Soluble CD83 regulates dendritic cell-T cell immunological synapse formation by disrupting Rab1a-mediated F-actin rearrangement
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Supplementary Figure Legend
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FIGURE S1│The expression of sCD83 protein was detected by SDS-PAGE (A) and Western blot (B). sCD83 were purified and detected by SDS-PAGE and Western blot, M: marker,1: sCD83 protein. 
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FIGURE S2| The CD4+ T cells and CD11c+DC in the lymph nodes of EAU and sCD83 treated EAU mice. (A) CD4+ T cells (red) and CD11c+ DC lymphocyte subpopulation (green) in the lymph nodes of EAU, and sCD83 treated EAU mice were detected by immunofluorescence. Nucleus is blue. Bar=20µm. (B) the percentage of DC-T contact were found in the lymph nodes of EAU and sCD83 treated EAU mice. Three visual fields/group, and twenty DCs/ field were selected to evaluate whether they can contact with T cells. Data are shown as mean±SEM. ***p< 0.001.
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FIGURE S3│ The effect of sCD83 on T cells. (A) After sCD83 treated T cells, the expression of CD69 and Ki67 in T cells and (B) the percentage of DC-T contact in DCs were not significantly different from these without treatment. Data are from three separate experiments.
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FIGURE S4│The effect of cytochalasin D and F-actin on DC and T cell contact. (A) The percentage of DC-T contact in cytochalasin D-treated-DCs and PBS-treated- DCs (control). (B) The distribution and expression of F-actin and MHC-II at cytochalasin D-treated-DC-T contacts and control group. (C) The percentage of DC-T contact in F-actin overexpressed DCs and empty plasmid-transfected DCs (control). (D) The distribution and expression of F-actin and MHC-II at F-actin overexpressed DCs-T contacts and control group. Bar=5μm. Nucleus is blue. Data of (A-D) are from three separate experiments and shown as mean±SEM. *p<0.05, **p <0.01, ***p< 0.001. Nucleus is blue. Bar=5μm.  
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FIGURE S5│The effect of shRNA-Rab1a on the expression of Rab1a in DC. With shRNA-Rab1a or NC treatment, the expression of Rab1a were detected by western blot and analyzed by image J. Data are shown as mean±SEM. ***p< 0.001.

[image: image6.png]Soluble CD83 regulates dendritic cell-T cell immunological synapse
formation by disrupting Rab1a-mediated F-actin rearrangement

L2

M A

The effect of sCD83 on EAU The effect of sSCD83 on DC-T contact

\/

\

the percentage of DC and T cells || % of DC-T contact
in the eyes and lymph nodes

the expression of F-actin

and MHC-Il in DCs

The mechinasm of sCD83 on DC-T synapse
formed with F-actin and MHC-II

v Y

the effect of sSCD83 on Rab1a sCD83 disrupts F-actin in DCs
through Rab1a

SCD83 influnce the expression and
localization of MHC-Il in DCs, and DC-T contact
through Rab1a medicated F-actin

v v

v

the expression and location of Rab1a silenced or overexpression of Rab1a
to detect the effect of sCD83 on

and LRRK2

silenced or overexpression of Rab1a to
detect the effect of sSCD83 on

the expression and localization of F-actin| the expression and localization of MHC-II

in DCs and DC-T contact

M ci DC-T contact





FIGURE S6│The design and schematic diagram of this article. (A) The roadmap of the experiment in this manuscript. (B) The model of sCD83 regulated DC-T synapse, which were formed with F-actin and MHC-II, by inhibiting Rab1a-GTP.
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FIGURE S7│The effect of MD-2 on F-actin arrangement in DC. (A) With shRNA-MD-2 or NC treatment, the expression of MD-2 were detected by western blot, and (B) the distribution of F-actin (green) in DC2.4 cells were measured by confocal microscopy (left panel). The expression of F-actin in shRNA-MD-2 treated DC compared with NC treated DC (right panel). Bar=5μm. Nucleus is blue. Data are from three separate experiments. Data are shown as mean±SEM. ***p< 0.001.


