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Supplementary Figure 1
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Gating strategy for flow cytometric analysis of peripheral leukocytes.
Representative gating strategy for leukocyte subsets with an emphasis on
(a) Lymphocytes and (b) Monocytes. Diluted peripheral whole blood was
subjected to RBC lysis and divided into a Lymphocyte and Monocyte
panel. Lymphocytes (a): A CD4+CD8a- population was gated from all
captured events and further assessed for the positivity for CD25. Using
fluorescence-minus-one (FMQO) stainings, the respective population was
then plotted against CD127 to identify a CD4+CD25+CD127- subset
Monocytes (b): All captured events were analyzed for the presence of
CD11b and Ly6G and were divided into CD11b+Ly6Ghigh,
CD11b+Ly6Glow and CD11b-Ly6G- The defined populations were then
regated in dot blots with fluorescence channels for MHCII and CD11b
versus side scatter (SSC). In addition, simultaneous stainings with CD11b
and F4/80 were carried out to confirm gating based on CD11b signal
versus SSC. Fluorescence from a specific antigen is given as mean
fluorescence intensity (MFI) from the respective conjugate. Absolute
counts of identified events were calculated per volume and given as
events/pL.

M3449 TH BL MO : Leukocytes

H4

L

\h Ha-UR

CO11bFITC-A

CD11b+
Ly6G-

O e
lw)

11b+
y6G-high

-

14-L|

1

@ 10 fae 107
Ly6G PCT-A

M3308 4EnLT_ Evenis M3308 480 LY - Lymphocytes

Q4-UR

10*

10*

CD4+
Lymphocytes

CDRaPCT-A
10*

@ P
reca ©D8 FITC-A

CDAFITC-A

E CD4+CD25+
Lymphocytes

10°

M3308 48h LY : CD4+ M3308 46h LY CD4+

M348 THBL MO - MHCIl on MoBocytes

MHCII+

Fressarannen,

(x10%

10°

i o
10f 10t e
MHC-Il PE-A

107

10¢
COIBFITC-A

- CD4+CD25+CD127!
Lymphocytes

CDI2TPE-A

Qf4-LL N .

T T T T 7 i
0o 100 108 o 104 10°
CD25 PCS5-A CDISPCS.5A

LAY CTRL F480 CD1...  Leukocytes

10°

CO11bFITC-A

104

HZ-UL

104
F4i20 PE-A

w0t 10?

. CD11b+

LAB CTRLF480CD11b ¢

| Events

: ‘Control
“staining

10

T T T
10t 10° 10*
CD11b FITC-A




Supplementary Figure 2
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Flow cytometric analysis of

macrophage polarization in peripheral
blood. Representative gating strategy for
monocyte-derived macrophages and the
polarization towards Arginase | and
inducible NO synthase (INOS)
metabolism. Peripheral blood was stained
with antibodies targeting extracellular
antigens (CD11b, MHCII or Ly6G, CD4 ),
fixed, permeabilized and subsequently
stained for the intracellular antigens
Arginase | and iNOS. Lymphocytes and
Granulocytes were identified based on
positivity/ negativity for CD4 and Ly6G
and morphology in the FSC-SSC. A
combinating gate with an exclusion logic
for granulocytes was defined based on
positivity for CD11b, MHCIlI and iNOS.
The respective subpopulation was then
plotted in an INOS versus Arginase |
window and the expansion of the
population towards increased Arginase |
or INOS expression was defined as
polarized activation.




