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FIX & PERM™ Cell Permeabilization Reagents

Detection of intracellular antigens by flow cytometry
Catalog Numbers GAS003 and GAS004
Doc. Part No. L12001 Pub. No. MAN0026518 Rev. A.0

WARNING! Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available from thermofisher.com/support.

Reagent A of the FIX & PERM’ Kit contains formaldehyde which is toxic, allergenic and a suspected carcinogen. Avoid contact with eyes,
skin and clothing. All antibodies contain sodium azide as a preservative.

Product description

FIX & PERM"“reagents allow analysis of intracellular antigen to proceed with the equivalent ease of cell surface antigens. The only
prerequisite is the availability of suitable antibody conjugates. Most commercially available monoclonal antibody conjugates can be used
with the FIX & PERM" reagents. However, some determinants are sensitive to the fixation step. This and optimal fixation time may have to
be empirically determined for each antibody conjugate.

FIX & PERM™ reagents are intended for the fixation (Reagent A) and permeabilization (Reagent B) of cells in suspension. This

procedure facilitates antibody access to intracellular structures and leaves the morphological scatter characteristics of the cells intact.
Specific formulations reduce background staining and allow simultaneous addition of permeabilization medium and fluorochrome-labeled
antibodies.

Contents and storage

Storage

Cat. No. Fixation Medium (A) Permeabilization Medium (B)
GAS003 (50 tests) 1 x5mL 1x5mL
GAS004 (200 tests) 4 x5mL 4 x5mL

Room temperature. Do not freeze.

Note: Fix & Perm reagents are stable for the period shown on the package label when stored as directed. Do not use reagents if a
precipitate forms or discoloration occurs. All antibody combinations should be stored at 2-8°C in the dark.

For Research Use Only. Not for use in diagnostic procedures.
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Permeabilize and stain cells

1.

10.

11.

For each sample to be analyzed add appropriate volume of the conjugated antibody directed to the cell surface marker(s) of interest
and/or the appropriate isotype control(s) to a 5 mL, 12 x 75 mm tube.

Pipette appropriate volume of adjusted cells (equivalent to 1 x 108 cells) into each tube containing the conjugated antibody or
isotype control.

Vortex each tube gently to mix, and incubate for 15 minutes in the dark at room temperature.

Add 100 pL of Reagent A (Fixation Medium) and incubate for 15 minutes at room temperature.

Wash once in 3 mL of PBS with 0.1% NaN3 and 5% FBS.

Centrifuge for 5 minutes at 300-350 x g, aspirate the supernatant, and vortex to fully resuspend the cell pellet.

Add 100 pL of Reagent B (Permeabilization Medium) and the recommended volume of the FITC- and/or PE- conjugated intracellular
antibody or the corresponding isotype control.

Vortex 1-2 seconds and incubate for 20 minutes.
Wash once in 3 mL of PBS with 0.1% NaN3 and 5% FBS.
Centrifuge for 5 minutes at 300-350 x g, then aspirate the supernatant.

Resuspend cells in sheath fluid for immediate analysis or in 0.5 mL of 0.1% paraformaldehyde fixative solution for storage at 2-8°C
in the dark. Analyze fixed cells within 24 hours.

Permeabilize and stain cells (methanol supplemented protocol)

When analyzing certain cell cycle antigens such as BrdU, Ki-67, and PCNA with FITC-conjugated antibodies, a modification of the FIX
& PERM protocol using precooled absolute methanol has been shown to give better results. The use of this modified protocol is not
recommended when using PE-conjugated antibodies.

1.

2.

10.

For each sample to be analyzed add 100 pL of adjusted cell volume (equivalent to 1 x 10° cells) to a 5 mL, 12 x 75 mm tube.
Add 100 pL of Reagent A (Fixation Medium) and incubate for 2-3 minutes at room temperature.

Add 4 mL of pre-cooled (0-4°C) absolute methanol and vortex.

Incubate for 10 minutes at 0-4°C.

Centrifuge for 5 minutes at 300-350 x g, then wash once in 3 mL of PBS with 0.1% NaNs and 5% FBS.

Add 100 pL of Reagent B (Permeabilization Medium) and the appropriate volume of intracellular antibody or corresponding isotype
control.

Vortex 1-2 seconds at low speed and incubate for 30 minutes at room temperature.
Wash once in 3 mL of PBS with 0.1% NaN3 and 5% FBS.
Centrifuge for 5 minutes at 300-350 x g, then aspirate the supernatant.

Resuspend cells in sheath fluid for immediate analysis or in 0.5 mL of 0.1% paraformaldehyde fixative solution for storage at 2-8°C
in the dark. Analyze fixed cells within 18 hours.
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Analysis by flow cytometry

FIX & PERM" reagents are designed for use with all commercially available flow cytometers. Alignment and compensation should be
performed according to the manufacturer instructions. Typical staining and scatter patterns are shown in the following figure.
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Peripheral blood mononuclear cells stained with FITC-conjugated mouse anti-human myeloperoxidase (MPO). Representative forward (FSC) and
side (SSC) scatter patterns and reaction patterns are shown.
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