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Expanded View Figures

Figure EV1. Workflow of the bioinformatic analysis for the MELC images.

EV1 EMBO Molecular Medicine 15: 16796 | 2023 © 2022 The Authors



Anja Kolbinger et al

Imaging

7

Cluster analysis

EMBO Molecular Medicine

Mask generation
(Cell Profiler)

PrimaryObjects

(SPADE)

a e | SiglecFI
Noeo
RV B4 ’o.
% N Lo ¥ el
e
. [ ]
Poeee Y IL4
¢ o Bl ,
" GO
'S £k &
. . .' .‘ %
SiglecF *.+ e
= 7

/Single-cell phenotyping and clusterirh

(histoCAT)

i "cosr mimo DC
{ +

cells
os * Eosinophils
os
- - M2 MO
05 w
os g0
a ul

Neutrophils Yo 4.t Mastcells

a P ey, T

a8
e 5wk eem €031 vessel
Bpidermils MR

02
01
o “

tSNEL A"//

Cluster (cell type) visualization

Cellular networks
(Cytoscape)

Cm )

[fos nophi ;j)

Figure EV1.

© 2022 The Authors

4=m 24h l"M(D
j0san
1 5

|

Neighborhood analysis
(histoCAT)

12 3 4 5 6 7 8 9 1011 12 13 14 15 16 17

!

Relative distance maps

M2 MO

0 -0.5 -1

0.

EMBO Molecular Medicine  15: e16796 | 2023

EV2



EMBO Molecular Medicine Anja Kolbinger et al

48h 72h

- .~ wi i " TN g
. »
> - _—————--~.&

Zymosan M1 MO M2 MO

Figure EV2. Distribution of macrophage subpopulation 48 and 72 h after zymosan injection.

Composite MELC images 24 and 72 h after zymosan injection showing the position of the core-, PI- and the Al-regions in the tissue in regard to the localization of M1- and
M2-like macrophages (M®) and zymosan. The red dotted lines depict the area where the transition between the neighboring regions occurs.
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Figure EV3. Cellular neighborhood networks of zymosan and M2-like macrophages.
Dual centered network analysis of immune cells 24 h after zymosan injection based on the likelihood for a direct neighborhood of macrophage subtypes in regard to zymosan
and M2-like macrophages at the. Data are shown as the mean £ SEM (n =5 mice). Mice were treated with or without anti-Siglec F antibody and IL4c. The distances between

the cells in the visualization represents the statistical probability of being direct neighbors.
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