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Intracellular staining for Mand FoxP3

Cells were surface stained as described, washed, and then fixedfor 5
min at 37° C in 4% paraformaldehyde. Cell suspensionswere then
permeabilized by incubating in PBS containing 0.1% Triton X-100
for 1 h on ice. For detection of BrdU incorporation, permeabilized
cells were incubated for 10 min at 37°C inRPMI 1640 containing
recombinant DNase. Afterward, suspensions were washed in
incubated on ice for 40 min with anti-BrdU Absfollowing the
manufacturer’s protocol. Suspensions were washed and then
incubated overnight with anti-FoxP3 Abs in PBS containing 0.5%
BSA and analyzed the following day by flow cytometry. For FoxP3
staining only, the BrdU relevant steps were omitted.



R3 = Inflammatory Macrophages (iMacs)
R9 = dendritic cells
R10 two poulations subdivide by Grl
Grl low = resident macrophage
Grl high = granulocyte
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Mice were euthanized and the pulmonary cavities were opened. After severing the
descending aorta, the blood in the lungs was cleared by perfusion through the right heart
with 5 ml of PBS containing 50 U of heparin (Sigma- Aldrich, St. Louis, MO) per ml until
the lungs and liver became pale. Using an 18-gauge gavage needle, the trachea was
cannulated, and 1 ml of PBS was slowly injected into the lungs and then withdrawn.

To obtain lung cell populations, the lungs were aseptically removed and minced. One lobes
was saved and fixed in 1% paraformaldehyde/PBS for histology and
immunohistochemistry. The remaining lobes were incubated in RPMI 1640 (Life
Technologies, Gaithersburg, MD) containing collagenase XI (0.7 mg/ml; Sigma-

Aldrich) and type IV bovine pancreatic DNase (30 mg/ml; Sigma-Aldrich) during 30-45
min at 37°C.

The action of the enzymes was stopped by adding 10 ml of RPMI medium containing 10%
FBS, and digested lungs were further disrupted by gently pushing the tissue through a
nylon screen (70 mmy). The single-cell suspension was then washed and centrifuged at
200g. To lyse contaminating RBCs, the cell pellet was incubated during 30 seconds room
temperature with 1.8 ml ddH20, then mixed with 200ul 10X PBS.

Intracellular staining for FoxP3

Cells were surface stained as described, washed, and then fixedfor 5 min at 37° Cin 4%
paraformaldehyde. Cell suspensions were then permeabilized by incubating in PBS
containing 0.1% Triton X-100 for 1 h on ice. Suspensions were washed and then incubated
overnight with anti-FoxP3 Abs in PBS containing 0.5% BSA and analyzed the following
day by flow cytometry.
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Intracellular staining for Fo xP‘j \_

Cells were surface stained as described, washed, and then fixedfor 5
min at 37° C in 4% paraformaldehyde. Cell suspensions were then
permeabilized by incubating in PBS containing 0.1% Triton X-100
for 1 h on ice. Suspensions were washed and then incubated
overnight with anti-FoxP3 Abs in PBS containing 0.5% BSA and
analyzed the following day by flow cytometry.
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