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Natural killer (NK) cells contribute to not only innate but also to
adaptive immunity by interacting with dendritic cells (DCs) and T
cells. All activated human NK cells express HLA-DR and can initiate
MHCII-dependent CD4+ T-cell proliferation; however, the expres-
sion of MHCII by mouse NK cells and its functional significance are
controversial. In this study, we show that NK–DC interactions re-
sult in the emergence of MHCII-positive NK cells. Upon in vitro or
in vivo activation, mouse conventional NK cells did not induce
MHCII transcripts, but rapidly acquired MHCII protein from DCs.
MHCII H2-Ab1–deficient NK cells turned I-Ab-positive when adop-
tively transferred into wild-type mice or when cultured with WT
splenic DCs. NK acquisition of MHCII was mediated by intercellular
membrane transfer called “trogocytosis,” but not upon DAP10/12-
and MHCI-binding NK cell receptor signaling. MHCII-dressed NK
cells concurrently acquired costimulatory molecules such as CD80
and CD86 from DCs; however, their expression did not reach func-
tional levels. Therefore, MHCII-dressed NK cells inhibited DC-in-
duced CD4+ T-cell responses rather than activated CD4+ T cells by
competitive antigen presentation. In a mouse model for delayed-
type hypersensitivity, adoptive transfer of MHCII-dressed NK cells
attenuated footpad swelling. These results suggest that MHCII-
dressed NK cells generated through NK–DC interactions regulate
T cell-mediated immune responses.

Natural killer (NK) cells have long been known to play im-
portant roles in innate immunity, but recently their con-

tributions to adaptive immunity have also been reported (1).
Following immunization or infection, NK cells migrate to drain-
ing lymphoid organs, where they interact with dendritic cells
(DCs) and/or T cells (2). By production of cytokines such as IFN-
γ and TNF-α and direct cell–cell contact, NK cells activate DCs
to induce T-cell proliferation and differentiation (3, 4). How-
ever, NK cells can also negatively regulate adaptive immune
responses (2, 5). For example, in mouse models of autoimmune
diseases such as rheumatoid arthritis and experimental autoim-
mune encephalomyelitis, depletion of NK cells by anti-NK1.1
mAb exacerbates these diseases (5). However, the molecular
mechanisms underlying negative immune regulation by NK cells
are poorly understood (5). Although conventional mouse NK
cells do not express MHCII, subpopulations of activated mouse
NK cells have been found to express MHCII (6–9), suggesting
that NK cells may directly regulate CD4+ T-cell responses. Of
note, activated human NK cells express HLA-DR and can in-
duce MHCII-dependent CD4+ T-cell proliferation (6, 10–13).
MHCII molecules are crucial for the presentation of peptides

processed from extracellular proteins to CD4+ T cells, and they
shape T-cell receptor repertoire development during T-cell
maturation and lineage commitment. The constitutive expression
of MHCII is restricted to professional antigen-presenting cells
(APCs) such as DCs, macrophages, and B cells (14). In addition
to professional APCs, basophils also express MHCII and play
a crucial role as APCs (15). MHCII expression is transcrip-

tionally regulated by the class II transactivator (CIITA) in APCs,
including basophils (14, 15). However, the regulation of MHCII
expression in murine NK cells and the mechanism by which
MHCII+ NK cells are generated remain unclear.
A wide variety of immune cell lineages communicate with each

other through direct cell–cell contact or cytokine production to
establish appropriate immune responses. Several recent studies
have shown that during direct cell–cell interactions, plasma
membrane fragments of one cell are transferred to the opposite
cell (16, 17). This phenomenon is currently called “trogocytosis”
(17, 18), and it may generate novel cell populations that result
from the interaction between two different types of immune
cells. Indeed, Wakim and Bevan have recently reported that
DC–DC interactions generate a novel DC subset, called “cross-
dressed” DCs, which acquire peptide–MHCI complexes from
donor DCs to drive memory CD8+ T-cell activation (19).
Therefore, immune responses can be regulated not only by
lineage-committed cell populations but also by cell popula-
tions generated independently of transcription, by trogocytosis.
Whether NK–DC interactions produce novel cell populations in
a similar manner has not been explored. Therefore, we in-
vestigated whether MHCII-positive NK cells could be generated
through interactions between mouse conventional NK cells and
splenic DCs, and asked whether the resulting MHCII-positive
NK cells could regulate CD4+ T-cell responses.

Results
Activated NK Cells Express MHCII Protein, Although Not the Transcript,
in Vivo.MHCII expression has been observed on human NK cells
prepared from mixed lymphocyte cultures or pathogen-infected
organs, suggesting that activated NK cells induce MHCII (10,
11). Consistent with these reports, we observed MHCII I-Ab

expression on splenic NK1.1+ cells in C57BL/6 mice injected i.v.
with the double-stranded RNA synthetic analog polyI:C, but not
in naïve mice (Fig. 1A). These NK1.1+ cells also expressed
NKG2D and DX5 (Fig. 1A), indicating that these cells were
conventional NK cells. Expression levels of MHCII on splenic B
cells and T cells were not altered by polyI:C administration (Fig.
S1). To confirm that I-Ab+ NK1.1+ cells were a single NK cell
population and not merely conjugates of NK cells and I-Ab+ cells
such as DCs, we sort-purified these cells and analyzed them by
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confocal microscopy. Fig. 1B shows that NK1.1+ cells per se
express I-Ab on their cell surface.
To explore whether I-Ab expression on NK cells depended on

transcriptional regulation, we next performed semiquantitative
PCR on mRNA from sort-purified NK cells. Unexpectedly, we
observed neither MHCII H2-Ab1 transcript nor the trans-
activator CIITA transcript in I-Ab+ NK1.1+ cells, whereas we did
detect the Klrk1 gene transcript that encodes NKG2D protein in
these cells (Fig. 1C). Thus, it appeared that the expression of
MHCII protein on NK cells occurred independently of tran-
scriptional regulation in vivo.
We next addressed whether activated NK cells express MHCII

in vitro. We purified conventional NK cells from naïve mouse
spleens and cultured them with IL-2 for 5 d. Unexpectedly, these
conventional NK cells remained MHCII-negative in vitro (Fig.
1D). Interestingly, when we labeled the cells with 5- (and 6-)
carboxyfluorescein diacetate succinimidyl ester (CFSE) and

transferred them into naïve mice, these NK cells turned MHCII-
positive in the spleens of recipient mice (Fig. 1E). Nevertheless,
we were unable to detect H2-Ab1 or CIITA transcripts in
transferred I-Ab+ NK cells purified from the spleens of recipient
mice (Fig. S2). Thus, our findings suggest that activated NK cells
become MHCII-positive in vivo, and do so by transcription-
independent mechanisms.

Activated NK Cells Acquire MHCII from DCs Through NK–DC
Interaction. To further elucidate the pathway for MHCII+ NK
cell generation, we next adoptively transferred IL-2-activated
MHCIIH2-Ab1 gene-deficient NK cells into wild-type (WT)mice.
Surprisingly, we found thatMHCII was expressed at high levels on
H2-Ab1–deficient NK cells in WT mouse spleens within 1 d of
transfer (Fig. 2A). In contrast, WT NK cells transferred into H2-
Ab1–deficient mice remained MHCII-negative (Fig. 2A). Given
that activated NK cells interact with DCs in vivo (2), we hypoth-
esized that NK cells acquire MHCII from DCs. To address this
possibility, we cocultured CFSE-labeled NK cells and splenic DCs
at a 1:1 ratio. We observed that IL-2-activated NK cells turned
MHCII-positive within 1 h of coculture (Fig. 2B). In contrast, IL-
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Fig. 1. Activated NK cells express MHCII protein but not the transcript
in vivo. (A) NK1.1 and I-Ab expression on a non-T/B-cell population in spleen
from naive or polyI:C (100 μg per mouse)-treated mice was analyzed (Left).
Expression of NKG2D (Center) and DX5 (Right) on NK1.1+ cells from sple-
nocytes was analyzed using isotype control mAbs (thin lines) and specific
mAbs (thick lines). (B) Purified I-Ab+ DX5+ cells were stained by AF488-anti–I-
Ab mAb and biotinylated anti-NK1.1 mAb, followed by DyLight 594-strep-
tavidin. (Scale bars, 5 μm.) (C) Expression of the indicated transcripts in pu-
rified splenic I-Ab+ NK1.1+ cells or NK1.1− CD11c+ cells was analyzed by
semiquantitative RT-PCR using 10-fold serially diluted cDNA templates. (D)
Splenic NK cells were purified and then cultured with IL-2 (1,000 U/mL) for
5 d, and then stained with control rat IgG2b (thin line) or anti–I-Ab mAb
(thick line). (E) NK cells cultured as described in D were labeled with CFSE
and then transferred into mice. The following day, I-Ab and NK1.1 expres-
sion level on CFSE+ cells in spleen was analyzed. Similar results were
obtained in three (A, D, and E) or two (B and C) independent experiments.
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Fig. 2. Activated NK cells acquire MHCII from DCs. (A) WT or H2-Ab1–de-
ficient NK cells prepared as described in Fig. 1E were adoptively transferred
into WT or H2-Ab1–deficient mice. The following day, NK1.1 and I-Ab ex-
pression level on CFSE+ cells in spleen was analyzed. (B) CFSE-labeled NK cells
prepared as described in Fig. 1D were cocultured with splenic CD11c+ cells at
a 1:1 ratio for 1 h. I-Ab expression on these cells was analyzed. (C) CFSE-la-
beled WT NK cells were cocultured with WT or H2-Ab1–deficient splenic DCs,
and I-Ab expression on these cells was analyzed as described in B. Similar
results were obtained in three independent experiments.
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2-activated WT NK cells remained MHCII-negative after co-
culture with H2-Ab1–deficient DCs (Fig. 2C), providing evidence
that NK cells acquire MHCII from WT DCs. The acquired
MHCII protein remained on NK cells for at least 12 h after re-
moval of DCs (Fig. S3A). Freshly isolated splenic NK cells did not
acquire MHCII protein from DCs effectively (Fig. S3B), and thus
NK cells gain this ability once activated.
Intercellular protein transfer between immune cells is mediated

by several pathways, including membrane nanotubes (transient
long-distance connections), trogocytosis (a rapid, cell contact-
dependent transfer of membrane fragment), and exosomes (se-
creted membrane nanovesicles of <100 nm) (16–18, 20). By
confocal microscopy, we could not observe nanotubes between
NK cells and DCs, but we found I-Ab-containing membrane
fragments (∼1 μm) from DCs on NK cells (Fig. 3A). Although
DCs have been reported to secrete MHCII-containing exosomes
(20), we did not detect exosomes in culture supernatants until 12 h
after incubation (Fig. S4). In contrast, MHCII-containing mem-
brane fragment transfer occurred within minutes (Fig. 3B). Fur-
thermore, MHCII acquisition was completely abrogated by
culturingNK cells andDCs in transwell plates (Fig. 3C), indicating
that acquisition was dependent upon cell–cell contact. These
results are consistent with the transfer of MHCII being mediated
through trogocytosis rather than exosome secretion.
Trogocytosis is generally thought to be triggered by receptor

signaling, and it has been reported that NK cells acquire MHCI
and MHCI-related chain B from target cells by using NK cell
receptors (NKRs) (21–23). Therefore, we conducted further
studies to determine whether NKR signaling is required for
MHCII acquisition. However, DAP10/12-deficient NK cells as
well as WT NK cells acquired MHCII from DCs (Fig. S5A). WT
NK cells also acquired MHCII from β2-microglobulin–deficient
DCs that lacked cell surface expression of MHCI, indicating that
MHCI-binding NKRs are not involved in this process (Fig. S5A).
Consistent with these results,MHCII acquisition was not inhibited
by an inhibitor of Syk family kinase, PI3K, or Src kinase (Fig. S5B).
Neither did we observe the involvement of NK effector molecules
such as perforin, IFN-γ, FasL, or TRAIL (24) in this process (Fig.
S5). Interestingly, pretreatment of NK cells or DCs with cyto-
chalasin D, an inhibitor of actin polymerization, or sodium azide,
which depletes intracellular ATP, substantially inhibited MHCII
transfer (Fig. S5B). Fixation of either NK cells or DCs with
paraformaldehyde completely inhibited MHCII transfer (Fig.
S5B). Collectively, these results suggest that activated NK cells
acquireMHCII-containingDCmembranes through a process that
is dependent on plasma membrane and actin cytoskeleton inter-
actions, but not NKR signaling or NK effector molecules.

MHCII-Dressed NK Cells Negatively Regulate CD4+ T-Cell Proliferation.
To explore whether MHCII-dressed NK cells could act as APCs

to stimulate naïve T cells, we examined whether NK cells could
also acquire costimulatory molecules from DCs by an in vitro
coculture assay. Activated NK cells acquired CD80 and CD86,
but the levels of these molecules on NK cells were minimal
(Fig. S6).
We next examined whether MHCII-dressed NK cells could

influence CD4+ T-cell responses. We performed an antigen-
presentation study using OT-II CD4+ T cells specific for
OVA323–339/I-A
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Fig. 3. Intercellular MHCII transfer is mediated by trogocytosis. (A) TAMRA-labeled NK cells cocultured with DCs were stained with AF488-anti–I-Ab mAb and
analyzed by confocal microscopy. (Scale bar, 5 μm.) (B) CFSE-labeled NK cells were cocultured with DCs as described in Fig. 2B for the indicated periods of time.
The mean fluorescence intensity (MFI) of I-Ab expression on NK cells was analyzed by flow cytometry. (C) CFSE-labeled NK cells were cocultured with DCs for
1 h together (no transwell) or separated by a semipermeable membrane (transwell). The MFI of I-Ab expression on NK cells was analyzed by flow cytometry.
Similar results were obtained in three (A and B) and two (C) independent experiments.
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DCs, I-Ab-dressed (I-Ab+) or I-Ab-negative (I-Ab−) NK cells
were sort-purified. Purified I-Ab+ NK cells did not induce naïve
OT-II CD4+ T-cell proliferation (Fig. 4 A and B), possibly due to
insufficient expression of costimulatory molecules (Fig. S6). In-
terestingly, purified I-Ab+ NK cells suppressed OT-II CD4+ T-
cell proliferation induced by DCs, whereas I-Ab– NK cells
cocultured with H2-Ab1–deficient DCs did not (Fig. 4 A and B).
Moreover, I-Ab+ NK cells suppressed IL-2 production from OT-
II CD4+ T cells more effectively than I-Ab− NK cells (Fig. 4C).
These results indicate that MHCII-dressed NK cells regulate
CD4+ T-cell responses to DCs via antigen presentation on
MHCII without sufficient costimulation.
Furthermore, we addressed whether I-Ab+ NK cells could

suppress CD4+ T-cell responses in vivo. Interestingly, I-Ab+ NK
cells significantly suppressed OT-II CD4+ T-cell proliferation
induced by DCs loaded with OVA323–339 peptides in spleen, al-
though I-Ab− NK cells did not affect the proliferation (Fig. 5 A
and B). In a mouse model for delayed-type hypersensitivity
(DTH) where activated OT-II CD4+ T cells were i.v. transferred
followed by s.c. injection with OVA323–339-loaded APCs, I-Ab+

NK cells attenuated footpad swelling (Fig. 5C) and reduced OT-
II CD4+ T-cell accumulation in the draining popliteal lymph
nodes (PLNs) (Fig. 5 D and E). Taken together, these results
suggest that MHCII-dressed NK cells suppress CD4+ T-cell
responses in vivo.

Discussion
In this study, we provide evidence that conventional murine NK
cells do not transcriptionally induce MHCII but instead rapidly
acquire MHCII protein from DCs through NK–DC interactions.
These MHCII-dressed NK cells suppress CD4+ T-cell responses
to DCs by presenting antigen–MHCII complexes without suffi-
cient costimulation, which might induce anergy in CD4+ T cells.
In addition, adoptive transfer of MHCII-dressed NK cells at-
tenuated dermal DTH. Therefore, our findings may provide
a mechanistic explanation for the negative immune regulation of
T-cell immunity by NK cells.
Several recent studies have identified NK/DC hybrid-pheno-

type cells, which have functional properties characteristic of both
NK cells and DCs (11, 25–28). IFN-producing killer DCs
(IKDCs), also called B220+ NK1.1+ DCs, were identified as
a novel DC subset harboring killer activity (27, 28). On the
contrary, more recent studies have proposed that these killer
DCs are functionally and developmentally activated NK cells (7–
9). It remains unclear whether the MHCII-dressed NK cells we
describe here are identical to the NK/DC hybrid-phenotype cells
described in previous studies (25–28), although at least IKDCs
and MHCII-dressed NK cells have similar antigenic phenotypes:
CD11c+ B220+ MHCII+ NKG2D+ CD86dull+ Gr1− (Fig. S7).
Interestingly, in a mouse model of type 1 diabetes, CD11c+

DX5+ cells, which are functionally and phenotypically similar to
MHCII-dressed NK cells, were found to negatively regulate
pathogenic T-cell activation (25). Of note, we observed that
a small population of DCs cocultured with IL-2-activated NK
cells became Ly49G2-positive (Fig. S8), suggesting that DCs
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could also acquire NK cell surface proteins. Although this ob-
servation might also account for the generation of NK/DC hy-
brid-phenotype cells described in previous studies (25, 26),
further studies will be necessary to characterize these hybrid-
phenotype cells.
In addition, we observed that activated murine NK cells ac-

quired MHCII from B cells in coculture experiments. However,
the acquisition level of MHCII on these NK cells was lower than
that on NK cells cocultured with DCs (Fig. S9), suggesting that
activated NK cells preferentially acquired MHCII from DCs.
In contrast to mouse NK cells, after activation, all human NK

cells synthesize HLA-DR as well as costimulatory molecules
including CD80, CD86, and OX40 ligand (6, 11, 12). Unlike in
humans, activation of mouse NK cells apparently does not in-
duce the endogenous expression of MHCII.
Given that many cell types store a large excess of membrane on

their cell surface (16), intercellular membrane transfer might oc-
cur frequently during immune cell–cell interactions. Recently,
DCs have been reported to acquire peptide–MHCI complexes
from distinct donorDCs and subsequently drivememory CD8+T-
cell activation (19). T cells have also been reported to acquire
CD80 and CD86 proteins from DCs by CTLA-4, thereby down-
modulating the delivery of costimulatory signals (29). Our findings
show that activated NK cells can acquire MHCII from DCs and
regulate T-cell immune responses in vitro and in vivo. Taken to-
gether, it is possible that immune cells acquire additional func-
tions and/or alter their intrinsic functions through intercellular
transfer of immune regulatory molecules such as MHCII in lym-
phoid organs. Such newly generated cell populations could play
important roles in the regulation of immune responses through
their effects on other cell types.

Materials and Methods
Further details are available in SI Materials and Methods.

Mice. C57BL/6 mice were obtained from CLEA Japan. MHCII H2-Ab1–deficient
mice (30) were kindly provided by D. Mathis (Harvard Medical School, Bos-
ton, MA). OT-II transgenic/rag-1 knockout mice were obtained from Taconic.
These mice were maintained under specific pathogen-free conditions, and
used according to the guidelines of the Institutional Animal Care and Use
Committee established at Tohoku University.

RT-PCR. Total RNA was purified from cells using Sepasol (Nacalai). Comple-
mentary DNAs were synthesized from total RNAs by using oligo(dT) primer
(Invitrogen). PCR was performed by using 10-fold serially diluted cDNA
templates, AmpliTaq poly (Applied Biosystems), and primers listed in SI
Materials and Methods.

NK–DC Interaction.Mouse splenic NK cells andDCswere prepared as described
previously (31, 32). CFSE (0.5 μM)-labeled IL-2 (1,000 U/mL)-activated NK cells
(5 × 105 per well) and splenic DCs (5 × 105 per well) were cocultured in a 96-
well flat-bottom plate for the indicated periods at 37 °C. Then cells were
stained with APC-labeled anti–I-Ab mAb (BioLegend) and analyzed on a
FACSCanto II (BD Biosciences).

Confocal Microscopy. Cells were stained with 5- (and 6-) carboxyte-
tramethylrhodamine succinimidyl ester (TAMRA; Invitrogen) or the following
mAbs: AF488-anti–I-Ab, biotinylated anti-NK1.1 mAbs, and streptavidin-
DyLight 594 (BioLegend). Then these cells were analyzed on a Carl Zeiss
LSM510 confocal laser-scanning microscope equipped with a 63× objective
lens as described previously (33).

In Vitro Antigen Presentation Assay. The antigen presentation assay was
performed as described previously (32) with some modifications. Bone
marrow-derived DCs (5 × 103 per well) and/or sort-purified NK cells (5 × 103

per well) were cocultured with CFSE (10 μM)-labeled OT-II CD4+ T cells (5 ×
104 per well) in a 96-well U-bottom plate for 3 d in the presence of OVA323–339

peptides (10 ng/mL; Abgent). CFSE fluorescence intensity of OT-II CD4+ T cells
was analyzed by flow cytometry. Production of IL-2 in the culture superna-
tant at 48 h postaddition of OT-II CD4+ T cells was measured by ELISA
(eBioscience).

In Vivo OT-II Proliferation Assay. CFSE-labeled OT-II CD4+ T cells (3 × 106 per
mouse) were adoptively transferred into B6 mice. The following day, mice
were i.v. injected with OVA323–339 (1 μg/mL)-loaded splenic DCs (3 × 106 per
mouse) or a mixture of these DCs (3 × 106 per mouse) and NK cells (3 × 106

per mouse). Two days later, mice were killed, and CFSE dilution of CD4+ Vα2+

splenocytes was analyzed by flow cytometry.

Dermal DTH. B6 mice adoptively transferred with activated OT-II CD4+ T cells
(6 × 106 per mouse) were s.c. injected with 50 μL of OVA323–339-loaded APCs
(2 × 107 per mouse) or a mixture of these APCs (2 × 107 per mouse) and NK
cells (1 × 107 per mouse) into the right footpad. The left footpads were
injected with the same cell population without OVA323–339 as controls.
Footpad thickness and infiltration of OT-II cells into PLNs were analyzed.
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