
Supplemental Fig. 1. MHC-II ubiquitination mutant DCs make inefficient conjugates with

CD4 T cells.

Purified spleen DCs isolated from WT and MHC-II K225R mutant mice DCs were pulsed

with 20 g/ml OVA protein for 3 hr, washed, and cultured with OT-II CD4+ T cells for 30 min.

Conjugates were fixed and stained with APC-CD3 mAb and e450-MHC-II mAb for analysis by

confocal immunofluorescence microscopy. Conjugates was scored by a blinded observer, and the

percentage of cells with significant amounts of conjugates was calculated.



Supplemental Fig. 2. Analysis of mixed bone marrow chimeric mice.

(A) Mixed BM chimeric mice were generated by reconstitution of irradiated CD45.1+

mice with a 1:1 mixture of BM cells from CD45.1+ B6.SJL mice and BM cells from either

CD45.2+ WT or MHC-II K225R ubiquitination mutant donors. The chimerism from chimera 1

(SJL:B6) or chimera 2 (SJL:MHC-II K225R) was determined 8-12 weeks post reconstitution by

FACS analysis. (B) Purified spleen DCs from chimeric mice were subjected to additional

separation into CD45.2+ DCs (using anti-CD45.2 microbeads; Miltenyi Biotech) and CD45.1+

DCs (the flow-through from the anti-CD45.2 microbead column). Representative FACS

experiment of total spleen cells, gated on CD11cHi cells, examining DC chimerism and purity

(based on CD45.1 and CD45.2 expression).



Supplemental Fig. 3. Maturation reverses the gene expression differences between MHC-II

K225R and wild-type DCs.

Volcano plot showing the differentially expressed genes from activated cDCs (both CD8- and

CD8+ cDCs) isolated from spleens of WT and MHC-II K225R mutant mice. The DCs were

activated by culture with LPS for 16 hr prior to scRNA-Seq analysis. Gray dots indicate non-

significant genes. X and Y axes show log2 fold change and 10 p-value, respectively.

Thresholds are shown as dashed lines.



Supplemental Table 1. PANTHER analysis of gene expression differences between MHC-II

K225R and wild-type DCs.

Overrepresentation Analysis with PANTHER. The results from PANTHER show the number of

pathway related genes in the mouse genome, the number of pathway genes found in the

differentially regulated subset, the expected number of pathway genes in the subset, fold change

of discovered genes over expected genes, and the raw and adjusted p-values (i.e. FDR).


