| KIT COMPOSITION

PerFix-nc Kit - PN B10825 - 75 tests |

Storage at room temperature (18-25°C)
12-month shelf life at batch manufacturing

PerFix-nc Buffer 1
Fixative Reagent

PerFix-nc Buffer 2
Permeabilizing Reagent

PerFix-nc Buffer 3
Final 10X Solution

Components: o
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BR-16586A - Outside US Version

mc has been developed to:

* Simplify the workload necessary for the sample preparation
* Enhance the signal-to-noise ratio of intracellular staining

An innovative tool for flow cytometric analysis of multiple intracellular epitopes, or both multiple intracellular
and cell surface markers, by fixation, permeabilization and staining of human leucocytes from peripheral whole

Accurate detection of both intracellular and extracellular epitopes are obtained, while:

Surface & intracellular staining in a single step

* There are no washing steps through the whole STRAIGHT procedure! (only a final wash step is described as optional)

* Several surface markers can be added together with the intracellular markers and incubated simultaneously during the permeabilization
step (Buffer 2 incubation)

« Total duration of the procedure and total workload are similar to current procedures for surface staining (e.g. Versalyse + Fixative No Wash),
and much shorter than competitive permeabilization procedures

* Automation of the PerFix-nc STRAIGHT procedure is rendered possible thanks to the removal of the washing steps

blood, together with erythrocyte lysis, all without centrifugation!

WORKFLOW AND WORKLOAD TIMING COMPARISON

BD FACS Permeabilizing Solution 2
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- Less than 15 minutes actual hands-on time
- No centrifuge, No wash straight procedure
- Still versatile, with optional wash

) - Adaptable to specific antigen detection requirements

Time (min)

5 10 15 20 25 30 35 40 45 50 55 60 65 70 75 80 85 90 95 100 105 110 115 120 125 130 135 140 145 150

PerFix-nc PROCEDURE

PerFix-nc STRAIGHT
Permeabilization and Staining Procedure

© Pipet 50 pL of blood sample into
the bottom of each relevantly
labeled tube.

( Pipet 5 pL of Buffer 1 (Fixative
Reagent) to each tube.
Alternatively use 25 L if
better for the intracellular
antigen(s).

© Vortex immediately (instantly after W| Eerl;ix-nc #1
Buffer 1 addition) and incubate for i (REECIAGAIRS
15 min at room temperature (18-

25°C).

©) Vortex again the fixed blood and add
300 pL of Buffer 2 (Permeabilizing
Reagent) to each tube.
Vortex.

© Add immediately to each tube the
relevant volume (e.g. 20 L) of
fluorochrome-conjugated antibodies
against intracellular epitopes and
surface molecules.

@ Vortex and incubate in the dark for
156-30 min at room temperature.

PerFix-nc #2
Ready-to-use

Note regarding steps d and e:
Alternatively, the antibodies can be pre-mixed into Buffer 2
(Permeabilizing Reagent) and added altogether at the end
of the fixation incubation.
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- Incubate surface and intra markers simultaneously
- Room temperature (no water bath or ice required)
- Remarkable cell recovery and gate purity
- Best-in-class for RMFI

Life Technologies FIX & PERM / Dako IntraStain / BD IntraSure
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Ordering Information:

GEED 75tests  Part Number B10825

RUO: For Research Use Only. Not for use in diagnostic procedures.

Beckman Coulter PerFix-nc / STRAIGHT Procedure
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Time (min)
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Less Than 15 Minutes Work

Take the Right Train!

-

© Add 3 mL of the Final 1X Reagent
(prepared from the 10X concentra-
ted Final Solution) to each tube.

Vortex immediately.

@ The sample is now ready for analysis
on a flow cytometer.
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PerFix-nc Kit (no centrifuge assay kit)

 Fo o o ion SPEED
OPTIMAL QUALITY

NO CENTRIFUGE

*Alexa Fluor and Pacific Blue are registered trademarks of Molecular Probes, Inc.
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