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Figure 9. Effects of modified Foxp3 mRNA in IL-17A knock-out mice. IL-17A-/- mice were 

sensitized and challenged with OVA in the presence or absence of modified Foxp3 mRNA 

during the challenge phase (n = 5 mice/group). (A) Tissue inflammation and goblet cell 

metaplasia analyzed on H&E- and PAS-stained lung sections. Representative micrographs 

are shown (200x magnification, H&E; 400x, PAS). (B) Differential cell counts after cytospin 

preparation: the absolute number of neutrophils, lymphocytes or eosinophils in 1ml of BAL 

are shown. (C) Expression of Th2 cytokines (IL-4, IL-5 and IL-13), Th17 cytokines (IL-17A 

and IL-23), and IL-10 in BAL by ELISA. Levels of total IgE in serum (D) and airway 

remodeling markers in BAL (E) by ELISA. (B-E) *P ≤ 0.05, **P ≤ 0.01, ***P ≤ 0.001 for OVA + 

Foxp3 relative to OVA-treated controls. Data are mean ± SD. 

 

Supplemental Figure 1. Gating strategy and flow cytometric analysis. (A) Lymphocytes 

were gated based upon expression of CD4 and CD25, to identify Foxp3 expression in the 

total CD4+, CD4+CD25+ and CD4+CD25- fractions. (B) Flow cytometric analysis quantifying 

the percent increase in Foxp3 expression relative to the starting value in CD4- cells (n = 6 

mice/group). (C) Suppression of CFSE-labeled Tresp cells in vitro either with or without 

transfection of modified Foxp3 mRNA, and percent increase in suppression following Foxp3 

mRNA delivery. In vitro studies performed in triplicate and repeated in three independent 

experiments. (D) Percent increase in 3xFLAG-Foxp3 expression relative to starting value in 

various cell types by flow cytometry (n = 5 mice/group). (B, D) Values calculated as: (‘% 

Foxp3 in a given cell type (x) for Foxp3 mRNA-injected mice’ - ‘% Foxp3 in cell type x for 

PBS injected mice’) / ‘% Foxp3 in cell type x for PBS injected mice’ * 100. According to this 

calculation, PBS-injected mice show an increase of 0% for all cell types. *P ≤ 0.05, **P ≤ 

0.01, ***P ≤ 0.001 relative to PBS-injected mice or for the indicated comparisons between 

plotted groups. Data are represented as means ± SD.  
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Supplemental Figure 2. Injection schedule in OVA-induced model of allergic asthma. 

Timing of allergen sensitization and challenge, vector administration and endpoint 

assessment is depicted. 

 

Supplemental Figure 3. Modified Foxp3 mRNA decreases IL-17A expression by CD4+ 

cells. BALB/c mice were administered either PBS or modified Foxp3 mRNA i.t. and 

monitored for the percent of CD4+IL-17A+ cells at 24 hours by intracellular cytokine staining 

(A). Representative dot plots for each group are shown (B). n = 5 mice / group. 

 



Supplemental Figure 1

A C

B D



Supplemental Figure 2



Supplemental Figure 3

A B




