
Product name Anti-CD8 alpha antibody [CAL66] - BSA and Azide free

Description Rabbit monoclonal [CAL66] to CD8 alpha - BSA and Azide free

Host species Rabbit

Tested applications Suitable for: ICC/IF, IP, Flow Cyt, IHC-P, mIHC
Unsuitable for: WB

Species reactivity Reacts with: Rat, Human

Immunogen Synthetic peptide within Human CD8 alpha aa 204-235. The exact sequence is proprietary.
Database link: P01732

Positive control IHC-P: Human tonsil, colon and gastric carcinoma tissue; rat spleen tissue. ICC/IF: Human
PBMCs. Flow cyt: Human PBMCs. IP: Human thymus lysate. mIHC: Human breast cancer tissue.

General notes ab251596 is the carrier-free version of ab237709.

Our carrier-free antibodies are typically supplied in a PBS-only formulation, purified and free of
BSA, sodium azide and glycerol. The carrier-free buffer and high concentration allow for
increased conjugation efficiency.

This conjugation-ready format is designed for use with fluorochromes, metal isotopes,
oligonucleotides, and enzymes, which makes them ideal for antibody labelling, functional and cell-
based assays, flow-based assays (e.g. mass cytometry) and Multiplex Imaging applications.

Use our conjugation kits for antibody conjugates that are ready-to-use in as little as 20 minutes
with <1 minute hands-on-time and 100% antibody recovery: available for fluorescent dyes, HRP,
biotin and gold.

This product is compatible with the Maxpar  Antibody Labeling Kit from Fluidigm, without the
need for antibody preparation. Maxpar  is a trademark of Fluidigm Canada Inc.

Form Liquid

Storage instructions Shipped at 4°C. Store at +4°C. Do Not Freeze.
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Storage buffer Constituent: PBS

Carrier free Yes

Purity Protein A purified

Purification notes Purity >99%

Clonality Monoclonal

Clone number CAL66

Isotype IgG

The Abpromise guarantee

Application notes Is unsuitable for WB.

Function Identifies cytotoxic/suppressor T-cells that interact with MHC class I bearing targets. CD8 is
thought to play a role in the process of T-cell mediated killing. CD8 alpha chains binds to class I
MHC molecules alpha-3 domains.

Involvement in disease Defects in CD8A are a cause of familial CD8 deficiency (CD8 deficiency) [MIM:608957]. Familial
CD8 deficiency is a novel autosomal recessive immunologic defect characterized by absence of
CD8+ cells, leading to recurrent bacterial infections.

Sequence similarities Contains 1 Ig-like V-type (immunoglobulin-like) domain.

Post-translational
modifications

All of the five most carboxyl-terminal cysteines form inter-chain disulfide bonds in dimers and
higher multimers, while the four N-terminal cysteines do not.

Cellular localization Secreted and Cell membrane.

Applications

Our Abpromise guarantee covers the use of ab251596 in the following tested applications.

The application notes include recommended starting dilutions; optimal dilutions/concentrations should be determined by the end user.

Application Abreviews Notes

ICC/IF Use at an assay dependent concentration.

IP Use at an assay dependent concentration.

Flow Cyt Use at an assay dependent concentration.

IHC-P Use at an assay dependent concentration. Perform heat
mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before
commencing with IHC staining protocol. Use at 1 μg/ml for rat

mIHC Use at an assay dependent concentration.

Target

Images
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Multiplex immunohistochemistry - Anti-CD8 alpha

antibody [CAL66] - BSA and Azide free (ab251596)

This image is courtesy of ImmunoAtlas.

Fluorescence multiplex immunohistochemical analysis of Human

breast cancer tissue (formalin-fixed paraffin-embedded section).

Merged staining of Anti-PD-L1 (ab251611; cyan; Opal™ 520), Anti-

Granzyme B (ab219803; yellow; Opal™ 540), Anti-PD1

(ab251613; magenta; Opal™ 570), Anti-pan Cytokeratin

(ab264485; red; Opal™ 620), Anti-EpCAM (ab225894; red;

Opal™ 620), Anti-CD8 alpha (ab251596; green; Opal™ 650) and

Anti-FOXP3 (ab96048; orange; Opal™ 690). EpCAM and pan-

cytokeratin share the same dye and color. Dyes are pseudo-

colored for better contrast of the markers.

The immunostaining was performed on a Leica Biosystems

BOND  MAX instrument with an Opal™ 6-Plex Detection Kit

(NEL821001KT, Akoya Biosciences ).

The section was incubated in six rounds of staining; sequentially for

ab251611 (1/750 dilution), ab219803 (1/250 dilution), ab251613
(1/750 dilution), ab264485 (0.5 µg/ml), ab225894 (1/1250 dilution),

ab251596 (1/1500 dilution) and ab96048 (10 µg/ml); each using a

separate fluorescent tyramide signal amplification system. EDTA

based antigen retrieval (Leica Biosystems BOND  Epitope

Retrieval Solution 2, pH 9.0, 20 minutes) was used in between

rounds of tyramide signal amplification to remove the antibody from

the previous round, to avoid any cross-reactivity. DAPI (dark blue)

was used as a nuclear counter stain.

Microscopy and pseudocoloring of individual Opal™ dyes was

performed using a Vectra 3 Imaging System (Akoya Biosciences ).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

This data is courtesy of ImmunoAtlas and it can be found here.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD8 alpha antibody

[CAL66] - BSA and Azide free (ab251596)

Immunohistochemical analysis of paraffin-embedded human tonsil

tissue labeling CD8 alpha with ab237709 at 1/2000 dilution,

followed by Goat Anti-Rabbit IgG H&L (HRP) ready to use. Positive

staining on the human tonsil is observed. Counter stained with

hematoxylin.

Secondary antibody only control: Used PBS instead of primary

antibody, secondary antibody is Goat Anti-Rabbit IgG H&L (HRP)

ready to use.

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,

pH 9.0).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

Multiplex immunohistochemistry - Anti-CD8 alpha

antibody [CAL66] - BSA and Azide free (ab251596)

This image is courtesy of ImmunoAtlas.

Fluorescence multiplex immunohistochemical analysis of Human

breast cancer tissue (formalin-fixed paraffin-embedded section).

Merged staining of Anti-PD-L1 (ab251611; cyan; Opal™ 520), Anti-

Granzyme B (ab219803; yellow; Opal™ 540), Anti-PD1

(ab251613; magenta; Opal™ 570), Anti-pan Cytokeratin

(ab264485; red; Opal™ 620), Anti-EpCAM (ab225894; red;

Opal™ 620), Anti-CD8 alpha (ab251596; green; Opal™ 650) and

Anti-FOXP3 (ab96048; orange; Opal™ 690). EpCAM and pan-

cytokeratin share the same dye and color. Dyes are pseudo-

colored for better contrast of the markers.

The immunostaining was performed on a Leica Biosystems

BOND  MAX instrument with an Opal™ 6-Plex Detection Kit

(NEL821001KT, Akoya Biosciences ).

The section was incubated in six rounds of staining; sequentially for

ab251611 (1/750 dilution), ab219803 (1/250 dilution), ab251613
(1/750 dilution), ab264485 (0.5 µg/ml), ab225894 (1/1250 dilution),

ab251596 (1/1500 dilution) and ab96048 (10 µg/ml); each using a

separate fluorescent tyramide signal amplification system. EDTA

based antigen retrieval (Leica Biosystems BOND  Epitope

Retrieval Solution 2, pH 9.0, 20 minutes) was used in between

rounds of tyramide signal amplification to remove the antibody from

the previous round, to avoid any cross-reactivity. DAPI (dark blue)

was used as a nuclear counter stain.

Microscopy and pseudocoloring of individual Opal™ dyes was

performed using a Vectra 3 Imaging System (Akoya Biosciences ).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

®
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(ab237709).

This data is courtesy of ImmunoAtlas and it can be found here.

Multiplex immunohistochemistry - Anti-CD8 alpha

antibody [CAL66] - BSA and Azide free (ab251596)

This image is courtesy of ImmunoAtlas.

Fluorescence multiplex immunohistochemical analysis of Human

breast cancer tissue (formalin-fixed paraffin-embedded section).

Merged staining of Anti-PD-L1 (ab251611; cyan; Opal™ 520), Anti-

Granzyme B (ab219803; yellow; Opal™ 540), Anti-PD1

(ab251613; magenta; Opal™ 570), Anti-pan Cytokeratin

(ab264485; red; Opal™ 620), Anti-EpCAM (ab225894; red;

Opal™ 620), Anti-CD8 alpha (ab251596; green; Opal™ 650) and

Anti-FOXP3 (ab96048; orange; Opal™ 690). EpCAM and pan-

cytokeratin share the same dye and color. Dyes are pseudo-

colored for better contrast of the markers.

The immunostaining was performed on a Leica Biosystems

BOND  MAX instrument with an Opal™ 6-Plex Detection Kit

(NEL821001KT, Akoya Biosciences ).

The section was incubated in six rounds of staining; sequentially for

ab251611 (1/750 dilution), ab219803 (1/250 dilution), ab251613
(1/750 dilution), ab264485 (0.5 µg/ml), ab225894 (1/1250 dilution),

ab251596 (1/1500 dilution) and ab96048 (10 µg/ml); each using a

separate fluorescent tyramide signal amplification system. EDTA

based antigen retrieval (Leica Biosystems BOND  Epitope

Retrieval Solution 2, pH 9.0, 20 minutes) was used in between

rounds of tyramide signal amplification to remove the antibody from

the previous round, to avoid any cross-reactivity. DAPI (dark blue)

was used as a nuclear counter stain.

Microscopy and pseudocoloring of individual Opal™ dyes was

performed using a Vectra 3 Imaging System (Akoya Biosciences ).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

This data is courtesy of ImmunoAtlas and it can be found here.
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Immunoprecipitation - Anti-CD8 alpha antibody

[CAL66] - BSA and Azide free (ab251596)

CD8 alpha was immunoprecipitated from 0.35 mg of human thymus

lysate with ab237709 at 1/30 dilution. Western blot was performed

from the immunoprecipitate using ab237709 at 1/1000 dilution.

VeriBlot for IP Detection Reagent (HRP) (ab131366), was used as

secondary antibody at 1/5000 dilution.

Lane 1: Human thymus lysate 10 μg (Input). 

Lane 2: ab237709 IP in human thymus lysate. 

Lane 3: Rabbit monoclonal IgG (ab172730) instead of ab237709
in human thymus lysate.

Blocking and dilution buffer and concentration: 5% NFDM/TBST.

Exposure time: 100 seconds.

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

Multiplex immunohistochemistry - Anti-CD8 alpha

antibody [CAL66] - BSA and Azide free (ab251596)

This image is courtesy of ImmunoAtlas.

Fluorescence multiplex immunohistochemical analysis of Human

breast cancer tissue (formalin-fixed paraffin-embedded section).

Merged staining of Anti-PD-L1 (ab251611; cyan; Opal™ 520), Anti-

Granzyme B (ab219803; yellow; Opal™ 540), Anti-PD1

(ab251613; magenta; Opal™ 570), Anti-pan Cytokeratin

(ab264485; red; Opal™ 620), Anti-EpCAM (ab225894; red;

Opal™ 620), Anti-CD8 alpha (ab251596; green; Opal™ 650) and

Anti-FOXP3 (ab96048; orange; Opal™ 690). EpCAM and pan-

cytokeratin share the same dye and color. Dyes are pseudo-

colored for better contrast of the markers.

The immunostaining was performed on a Leica Biosystems

BOND  MAX instrument with an Opal™ 6-Plex Detection Kit

(NEL821001KT, Akoya Biosciences ).

The section was incubated in six rounds of staining; sequentially for

ab251611 (1/750 dilution), ab219803 (1/250 dilution), ab251613
(1/750 dilution), ab264485 (0.5 µg/ml), ab225894 (1/1250 dilution),

ab251596 (1/1500 dilution) and ab96048 (10 µg/ml); each using a

separate fluorescent tyramide signal amplification system. EDTA

®
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based antigen retrieval (Leica Biosystems BOND  Epitope

Retrieval Solution 2, pH 9.0, 20 minutes) was used in between

rounds of tyramide signal amplification to remove the antibody from

the previous round, to avoid any cross-reactivity. DAPI (dark blue)

was used as a nuclear counter stain.

Microscopy and pseudocoloring of individual Opal™ dyes was

performed using a Vectra 3 Imaging System (Akoya Biosciences ).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

This data is courtesy of ImmunoAtlas and it can be found here.

Multiplex immunohistochemistry - Anti-CD8 alpha

antibody [CAL66] - BSA and Azide free (ab251596)

This image is courtesy of ImmunoAtlas.

Fluorescence multiplex immunohistochemical analysis of Human

breast cancer tissue (formalin-fixed paraffin-embedded section).

Merged staining of Anti-PD-L1 (ab251611; cyan; Opal™ 520), Anti-

Granzyme B (ab219803; yellow; Opal™ 540), Anti-PD1

(ab251613; magenta; Opal™ 570), Anti-pan Cytokeratin

(ab264485; red; Opal™ 620), Anti-EpCAM (ab225894; red;

Opal™ 620), Anti-CD8 alpha (ab251596; green; Opal™ 650) and

Anti-FOXP3 (ab96048; orange; Opal™ 690). EpCAM and pan-

cytokeratin share the same dye and color. Dyes are pseudo-

colored for better contrast of the markers.

The immunostaining was performed on a Leica Biosystems

BOND  MAX instrument with an Opal™ 6-Plex Detection Kit

(NEL821001KT, Akoya Biosciences ).

The section was incubated in six rounds of staining; sequentially for

ab251611 (1/750 dilution), ab219803 (1/250 dilution), ab251613
(1/750 dilution), ab264485 (0.5 µg/ml), ab225894 (1/1250 dilution),

ab251596 (1/1500 dilution) and ab96048 (10 µg/ml); each using a

separate fluorescent tyramide signal amplification system. EDTA

based antigen retrieval (Leica Biosystems BOND  Epitope

Retrieval Solution 2, pH 9.0, 20 minutes) was used in between

rounds of tyramide signal amplification to remove the antibody from

the previous round, to avoid any cross-reactivity. DAPI (dark blue)

was used as a nuclear counter stain.

Microscopy and pseudocoloring of individual Opal™ dyes was

performed using a Vectra 3 Imaging System (Akoya Biosciences ).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

This data is courtesy of ImmunoAtlas and it can be found here.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD8 alpha antibody

[CAL66] - BSA and Azide free (ab251596)

Immunohistochemical analysis of paraffin-embedded human colon

tissue labeling CD8 alpha with ab237709 at 1/2000 dilution,

followed by Goat Anti-Rabbit IgG H&L (HRP) ready to use. Positive

staining on the T lymphocytes in human colon is observed. Counter

stained with hematoxylin.

Secondary antibody only control: Used PBS instead of primary

antibody, secondary antibody is Goat Anti-Rabbit IgG H&L (HRP)

ready to use.

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,

pH 9.0).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD8 alpha antibody

[CAL66] - BSA and Azide free (ab251596)

Immunohistochemical analysis of paraffin-embedded human gastric

carcinoma tissue labeling CD8 alpha with ab237709 at 1/2000

dilution, followed by Goat Anti-Rabbit IgG H&L (HRP) ready to use.

Positive staining on the T lymphocytes in human gastric carcinoma

is observed. Counter stained with hematoxylin.

Secondary antibody only control: Used PBS instead of primary

antibody, secondary antibody is Goat Anti-Rabbit IgG H&L (HRP)

ready to use.

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,

pH 9.0).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).
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Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD8 alpha antibody

[CAL66] - BSA and Azide free (ab251596)

Immunohistochemical analysis of paraffin-embedded rat spleen

tissue labeling CD8 alpha with ab237709 at 1/500 dilution, followed

by Goat Anti-Rabbit IgG H&L (HRP) ready to use. Positive staining

on the rat spleen is observed. Counter stained with hematoxylin.

Secondary antibody only control: Used PBS instead of primary

antibody, secondary antibody is Goat Anti-Rabbit IgG H&L (HRP)

ready to use.

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,

pH 9.0).

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

Immunocytochemistry/ Immunofluorescence - Anti-

CD8 alpha antibody [CAL66] - BSA and Azide free

(ab251596)

Immunofluorescent analysis of 4% paraformaldehyde-fixed, 0.1%

Triton X-100 permeabilized human PBMC (peripheral blood

mononuclear cells) labeling CD8 alpha with ab237709 at 1/100

dilution, followed by Goat Anti-Rabbit IgG H&L (Alexa Fluor  488)

(ab150077) secondary antibody at 1/1000 dilution (green).

Confocal image showing membranous staining in subsets of human

PBMC. The nuclear counter stain is DAPI (blue). CD3 is detected

with an anti-CD3 antibody-Alexa Fluor  647 comjugate at 1/200

dilution (red).

Secondary antibody only control: Used PBS instead of primary

antibody, followed by Goat Anti-Rabbit IgG H&L (Alexa Fluor  488)

(ab150077) secondary antibody at 1/1000 dilution.

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

®
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Flow Cytometry - Anti-CD8 alpha antibody [CAL66] -

BSA and Azide free (ab251596)

Flow cytometric analysis of 2% paraformaldehyde-fixed, 0.1%

Tween 20 permeacblized human PBMC (peripheral blood

mononuclear cells) labeling CD8 alpha with ab237709 at 1/500

dilution (Right) compared with Recombinant Rabbit IgG, monoclonal

[EPR25A] - Isotype Control (ab172730) (Left). 

Goat Anti-Rabbit IgG Fc (Alexa Fluor  488) preadsorbed

(ab150097), at 1/5000 dilution was used as the secondary

antibody.

Cells were surface stained with anti-CD8 alpha conjugated to

BV421.The fixed with 2% PFA for 10min followed by intracellularly

stained with rabbit IgG (Left) or ab237709 (Right). They recognize

same populations.

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD8 alpha antibody

[CAL66] - BSA and Azide free (ab251596)

Formalin-fixed, paraffin-embedded human tonsil tissue stained

for CD8 alpha using ab237709 at 0.25 µg/ml in

immunohistochemical analysis.

This data was developed using the same antibody clone in a

different buffer formulation containing PBS and sodium azide

(ab237709).

Anti-CD8 alpha antibody [CAL66] - BSA and Azide

free (ab251596)
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Please note:  All products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

Replacement or refund for products not performing as stated on the datasheet

Valid for 12 months from date of delivery

Response to your inquiry within 24 hours

We provide support in Chinese, English, French, German, Japanese and Spanish

Extensive multi-media technical resources to help you

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

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

Terms and conditions

Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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