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RUO
FOXP3 Fixation/Permeabilization Buffer

BioLegend's FOXP3 Fix'Perm Buffer Set has been specially formulated for intracellular staining FOXP3 with
minimum effect on the surface fluorochrome staining. It contains one 30 ml 4X concentrated FOXP3 Fix/Perm
buffer (Cat. No. 421401) and one 25 ml 10X concentrated FOXP3 Perm buffer (Cat. No. 421402). The FOXP3
Fix/Perm buffer(4X) must be freshly diluted to 1Xworking solution with PBS (10 mM sodium phosphate, 150 mM
sodium chloride, pH 7.2) prior to staining procedures. e.g. Dilute one (1) part FOXP3 Fix'Perm buffer(4X) to
three (3) parts PBS. The FOXP3 Perm buffer (10X) should be diluted to 1X working solution with PBS (10 mM
sodium phosphate, 150 mM sodium chloride, pH 7.2) prior to staining procedures. e.g. Dilute one (1) part
FOXP3 Perm buffer(10X) to nine (9) parts PBS.

Warning: The FOXP3 Buffer Set can have a deleterious effect on tandem fluorophores (particularly APC/Cy7)
in a multicolor assay, causing an increase in compensation into the APC channel. If your panel contains a
surface stain with an antibody conjugated to a tandem fluorophore, consider using the True-Nuclear™
Transcription Factor Buffer Set (Cat. No. 424401) instead, which provides a clearer resolution of FoxP3 as well
as other nuclear transcription factors. Please refer to the data provided here.

Caution: The FOXP3 Fix'Perm buffer contains paraformaldehyde, which is toxigenic and mutagenic. Please
handle with caution and wear gloves, lab coat and necessary protection to avoid direct body contact.
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Store between 2°C and 8°C. Do not freeze.

To obtain lot-specific expiration date, please enter the lot number in our Concentration and Expiration Lookup or
Certificate of Analysis online tools.)

This product has a shelf-life of 12 months or less. Please contact our technical support team for lot specific CoA
and expiration date inquiries of this product.

ICEC - Quality tested

The FOXP3 Fix/Perm buffer(4X) must be diluted to 1Xworking solution with PBS (10 mM sodium phosphate, 150 mM
sodium chloride, pH 7.2) prior to staining procedures. e.g. Dilute one (1) part FOXP3 Fix'Perm buffer(4X) to three (3)
parts PBS. The FOXP3 Perm buffer (10X) should be diluted to 1X working solution with PBS (10 mM sodium
phosphate, 150 mM sodium chloride, pH 7.2) prior to staining procedures. e.g. Dilute one (1) part FOXP3 Perm
buffer(10X) to nine (9) parts PBS.

NOTE: The FOXP3 Perm buffer (10X) may have crystalization or precipitation oberserved when it is stored at 2-8°C,
however, it's normal and does not affect the buffer performance. If there is a heavy precipitation observed after
diluted to 1X working solution, it can be filtered to clarify the solution.

NOTE: For flow cytometric staining, True-Nuclear™ Transcription Factor Buffer Set (Cat. No. 424401) offers
improved staining and is highly recommended over the Foxp3 Fix/Perm Buffer Set (Cat. No. 421403).

FOXP3 Intracellular Staining Procedures:

1. Perform cell surface staining as described in BioLegend's Cell Surface Immunofluorescence Staining Protocol.

2. Add 1 ml of 1XBioLegend's FOXP3 Fix/Perm solution to each tube, vortex and incubate at room temperature in
the dark for 20 minutes, then spin down the cells and remove the supernatant.

3. Wash once with cell staining buffer (Cat. No. 420201) by spin at 250Xg for 5 minutes and remove the
supernatant.

4. Wash once with 1ml 1X BioLegend's FOXP3 Perm buffer.

5. Re-suspend cells in 1ml 1X BioLegend's FOXP3 Perm buffer, incubate at room temperature in the dark for 15
minutes, spin down cells and discard the supernatant, then resuspend the pellet in 100 ul of 1X BioLegend's FOXP3
Perm buffer.

6. Add appropriate amount of flurochrome conjugated anti-FOXP3 antibody and incubate at room temperature in the
dark for 30 minutes.

7. Wash twice with cell staining buffer, and resuspend in 0.5ml cell staining buffer then analyze with flow cytometer
with appropriate instrument setting.
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FOXP3 Intracellular staining protocol - Video

Product Data
200 Whole blood was stained with human CD3
APC/Cy7 (blue and red) or APC/Fire™ 750

180 (green and purple), then lysed, washed and
o 160 fixed under the following conditions: A) Fixed
a with FOXP3 fix buffer followed by
g 140 permeabilization with FOXP3 perm buffer (purple
5 13 1 and red). B) Fixed with True-Nuclear™ fix buffer,
5 then permeabilized with True-Nuclear™ perm
E 100 buffer (green and blue). Compensation
§ requirements between the APC and APC/Cy7
2 801 channels increased significantly for the FoxP3
g 60 Fix’Perm buffer set versus the True-Nuclear™
o transcription factor buffer set for both APC/Cy7
R a0 - and APC/Fire™ 750.

20
p - == -

Donor 1

BLIME-1 Alexa 647

BLIMP- 1 Alexa 547

Donor 2 Donor 3

FouP3 Fix/Perm Buffer

10 1w w
COMSRMB2Z0 FE

s | True-Nuclear™ Buffer

BALB/c spleen cells were cultured for four days
in presence of LPS. Then the cells were stained
with CD45R/B220 PE, followed by fixation and
permeabilization with either FoxP3 Fix’Perm
Buffer (top) or True-Nuclear™ Transcription
Factor Buffer Set (bottom), and staining with
Blimp-1 (clone 5E7) Alexa Fluor® 647. Data
shown was gated on live cells using Zombie
Aqua™ fixable viability dye.
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Human peripheral blood lymphocytes were
surface stained with CD4 APC and then treated
with True-Nuclear™ Transcription Factor Buffer
Set (Cat# 424401). Cells were then stained with
FOXP3 (clone 206D) Brilliant Violet 421™ (top)
or mouse IgG1, k Brilliant Violet 421™ isotype
control (bottom).
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