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Figure 1. CCR4 contribution in the expansion of Th2 cells and Th17 cells in the regional lymph nodes of atopic dermatitis
mice. (A) Count of Th2 cells and Th17 cells in the regional LNs of atopic dermatitis mice on days 12. IL-4+ CD4+ Th2
cells and IL-17A+ CD4+ Th17 cells were analyzed by flow cytometry using the CD45 gate. Data represent the mean +
S.E. of results from six mice. (B) The mRNA expression of CCL17 and CCL22 in the regional lymph nodes of atopic
dermatitis mice were analyzed by real-time PCR. Data represent the mean + S.E. of results from at least three independent
experiments. (C) lymph node sections from atopic dermatitis mice on day12 were double stained for CCL22 (green) and
CDlIc (red) or for CCL22 (green) and IL-4 (red). Representative results from at least three independent experiments are
shown. Scale bar is 10 um. (D) The number of CCL22+ DC-IL-4+ Th2 cell interactions per one double-stained lymph
node section was counted. Data represent the mean + S.E. of results from at least three independent experiments. (E) In
vitro expansion of Th2 cells and Th17 cells in coculture with CD11c+ DCs. CD11c+ DCs and CD4 + T cells were isolated
from the regional lymph nodes of atopic dermatitis mice on day 12, and they were cocultured in the presence or absence
of compound?22. IL-4 + CD4+ Th2 cells and IL-17A+ CD4+ Th17 cells were analyzed by flow cytometry using the CD45
gate. Data represent the mean + S.E. of results from 12 mice. *P < (0.05. **P < 0.01.
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Figure 2. The effect of Compound22 in MC903-induced atopic dermatitis mice. atopic dermatitis -like skin inflammation
was induced by M903 treatment, and the skins were treated with Compound 22 every day. (A) Representative pictures of
ear skin lesions. (B) HE staining of skin lesions. Scale bar is 100 um. (C) Measurement of epidermal thickness from HE
staining images of skin samples. Data represent the mean = S.E. of results from three mice. (D) TB staining of skin
sections. Scale bar is 50 um. (E) Count of inflammatory cells in the dermis of atopic dermatitis mice. Inflammatory cells
were counted in five random fields of each HE staining image under the optical microscope at x400 magnification. Data
represent the mean = S.E. of results from three mice. (F) The protein expression levels of TSLP, CCL17, CCL22, IL-4,
IL-17A, IL-33, and TNF-a in the skin lesions on day 12 were measured by ELISA. Data represent the mean £+ S.E. of
results from five mice for normal group and 15-20 mice for other groups. *P < 0.05. **P < (.01.
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