










Supplementary Figure 4

Fig. S4: Immune complexes presented by SSMs do not associate with microtubules or intermediate filaments SSMs were cultured on collagen I-coated glass, labelled
with Cy3B-immune complexes, and stained for (A) tubulin (z-position: 2 µm), (B) vimentin (z-position: 2.4 µm), and (C) nestin (z-position: 3.6 µm). Scale bars: 10 µm.
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Supplementary Figure 5

Fig. S5: Characterising polyacrylamide gels and cell morphology. (A) Collagen I-coated glass and gel substrates were stained with a fluorescent anti-collagen I antibody
and imaged with epifluorescence microscopy. The fluorescence intensity was the same across gels of different rigidity, indicating a consistent surface density of collagen I.
Data are the mean fluorescence intensities from 3 or 4 gels of each stiffness. (B) Podosome areas and (C) filopodia lengths for SSMs cultured on collagen I-coated substrates
of different stiffness. Each plain dot represents one cell and each outlined dot represents the mean value for one independent experiment (n = 2 to 23 cells per condition per
experiment, N = 3 or 4 independent experiments. Bars represent mean ± SEM.
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Supplementary Table 1: Antibodies used in this study

Antibody Clone Final conc. Supplier Cat. No. Assay
CD45-AF647 30-F11 0.05 µg/ml Biolegend 103123 Flow cytometry/Imaging
CD169-FITC 3D6.112 0.05 µg/ml Biolegend 142405 Flow cytometry/Imaging
CD11b-PE/Cy7 M1/70 0.04 µg/ml eBioscience 25-01112-81 Flow cytometry
CD11c-APC/Cy7 N418 0.04 µg/ml Biolegend 117323 Flow cytometry
F4/80-Pacific Blue BM8 0.05 µg/ml Biolegend 123123 Flow cytometry/Imaging
CD45-APC/Cy7 30-F11 0.05 µg/ml Biolegend 103115 Flow cytometry
Rat IgG2a-FITC iso ctrl eBR2a 0.05 µg/ml eBioscience 11-4321-71 Flow cytometry/Imaging
Rat IgG2a-Pacific Blue iso ctrl RTK2758 0.05 µg/ml Biolegend 400527 Flow cytometry/Imaging
Rat IgG2a-APC/Cy7 iso ctrl RTK2758 0.04 µg/ml Biolegend 400523 Flow cytometry
Rat IgG2b-AF647 iso ctrl RTK4530 0.05 µg/ml Biolegend 400626 Flow cytometry/Imaging
Rat IgG2b-PE/Cy7 iso ctrl RTK4530 0.04 µg/ml Biolegend 400617 Flow cytometry
Rat IgG2b-APC/Cy7 iso ctrl RTK4530 0.05 µg/ml Biolegend 400623 Flow cytometry
Arm. Hamster-APC/Cy7 iso ctrl HTK888 0.04 µg/ml Biolegend 400927 Flow cytometry
CD11b-biotin M1/70 0.05 µg/ml BD 553309 Imaging
CD16/32 (labelled in-house) 2.4G2 0.05 µg/ml BD 553142 Imaging
CD11c-BV605 N418 0.05 µg/ml Biolegend 117333 Imaging
CD68-AF488 FA11 0.05 µg/ml Biolegend 130712 Imaging
CD209b (labelled in-house) eBio22D1 0.05 µg/ml Invitrogen 14-2093-81 Imaging
Collagen I (labelled in-house) COL-1 0.05 µg/µl Invitrogen PA-95137 Imaging
FDC-M1 FDC-M1 see methods BD 551320 Cell enrichment
Rat IgG2c, k iso ctrl A23-1 see methods BD 553982 Cell enrichment
Biotin anti-Rat Ig, κ MRK-1 see methods BD 553871 Cell enrichment
Goat anti-mouse κ IgG polyclonal see methods SouthernBiotech 1050-01 Immune complex
Donkey anti-goat IgG (H+L) polyclonal see methods Jackson 705-005-147 Immune complex
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Supplementary Table 2: Inhibitors used in this study

Inhibitor Target Final conc. Supplier Cat. No.
Mycalolide B Actin severing 3 µM Santa Cruz SC-358736
Jasplakiolide (SiR-Actin) Actin stabilisation 100 nM Spirochrome SC001:SiR-actin kit
CK-666 Arp2/3 100 µM Sigma SML0006
SMIFH2 Formin FH2 domain 20 µM Merck 344092
Y-27632 Rho-associated protein kinase 1 µM Cambridge Bioscience SM02-1
(S)-nitro-blebbistatin Non-muscle myosin II ATPase 100 µM Cambridge Bioscience CAY24171
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Supplementary Table 3: Polyacrylamide gel rigidities measured by atomic force microscopy
(AFM)

% Acrylamide % Bis-Acrylamide Young’s modulus (kPa) (mean ± SEM) No. gels measured
4.96 0.05 1.88 ± 21.3 2
5.56 0.27 16.25 ± 0.77 2
7.06 0.20 24.24 ± 0.65 2
9.91 0.43 176.85 ± 0.21 2
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Movie S1.
Raw epifluorescence timelapse of Cy3B-labelled immune complexes diffusing in the plasma membrane of a mouse subcapsular
sinus macrophage expressing Lifeact-GFP. The still images in Figure 3, B and C, are taken from this movie. Image size: 252 x
69 pixels, pixel size: 110 nm.

Movie S2.
Raw epifluorescence timelapse of Cy3B-labelled immune complexes diffusing in the plasma membrane of a mouse subcapsular
sinus macrophage treated with mycalolide B. Image size: 90 x 90 pixels, pixel size: 110 nm.

Movie S3.
Raw epifluorescence timelapse of Cy3B-labelled immune complexes diffusing in the plasma membrane of a mouse subcapsular
sinus macrophage treated with fluorogenic jasplakinolide (SiR-Actin). Image size: 180 x 90 pixels, pixel size: 110 nm.
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