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Abstract
MicroRNAs (miRNAs) are evolutionarily conserved small non-coding RNAs that repress target
genes at post-transcriptional level. Langerhans cells (LCs) are skin-residential dendritic cells
(DCs) with a life cycle distinct from other types of DCs. miRNA deficiency interrupts the
homeostasis and function of epidermal LCs, suggesting the critical roles of miRNAs in LC
development and function. However, the roles of individual miRNAs in regulating LC
development and function remain completely unknown. miRNA miR-150 is highly expressed in
mature lymphocytes, and regulates T and B cell development and function. Here, we reported that
miR-150 is also expressed in epidermal LCs and its expression is significantly down-regulated
during in vitro LC maturation. Using a miR-150 knockout mouse model, we found that lack of
miR-150 reduces the capacity of LCs to cross-present a soluble antigen to antigen-specific CD8+

T cells, but does not disturb the development, maturation, migration and phagocytic capacity of
LCs. Thus, our data indicate that miR-150 is required for LC cross-presentation.
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Background
MicroRNAs (miRNAs) are evolutionarily conserved small non-coding RNAs and repress
their target genes posttranscriptionally. Emerging evidence suggests that miRNAs-mediated
interference is an important regulatory pathway for various biological processes, including
skin development and skin diseases (1–3). In the past few years, the cell lineage-specific
changes of miRNA expressions have been identified during the differentiation of
hematopoietic stem cells (HSCs), suggesting that miRNAs could be key regulators of
immune cell development and function (4, 5). We and others recently reported that deletion
of Dicer, the enzyme required for processing mature miRNAs, in specific immune cell
lineages results in defective development and function in T, B, NK and NKT cells (4–6).
Langerhans cells (LCs) are skin-residential dendritic cells (DCs) with a life cycle distinct
from other types of DCs. LCs have the ability to traffic peripherally acquired antigens to
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skin-draining lymph nodes (LNs), where they present processed antigens to T cells and to
initiate adaptive immune responses or immune tolerance (7–9). The mechanisms involved in
LC homeostasis and immunological functions are still not clear. A recent study showed that
DC-specific Dicer deletion interrupted the homeostasis and function of LCs, but not other
types of DCs (10), suggesting the specific roles of miRNAs on LC development and
function. However, the roles of individual miRNAs in regulating LC development and
function are still completely unknown. miRNA miR-150 is highly expressed in resting
mature lymphocytes, but not in their progenitors (11, 12). Using gain-of-function and loss-
of-function mouse models, we and others reported that miR-150 regulate the development of
B cells, NK, and NKT cells (13–15). It’s unclear whether miR-150 is also expressed in LCs
and involved in LC development and function.

Questions addressed
To test if LCs express miR-150 and whether lack of miR-150 affects LC development and
function.

Experimental design
See supporting information.

Results
We found that miR-150 is expressed in freshly-isolated epidermal LCs, even though the
expression level is lower than that of bone marrow-derive DCs (Fig. 1a). Most interestingly,
expression level of miR-150 was significantly down-regulated (3-fold reduction) during in
vitro LC maturation. To test the potential role of miR-150 in epidermal LC development and
homeostasis, epidermal cell suspensions prepared from miR-150KO and wild-type (WT)
mice were stained with anti-Langerin and anti-MHCII antibodies. As shown in (Fig. 1b), the
percentage of epidermal LCs was comparable between miR-150KO and WT mice,
indicating miR-150 is not critically required for normal LC development. Epidermal LCs are
immature skin-residential DCs. When matured, LCs highly express co-stimulatory
molecules including MHCII, CD80, and CD86, which is necessary for the stimulation of T
cells (7–9). Given the down-regulation of miR-150 expression during the maturation of LCs,
we next tested if lack of miR-150 can enhance LC spontaneous maturation. The frequencies
of CD86- and CD80-expression LCs in freshly-prepared LCs were comparable between
miR150KO and WT mice (Fig. 1c), suggesting that lack of miR-150 did not promote the
spontaneous maturation of LCs The expression of these maturation makers were further
evaluated after LCs were in vitro cultured for 48 hours to induce their maturation. The
frequencies of CD86 and CD80 as well as their relative expression levels in LCs appeared
similar comparing miR-150KO with WT mice (Fig. 1d). Thus, lack of miR-150 did not
affect LC maturation during in vitro maturation. In addition, no significant differences of LC
frequencies or numbers after 48h culture were identified comparing miR-150KO with WT
control mice (Fig. S1), further suggseting that loss of miR-150 did not affect the survival or
homeostasis of LCs.

Like other types of DCs, LCs acquire and process antigens in skin, and subsequently migrate
into skin draining LNs to present antigens to T cells, leading to the induction of immunity or
tolerance (7–9). As shown in (Fig. 1e), no significant differences of LC phagocytic
capacities were detected comparing miR-150KO with WT mice. We further assessed the in
vivo antigen capture and migration capability of LCs in miR-150KO mice after FITC
painting. There are at least 3 distinct skin DC subsets based on the differential expressions
of EpCAM and Langerin, and epidermal LCs are Langerin+EpCAM+ DCs (16). The
frequencies of FITC+Langerin+EpCAM+ migrated LCs in LNs were comparable between
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WT and miR-150KO mice (Fig. 1f). Thus, miR-150 is not critically required for in vivo LC
antigen capture and migration to drain LNs. We also analyzed the Langerin+EpCAM− DC
population in LNs for the FITC expression. However, few Langerin+EpCAM− cells were
FITC positive, and there was no significant difference between KO and WT mice.

Recent studies indicate that LCs can also cross-present soluble exogenous antigens and
cellular antigens from the epidermis to CD8+ T cells (17, 18). Loss of LCs confers a larger
deficit in the responding CD8+ T cells compared to the loss of the CD8+ DCs (19). Although
miRNA-deficient LCs from Dicer.KO mice could properly stimulate CD8+ T cells (10), it
could not rule out the possibilities that specific miRNAs are involved in LC-mediated cross-
presentation, as overall deleted miRNAs in Dicer.KO mice could include miRNAs that both
positively and negatively regulate LC cross-presentation. To investigate if miR-150 is
involved in LC cross-presentation process, epidermal LCs pulsed with ovalbumin were co-
cultured with antigen-specific CD8+ or CD4+ T cells from OT-I/OT-II mice for 3 days. As
shown in Fig. 2, LCs from miR-150KO mice showed significantly decreased capacity of
stimulating antigen-specific CD8+ T cell proliferation (Fig. 2a) and IFN-γ production (Fig.
2b) compared to LCs from WT mice. Interestingly, their capacity of stimulating antigen-
specific CD4+ T cells was not significantly changed (Fig S2). Thus, miR-150 is required for
normal LC cross-presentation to CD8+ T cells.

Conclusions
MiRNA miR-150 is expressed in epidermal LCs and its expression is significantly down-
regulated during in vitro LC maturation. Lack of miR-150 interrupts the capacity of LCs to
cross-present a soluble antigen to antigen-specific CD8+ T cells, but does not disturb the
development, maturation, migration and phagocytic capacity of LCs. To the best of our
knowledge, this is the first identified miRNA that positively regulates LC cross-presentation.
The exact antigen-processing mechanisms that lead to cross-presentation in DCs/LCs are
still incompletely understood. Further identification of miR-150 downstream targets
involved in LC cross-presentation may illuminate new underlying molecular mechanisms,
which will help to develop new intervention strategies for LCs-related therapies.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1. miRNA miR-150 is not required for LC development, maturation, antigen-uptake, and
migration
(a) TaqMan real-time PCR analysis of miR-150 expression in epidermal LCs and bone
marrow-derive DCs (BMDCs). BMDCs and freshly isolated epidermal LCs enriched with
anti-MHCII-PE and anti-PE beads using the AutoMACS were sorted by a FACSAria™II
Cell Sorter (CD11c for BMDCs, CD45.2 and MHCII for LCs). For mature LCs, epidermal
cells were cultured for 60h, and then autoMACS-enriched LCs were sorted to get mature
LCs (CD45.2+MHCIIhigh). Total RNAs of sorted LCs and BMDCs were extracted and
miR-150 expression was detected using TaqMan® MicroRNA Assays. snoRNA135 was
used as an endogenous control. (b) miR-150 is not required for ontogeny of epidermis LCs.
Epidermal cell suspensions prepared from ears and trunk skin of miR-150KO and WT mice
were stained with anti-Langerin and MHCII antibodies and analyzed by flow cytometry.
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Data are representative of 3 independent experiments, 2–4 mice/experiment. (c) miR-150 is
not required to maintain the pool of immature LCs in the epidermis. The frequencies of
CD80- and CD86-positive cells in gated LCs shown in Fig. 1b were comparable between
miR-150KO and WT mice. (d) miR-150 is not an essential factor to control in vitro
epidermal LC maturation. Epidermal cell suspensions were cultured in complete culture
medium for 48h, then stained with anti-CD45.2, MHCII, CD80, CD86 antibodies, and
analyzed by flow cytometry. (e) LCs from miR-150KO mice uptake FITC-Dextran
normally. Epidermal cell suspension of miR-150KO and WT mice were incubated with 0.25
mg/ml FITC-Dextran for 45 min at 37°Cor 4°C (served as a control), then stained with anti-
MHCII and anti-CD45.2 antibodies. The percentage of FITC+ cells in gated
CD45.2+MHCII+ LCs was determined. (f) Lack of miR-150 did not affect the migration of
LCs in vivo. miR-150KO and WT mice were painted with 200ul 5mg/ml FITC in acetone/
dibutylphthalate (1:1), and 24 hrs later the draining LNs were collected. LN cells were then
stained with anti-Langerin and anti-EpCAM. The percentage of migrated FITC+ LCs was
analyzed on gated Langerin+ and EpCAM+ LCs.
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Figure 2. miRNA miR-150 is required for LC cross-presentation
(a) Epidermal cell suspensions from miR-150KO and WT mice pulsed with 0.5 mg/ml
ovalbumin protein overnight. After extensive washing, cells were further cultured for 36h.
LCs from cultured epidermal cells were first enriched by AutoMACS and then sorted by a
FACSAria™II Cell Sorter (the purity of LCs was close to 99%). Sorted LCs were co-
cultured with 2.5 × 104 antigen-specific CD8+ T cells from OT-I mice for 3 days.
Incorporation of radioactivity during the last 16h of culture was measured. Data are
representative of 3 independent experiments, 3–4 mice/experiment. (b) The supernatant
from LC/CD8+ T cell co-culture was collected after 48h culture, and the IFNγ production in
the co-culture supernatant was analyzed by ELISA. Data are representative of two
experiments.
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