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SUPPLEMENTARY FIG. S1. Gating strategy for Figure 1. Splenocytes were gated for dimension and for positivity to
the different markers representing different cell populations. (A) B cells, (B) Macrophages, (C) DCs (D) Neutrophils, (E) T
cells. Cells that have internalized MIS416-PE microparticles were identified as PE positive. The bottom left panel represent
cells positive for MIS416-PE, where the uptake experiment was conducted at 4°C. The bottom right panel represents a 37°C
sample. DC, dendritic cell; PE, phycoerythrin.
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SUPPLEMENTARY FIG. S1. (Continued).
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SUPPLEMENTARY FIG. S1. (Continued).
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SUPPLEMENTARY FIG. S2. Results from Q-RT-PCR of mRNA levels of IL10r1, Stat3, Bim, and Minor. BMDCs
were treated with MIS416 for 24, 48, 72, or 96 h and the mRNA levels of the different target genes (IL10r1, Stat3, Bim, and
Minor) were compared with the untreated sample at the same time point. The relative level of expression for all the
candidate genes was set to 1 for the untreated sample. Relative quantification was achieved using Gapdh as a reference
gene. Error bars represent SEM. Results that are not significant are marked with ns, whereas significant results are marked
with * depending on the P values (*P<0.05, **P<0.005, ***P <0.0005). This experiment was repeated three times.
BMDC, bone marrow-derived dendritic cell.
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SUPPLEMENTARY FIG. S3. Average expression stability for reference genes. (A) DCs were treated with a scrambled
siRNA sequence (transfected with RNAIMAX), MIS416, or LPS overnight. Analysis by Q-RT-PCR was performed and
results were normalized to the expression of different genes in untreated samples (value set to 1) to compare results. Error
bars represent SEM. These experiments were repeated twice. (B) Average expression stability values (M) of candidate
reference genes by geNorm analysis. DCs were treated with MIS416 and with PBS and RNA was extracted. Analysis by Q-
RT-PCR was performed on cDNA generated from total RNA extracted from the cells. The highest M values characterize
genes with the least stable expression, indicative of a less optimal reference gene.
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SUPPLEMENTARY FIG. S4. Cytokine expression and OT-1 proliferation in response to treatment with MIS416 or
MIS416-SS-siRNA conjugates. (A) Graph of ELISA assays of IL-10 cytokine levels in BMDCs at 6, 12, and 24 h following
treatment with MIS416, MIS416-SS-Stat3_siRNA, MIS416-SS-control_siRNA, or no treatment. (B) Graph of OT-1 T cell
proliferation following treatment for 24 h with MIS416 + SIINFEKL, MIS416-SS-Stat3_siRNA + SIINFEKL, MIS416-SS-
Control_siRNA + SIINFEKL, or no treatment. (C) Graph of TNFa cytokine levels following treatment of BMDCs for 6 or
12h with MIS416, MIS416-SS-Stat3_siRNA, MIS416-SS-control_siRNA, or no treatment. In all graphs, error bars rep-
resent SEM, and results designated with * were significant (P <0.05). Experiments were repeated three times.



SUPPLEMENTARY TABLE S1. PRIMERS USED IN THIS STUDY

Primer Sequence Reference
BIM (BCL2LI11) forward CGACAGTCTCAGGAGGAACC [S1]
BIM (BCL2LI11) reverse CATTTGCAAACACCCTCCTT [S1]
STAT3 forward GGATCGCTGAGGTACAACCC [S2]
STAT3 reverse GTCAGGGGTCTCGACTGTCT [S2]
B2M forward ATTCACCCCCACTGAGACTG [S3]
B2M reverse TGCTATTTCTTTCTGCGTGC [S3]
B-actin (ACTB) forward CTACAATGAGCTGCGTGTGG [S4]
B-actin (ACTB) reverse GGTCTCATGGATACCACAGG [S4]
YWHAZ forward ACTTGACATTGTGGACATCGGATAC [S5]
YWHAZ reverse GTTGGAAGGCCGGTTAATTTTC [S5]
RPL32 forward AACGTCAAGGAGCTGGAAGTG [S6]
RPL32 reverse GGCTTTGCGGTTCTTGGA [S6]
Minor forward AGCAGCTTAAAGGACCACCA [S7]
Minor reverse GGGTGTCAAGGAAGAGCTTG [S7]
IL10r1 IL10ra forward AGGCAGAGGCAGCAGGCC [S8]
IL10r1 ILI0ra reverse TGGAGCCTGGCTAGCTGGTCACAGTAGGTC [S8]
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