN was performed with HeLa cells treated with
hTNF-a #8902 (30 ng/ml, 1 hr) and NF-kB p65 (D14E12)
XP® Rabbit mAb, using CUT&RUN Assay Kit #86652.
DNA Libraries were prepared using DNA Library Prep Kit
for llumina® (ChIP-seq, CUT&RUN) #56795. The figure
shows binding across LAMC2, a known target gene of NF-
KB p65 (see additional figure containing CUT&RUN-qPCR
data).

info@cellsignal.com  *

CUT&RUN was performed with HelLa cells treated with
hTNF-a #8902 (30 ng/ml, 1 hr) and NF-kB p65 (D14E12)
XP® Rabbit mAb, using CUT&RUN Assay Kit #86652.
DNA Libraries were prepared using DNA Library Prep Kit
for llumina® (ChiP-seq, CUT&RUN) #56795. The figures
show binding across chromosome 1 (upper), including
LAMC2 (lower), a known target gene of NF-kB p65 (see
additional figure containing CUT&RUN-gPCR data).
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#8242
NF-B p65 (D14E12) XP® Rabbit mAb

B NF-xB p65 (D14E12) XP® Rabhit mAb #8242

N Rabbit (DA1E) mAb IgG XP® Isotype Control
(CUT&RUN) #66362

0.007
0.006
0.005
0.004
0.003
0.002
0.001

Signal relative to input

LAMC2  ITM2A

CUT&RUN was performed with HeLa cells treated with
hTNF-a #8902 (30 ng/ml, 1 hr) and either NF-kB p65
(D14E12) XP® Rabbit mAb or Rabbit (DA1E) mAb IgG
XP® Isotype Control (CUT&RUN) #66362, using
CUT&RUN Assay Kit #86652. The enriched DNA was
quantified by real-time PCR using human LAMC2
upstream primers, and human ITM2A upstream primers.
The amount of immunoprecipitated DNA in each sample is
represented as signal relative to the total amount of input
chromatin, which is equivalent to one.

Orders: 877-616-CELL (2355) + orders@cellsignal.com ¢
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BRIE CST BYE 2R BRI BEE L BITHAAR, ZBUTFHEAT CST, AXBH RS BBIEMBRI B, FHBAEFMESEFHTIHE
BIEBEAFGAE, BRIFB CST RIS AR BARUPE I BIRES, ZPGHKIES, HEAEK,
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p70 S6 Kinase Antibody

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa):
WB, W-S, IP HM R Mk Endogenous 70, 85

Product Usage Information

Application Dilution

Western Blotting 1:1000

Simple Western™ 1:10 - 1:50

Immunoprecipitation 1:100

Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA and 50% glycerol. Store at —
20°C. Do not aliquot the antibody.

Specificity / Sensitivity

p70 S6 Kinase Antibody detects endogenous levels of total p70 S6 kinase protein. This antibody also
recognizes p85 S6 kinase.

Species Reactivity:

Human, Mouse, Rat, Monkey

Source / Purification

Polyclonal antibodies are produced by immunizing animals with a synthetic peptide corresponding to
residues surrounding the carboxy-terminus of human p70 S6 kinase. Antibodies are purified by protein A
and peptide affinity chromatography.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY ~WB: Western Blotting  W-S: Simple Western™

CROSS-REACTIVITY KEY H:human M:mouse R:rat Hm:hamster
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.

Cell Signaling

TECHNOLOGY"®
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Orders: 877-616-CELL (2355)

orders@cellsignal.com
Support: 877-678-TECH (8324)
Web: info@cellsignal.com

www.cellsignal.com
3 Trask Lane | Danvers | Massachusetts | 01923 | USA

Source: UniProt ID: Entrez-Gene Id:
Rabbit P23443 6198
Background

p70 S6 kinase is a mitogen activated Ser/Thr protein kinase that is required for cell growth and G1 cell
cycle progression (1,2). p70 S6 kinase phosphorylates the S6 protein of the 40S ribosomal subunit and is
involved in translational control of 5' oligopyrimidine tract mRNAs (1). A second isoform, p85 S6 kinase, is
derived from the same gene and is identical to p70 S6 kinase except for 23 extra residues at the amino
terminus, which encode a nuclear localizing signal (1). Both isoforms lie on a mitogen activated signaling
pathway downstream of phosphoinositide-3 kinase (PI-3K) and the target of rapamycin, FRAP/mTOR, a
pathway distinct from the Ras/MAP kinase cascade (1). The activity of p70 S6 kinase is controlled by
multiple phosphorylation events located within the catalytic, linker and pseudosubstrate domains (1).
Phosphorylation of Thr229 in the catalytic domain and Thr389 in the linker domain are most critical for
kinase function (1). Phosphorylation of Thr389, however, most closely correlates with p70 kinase activity
in vivo (3). Prior phosphorylation of Thr389 is required for the action of phosphoinositide 3-dependent
protein kinase 1 (PDK1) on Thr229 (4,5). Phosphorylation of this site is stimulated by growth factors such
as insulin, EGF and FGF, as well as by serum and some G-protein-coupled receptor ligands, and is
blocked by wortmannin, LY294002 (PI-3K inhibitor) and rapamycin (FRAP/mTOR inhibitor) (1,6,7).
Ser411, Thr421 and Ser424 lie within a Ser-Pro-rich region located in the pseudosubstrate region (1).
Phosphorylation at these sites is thought to activate p70 S6 kinase via relief of pseudosubstrate
suppression (1,2). Another LY294002 and rapamycin sensitive phosphorylation site, Ser371, is an in vitro
substrate for mTOR and correlates well with the activity of a partially rapamycin resistant mutant p70 S6
kinase (8).

1. Pullen, N. and Thomas, G. (1997) FEBS Lett410, 78-82.

2. Dufner, A. and Thomas, G. (1999) Exp Cell Res 253, 100-9.

3. Weng, Q.P. et al. (1998) J Biol Chem 273, 16621-9.

4. Pullen, N. et al. (1998) Science 279, 707-10.

5. Alessi, D.R. et al. (1998) Curr Biol 8, 69-81.

6. Polakiewicz, R.D. et al. (1998) J Biol Chem 273, 23534-41.

7. Fingar, D.C. et al. (2002) Genes Dev 16, 1472-87.

8. Saitoh, M. et al. (2002) J Bio/ Chem 277, 20104-12.

IMPORTANT: For westem blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

IP: Immunoprecipitation

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected

All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.


http://www.ncbi.nlm.nih.gov/pubmed/9247127
http://www.ncbi.nlm.nih.gov/pubmed/10579915
http://www.ncbi.nlm.nih.gov/pubmed/9632736
http://www.ncbi.nlm.nih.gov/pubmed/9445476
http://www.ncbi.nlm.nih.gov/pubmed/9427642
http://www.ncbi.nlm.nih.gov/pubmed/9722592
http://www.ncbi.nlm.nih.gov/pubmed/12080086
http://www.ncbi.nlm.nih.gov/pubmed/11914378
https://www.cellsignal.cn/trademarks
https://www.cellsignal.cn/products/primary-antibodies/p70-s6-kinase-antibody/9202
mailto:orders@cellsignal.com
mailto:info@cellsignal.com
https://www.cellsignal.cn/
https://www.cellsignal.cn/

Revision 6

#9202
p70 S6 Kinase Antibody
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Western blot analysis of extracts from HelLa, NIH-3T3,
PC12 and COS-7 cells using p70 S6 Kinase Antibody.

Orders: 877-616-CELL (2355) +

orders@cellsignal.com ¢

Simple Western™ analysis of lysates (1 mg/mL) from
HeLa cells using p70 S6 Kinase Antibody #9202. The
virtual lane view (left) shows a target band for p70 S6

Kinase (as indicated) and p85 S6 Kinase (as indicated) a

1:10 and 1:50 dilutions of primary antibody. The
corresponding electropherogram view (right) plots
chemiluminescence by molecular weight along the

capillary at 1:10 (blue line) and 1:50 (green line) dilutions

t

of primary antibody. This experiment was performed under

reducing conditions on the Jess™ Simple Western

instrument from ProteinSimple, a BioTechne brand, using

the 12-230 kDa separation module.
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p70 S6 Kinase Antibody
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Phospho-p70 S6 Kinase
(Thr421/Ser424) Antibody

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa):
WB, IP HM R Mk Endogenous 70, 85
Product Usage Information
Application Dilution
Western Blotting 1:1000
Immunoprecipitation 1:50
Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA and 50% glycerol. Store at —
20°C. Do not aliquot the antibody.

Specificity / Sensitivity

Phospho-p70 S6 Kinase (Thr421/Ser424) Antibody detects endogenous levels of p70 S6 kinase only
when phosphorylated at Thr421/Ser424. This antibody also detects p85 S6 kinase when phosphorylated
at the corresponding sites (Thr444/Ser447).

Species Reactivity:

Human, Mouse, Rat, Monkey

Source / Purification

Polyclonal antibodies are produced by immunizing animals with a synthetic phosphopeptide
corresponding to residues surrounding Thr421/Ser424 of human p70 S6 kinase. Antibodies are purified by
protein A and peptide affinity chromatography.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY WB: Western Blotting

CROSS-REACTIVITY KEY H:human M:mouse R:rat
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

IP: Immunoprecipitation

Hm: hamster

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.
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Source: UniProt ID: Entrez-Gene Id:
Rabbit P23443 6198
Background

p70 S6 kinase is a mitogen activated Ser/Thr protein kinase that is required for cell growth and G1 cell
cycle progression (1,2). p70 S6 kinase phosphorylates the S6 protein of the 40S ribosomal subunit and is
involved in translational control of 5' oligopyrimidine tract mRNAs (1). A second isoform, p85 S6 kinase, is
derived from the same gene and is identical to p70 S6 kinase except for 23 extra residues at the amino
terminus, which encode a nuclear localizing signal (1). Both isoforms lie on a mitogen activated signaling
pathway downstream of phosphoinositide-3 kinase (PI-3K) and the target of rapamycin, FRAP/mTOR, a
pathway distinct from the Ras/MAP kinase cascade (1). The activity of p70 S6 kinase is controlled by
multiple phosphorylation events located within the catalytic, linker and pseudosubstrate domains (1).
Phosphorylation of Thr229 in the catalytic domain and Thr389 in the linker domain are most critical for
kinase function (1). Phosphorylation of Thr389, however, most closely correlates with p70 kinase activity
in vivo (3). Prior phosphorylation of Thr389 is required for the action of phosphoinositide 3-dependent
protein kinase 1 (PDK1) on Thr229 (4,5). Phosphorylation of this site is stimulated by growth factors such
as insulin, EGF and FGF, as well as by serum and some G-protein-coupled receptor ligands, and is
blocked by wortmannin, LY294002 (PI-3K inhibitor) and rapamycin (FRAP/mTOR inhibitor) (1,6,7).
Ser411, Thr421 and Ser424 lie within a Ser-Pro-rich region located in the pseudosubstrate region (1).
Phosphorylation at these sites is thought to activate p70 S6 kinase via relief of pseudosubstrate
suppression (1,2). Another LY294002 and rapamycin sensitive phosphorylation site, Ser371, is an in vitro
substrate for mTOR and correlates well with the activity of a partially rapamycin resistant mutant p70 S6
kinase (8).

1. Pullen, N. and Thomas, G. (1997) FEBS Lett410, 78-82.

2. Dufner, A. and Thomas, G. (1999) Exp Cell Res 253, 100-9.

3. Weng, Q.P. et al. (1998) J Biol Chem 273, 16621-9.

4. Pullen, N. et al. (1998) Science 279, 707-10.

5. Alessi, D.R. et al. (1998) Curr Biol 8, 69-81.

6. Polakiewicz, R.D. et al. (1998) J Biol Chem 273, 23534-41.

7. Fingar, D.C. et al. (2002) Genes Dev 16, 1472-87.

8. Saitoh, M. et al. (2002) J Bio/ Chem 277, 20104-12.

IMPORTANT: For westem blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected

All other trademarks are the property of their respective owners. Visit cellsignal.com/trademarks for more information.
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#9204

Phospho-p70 S6 Kinase (Thr421/Ser424)

Antibody

_ Phospho-p8s
86 Kinase
SRR . - - phospho-p70
86 Kinase
T o e = 7086 Kinase

Serum (min)
------ 0 5 15304560 EGF(min)

Nondenaturing | _ Denaturing
Phospho-p70 6 Kinase
- (Thrg21/424)
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Western blot analysis of extracts from 293 cells, untreated,
serum-treated or EGF-treated (100 ng/ml), using Phospho-
p70 S6 Kinase (Thrd21/Ser424) Antibody (upper) or p70
S6 Kinase Antibody #9202 (lower).

Orders: 877-616-CELL (2355) +
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Immunoprecipitation of phosphorylated p70 S6 Kinase
from 293 cell extracts (cells were serum-stimulated as
indicated) under nondenaturing or denaturing conditions,
followed by Western blot analysis, using Phospho-p70 S6
Kinase (Thrd21/Ser424) Antibody.
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MyD88 (D80F5) Rabbit mAb

For Research Use Only. Not For Use In Diagnostic Procedures.

Applications: Reactivity: Sensitivity: MW (kDa):
WB, IP HM R Hm Mk Endogenous 33
Product Usage Information
Application Dilution
Western Blotting 1:1000
Immunoprecipitation 1:50
Storage

Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM NaCl, 100 pg/ml BSA, 50% glycerol and less than
0.02% sodium azide. Store at —20°C. Do not aliquot the antibody.

Specificity / Sensitivity
MyD88 (D80F5) Rabbit mAb detects endogenous levels of total MyD88 protein.
Species Reactivity:

Human, Mouse, Rat, Hamster, Monkey

Source / Purification

Monoclonal antibody is produced by immunizing animals with a synthetic peptide corresponding to
residues surrounding Cys233 of human MyD88 protein.

Species reactivity is determined by testing in at least one approved application (e.g.,
westem blot).

APPLICATIONS KEY WB: Western Blotting

CROSS-REACTIVITY KEY H:human M:mouse R:rat
B:bovine Dg:dog Pg:pig Sc:S.cerevisiae Ce:C. elegans

IP: Immunoprecipitation

Hm: hamster

Cell Signaling Technology is a trademark of Cell Signaling Technology, Inc.
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Source/lsotype: UniProt ID: Entrez-Gene Id:
Rabbit IgG Q99836 4615
Background

Members of the Toll-like receptor (TLR) family, named for the closely related Toll receptor in Drosophila,
play a pivotal role in innate immune responses (1-4). TLRs recognize conserved motifs found in various
pathogens and mediate defense responses (5-7). Triggering of the TLR pathway leads to the activation of
NF-kB and subsequent regulation of immune and inflammatory genes (4). The TLRs and members of the
IL-1 receptor family share a conserved stretch of approximately 200 amino acids known as the
Toll/Interleukin-1 receptor (TIR) domain (1). Upon activation, TLRs associate with a number of cytoplasmic
adaptor proteins containing TIR domains, including myeloid differentiation factor 88 (MyD88), MyD88-
adaptor-like/TIR-associated protein (MAL/TIRAP), Toll-receptor-associated activator of interferon (TRIF),
and Toll-receptor-associated molecule (TRAM) (8-10). This association leads to the recruitment and
activation of IRAK1 and IRAK4, which form a complex with TRAF6 to activate TAK1 and IKK (8,11-14).
Activation of IKK leads to the degradation of IkB, which normally maintains NF-kB in an inactive state by
sequestering it in the cytoplasm.
MyD88 was originally isolated as a myeloid differentiation primary response gene that is rapidly induced
upon IL-6 stimulated differentiation of M1 myeloleukemic cells into macrophages (15-17). It contains an
amino-terminal death domain separated from a carboxyl-terminal TIR domain and functions as an adaptor
in TLR/IL-1 receptor signaling (18). The death domain of MyD88 mediates interactions with the IRAK
complex triggering a signaling cascade that includes the activation of NF-kB (19,20).
1. Akira, S. (2003) J Biol Chem 278, 38105-8.
2. Beutler, B. (2004) Nature 430, 257-63.
3. Dunne, A. and O'Neill, L.A. (2003) Sci STKE 2003, re3.
4. Medzhitov, R. et al. (1997) Nature 388, 394-7.
5. Schwandner, R. et al. (1999) J Biol Chem 274, 17406-9.
6. Takeuchi, O. et al. (1999) /mmunity 11, 443-51.
7. Alexopoulou, L. et al. (2001) Nature 413, 732-8.
8. Zhang, F.X. et al. (1999) J Biol Chem 274, 7611-4.
9. Horng, T. et al. (2001) Nat Immunol 2, 835-41.
10. Oshiumi, H. et al. (2003) Nat Immunol 4, 161-7.
11. Muzio, M. et al. (1997) Science 278, 1612-5.
12. Wesche, H. et al. (1997) Immunity 7, 837-47.
13. Suzuki, N. et al. (2002) Nature 416, 750-6.
14. Irie, T. et al. (2000) FEBS Lett467, 160-4.
15. Harroch, S. et al. (1995) Nucleic Acids Res 23, 3539-46.
16. Hardiman, G. et al. (1996) Oncogene 13, 2467-75.
17. Bonnert, T.P. et al. (1997) FEBS Lett402, 81-4.
18. Medzhitov, R. et al. (1998) Mo/ Cell 2, 253-8.
19. Wesche, H. et al. (1997) Immunity 7, 837-47.
20. Muzio, M. et al. (1997) Science 278, 1612-5.

IMPORTANT: For westem blots, incubate membrane with diluted primary antibody in
5% wiv BSA, 1X TBS, 0.1% Tween® 20 at 4°C with gentle shaking, overnight.

Mk: monkey Vir:virus  Mi: mink  C:chicken Dm: D. melanogaster  X: Xenopus  Z: zebrafish
Hr:horse  GP: Guinea Pig Rab: rabbit  All: all species expected
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Western blot analysis of extracts from Raji, A549, and Western blot analysis of extracts from A549 cells, Western blot analysis of extracts from CHO, BHK-21, and
THP-1 cells using MyD88 (D80F5) Rabbit mAb. untransfected () or transfected with a MyD88 siRNA (+), A549 cells using MyD88 (D80F5) Rabbit mAb.

using MyD88 (D80F5) Rabbit mAb.
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Ultra-LEAF ™ Purified anti-human CD3 Antibody

Catalog# / Size

Clone

Regulatory Status
Workshop

Other Names
Isotype

Description

Product Details

317325/100 pg
317326 /1 mg
317347 /5 mg
317348 / 25 mg
317349 /50 mg
317350/ 100 mg

OKT3

RUO

HCDM listed

T3, CD3¢

Mouse IgG2a, k

CD3¢ is a 20 kD chain of the CD3/T cell receptor (TCR) complex, which is composed of two
CD3¢, one CD3y, one CD3d, one CD3( (CD247), and a T cell receptor (a/p or y/d)
heterodimer. It is found on all mature T lymphocytes, NK T cells, and some thymocytes. CD3,

also known as T3, is a member of the immunoglobulin superfamily that plays a role in antigen
recognition, signal transduction, and T cell activation.

Verified Reactivity
Antibody Type
Host Species

Formulation

Preparation

Concentration

Storage & Handling

Application

Recommended Usage

Application Notes

Application References

(PubMed link indicates

BioLegend citation)

Human
Monoclonal
Mouse

0.2 um filtered in phosphate-buffered solution, pH 7.2, containing no preservative. Endotoxin
level is <0.01 EU/ug of the protein (<0.001 ng/ug of the protein) as determined by the LAL test.

The Ultra-LEAF™ (Low Endotoxin, Azide-Free) antibody was purified by affinity chromatography.

The antibody is bottled at the concentration indicated on the vial, typically between 2 mg/mL and
3 mg/mL. Older lots may have also been bottled at 1 mg/mL. To obtain lot-specific concentration,
please enter the lot number in our Concentration and Expiration Lookup or Certificate of Analysis
online tools.

The antibody solution should be stored undiluted between 2°C and 8°C. This Ultra-LEAF ™
solution contains no preservative; handle under aseptic conditions.

FC - Quality tested

Each lot of this antibody is quality control tested by immunofluorescent staining with flow cytometric
analysis. For flow cytometric staining, the suggested use of this reagent is < 2.0 pyg per million cells
in 100 pl volume or 100 I of whole blood. It is recommended that the reagent be titrated for optimal
performance for each application.

The OKT3 monoclonal antibody reacts with an epitope on the epsilon-subunit within the human
CD3 complex.

Clone OKT3 can block the binding of clones SK7 and UCHT1.4 The OKT3 antibody is able to
induce T cell activation. Additional reported applications (for the relevant formats) include:
immunohistochemical staining of acetone-fixed frozen sections and activation of T cells. The
LEAF™ purified antibody (Endotoxin <0.1 EU/ug, Azide-Free, 0.2 um filtered) is recommended for
functional assays (Cat. No. 317304). For highly sensitive assays, we recommend Ultra-LEAF ™
purified antibody (Cat. No. 317326) with a lower endotoxin limit than standard LEAF™ purified
antibodies (Endotoxin <0.01 EU/ug).
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Antigen Details

Structure Ig superfamily, the subunits CD3y, CD30, CD3¢ (CD247) and TCR (a/f or y/d) form the CD3/TCR
complex, 20 kD

Distribution Mature T and NK T cells, thymocyte differentiation

Function Antigen recognition, signal transduction, T cell activation

Ligand/Receptor Peptide antigen bound to MHC

Cell Type NKT cells, T cells, Thymocytes, Tregs

Biology Area Immunology

Molecular Family CD Molecules

Anti Ref
'gen References 1. Barclay N, et al. 1993. The Leucocyte FactsBook. Academic Press. San Diego.

2. Beverly P, et al. 1981. Eur. J. Immunol. 11:329.
3. Lanier L, et al. 1986. J. Immunol. 137:2501.

Gene ID 91

Related Protocols

Cell Surface Flow Cytometry Staining Protocol

T Cell Activation with anti-CD3 Antibodies Protocol - Human

T Cell Activation with anti-CD3 Antibodies Protocol - Mouse

Other Formats

Purified anti-human CD3, FITC anti-human CD3, PE anti-human CD3, Alexa Fluor® 488 anti-human CD3, Alexa Fluor® 647 anti-
human CD3, Pacific Blue™ anti-human CD3, APC anti-human CD3, Biotin anti-human CD3, Brilliant Violet 605™ anti-human CD3,
Brilliant Violet 650™ anti-human CD3, Ultra-LEAF ™ Purified anti-human CD3, Brilliant Violet 711™ anti-human CD3, Brilliant Violet
785™ anti-human CD3, Birilliant Violet 510™ anti-human CD3, PE/Cyanine7 anti-human CD3, PerCP/Cyanine5.5 anti-human CD3,
PerCP anti-human CD3, Alexa Fluor® 700 anti-human CD3, APC/Cyanine7 anti-human CD3, Brilliant Violet 421™ anti-human CD3,
PE/Dazzle™ 594 anti-human CD3, APC/Fire™ 750 anti-human CD3, GMP Ultra-LEAF ™ Purified anti-human CD3 SF, PE/Cyanine5
anti-human CD3 Antibody

Product Data

Human peripheral blood lymphocytes
stained with LEAF™ purified OKT3,
followed by anti-mouse IgG FITC
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Ultra-LEAF™ Purified anti-human CD28 Antibody

Catalog# / Size

Clone

Regulatory Status
Workshop

Other Names
Isotype

Description

Product Details

302933 /100 pg
302934 /1 mg
302943 /5 mg
302944 / 25 mg
302959 /50 mg
302960/ 100 mg

CD28.2

RUO

V-CD28.05

T44, Tpd4

Mouse IgG1, k

CD28 is a 44 kD disulfide-linked homodimeric type | glycoprotein. It is a member of the
immunoglobulin superfamily and is also known as T44 or Tp44. CD28 is expressed on most T
lineage cells, NK cell subsets, and plasma cells. CD28 binds both CD80 and CD86 using a
highly conserved motif MYPPY in the CDR3-like loop. CD28 is considered a major co-
stimulatory molecule, inducing T lymphocyte activation and IL-2 synthesis, and preventing cell

death. In vitro studies indicate that ligation of CD28 on T cells by CD80 and CD86 on antigen
presenting cells provides a costimulatory signal required for T cell activation and proliferation.
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Storage & Handling
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(PubMed link indicates
BioLegend citation)

Human, Cynomolgus, Rhesus

Baboon, Capuchin Monkey, Chimpanzee, Pigtailed Macaque, Sooty Mangabey, Squirrel Monkey
Monoclonal

Mouse

0.2 um filtered in phosphate-buffered solution, pH 7.2, containing no preservative. Endotoxin
level is <0.01 EU/ug of the protein (<0.001 ng/ug of the protein) as determined by the LAL test.

The Ultra-LEAF™ (Low Endotoxin, Azide-Free) antibody was purified by affinity chromatography.

The antibody is bottled at the concentration indicated on the vial, typically between 2 mg/mL and
3 mg/mL. Older lots may have also been bottled at 1 mg/mL. To obtain lot-specific concentration,
please enter the lot number in our Concentration and Expiration Lookup or Certificate of Analysis
online tools.

The antibody solution should be stored undiluted between 2°C and 8°C. This Ultra-LEAF ™
solution contains no preservative; handle under aseptic conditions.

FC - Quality tested
IHC-F. Costim, FA - Reported in the literature, not verified in house

Each lot of this antibody is quality control tested by immunofluorescent staining with flow cytometric
analysis. For flow cytometric staining, the suggested use of this reagent is < 1.0 pyg per million cells
in 100 pl volume or 100 I of whole blood. It is recommended that the reagent be titrated for optimal

performance for each application.

The Ultra-LEAF™ Purified antibody (Endotoxin < 0.01 EU/ug, Azide-Free, 0.2 um filtered) is
recommended for highly sensitive assays.
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Antigen Details

Structure Ig superfamily, type | transmembrane glycoprotein, homodimer, 44 kD

Distribution Mature T cells, thymocytes, NK cell subsets, plasma cells, EBV-positive B cells

Function T cell costimulation

Ligand/Receptor CD80, CD86

Cell Type B cells, NK cells, Plasma cells, T cells, Thymocytes, Tregs

Biology Area Costimulatory Molecules, Immunology

Molecular Family CD Molecules

Antigen References 1. Schlossman S, et al. Eds. 1995. Leucocyte Typing V. Oxford University Press. New York.

2. June CH, et al. 1994. Immunol. Today 15:321.
3. Linskey PS, et al. 1993. Annu. Rev. Immunol. 11:191.

Gene ID 940

Related Protocols

Cell Surface Flow Cytometry Staining Protocol

T Cell Activation with anti-CD3 Antibodies Protocol - Human

T Cell Activation with anti-CD3 Antibodies Protocol - Mouse

Other Formats

APC anti-human CD28, Biotin anti-human CD28, FITC anti-human CD28, PE anti-human CD28, PE/Cyanine5 anti-human CD28,
Purified anti-human CD28, Alexa Fluor® 488 anti-human CD28, Alexa Fluor® 700 anti-human CD28, PerCP/Cyanine5.5 anti-human
CD28, Pacific Blue™ anti-human CD28, PE/Cyanine? anti-human CD28, Ultra-LEAF™ Purified anti-human CD28, Brilliant Violet
421™ anti-human CD28, Brilliant Violet 510™ anti-human CD28, Purified anti-human CD28 (Maxpar® Ready), PE/Dazzle™ 594
anti-human CD28, Brilliant Violet 785™ anti-human CD28, Brilliant Violet 650™ anti-human CD28, Brilliant Violet 711™ anti-human
CD28, APC/Fire™ 750 anti-human CD28, Alexa Fluor® 647 anti-human CD28, TotalSeq™-A0386 anti-human CD28, TotalSeq™-
B0386 anti-human CD28, TotalSeq™-C0386 anti-human CD28, Brilliant Violet 605™ anti-human CD28, APC/Cyanine7 anti-human
CD28, Brilliant Violet 750™ anti-human CD28, PE/Fire™ 810 anti-human CD28, GMP PE anti-human CD28, TotalSeq™-D0386 anti-
human CD28, Spark Violet™ 423 anti-human CD28

Product Data
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