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Vaccination strategy that induce ef�cient antibody responses polytopically in most lymph
nodes (LNs) against infections has not been established yet. Because donor-speci�c
blood transfusion induces anti-donor class I MHC antibody production in splenectomized
rats, we examined the mechanism and signi�cance of this response. Among the donor
blood components, T cells were the most ef�cient immunogens, inducing recipient T cell
and B cell proliferative responses not only in the spleen, but also in the peripheral and gut
LNs. Donor T cells soon migrated to the splenic T cell area andthe LNs, with a temporary
signi�cant increase in recipient NK cells. XCR1C resident dendritic cells (DCs), but not
XCR1� DCs, selectively phagocytosed donor class I MHCC fragments after 1 day. After
1.5 days, both DC subsets formed clusters with recipient CD4C T cells, which proliferated
within these clusters. Inhibition of donor T cell migrationor depletion of NK cells by
pretreatment with pertussis toxin or anti-asialoGM1 antibody, respectively, signi�cantly
suppressed DC phagocytosis and subsequent immune responses. Three allogeneic
strains with different NK activities had the same response but with different intensity.
Donor T cell proliferation was not required, indicating that the graft vs. host reaction
is dispensable. Intravenous transfer of antigen-labeled and mitotic inhibitor-treated
allogeneic, but not syngeneic, T cells induced a polytopical antibody response to
labeled antigens in the LNs of splenectomized rats. These results demonstrate a
novel mechanism of alloresponses polytopically in the secondary lymphoid organs
(SLOs) induced by allogeneic T cells. Donor T cells behave asself-migratory antigen
ferries to be delivered to resident XCR1C DCs with negligible commitment of migratory
DCs. Allogeneic T cells may be clinically applicable as vaccine vectors for polytopical
prophylactic antibody production even in asplenic or hyposplenic individuals.
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INTRODUCTION

For vaccination against infectious agents, e�cient antigen
delivery to sites of T cell priming within the recipient
secondary lymphoid organs (SLOs) is crucial for the successful
production of neutralizing antibodies (1). As dendritic cells
(DCs) are professional antigen presenting cells, the targeting of
antigens to DCs has been investigated extensively as therapeutic
vaccines (2, 3).

Major sites of immune response after vaccination are generally
the spleen and regional LNs. Because the spleen is crucial for
antibody production against antigens in the blood, patients with
an absent or dysfunctional spleen are at increased risk of severe
infection. Intense vaccination against encapsulated bacteria and
pandemic viruses as well as prophylactic antibiotics therapy are
strongly recommended for splenectomized patients (4), and the
development of a vaccination method for these patients that
induces an e�cient antibody response in other SLOs is a clinically
important issue. Since a normal young adult body contains up to
450 LNs (5), the antigen targeting to DCs polytopically in most
LNs would be able to promote intense antibody production.

However, systemic induction of an antibody response in
LNs throughout the body is very di�cult. Antigens enter the
regional LNs generally via the draining lymphatics from the
peripheral organs and, consequently, the immune response
is only induced locally (6). The exception is live vaccines,
which act similar to natural infection, rapidly replicating and
disseminating throughout the vascular network and launching
multiple immune response foci in the SLOs that drain the
target organs (1). In contrast, entry of soluble antigens from
the blood via the high endothelial venules (HEVs) hardly
occurs (7). There has been one report of an antigen and OTII
cell response in the peripheral and mesenteric LNs following
intravenous (i.v.) administration of soluble FITC-labeled OVA
into mice that received OTII cells in advance (8). However, the
molecular weight of OVA is low, 43 kDa, and this protein antigen
may have entered the a�erent lymph from the periphery and
accumulated in the regional LNs in the same fashion as other
plasma proteins (9). In addition, the immunogenicity of OVA is
weak and only detectable by enhanced detection methods using
OTI or OTII cells, and additional strong adjuvant would be
necessary (10).

In a steady state, only DC precursors seeding the SLOs (11)
and mouse plasmacytoid DCs (12, 13) can home to the LNs.
Previously, we demonstrate the presence of a unique immature
DC population in the liver (14, 15) and bone marrow (14) that
can transmigrate through the blood vessel wall to the SLOs. We
de�ne these cells as immature DCs that can perform blood-borne
migration through the blood vessel wall of the SLOs. In contrast,
when mature splenic DCs (16, 17) or allogeneic lymph DCs (18–
20) are transferred i.v., these cells are almost completely excluded
from SLOs other than the spleen. DCs in the peripheral organs
can only enter the regional LNs via the a�erent lymphatics (21).
Thus, designing DC-targeted non-live vaccines or antigen-pulsed
DCs that are able to induce polytopical antibody production in
the SLOs by i.v. administration has been almost impossible, and
to the best of our knowledge no report is yet available.

Donor-speci�c transfusion (DST), which simply transfuses
fresh donor blood i.v. prior to transplantation, is one of the
tolerance-inducing protocols used in not only experimental (22),
but also clinical (23) transplantation. Recently, we demonstrated
that a single DST e�ciently induces a helper T cell-dependent
anti-donor class I MHC (MHCI) antibody-forming cell and
donor-speci�c regulatory T cell responses, mainly in the spleen
(24). Notably, we also found that these antibodies were still
produced after DST even in splenectomized recipients. Thus,
SLOs other than the spleen can respond to i.v. injection of
donor blood. The �ndings suggest the presence of alloantigen-
transporting cells in the blood that could migrate to the
SLOs after DST. Therefore, it is of interest to examine which
components of the donor blood, i.e., white blood cells (WBCs),
platelets, red blood cells (RBCs), or blood plasma, can induce
the DST response and how the response is induced in the
recipient SLOs.

In the present study, we examined the mechanism underlying
this e�cient DST response in rats. We demonstrate that donor
blood T cells are the most pro�cient immunogens, and their
entrance into the T cell areas and DST responses to donor MHCI
occur polytopically not only in the spleen, but also in the LNs. A
clinical implication is discussed concerning antigen-furnished T-
cells as i.v. applicable vaccine vector for the prophylactic antibody
production polytopically in the LNs even in the absence of
the spleen.

RESULTS

Donor T Cells Are the Most Effective
Inducers of the DST Antibody Response
When fresh blood of ACI rats was transfused to Lewis rats, an
equivalent number of puri�ed T cells and WBC fractions present
in the blood induced a comparable level of DST antibodies
(Figure 1A). Flow cytometric analysis (FCM) of recipient spleen
cells revealed similar proliferative responses of CD4C T cells,
Foxp3C regulatory T cells, and CD45RC B cells as in those who
received whole blood (Figure 1B). In contrast, transfusion of
other components, such as puri�ed RBCs, platelets, or blood
plasma, induced a signi�cantly delayed and less intense response
(Figures 1A,B). Furthermore, when T cells were depleted from
the WBC fractions, the serum DST antibody response was
suppressed considerably at 7 days (Figure 1C).

For dose response, we employed thoracic duct lymphocytes
(TDLs) as a convenient source of donor lymphocytes, which were
functionally almost the same as those in the blood (25, 26). At
least 3� 105 T cells from donor TDLs, representing those in
� 100ml of blood, induced signi�cant DST antibody production
(Figure 1D). In contrast, 106 B cells induced a signi�cant but
very low level comparable to that induced by 1� 105 T cells
(Figure 1D). When equivalent numbers of puri�ed CD4C T cells
and CD8C T cells ware transferred, both induced comparable
DST antibody production (Figure S1), indicating both subsets
are equally e�cient.

These results indicate that T cells are the most
pro�cient immunogens for the DST response among
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FIGURE 1 | Screening of effective blood components for the donor-speci�c transfusion (DST) response.(A) Production of DST antibodies in recipient blood after
donor blood component injection. In the white blood cell (WBC) and T cell injected groups, DST antibodies were detected after 5 days (mean� SD, n D 3 rats each,
*P < 0.05). (B) The time kinetic changes in each proliferating cell type as aproportion of total splenocytes. Two-color FCM analysis ofrecipient splenic lymphocytes
after donor blood component injection for proliferating cells (EdUC ) and CD4C T cells, CD8bC T cells, CD45RC B cells, or regulatory T cells (Foxp3C ). The
proliferation of CD4C T cells and regulatory T cells peaked 3 days after treatment,whereas B cells and CD8bC T cells peaked at 5 days. These results were similar to
the DST group that received whole blood (mean� SD, n D 3 rats each, *P < 0.05). (C) With T cell depletion of WBCs, the DST antibody production was suppressed
at 7 days. (D) Dose-dependent response following injection of isolated Tcells or B cells. T cells induced much higher DST antibody production than B cells (mean�
SD, n D 3 rats each, *P < 0.05). MFI, mean �uorescent intensity.

blood components. A pure T cell fraction, both CD4C

and CD8C , without DCs or monocytes (equivalent to
� 100 ml blood) is enough for signi�cant induction

of a DST antibody response in the ACI to Lewis
rat combination, and B cells require� 10-times as
many cells.
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Fate of Donor Cells in the Spleen and the
LNs
Immunohistological examination of recipient spleens found that,
1 day after DST, donor MHCIC cells were found in the splenic T
cell area, the periarterial lymphocyte sheath (PALS) (Figure 2A),
which consisted mainly T cells (71.1� 3.4%) and B cells (27.9
� 7.8%) but few other cell types (Figure 2B). This migration was
very fast and readily observed by 15 min after DST, as reported
previously (27).

Many of migrated T cells bound to recipient class II MHC
(MHCII) C cells with dendritic cytology in the PALS, and some
became large in size and BrdUC (Figure 2C). As these MHCIIC

cells are mostly CD103CCD11bC resident interdigitating DCs
(14), the result indicates a graft vs. host (GvH) reaction via the
direct pathway in which donor T cells become activated within
the cluster with recipient DCs (14, 27).

Donor MHCIC cells decreased in number at 2 days and
almost disappeared by 3 days. From day 1, donor MHCIC

fragments appeared in the PALS, and at day 2 they often
superimposed on the cytoplasm of some recipient MHCIIC cells
with dendritic cytology (Figure 2D). This suggests phagocytosis
of donor MHCIC fragments by recipient DCs in the PALS.

As for the LNs, donor MHCIC cells also readily migrated to
the T cell area of LNs, paracortex, and showed almost the same
kinetics as that in the spleen (Figures 2E–G).

Donor T Cells Fragments Are
Phagocytosed by XCR1 C Resident DCs in
the PALS
To con�rm phagocytosis of donor MHCI fragments and
the phenotype of phagocytic DCs, we examined subsets
of conventional DCs that were CD103CMHCII C in the
normal rat spleen (28, 29). FCM detected two subsets,
CD4� XCR1Csignal regulatory protein 1a (SIRP1a)� CD200C

cells and CD4CXCR1� SIRP1aCCD200� cells (Figure S2A).
SIRP1a is CD172a. Because mouse CD8C DCs were recently
de�ned as XCR1CSIRP1a� (30, 31), it is reasonable to
consider the CD4� XCR1CSIRP1a� CD200C subset as the rat
counterpart of mouse CD8C DCs. These subsets were detected
by immunohistology in the PALS and a CD103CXCR1C subset
constituted 40.1� 6.9% in a normal steady state (Figures S2C,E).

In mice, XCR1 are exclusively expressed by CD8CDC subset
(31). In rats, however, the mAb to XCR1 reacted with not
only DCs but also CD103� non-DCs (Figure S2C). Double
immunostaining of rat spleens for XCR1 and a macrophage
marker CD169 (Figure S2D) or CD163 (not shown) revealed
a presence of XCR1CCD169C cells and XCR1CCD163C cells
in the marginal zone and red pulp, respectively. CD169C

cells in the outer margin of the PALS and in the marginal
zone are marginal metallophilic macrophages and marginal
zone macrophages, respectively and CD163C cells are red pulp
macrophages (27, 32). The mAb we used exclusively reacted
with mice DCs (not shown), while isotype control of the XCR1
mAb (IgG2b) did not detect CD103C DCs or CD169C and
CD163C macrophages (Figure S2D), con�rming the speci�city

of the mAb. Accordingly, the results indicate that at least some
macrophages in the rat spleen also express XCR1.

Next, we examined isolated spleen cells and cryosections 36 h
after transfer of CFSE-labeled donor TDLs (Figure 3A). FCM
revealed that CD103C fractions contained CFSEC signals, and
that these cells were CD103CMHCII highXCR1CSIRP1a� DCs
(Figure 3B). When the CFSECCD103CMHCII high DC fraction
was sorted and cytosmeared, these DCs were XCR1CSIRP1a�

and contained cytoplasmic donor CFSEC fragments (Figure 3C),
demonstrating phagocytosis of donor cell fragments.

Of note, the XCR1C DCs could be separated into
two populations according to their phagocytic activities
and phenotype, where phagocytic cells were mostly
XCR1low� intMHCII highCD103C and non-phagocytic cells were
mostly XCR1highMHCII intCD103C , respectively (Figure 3B).
We do not know whether this di�erence is due to phagocytic
events or not, because untreated rat spleen also contained these
two populations (Figure S2B).

Immunohistology revealed donor MHCIC fragments
superimposed on CD103CXCR1C DCs in the PALS (Figure 3D),
representing phagocytosis. When the phenotypes of phagocytic
cells in the di�erent components of the spleen were examined,
more than 80% of the cells in the PALS were CD103CXCR1C

DCs (Figure 3E). Although CD103CXCR1C or CD103CXCR1�

DCs were also present in the marginal zone and the red
pulp, phagocytosis of the donor MHCIC fragments was
negligible (Figure 3E).

These data demonstrate that
XCR1CSIRP1a� MHCII highCD103C resident DCs selectively
phagocytose donor cell fragments in the PALS and that XCR1C

macrophages outside of the PALS also phagocytose them
as scavengers.

NK Cells Are Responsible for Donor Cell
Phagocytosis in the PALS
The number of asialo GMC1 NK cells/mm2 of PALS signi�cantly
increased 4 h after DST (Figures 4A–C). After NK cell depletion
with anti-asialo GM1 antibody, CD103CXCR1C DCs ingesting
CFSEC donor T cell fragments signi�cantly decreased in number
(Figures 4D–F). The production of serum DST antibodies 7
days after DST was suppressed almost completely (Figure 4G).
Although we performed quantitative PCR (qPCR) analysis of the
whole spleen shortly after the donor T cell transfer, we could
not detect increased mRNA levels of NK-recruiting chemokines
(Figure S3A), probably because the increase in NK cell number
was small,� 1.5-fold.

Concerning NK activity against allogeneic cells (33), other
two rat strains, PvG/c and BN rats, which readily showed
the DST antibody response by 7 d after DST treatment, were
compared as recipients (Figures S4A,B). ACI rats were used as
donors. PvG/c rats clearly exhibited accelerated phagocytosis
by XCR1C DCs, as it occurred 1 day earlier than with Lewis
rats (Figures S4C,G). When BN rats were used as recipients,
donor T cells (Figure S4D) extensively proliferated (Figure S4E),
indicating a predominance of GvH reaction, probably due to
low NK activity. Because this causes dilution of the CFSEC
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FIGURE 2 | Fate of donor T cells after DST. Three-color immunostainingof recipient spleens(A–D) or peripheral LNs(E–G)for donor MHCI (blue), BrdU (red), and
type IV collagen (brown) or recipient MHCII (brown).(A,E) Donor MHCIC cells (arrows) were observed in the PALS(A) and T cell area of the LNs (paracortex, PC)(E) at
day 1. (B) Phenotype of donor MHCIC cells and cell ratio in the PALS. Approximately 100 donor MHCIC cells/rat were examined (n D 3). Donor MHCIC cells that
migrated to the PALS were TCRabC T cells (� 70%) and CD45RC B cells (� 30%). (C,F) A donor cell binding to MHCIIC putative recipient DCs (brown) became
BrdUC (arrowhead) in the PALS(C) and the PC (F) at day 1, representing a graft vs. host reaction.(D,G) Donor MHCIC fragments (blue) superimposed on the
cytoplasm of recipient putative DCs (arrows) in the PALS(D) and the PC (G) at day 2, suggesting phagocytosis. F, lymph follicle; P, splenic PALS; Z, marginal zone;
HEV, high endothelial venule. Scale barD 100 mm (A,E), 20 mm (C,F), or 10 mm (D,G).

signals of donor T cells, detection of phagocytosis becomes
di�cult. Accordingly, we transferred mitomycin C (MMC)-
treated donor T cells to inhibit their proliferation. With this,
donor T cells disappeared (Figure S4F) and we readily observed
phagocytosis at 1.5 days (Figure S4H). These results indicate that
NK activities correlated well with the phagocytosis by XCR1C

DCs in at least three rat strain combinations (Figure S4I). As
strain di�erences in NK reactivity is a rather complex issue, other
mechanisms of donor cell killing may be involved in other rat
strain combinations.

Alternatively, CD161aC (NK1.1C) killer DCs have been
reported in the rat spleen (28) and e�ector/memory fraction
of CD8C T-cells is known to be asialo GMC1 in mice (34).
These cells may be related to donor cell phagocytosis. Although

two subsets of splenic DCs were both CD11bCCD161aC , they
were asialo GM�1 (Figure S3C) and not depleted by anti-
asialo GM1 antibody (data not shown). Also, we found that
in rats, CD8C T-cells and TCRabCCD161aC putative NKT
cells were mostly asialo GM�1 (Figure S3D). These �ndings
suggest that rat NK cells are mostly asialo GMC

1 CD161aC .
Because asialo GMC1 cells are either CD8aC or CD8a�

(Figure S3D), NK cells can be further divided into two
subsets. In fact, anti-CD8a monoclonal antibody (mAb)
treatment resulted in only partial depletion of NK cells (35)
and partial suppression of phagocytosis (unpublished data,
Ueta). Therefore, the results indicate that involvement of
killer DCs or CD8C T-cells would be minor for the donor
cell phagocytosis.
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FIGURE 3 | Phagocytosis of donor MHCI fragments and phenotype of phagocytic DCs in the spleen.(A) Experimental protocol for identifying DCs that phagocytosed
donor cells. (B) Three-color FCM analysis of magnetically isolated CD103C DC fraction of the recipient spleen 36 h after CFSE-labeled thoracic duct lymphocyte (TDL)
injection for CFSE, XCR1, or SIRP1a, and recipient MHCII. XCR1CSIRP1a� CD103CMHCIIhigh DCs expressing CFSEC signals (red dots) were detected within the
gated fraction (1.05%) of the SSC vs. CFSE plot. A representative data of 4 individual experiments.(C) Two-color immuno�uorescent staining of cytosmears of sorted
CD103C recipient MHCIIhighCFSEC cells for DAPI (DNA stain, blue), and XCRI or SIRP1a (red). CFSEC donor cell fragments (green) were observed in the cytoplasmof
XCR1CSIRP1a� DCs but not XCR1� SIRP1aC DCs, indicating phagocytosis. Scale barD 10 mm. (D) Three-color immuno�uorescent staining of the PALS
cryosections for donor MHCI (green), CD103 (blue), and XCR1(red). The arrowheads indicate XCR1CCD103C DCs with phagocytosed donor MHCIC fragments.
Scale barD 10 mm. (E) The subset and ratio of CFSEC phagocytic cells in different splenic areas. In the PALS, XCR1CCD103C DCs accounted for more than 80% in
CFSEC phagocytic cells (mean� SD, n D 4 rats each). In contrast, more than 90% phagocytic cells in the marginal zone (MZ) and red pulp (RP) were
XCR1CCD103� non-DCs.

Migration of Donor T Cells to the PALS Is
Crucial for the DST Response
To inhibit donor T cell migration to the PALS, we blocked
the chemokine-chemokine receptor axis with pertussis toxin
(PTX). Compared to the readable migration of untreated cells

into the PALS, PTX-treated T cells did not enter the PALS for
up to 3 days, staying in the marginal zone and red pulp for
1 day and soon disappearing (Figure 5A). In this group, DCs
ingesting CFSEC donor cell fragments in the spleen signi�cantly
decreased in number (Figures 4E,F), and the DST responses
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FIGURE 4 | Kinetics of NK cells and donor cell phagocytosis in the PALS.Double immunostaining for asialo GM1 (blue) and rat IgM (brown) in the splenic PALS 0(A)
and 4 h (B) after donor-speci�c transfusion (DST). Arrows indicate asialo GMC

1 NK cells. (P, splenic PALS. Scale barD 100 mm. (C) Number of asialo GMC
1 NK

cells/mm2 of PALS 0, 4, and 12 h after DST. NK cells signi�cantly increased in the PALS 4 h after DST. Data was analyzed by Mann-WhitneyU-test. (D) Experimental
protocol for examining the effect of NK cell depletion by anti-asialo GM1 antibody (Ab) on the DST response. PTX, pertussis toxin.(E,F) With NK cell depletion, DCs
ingesting CFSEC donor T cell fragments in the spleen signi�cantly decreased in number to the same level of the syngeneic combination group. PTX pretreatment of
donor T cells also resulted in the signi�cant decrease. mean� SD, n D 3 rats each, *P < 0.05. allo, allogeneic ACI to Lewis; syn, syngeneic Lewis toLewis. (G) In the
NK cell-depleted group, the DST antibody response disappeared completely (mean� SD, n D 3 rats each, *P < 0.05). MFI, mean �uorescent intensity.

of CD4C T cells and CD45RC B cells (Figure 5B) and serum
antibodies (Figure 5C) were abrogated. These results indicate
that the migration of donor T cells into the PALS is indispensable
for induction of the DST response.

Donor T Cells Also Induced the DST
Response in the LNs
To avoid the in�uence of the spleen on DST responses in
the LNs, rats were splenectomized just before donor T cell
transfer. Donor T cells migrated to all of the examined LNs,
and their number was approximately double that of eusplenic
recipients (Figure 6A). The peripheral LNs (Figures 6B,C) and

gut LNs (data not shown) demonstrated proliferative responses
of recipient T and B cells with similar kinetics as those observed
in the spleen (Figure 1B). NK cells signi�cantly increased by
12 h (Figures 6D,E), and phagocytosis of donor cell fragments by
XCR1C DCs was detected in LN cell suspensions (Figures 6F,G).
PTX pretreatment also suppressed donor T cell migration to
the LNs (Figure 5A) and inhibited the DST antibody response
(data not shown). Anti-asialo GM1 antibody pretreatment
signi�cantly suppressed the NK cell number and phagocytosis
by XCR1C DCs (Figure 6F). However, we did not detect
increased mRNA levels of NK-recruiting chemokines in LN
extracts (Figure S3B).
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FIGURE 5 | Requirement of T cell migration to the PALS for induction of the DST response.(A) Two-color immunostaining for donor MHCI (blue) and type IV collagen
(brown) in the spleen at 1 and 3 days after 2� 106 donor T cell injection and in the peripheral LNs at 18 h after 2� 107 donor T cell injection. The control group
exhibited migration to the PALS by 1 day (Cont T 1d, arrowheads) and LNs by 18 h (Cont T 18 h, arrowheads). In contrast, pertussis toxin (PTX) pretreated donor T
cells did not enter the PALS up to 3 days (PTX T 3d), but stayed in the marginal zone and red pulp for 1 day (PTX T 1d, arrows). They did not enter the LNs (PTX T
18 h) either. F, lymph follicle; HEV, high endothelial venule; P, PALS; PC, paracortex. Scale barD 100 mm or 20 mm (inset).(B,C) With PTX pretreatment of donor T
cells, the DST responses of CD4C T cells and CD45RC B cells (B) and serum antibodies(C) were abrogated (mean� SD, n D 3 rats each, *P < 0.05). MFI, mean
�uorescent intensity.
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FIGURE 6 | Induction of the donor-speci�c transfusion (DST) response inthe LNs of splenectomized(A–C,F,G) or eusplenic(D,E) recipients. The recipient peripheral
LNs were analyzed in the same manner as the spleen (Figure 1 , 3, 4). (A) Two-color FCM analysis of the number of migrated donor T cells in recipient LNs 24 h after
injection. Roughly twice as many donor T cells migrated to the LNs than in the eusplenic control. SPL, spleen; CLN, cervical LN; BLN, brachial LN; ALN, axillary LN;
HLN, hepatic LN; MLN, mesenteric LN.(B,C) The time kinetic changes in each proliferating cell type/total LN cells by FCM analysis. The CD4C T cells and regulatory
T cells peaked at 3–5 days and 3 days, respectively, whereas CD45RC B cells and CD8bC T cells peaked at 5 days (mean� SD, n D 3 rats each, *P < 0.05). (D,E)
Kinetics of NK cells in the peripheral LNs after DST.(D) Double immunostaining of the LNs for asialo GM1 (blue) and rat IgM (brown) at 0 (left panel) and 12 h (right
panel). Inset indicates increased asialo GMC1 NK cells (blue) in the paracortex (PC). Scale barD 200 mm or 50 mm (inset). F, lymph follicle.(E) The proportion of NK
cells signi�cantly increased in the LNs at 12 h (mean� SD, n D 3 rats each, *P < 0.05). (F) Kinetics of donor cell phagocytosis in the peripheral LNs after donor T cell
injection. Phagocytosis of donor cell fragments by DCs was detected 36 h after transfer of 2� 107 CFSE labeled T cells. With anti-asialo GM1 antibody (Ab)
treatment, the numbers of recipient CFSEC phagocytic DCs and NK cells were signi�cantly reduced compared to non-treated control (mean� SD, n D 3 rats each,
*P < 0.05). (G) Phenotype of CFSEC phagocytic DCs in the peripheral LNs. Note that they were XCR1CSIRP1a� , similar as those of spleen.
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These results indicate that allogeneic T cells induced a DST
antibody response in the peripheral LNs in a similar manner as
in the spleen, dependent on the NK response and phagocytosis
by XCR1C DCs in ACI to Lewis rat combination.

GvH Reaction Is Not Required for the DST
Response
Because donor T cells exhibited a GvH reaction at 1–2 days
(Figures 2C,F), we examined whether donor T cell activation
is required for the DST response. T cells from (Lewis�
DA)F1 hybrid rats (RT1.AalBal) were transferred to parental
Lewis rats (RT1.AlBl), a semiallogeneic combination in which
the GvH reaction does not occur. The donor T cells induced
signi�cant serum DST (anti-RT1.Aa) antibody production on
day 7 (Figure S5). Furthermore, fully allogeneic donor T cells
pretreated with MMC, migrated to the SLOs and induced DST
antibody production as will be described below. Thus, the GvH
reaction leading to donor T cell activation and proliferationis
dispensable for the DST response.

Both XCR1 C and XCR1 � DCs Form a
Cluster With Proliferating Recipient T Cells
When activation state of DC subsets was examined 36 h after
transfer of CFSE-labeled donor TDLs, CFSECXCR1C DCs
showed a signi�cant upregulation of CD40 (Figures 7A,B),
although CFSE� XCR1C and CFSE� XCR1� DCs showed no
change (Figure S6). CD103C DCs readily formed clusters with
proliferating cells in the PALS 2 days after DST (Figures 7C,D),
which was composed mostly of CD4C T cells as reported
previously (24). Although we observed selective phagocytosis of
donor cells by XCR1C DCs (Figure 3), not only XCR1C DCs
(� 50%), but also XCR1� DCs (� 16%) formed clusters with
recipient EdUC proliferating cells in the PALS (Figures 7E,F).
Cluster-forming XCR1CCD103� non-DCs were also found
(Figure 7F) and may be a macrophage lineage.

Antigen-Labeled Donor T Cells Can Induce
Speci�c Antibody Production
The highly e�cient function of T cells in delivering alloantigen
to the resident DCs in SLOs and inducing antibody production
prompted us to harness donor T cells with antigens as a model
of vaccine vectors for prophylactic antibody production. We
labeled T cells with either �uorescein isothiocyanate (FITC)
or R-phycoerythrin (PE) as a preliminary study. Recipient
spleens after injection of labeled allogeneic T cells or soluble
FITC-keyhole limpet hemocyanin (KLH) as a control contained
speci�c anti-FITC antibody-forming cells in the outer margin
of the PALS, (Figure 8A) and recipient sera contained anti-
FITC antibodies (data not shown). When proliferation of FITC-
labeled T cells was inhibited by MMC (Figures 8B,C) and i.v.
injected into splenectomized rats, they readily migrated to the
LNs (Figure 8D). Allogeneic, but not syngeneic, T cells induced
anti-FITC antibodies, though their titers were low (Figure 8E).

Speci�c Antibody Production Without DST
Antibodies in F 1 Rats That Received
Parental Antigen-Labeled T Cells
In order to enhance the antibody response to labeled antigens
and to avoid unnecessary alloantibody production, we attempted
to inhibit the DST antibody response. We employed the
semiallogeneic parental ACI donor and (Lewis� ACI)F1 hybrid
recipient combination in which recipient T cells (RT1.Aal)
share parental MHCI antigens (RT1.Aa) and cannot undergo
the DST response. In this setting, recipient NK cells could
kill parental cells via Ly49c, known as hybrid resistance (35).
When MMC-treated and antigen-labeled parental T cells were
injected into F1 recipients just after splenectomy (Figure 9A),
they were readily phagocytosed by XCR1C DCs in the LNs (data
not shown) and 7 day sera had considerably higher titers of
antibody than the allogeneic recipient group (Figures 9B,D).
As expected, DST (anti-donor RT1.Aa) antibodies were
negligible in the semiallogeneic F1 recipients, though an
intense DST antibody response was induced in the allogeneic
recipients (Figures 9B,D). The control group that received
equivalent amounts of free PE showed the low level of anti-PE
antibodies (Figure S7). Immunohistology of the LNs revealed
the polytopical presence of speci�c anti-FITC or anti-PE
antibody-forming cells (Figures 9C,E).

DISCUSSION

The present study demonstrated several novel �ndings. First,
among donor blood components, T cells were the most pro�cient
immunogens to induce the proliferative responses of recipient
CD4C T cells, CD45RC B cells, and Foxp3C regulatory T cells
polytopically in the LNs and spleen, followed by serum DST
antibody production. Second, donor allogeneic T cells rapidly
migrated to the PALS and LNs, followed by a temporary increase
in NK cells and the appearance of donor MHCIC fragments,
which were selectively phagocytosed by resident XCR1C DCs.
Third, inhibition of donor T cell migration or depletion of NK
cells signi�cantly suppressed DC phagocytosis and abrogated the
DST responses. Fourth, in the T cell areas, EdUC cells, which
were mostly proliferating recipient CD4C T cells, originated in
the cluster with either recipient XCR1C or XCR1� DCs. Fifth, i.v.
administration of antigen-labeled and mitotic inhibitor-treated
allogeneic T-cells, but not syngeneic T-cells, to splenectomized
recipients induced polytopical speci�c antibody-forming cell
response to labeled antigens in the LNs, as well as the DST
response. Finally, split antibody response to labeled antigens
without DST antibody response could be induced by employing
the semiallogeneic parental donor and F1 hybrid recipient
combination. The ability of mouse XCR1C DCs to take up
apoptotic cells is well documentedin vivo and in vitro (36, 37).
We observed phagocytosis of allogeneic lymphocytesin vivo by
the XCR1CDC in mice (38), which will be discussed later.

Why T-cells Were the Most Ef�cient and
Induced the DST Response Polytopically?
The pro�cient immunogenicity of donor T cells in the
polytopical DST response is most likely due to the ability of
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FIGURE 7 | Activation state of phagocytic dendritic cells (DCs) and phenotype of DCs that cluster with proliferating cells in the PALS. (A,B) Upregulation of CD40 in
XCR1C DCs following phagocytosis. Phagocytic DCs were compared with non-phagocytic DCs in MHCIIhigh gates with/without donor cell transfer (mean� SD, n D
4 rats each, *P < 0.05, NS, not signi�cant). (C,D) Three-color immunostaining of the spleen 2 days after DST for CD103 (blue), BrdU (red), and type IV collagen
(brown).(C) Many CD103C DCs (blue) and BrdUC proliferating cells (red) are present in the PALS (P). Scalebar D 100 mm. F, lymph follicle; Z, marginal zone.(D) Inset
of A showing cluster formation (arrowheads) of recipient DCs (blue) with BrdUC cells (red). Scale barD 20 mm. (E) Three-color immuno�uorescence staining of the
PALS for XCR1 (green), CD103 (red), and EdU (white) 2 days after DST, showing clusters (arrowheads) of XCR1CCD103C (left panels) or XCR1� CD103C (right
panels) DCs with EdUC proliferating cells (white). Scale barD 10 mm. (F) Proportion of cluster-forming cells in the PALS, showing� 50, � 15, and � 35% were
XCR1CCD103C DCs, XCR1� CD103C DCs, and XCR1CCD103� non-DCs, respectively (mean� SD, n D 3 rats each, *P < 0.05).
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FIGURE 8 | Antigen-labeled donor T cells induce speci�c antibody production. (A) Three-color immunostaining of recipient spleen for anti-FITC antibody (blue), type
IV collagen (brown), and BrdU (red). FITC-T cells induced speci�c anti-FITC antibody forming cell response (blue) in the outer margin of the PALS (O) at 7 days after
injection [FITC-T]. When FITC-streptavidin was omitted for background staining, anti-FITC antibody was not detected [FITC-T BG]. Positive control staining for
anti-FITC antibody forming cells 5 days after i.v. injectionof FITC-labeled KLH [FITC-KLH]. G, germinal center; P, PALS. Scale bar D 100 mm. (B) Experimental
protocol for inducing antibody production in LNs with FITC-labeled donor T cells.(C) Effect of mitomycin C (MMC) on FITC-labeled donor T cell proliferation. Purity of
FITC-labeled donor T cells was 94% by FCM. The proliferation of MMC-treated T cells induced by CD28 superagonist (SAg) wasabrogated compared to intense
proliferation in PBS-treated control.(D) Two-color immunostaining for donor MHCI (blue) and type IV collagen (brown) in the LNs 1 d after injection of MMC-treated
FITC-labeled donor T cells. They readily migrated to the T cell area of the LNs (paracortex, PC). F, lymphoid follicle; HEV, high endothelial venule. Scale barD 100 mm.
(E) MMC-treated FITC-labeled allogeneic, but not syngeneic, T cells induced a low, but signi�cant, antibody response to FITC.(C,E) mean � SD, n D 3 rats each, *P
< 0.05. MFI, mean �uorescent intensity.

blood T cells to transmigrate to the SLOs and contact with
resident DCs for immunosurveillance. When normal TDLs
of congeneric PVG/c RT7b rats are transferred to PVG/c
RT7a rats, they enter the PALS, although not being activated

by the DCs (27). Even allogeneic naïve T cells can do so
in similar kinetics to that of congeneic T cells (Figure 2)
(25–27), thus providing a chance to deliver alloantigen to
recipient DCs.
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FIGURE 9 | Antibody production to labeled antigens without DST antibodies in F1 rats that received parental T cells.(A) Experimental protocol for detecting speci�c
antibody production in sera and the LNs. T cells were labeledeither with FITC directly or with PE-conjugated ant-rat CD4 mAb. AFC, antibody-forming cells.(B,D)
Antibody responses in parental ACI (RT1.AaBa) to (Lewis� ACI)F1 hybrid rat (RT1.AalBal) combination concerning anti-donor MHCI, anti-FITC(B), and anti-PE(D)
antibodies in recipient sera. Both anti-FITC and anti-PE antibodies of parental to F1 rat combination had considerably higher titers than those of the allogeneic control.
In contrast, DST (anti-RT1.Aa) antibodies were negligible, whereas, allogeneic controlinduced an intense level of DST antibodies (mean� SD, n D 3 rats each, *P <
0.05). MFI, mean �uorescent intensity.(C,E) Double immunostaining for anti-FITC (blue,C) or anti-PE (blue,D) and type IV collagen (brown) in F1 rat LNs 7 days after
antigen-labeled parental T cell injection. Speci�c antibody-forming cells (AFCs, blue) against labeled antigen were detected polytopically in the medullary cord of F1 rat
LNs 7 days after injection. C, cervical (upper panel) and mesenteric (lower panel) LNs; E, mediastinal LNs; MC, medullary cord; MS, medullary sinus. Scale barD
100 mm (C,E) or 20 mm (C,E insets).
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The migration inhibition study with PTX indicate that the
presence of donor T cells in the T cell areas is a prerequisite for
the DST response. Inability of other blood components that do
not enter the T cell areas in a steady state (39) to induce the DST
response supports this. Because B cells also enter the T cell area
on their way to the lymph follicle, they show a low but signi�cant
immunogenicity. Therefore, we consider that the recirculation
ability of donor T cells unexpectedly destined them to be the most
pro�cient immunogens for the polytopical DST response.

Are Killing and Phagocytosis of Donor
T-cells Crucial for the DST Response?
The temporary signi�cant increase in recipient NK cells in the
PALS and LNs indicates that NK cells are recruited to the T cell
areas, probably from the red pulp and the blood, respectively,
after the entrance of donor T cells. Active contacts of allogeneic
T cells with recipient DCs (27, 35), may lead to activation
of DCs via donor T cell receptor (TCR)-recipient MHC and
costimulatory molecule interactions (40). The activated DCs may
secrete NK-attracting chemokines, such as CXCL10 to recruit
NK cells to the LNs as reported (41). However, their increase
was under detectable levels by qPCR analysis of the spleen or
LNs (Figure S3).

NK cell recruitment was followed by phagocytosis of donor
MHCI fragments by XCR1C resident DCs in the T cell
areas (Figures 4, 6). The NK-depletion study indicates that
phagocytosis of donor cell fragments is dependent on the NK cell
recruitment, and the NK strain di�erence experiment shows that
NK activities correlate well with phagocytosis by XCR1C DCs in
at least three rat strain combinations. These results suggest that
donor T cells were killed by recruited NK cells in the T cell areas
prior to phagocytosis. Killing of allogeneic T cells by NK cells is
well documented in humans as well as in rats (42).

Syngeneic T cells were also phagocytosed, though to a
lesser extent than allogeneic T cells (Figure 4E), suggesting
that spontaneous death without NK cell killing may lead to
phagocytosis as well. Therefore, we strongly suggest that donor
cells are killed mostly by recruited NK cells in at least three rat
strain combinations and then phagocytosed by XCR1C resident
DCs in the T cell areas. NK-independent killing of donor T cells
may also occur.

Relevance to Our Recent Mice Study
In a mouse two-photon live imaging study of the fate of
allogeneic T cells in the SLOs of CD11c-EYFP mice (38), we
found a DST antibody response in recipients (unpublished data,
Kitazawa), indicating that the DST response in mice is analogous
to rats. Donor cell fragmentation and phagocytosis by resident
CD11cC DCs in the T cell area of not only the spleen, but
also the peripheral LNs, were NK-dependent in at least in some
strain combinations.

This study provides several pieces of crucial information. First,
allogeneic T cells had more frequent contact with resident DCs
with rapid arrest than syngeneic T cells, suggesting that theTCRs
of donor T cells have higher a�nity for allogeneic MHC on DCs
than for autologous MHC. This may promote the clustering of
donor T cells and recipient DCs, leading to the activation of DCs

and T cells. In other words, live allogeneic T cells may possess
some adjuvant e�ects on the DST response via recipient DC
activation. Second, fragmentation of donor T cells was observed
extracellularly from 8 h, followed by phagocytosis of donor cell
fragments by resident DCs in the T cell areas of the SLOs
(38). This demonstrates that donor cell killing and phagocytosis
mainly occur in the T cell areas. Thus, the mice data strongly
support, at least in part, the proposed mechanism of the DST
response in rats.

Role of Migratory DCs
Alternatively, donor T cells may be phagocytosed by migratory
DCs, which in turn migrate to the PALS from the marginal zone,
the red pulp, or the blood and induce the DST response. In
mouse spleen, these DCs can migrate to the PALS in response
to LPS (43) or protein antigens (44). Furthermore, it is recently
reported that two mice DC subsets selectively migrate to di�erent
areas of the PALS, in response to protein antigens or transgenic
erythrocytes (45). Although XCR1C DCs are also found in the
rat marginal zone and red pulp, the PTX and NK recruitment
experiments in the present study and our recent mouse study
(38), demonstrating that donor cell killing and phagocytosis
mainly occur in the T cell areas, strongly suggest that XCR1C

migratory DCs outside the PALS are not responsible for the
DST response.

In regard to the LNs, no study has yet reported that blood
mature DCs can perform blood-borne migration to these SLOs
via the blood vessel wall (17). Although peripheral antigen-
bearing DCs can enter the LNs via the a�erent lymph (21),
phagocytosis of donor T cells in the periphery would be minor
because naïve T cells preferentially migrate to the SLOs (46).
Therefore, we consider that XCR1C migratory DCs may be not
involved in the DST response in LNs after T cell transfer.

A notable exception is the hepatic LNs, which readily receive
blood mature DCs, in rats (18–20) and mice (47), lymphocytes
(48), and macromolecules (49) from the liver sinusoids via
hepatic lymph (hepatic sinusoid-lymph translocation) (50).
This is probably because the sinusoidal endothelial cells are
discontinuous and have large fenestrations (51). Thus, the hepatic
LNs should be appreciated as strategically unique SLOs that
antigen-pulsed DCs in the blood can enter in addition to
the spleen.

Taken together, the results indicate that the participation
of migratory DCs in phagocytosis of donor T cells is minor.
These DCs may be involved in the delayed and less intense DST
response in the spleen against blood components other than T
and B cells.

The Indirect Pathway of Allorecognition
Operates the DST Response
There are �ve possibilities as to how the allorecognition occurs
in the splenic PALS: the indirect pathway induced by recipient
resident DCs (40) in which the allogeneic MHC molecules are
presented as peptides in the context of self-MHC; the indirect
pathway induced by migratory DCs (45); the direct pathway
induced by donor DCs (14, 15); the direct pathway induced
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by donor T cells via GvH reaction (27, 35); and the semidirect
pathway (52).

The indirect pathway induced by migratory DCs and direct
pathways induced by donor DCs or T cells were unlikely in the
present study. As for the semi-direct pathway, it is operated by
recipient DCs that have acquired intact MHCI molecules from
donor cells (52), including human activated lymphocytes (53).
As donor T cells express MHCI but mostly not MHCII, the
recipient DCs could acquire only intact MHCI molecules, which
could activate CD8C T cells but not CD4C T cells. Because the
CD4C T cell response and antibody-forming cell response against
donor MHCI antigens were the major outcomes in this study, the
semi-direct pathway is also unlikely in the present study.

If it is the indirect pathway induced by recipient resident DCs,
the following sequential steps should be observed: migration of
donor cells into the T cell areas; killing or death of donor cells;
phagocytosis of donor cells by resident DCs and processing of
donor MHCI peptides; binding of resident DCs with recipient T
cells to form clusters, within which recipient DCs present donor
MHCI peptides in the context of self-MHCII to recipient T cells;
which leads to activation and proliferation of T cells withinthe
cluster, resulting in the CD4C T cell-dependent DST antibody
response. For the most part, these conditions were observed in
the present study (Figure 10). We have already demonstrated
the �nal step (24). For the preceding steps, XCR1C DCs may
present donor MHCI antigens after phagocytosis and processing
of donor T cell fragments. Upregulation of CD40 in these
DCs indicates activation induced probably by the phagocytic
event. Surprisingly, however, both XCR1C DCs and XCR1� DCs
formed clusters with proliferating CD4C T cells in the PALS
(Figure 7). We speculate that, to induce a broad alloimmune
response, XCR1� DCs may receive antigenic information from
the antigen-containing XCR1C DCs, probably in the form of
extracellular vesicles, such as exosomes containing allo-MHCI
peptide-recipient MHC complex (54). Although XCR1CCD8C

DCs in mice are mainly involved in cross presentation, leading to
a CD8C cytotoxic T cell response, they can also induce a CD4C T
cell response with intense antibody production (55, 56).

Taken together, the results show that the DST antibody
response is mainly induced by donor T cells that migrate to theT
cell areas via the indirect pathway of allorecognition induced by
recipient resident DCs, where migrating donor T cells act solely
as alloantigen ferries (Figure 10).

How B Cells Respond to the Antigen
Although we have not examined where and how the responding B
cells gain access to the antigen, there are two possibilities. One is
in the PALS, where B cells pass through and may acquire freely
�oating donor MHCI fragments via antigen-speci�c receptors.
Another is in the B-T boundary (outer margin of the PALS, outer
PALS) or periphery of the lymph follicle (outer follicle) (57),
where B cells may acquire the antigens. Antigen-speci�c CD4C T
cells activated by antigen-bearing resident DCs in the PALSmay
encounter the antigen-binding B cells either in the PALS or in the
outer PALS, leading to their activation. In this respect, theearly
accumulation of antigen-binding B cells into the B-T boundary
via a new chemokine axis in mice (57) as well as the appearance of

FIGURE 10 | The proposed mechanism for the indirect pathway of
allorecognition in the T cell areas of the spleen and LNs. Numbers in red (1, 2,
4, 6, 7, 9, 11, 12) are con�rmed �ndings and those in blue (3, 5, 8,10) are
suggestions.1. Migration of injected donor T cells to the T cell areas. Pertussis
toxin (PTX) inhibits this process.2. Clustering of donor T cells with recipient
DCs. 3. Secretion of NK-recruiting chemokines by recipient DCs.4.
Recruitment of NK cells to the T cell areas. Anti-asialo GM1 antibody (Ab)
inhibits this process.5. Killing of donor T cells by NK cells.6. Fragmentation of
T cells in the T cell area.7. Phagocytosis of donor T cell fragments by XCR1C

DCs, which was associated with upregulation of CD40 in thesecells. 8.
Transfer of captured antigenic information by XCR1C DCs to resident XCR1�

DCs in the T cell areas.9. Cluster formation of both XCR1CCD103C and
XCR1� CD103C DCs in the T cell area.10. Presentation of donor MHCI
peptides to CD4C T cells.11. Proliferative response of CD4C T cells in the
cluster (24). 12. Antibody-forming cell response with production and secretion
of donor-speci�c transfusion (DST) antibodies (24). Blue cells and green cells
are donor and recipient cells, respectively. Red nuclei indicate proliferating
cells. AFC, antibody-forming cell; Th, CD4C T cell.

BrdUC B-cells in the outer PALS in our recent study (24) suggest
that the site for B cell di�erentiation is the outer PALS.

Concerning B cell response in the spleen and LNs, the major
immunoglobulin classes of DST antibodies produced in the
spleen and the LNs were not de�ned. The spleen is considered
to be mainly engaged in IgM production (58) and marginal
zone B cells are known as sole producers of IgM antibodies to
encapsulated bacteria (58). In fact, splenectomized rats showed a
considerable decrease of DST antibodies of IgM class, whereas
IgG was not a�ected as previously reported (24). Although
these suggest that the major immunoglobulin class produced by
antigen-speci�c B cells in both organs after DST may be di�erent,
it may depend upon a type of antigens.

T-cells Can Be a Vaccine Vector?
The present results imply that antigen-pulsed and mitotic
inhibitor-treated allogeneic, but not syngeneic, T cells may be
applicable as vaccine vectors without a risk of GvH disease
for prophylactic antibody production, especially in asplenic
or hyposplenic individuals. Although DST antibodies and/or
donor-speci�c regulatory T cells may be pro�table for DST-
induced immunosuppression following allotransplantation (24),
the active antibody response to conventional antigens is an

Frontiers in Immunology | www.frontiersin.org 15 May 2019 | Volume 10 | Article 1195



Kitazawa et al. DC Targeting With Allo-T Cells

unexpected bene�t. In this respect, if antibody response to
labeled antigens were split o� from the DST response, as
shown in the semiallogeneic parental donor and F1 recipient
combination (Figure 9), allogeneic T cells may become more
convenient vectors that induce only speci�c antibody response
to labeled antigens. The semiallogeneic combination study
suggests that donor parental T cells may mimic MHCI-
de�cient cells with intact TCR molecules, which provides
the possibility that MHCI-de�cient T cells may be used
as ferries of labeled antigens without inducing the DST
response. We are now planning to test this working hypothesis
by preparing MHCI-de�cient allogeneic T cells and label
viral antigens.

Relevant DC Targeting Studies
A few reports have proposed autologous T cells as a vaccine
vector for induction of a Th-1 anti-tumor response (59, 60).
Although the concept of using recirculating T cells is similar
to ours, the clinical outcomes using autologous cells were
underwhelming (59). In our study, spontaneous death and
phagocytosis of syngeneic T cells by DCs were also observed
(Figure 4E), whereas antibodies against pulsed antigens were
not detected. To obtain the appropriate response, strong
adjuvants would be required (60), which may lead to undesirable
side e�ects.

It has also been reported that, following infusion of
ganciclovir-sensitive suicide gene-transduced donor allogeneic
T cells to human hematopoietic stem cell transplantation
recipients, T cell responses to the gene products are rapidly
induced and coincide with the disappearance of transferred cells
(61). Although the mechanism of this recipient immune response
and the polytopical antibody-forming cell response have not been
examined, this response may be relevant to our study.

As an alternative to targeting DCs, allogeneic �broblasts were
used as adjuvant vector cells to furnish viral antigens and alpha
galactoceramide, which readily induced invariant NK T-cell-
dependent killing and phagocytosis of donor cells by immature
DCs in the marginal zone with an e�cient antibody response
against viral antigens (62). Because adjuvant vector cells are
�broblasts, which may not migrate to the LNs, only a splenic
response may occur.

The selective targeting of DC-speci�c endocytic receptors
by linking the antigens to antibodies is most widely studied
approach to activate T cells (3). Although few report is available
concerning the immune response in the LNs, these antibodies
may extravasate at the peripheral organs and enter the LNs via
the a�erent lymph in the same fashion as other plasma proteins
(9). However, because they often require adjuvants for inducing
strong and persistent immune responses and avoiding T cell
tolerance (3), well-designed DC targeting antibodies coupled
with antigens and adjuvants that can reach the LNs would be
necessary for the polytopical responses.

Taken together, we consider that no report is yet available
except for the present study concerning DC targeting using
allogeneic T cells for induction of polytopical antibody responses
in the LNs.

CONCLUSION

We demonstrate that T cells in donor blood behave as self-
migratory alloantigens delivered to the resident XCR1C DCs
in the T cell areas of SLOs and induce the indirect pathway
of allorecognition, which leads to the polytopical recipient
CD4C T cell-dependent response, with e�cient alloantibody
production without adjuvant. Clinically, transfusion of mitotic
inhibitor-treated allogeneic blood T cells pulsed with antigens
may be applicable as a vaccine vector for prophylactic antibody
production without the risk of GvH disease. This method may
be especially helpful for asplenic or hyposplenic individuals
(63) to whom non-live vaccines may only be e�ective in the
regional LNs.

MATERIALS AND METHODS

Animals
Inbred ACI rats (RT1.AaBa) were obtained from the National Bio
Resource Project for the Rat in Japan (Kyoto, Japan). Lewis rats
(RT1.AlBl), DA rats (RT1.AaBa), BN rats (RT1.AnBn), and PvG/c
rats (RT1.AcBc) were supplied by SLC Japan, Inc. (Shizuoka,
Japan). RT1.A and RT1.B are rat MHCI and MHCII antigens,
respectively. ACI rats and (Lewis� DA)F1 and (Lewis� ACI)F1
hybrid rats (RT1.AalBal) were bred at Dokkyo Medical University
Animal Research Center (Mibu, Japan). All rats were reared
under speci�c pathogen-free conditions. Animal handling and
care were approved by the Dokkyo Medical University Animal
Experiment Committee in accordance with the university's
regulations for animal experiments and Japanese law (No. 451).
In most experiments, ACI rats donated blood and TDLs and
Lewis rats were recipients. BN and PvG/c rats were used as
recipients in the strain di�erence experiment. (Lewis� DA)F1
and (Lewis� ACI)F1 rats were also used as donors and recipients
in semiallogeneic combination experiments, respectively.

Antibodies and Reagents
Antibodies and probes used for immunohistology, FCM sorting,
and immunomagnetic bead sorting are listed inTable S1. Some
mAbs were puri�ed from culture supernatants and coupled to
FITC, PE, PerCP/Cy5.5 (Innnova Bioscience Ltd, Cambridge,
UK), Alexa-Fluor 488, 594, or 647 (Molecular Probes, Eugene,
OR) in house.

Experimental Design
In general, freshly heparinized whole blood was aseptically
obtained from the donor abdominal aorta and blood components
fractionated and injected i.v. into the tail veins of recipient
rats. In some experiments, we used TDLs as a source of donor
lymphocytes. By routine thoracic duct cannulation of adult rats
(64), up to 108 TDLs could be obtained by overnight collection,
including mature peripheral T cells (� 80%), B cells (� 20%), and
non-lymphoid cells (< 2%) with a viability of> 95%. At various
times from 1 to 14 days after cell transfer, recipient rats received
an i.v. injection of 5-bromo-2'-deoxyuridine (BrdU, 2 mg/100 g
body wt; Sigma Aldrich Japan, Tokyo) for immunoenzyme
staining, or ethynyl deoxyuridine (EdU, 2.5 mg/100 g body
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wt; Life Technologies Japan, Tokyo) for immuno�uorescence
staining and FCM of proliferating cells 1 h before sacri�ce
under iso�urane anesthesia. The SLOs, including the spleen,
peripheral LNs (cervical, axillary, and brachial LNs), gut LNs
(mesenteric LNs), hepatic LNs, and mediastinal LNs, were excised
and fresh-frozen for immunohistological examination (24, 35).
Samples of the spleens and LNs were digested by collagenase
D (Roche Diagnostics, Indianapolis, IN) and the cells used
for FCM. Stained cells were acquired on Attune NxT �ow
cytometer (Thermo Fischer Scienti�c Inc.) or FACSCalibur (BD
Biosciences) and data were analyzed with FlowJo ver.9.2 (FlowJo
LLC, Ashland, OR). Sera were collected and heat inactivated for
30 min at 56� C for detection of antibodies.

We performed �ve speci�c experiments. First, by separating
blood components, e�ective components for the DST response
were surveyed by FCM (24). Second, the fate of donor cells and a
role of recipient phagocytic DCs and NK cells in the spleen were
studied in vivo using multicolor immunohistological staining
or FCM. Third, the mechanism underlying the DST response
was examined regarding how the responsible blood components
worked and the cluster formation by recipient DCs and CD4C

T cells. Fourth, DST responses in other SLOs were examined
mainly in splenectomized recipients. Finally, as a model of a
vaccine vector for prophylactic antibody production, mitotic
inhibitor-treated donor T cells were labeled with antigensand
antibody-forming cell responses against them examined mainly
in splenectomized recipients.

Isolation of Blood Components
To clarify the blood components responsible for DST antibody
production, donor blood was fractionated into WBCs, T
cells, platelets, RBCs, and plasma. The cell dose was adjusted
to the equivalent numbers as those contained in 1 ml of
whole blood. The volume of plasma injected was 1 ml (See
OnlineSupplemental Material). For WBC and platelet isolation,
heparinized blood was centrifuged at 1,600g for 10 min at room
temperature and a bu�y coat containing WBCs and platelets, a
pellet containing mainly RBCs, and the supernatant with cell-free
plasma were collected separately. The bu�y coat was centrifuged
at 1,100g for 20 min at room temperature on a density gradient
medium, Lympholyte-Rat (Cederlane Inc., Ontario, Canada),
to remove contaminating RBCs. The interface was collected
and centrifuged at 110g for 10 min. The pellet contained
mostly WBCs and the supernatant was mostly platelets. After
repeating the centrifugation, the WBC and platelet fractionswere
collected. The purity of both fractions was> 99% with negligible
contamination by RBCs. For the WBCs without T cells, the WBC
fraction was treated with a cocktail of anti-CD3 (Biolegend, San
Diego, CA) and TCRab (Biolegend) and then negatively selected
using auto MACS (Miltenyl Biotech, Gladbach, Germany). This
depleted T cells to 0.1% of total T cells.

For T cells, small lymphocytes were enriched from the
above WBC fractions on discontinuous gradients of OptiPrep
(Axis-Shield, Oslo, Norway) made by overlaying 3 ml of 11.5%
OptiPrep in HBSS onto 4 ml of 15% OptiPrep solution in a 15-
ml conical centrifuge tube. A total of 1� 107� 108 WBCs/6 ml
of PBS were overlaid onto gradients and centrifuged at 600g for

20 min at room temperature. The interface between the medium
and 11.5% OptiPrep containing large cells, such as DCs and
monocytes, was discarded. The interface between 11.5 and 15%
OptiPrep containing mainly small lymphocytes was collected.
T cells were puri�ed by passing the lymphocytes through the
nylon-wool column (Polysciences Inc., PA, US), with a resulting
purity � 95% (65). Contaminating cells were mostly B cells.
For further isolation of CD4C or CD8C T cells, puri�ed T
cells were incubated with FITC-conjugated anti-CD8a or anti-
CD4 antibodies and Alexa-Fluor 647-conjugated anti-MHCII
antibodies, and then sorted by FACSAria II (BD Bioscience, San
Jose CA) as double-negative cells. The purities of sorted CD4 and
CD8 T-cells were> 99%. 1.5� 106 cells of whole T-cells or T-cell
subsets were injected i.v. to recipient rats.

For RBCs, the blood pellet was centrifuged repeatedly on
Lympholyte-Rat to eliminate the remaining leukocytes. After
this, contaminating WBCs were< 10 cells/107 RBCs.

Concerning the dose response to donor T cells and B cells,
small lymphocytes from TDLs were enriched on discontinuous
gradients of OptiPrep and T cells puri�ed as described above.
B cells were puri�ed by negative selection with mAbs to CD4
(Biolegend), CD8b (Thermo Fisher Scienti�c Inc.), CD11b/c
(Biolegend), and CD161a (BD Biosciences) using FACSAria II
(BD Biosciences). A total of 105, 3� 105, and 106 T or B cells
isolated from TDLs were i.v. injected into Lewis rats.

Serum DST Antibody Detection
Serum alloantibody was detected as described previously (24)
with a slight modi�cation. In brief, 2.0� 105 TDLs from donor
ACI rats were incubated with DST-treated sera for 30 min at 4� C.
After washing twice, the cells were incubated with the cocktail
of FITC-conjugated anti-rat IgM and PE conjugated anti-rat
IgG Fc for 30 min at 4� C. Then, the cells were further stained
with Alexa-Fluor 647-conjugated anti-rat TCRab antibody for
30 min at 4� C in order to gate donor T-cells as targets, because
donor B-cells express surface Ig, which could cross-react with
secondary antibodies. Target cells were analyzed by FCM (BD
Biosciences) and the reactivity of alloantibody was estimated as
mean �uorescent intensity (MFI).

Multicolor Immunoenzyme and
Immuno�uorescence Stainings
Fresh 4-mm-thick cryosections of target organs were multicolor
immunostained as described previously (24, 66, 67). Brie�y,
for three-color immunoenzyme staining, donor MHCI or
leukocyte markers (alkaline phosphatase, blue), type IV collagen
or recipient MHCII (peroxidase, brown), and BrdU (alkaline
phosphatase, red) were detected. For 4-color immuno�uorescent
staining, donor MHCI (Alexa-Fluor 594, red), leukocyte markers
(Alexa-Fluor 647, infrared), type IV collagen (AMCA, blue),
and secondary leukocyte markers, MHCI, or EdU (Alexa-Fluor
488, green) were detected. Multichannel images were captured
using an Axioskop 2 Plus �uorescence microscope equipped with
an AxioCam MRm camera (Zeiss, Oberkochen, Germany). We
assigned pseudocolors to each channel to increase the clarity
of merged images by maximizing contrast using AxioVision
software (Zeiss).
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Phenotype of Phagocytic DCs in the T Cell
Area
As phagocytosis of donor MHCIC fragments by recipient
putative DCs in the PALS was suggested, we examined the
phenotypes of conventional DC subsets in a steady state
and after DST treatment by FCM and immunohistology. Rat
conventional DCs are reported to be CD103CMHCII C (28, 29),
with two subsets present in the spleen: CD4CSIRP1aCCD200�

and CD4� SIRP1a� CD200C (68). Recently, all conventional DCs
in the mouse were reported to be universally subdivided into
either XCR1CCSIRP1a� CD8C DCs or XCR1C� SIRP1aCCD8�

DCs, regardless of their activation status (28). Rat DCs
were also reported to be subdivided into either XCR1CCD4�

DCs or XCR1� CD4C DCs (69). Accordingly, these markers
were examined together with CFSE-labeled donor cells. DCs
were enriched from low density fractions of spleen cells by
positive selection with CD103 microbeads and auto MACS. The
phenotypes of low density fractions containing CFSEC signals
were examined by FCM. These cells were further puri�ed by
FACSAria II sorting (BD Biosciences), and cytosmears were
stained with three-color immuno�uorescence for donor MHCI,
XCR1, and DAPI. For immunohistological analysis, the spleen
cryosections were stained with 4-color immuno�uorescencefor
donor MHCI, CD103, type IV collagen, and XCR1. For FCM and
immunohistology, isotype control of the XCR1 mAb (IgG2b) was
used to con�rm the speci�city of the mAb.

To examine activation state of recipient DCs after donor
cell phagocytosis, CFSECXCR1C DCs were investigated by
multicolor FCM for CD25, CD40, CD54 (ICAM-1), CD80, and
CD86. CD25 was reported as one of the activation markers in rat
and human DCs (15, 70).

Role of NK Cells in Donor Cell
Phagocytosis in the PALS
To examine the role of NK cells in donor cell phagocytosis, we
quanti�ed the number of NK cells in the PALS at 0� 12 h
after DST. NK cells and PALS areas were immunohistologically
de�ned as asialo GMC1 cells and the white pulp area encircled by
the IgMC area (marginal zone and lymph follicle), respectively,
on the spleen cross-sections. The whole areas of the cross sections
were photographed and reconstructed using image software
(Microsoft Image Composite Editor, Microsoft, Redmond, WA)
and the numbers of NK cells/mm2 in > 50 PALS areas counted.
For the LNs, whole LN cell suspensions were prepared and the
number of CD161aC asialo GMC

1 cells examined by FCM.
Next, we depleted NK cells by i.v. injecting anti-asialo GM1

polyclonal antibody (35) (2.5 mg in 1 ml PBS per rat, Wako Pure
Chemicals, Tokyo, Japan) at� 1, 1, 3, and 5 days after DST. In the
untreated spleen, CD161aC NK cells were distributed primarily
in the red pulp and marginal zone, and a few in the PALS. The
antibody treatment resulted in almost complete disappearance of
NK cells in the spleen up to 7 days after DST. After NK depletion,
the DST e�ects concerning serum antibody production and DC
phagocytosis were examined.

For detection of NK cell-recruiting chemokines, qPCR was
performed for the spleen and peripheral LNs at 0� 12 h after

DST following standard methods (71). Brie�y, 100 mg of frozen
cervical LNs or splenic tissues were dissolved in 1 ml of ISOGEN
(Nippon Gene, Tokyo, Japan) and RNA extracted following
the manufacturer's instructions. To improve yield, 1.5mL of
ethachinmate (Nippon Gene) was added during isopropanol
precipitation. To ensure removal of genomic DNA, samples
were processed with DNase I (TakaraBio, Shiga, Japan). After
spectrophotometric quantitation, RNA was reverse-transcribed
using PrimeScriptTM Reverse Transcriptase (TakaraBio). RNA
integrity was con�rmed by agarose gel electrophoresis. qPCR was
performed using Universal Probes (Roche, Basel, Switzerland)as
reported previously (71). Primer sets were designed according to
the Universal Probe Library Assay Design Center (https://qpcr.
probe�nder.com/organism.jsp) (Table S2). Data were calculated
using the ddCt method to obtain the mRNA copy number ratio
for the genes of interest against beta-actin.

For strain di�erences in NK activities, PvG/c rats were used
as NK-high responder recipients and BN rats as the other strain
whose NK activity was not classi�ed (33). ACI TDLs were
injected i.v. into PvG/c or BN rats and donor cell phagocytosis
and serum DST antibody responses compared to Lewis rats.

We examined CD161a (NK1.1) and asialo GM1 expression in
splenic DCs, CD8C T cells, and NK cells and the e�ect of asialo
GM1 antibody treatment.

Pretreatment of Donor Cells
To block the chemokine/chemokine receptor axis, we used
pertussis toxin (PTX) (72) as few blocking mAbs were available
in rats. Brie�y, TDLs were incubated with PTX (250 ng/ml, EMD
Chemicals Inc., San Diego, CA) for 2 h at 37� C and transfused
after washing twice. This temporarily inhibited the migration of
syngeneic T cells to the white pulp with a delay of 1–2 days before
the e�ect is lost (72).

For inhibition of mitotic activity, donor T cells were incubated
with MMC (20 mg/5� 107 cells/ml, Sigma-Aldrich) for 30 min at
37� C, and then washed twice just before administration. This
condition was determined by a preliminary experiment. T cell
proliferation was induced by culturing 1.0� 105 cells on a CD28
superagonist-bound plate (5mg/ml) for 3 days at 37� C in a 5%
CO2 atmosphere (66) and BrdUC cells detected by ELISA. This
pretreatment resulted in negligible proliferationin vitro, but did
not inhibit the migration of T cells to the SLOs, comparable to
untreated control (Figures 8B–D).

Phenotype of DCs That Form Clusters With
Recipient T Cells
We previously reported that the recipient CD4C T cell response
originates in the recipient DC/T cell cluster in the PALS after
DST and suggested that this cluster is site of the indirect
pathway of allosensitization (24). In this study, we examined the
phenotype of the cluster-forming DCs in the splenic PALS by 4-
color immuno�uorescence for CD103, XCR1, type IV collagen,
and EdU (66). Cluster-forming DCs were de�ned as CD103C

cells with � 1 EdUC cells in the PALS (24), and the number
of CD103CXCR1C and CD103CXCR1� cells/mm2 in the PALS
were counted (n D 3). CD103� XCR1C cells were counted as well,
as these cells also formed the cluster.

Frontiers in Immunology | www.frontiersin.org 18 May 2019 | Volume 10 | Article 1195



Kitazawa et al. DC Targeting With Allo-T Cells

Examination of the DST Response in LNs
In the LNs, the donor T cell entrance, NK cell kinetics,
phagocytosis of donor MHCI fragments by XCR1C DCs,
proliferative response of CD4C , CD8C , and Foxp3C regulatory
T cells and CD45RC B cells, and serum DST antibodies
were examined in the same fashion as in the spleen.
NK cell kinetics, phagocytosis, and e�ect of anti-asialo
GM1 antibody treatment were examined using whole LN
cell suspensions.

Antibody Response to Antigen-Labeled
Donor T Cells in the LNs
For antigen-labeling of donor T cells, FITC can be used as
a hapten when conjugated with a carrier protein, such as
KLH (73) or carrier polysaccharide (32), and can induce anti-
FITC antibody-forming cells in a carrier-dependent manner.
As skin DCs can be labeled with FITC by skin painting and
induce delayed type hypersensitivity in response to secondary
challenge (74), we reasoned that FITC-labeled donor T cells
may behave as a hapten-carrier antigen and induce anti-FITC
antibody production.

After MMC treatment, 108 puri�ed TDL T cells were
incubated with 20ml of 5 mg/ml FITC isomer I (Sigma-
Aldrich) in 2 ml RPMI for 30 min at 37� C and washed. A
total of 2 � 107 FITC-labeled T cells were injected i.v. into
recipients just after splenectomy. FITC-labeled KLH (400
mg/rat) was used as a positive control (73). Speci�c anti-FITC
antibody forming cell staining was performed as described
with minor modi�cations (32, 73). Brie�y, cryosections were
incubated with either FITC-labeled streptavidin (5mg/ml,
Biolegend) followed by biotinylated alkaline phosphatase
(10mg/ml, Rockland Immunochemicals, Inc., Limerick, PA),
or FITC-conjugated isotype mouse IgG (10mg/ml, Biolegend)
followed by alkaline phosphatase-conjugated anti-mouse IgG
(Sigma Aldrich) and colored blue. Next, type IV collagen
(peroxidase, brown) and BrdU (alkaline phosphatase, red)
were immunostained.

As a second antigen, PE-labeled mouse anti-CD4 mAb was
used to label the T cells and the anti-PE response (75) examined
in the same manner. Donor T cells were incubated with 5mg of
PE-conjugated non-depleting anti-CD4 mAb for 30 min at 4� C
and i.v. injected after MMC treatment. As a control, 5mg of
free PE-conjugated mAb was injected. Speci�c anti-PE antibody
forming cell staining was performed using PE-conjugated isotype
mouse IgG (Biolegend) instead of FITC-labeled IgG.

For the assay of serum anti-FITC or anti-PE antibody, TDLs
from syngeneic Lewis rat were used and pre-incubated with FITC
isomer or PE conjugated anti-rat CD47 antibody for 30 min
at 4� C. After incubating with sera as above, the cells were
reacted with APC-conjugated secondary anti-rat IgM antibody or
with Alexa-Fluor conjugated anti-rat IgG antibody (Biolegend).
Finally, T-cell was labeled by incubating with PE or Alexa-Fluor
488 conjugated anti-TCRab antibody, respectively, in order to
gate donor T-cells. Target cells were analyzed by FCM (BD
Biosciences) and the reactivity of the speci�c antibody was
estimated as mean �uorescent intensity (MFI).

Image Analysis and Statistics
Each parameter was measured in a blinded fashion and expressed
as the mean� SD (n D 3–4 rats). For estimation of surface
areas, image analysis was performed using digital image analysis
software (cellSens, Olympus). For FCM, each assay was repeated
three times. Statistical analysis was performed using the Student's
t-test. For quanti�cation of the number of NK cells in the PALS,
data was analyzed by Mann-WhitneyU test.
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Figure S1 | Both CD4C and CD8C T cells are equally ef�cient in induction of
serum DST antibody response. After transfer of isolated donor CD4C , CD8C , or
whole T cells(A), DST antibodies were examined on day 7(B). (mean� SD, n D
3 rats each, � P < 0.05). MFI, mean �uorescent intensity.

Figure S2 | Conventional DC subsets in the normal rat spleen.(A) In 4-color FCM
analysis, XCR1CSIRP1a� cells and XCR1� SIRP1aC cells were detected in the
splenic MHCIICCD103C DC fraction. XCR1CSIRP1a� MHCIICCD103C DCs were
CD4� and CD200C , whereas XCR1� SIRP1aCMHCIICCD103C DCs were CD4C

and CD200� . Note that both DCs were negative for CD8a. (B) Note that
MHCIIhigh gate (black rectangle) contains XCR1low� int DCs. Isotype control of the
XCR1 mAb shows negative staining, con�rming the speci�city ofthe mAb. (C,D)
Three-color immuno�uorescence staining of XCR1 (green), CD103 (C, red) or
CD169 (D, red), and type IV collagen (white) in the PALS.(C) The arrowheads
indicate XCR1CCD103C DCs. (D) XCR1C cells in the outer margin of the PALS
(C) are mostly CD169C macrophages (yellow) but those in the PALS (P) are
CD169–, mostly DCs (green, arrowheads). Isotype control of the XCR1 mAb
shows negative staining. P, splenic PALS. Scale barD 20 mm (C) or 50 mm (D).
(E) Proportion of two DC subsets in the PALS, which was de�ned by type IV
collagen staining. More than 100 CD103C DCs in the PALS per rat were
examined for XCR1 expression (mean� SD, n D 3 rats each).
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Figure S3 | (A,B) Gene expression of NK-recruiting chemokines. mRNA samples
isolated from recipient spleens(A) or peripheral LNs(B) 0� 12 h after
donor-speci�c transfusion (DST) were reverse-transcribedand analyzed by qPCR
using a Universal Probe Library system. No analyzed gene exhibited a signi�cant
difference 4� 12 h after DST (mean� SD, n D 3 rats each).(C) Three-color FCM
analysis of normal splenocytes from Lewis rats for asialo GM1, CD161a, and
CD103. Most of the asialo GMC

1 cells are CD161aC and do not express CD103,
indicating that splenic DCs are asialo GM�1 . (D) 4-color FCM analysis of normal
splenocytes from Lewis rats for TCRab, CD161a, CD8a, and asialo GM1. T-cells
(TCRabC CD161a� fraction, right upper panel) including CD8C T cells and
TCRabCCD161aC fraction, probably NKT cells (right middle panel), are mostly
asialo GM�

1 . In contrast, asialo GMC
1 cells are either CD8aC or CD8a� (right lower

panel).

Figure S4 | Fate of donor T cells and phagocytosis by XCR1C dendritic cells
(DCs) in three different rat strains with different NK activities. (A) Experimental
protocol for examining donor cell phagocytosis and serum donor speci�c
transfusion (DST) antibody production. MMC, mitomycin C.(B) DST antibodies
were induced in all strains examined (BN, PvG, and Lewis rats) though at different
intensities (n D 3 rats each). MFI, mean �uorescent intensity.(C–F) Fate of donor
cells in BN and PvG rat spleens. Double(C,D) or triple (E,F) immunostaining for
donor MHCI (blue) and type IV collagen (brown), with/without BrdU (red). In PvG
rats (C), donor ACI T cells (blue) quickly disappeared by 2 days aftertransfer. In
contrast, in BN rats(D–F), donor T cells persisted at 2 days(D) and showed
intense proliferation (inset ofE, arrows) at 3 days(E), indicating a predominance of
graft vs. host (GvH) reaction. With MMC pretreatment(F), donor T cells
disappeared and the GvH reactivity was inhibited at 2 days. P, PALS. Scale barsD

100 mm (C–F) or 20mm (inset ofE). (G,H) Phagocytosis of donor ACI T cells by
XCR1C splenic DCs of PvG(G) and BN (H) rats. In an ACI to BN combination,
donor T cells were pretreated with MMC before transfer.(I) Summary of NK
activity, donor cell fate, and donor cell phagocytosis in different rat strains.

Figure S5 | Graft vs. host (GvH) reaction is not required for the donor-speci�c
transfusion (DST) response. T cells from (Lewis� DA)F1 hybrid rats (RT1.AalBal)
were transferred to parental Lewis rats (RT1.AlBl) in which the GvH reaction does
not occur. DST antibody (anti-RT1.Aa) production was readily observed 7 days
after transfer, which was comparable to allogeneic DA (RT1.AaBa) to Lewis
combination (mean� SD, n D 3 rats each). MFI, mean �uorescent intensity; NS,
not signi�cant.

Figure S6 | Activation state of recipient DCs after donor cell transfer. (A) Two
major populations of non-phagocytic DCs were gated as MHCIICXCR1C cells (X)
and MHCIICXCR1� cells (Y, SIRP1aCDC), respectively. The expressions of CD25,
CD40, CD80, CD86, and ICAM-1 in non-phagocytic XCR1CDCs (B) and
SIRP1aCDCs (C) were compared to those of the control group without cell
transfer (mean� SD, n D 4 rats each).

Figure S7 | Equivalent amount of free PE (free PE to F1) did not induce speci�c
antibodies. (A) Experimental protocol for injecting free form PE (n D 3 rats). As a
positive control, PE-labeled T cells were injected.(B) Anti-PE antibody responses
in sera of (Lewis� ACI)F1 hybrid recipients. Note free PE could induce a low level
of antibodies compared to PE-labeled T cells.

Table S1 | Antibodies and probes used in this study.

Table S2 | qPCR Primers and probes.

REFERENCES

1. Siegrist CA. Vaccine immunology. InVaccines.5th ed. Plotkin SA, Orenstein
RW, O�t PA, Edwards KM. editors. New York, NY: Saunders Elsevier.(2008).
p. 17–36.

2. Steinman RM, Banchereau J. Taking dendritic cells into medicine. Nature.
(2007) 449:419–26. doi: 10.1038/nature06175

3. Kastenmuller W, Kastenmuller K, Kurts C, Seder RA. Dendritic cell-
targeted vaccines–hope or hype?Nat Rev Immunol. (2014) 14:705–
11. doi: 10.1038/nri3727

4. Davies JM, Lewis MP, Wimperis J, Ra� I, Ladhani S, Bolton-MaggsPH,
et al. Review of guidelines for the prevention and treatment of infection
in patients with an absent or dysfunctional spleen: prepared on behalf
of the British Committee for Standards in Haematology by a working
party of the haemato-oncology task force.Br J Haematol.(2011) 155:308–
17. doi: 10.1111/j.1365-2141.2011.08843.x

5. Standring S. Gray's Anatomy, 39th ed. The Anatomical Basis of Clinical
Practice. In:Blood, Lymphoid Tissues and Haemopoiesis. Churchill, MB:
Livingstone. (2008). p. 75.

6. Roozendaal R, Mebius RE, Kraal G. The conduit system of the lymph node.
Int Immunol. (2008) 20:1483–7. doi: 10.1093/intimm/dxn110

7. Ohtani O, Ohtani Y, Carati CJ, Gannon BJ. Fluid and cellular pathways of rat
lymph nodes in relation to lymphatic labyrinths and Aquaporin-1 expression.
Arch Histol Cytol.(2003) 66:261–72. doi: 10.1679/aohc.66.261

8. Chung Y, Chang JH, Kim BS, Lee JM, Kim HY, Kang CY. Anatomic
location de�nes antigen presentation by dendritic cells to T cells in
response to intravenous soluble antigens.Eur J Immunol.(2007) 37:1453–
62. doi: 10.1002/eji.200636544

9. Hansen KC, D'Alessandro A, Clement CC, Santambrogio L. Lymph
formation, composition and circulation: a proteomics perspective.Int
Immunol.(2015) 27:219–27. doi: 10.1093/intimm/dxv012

10. Reed SG, Orr MT, Fox CB. Key roles of adjuvants in modern vaccines. Nat
Med.(2013) 19:1597–608. doi: 10.1038/nm.3409

11. Onai N, Obata-Onai A, Schmid MA, Ohteki T, Jarrossay D,
Manz MG. Identi�cation of clonogenic common Flt3CM-CSFRC
plasmacytoid and conventional dendritic cell progenitors in
mouse bone marrow.Nat Immunol. (2007) 8:1207–16. doi: 10.10.
38/ni1518

12. Yoneyama H, Matsuno K, Toda E, Nishiwaki T, Matsuo N, NakanoA, et al.
Plasmacytoid DCs help lymph node DCs to induce anti-HSV CTLs.J Exp
Med.(2005) 202:425–35. doi: 10.1084/jem.20041961

13. Yoneyama H, Matsuno K, Zhang Y, Nishiwaki T, Kitabatake M, Ueha S,
et al. Evidence for recruitment of plasmacytoid dendritic cell precursors to
in�amed lymph nodes through high endothelial venules.Int Immunol.(2004)
16:915–28. doi: 10.1093/intimm/dxh093

14. Ueta H, Shi C, Miyanari N, Xu XD, Zhou S, Yamashita M, et al. Systemic
transmigration of allosensitizing donor dendritic cells to host secondary
lymphoid organs after rat liver transplantation.Hepatology.(2008) 47:1352–
62. doi: 10.1002/hep.22161

15. Yu B, Ueta H, Kitazawa Y, Tanaka T, Adachi K, Kimura H, et al. Two
immunogenic passenger dendritic cell subsets in the rat liver have distinct
tra�cking patterns and radiosensitivities.Hepatology.(2012) 56:1532–
45. doi: 10.1002/hep.25795

16. von Andrian UH, Mempel TR. Homing and cellular tra�c in lymph nodes.
Nat Rev Immunol.(2003) 3:867–78. doi: 10.1038/nri1222

17. Alvarez D, Vollmann EH, von Andrian UH. Mechanisms and
consequences of dendritic cell migration.Immunity. (2008)
29:325–42. doi: 10.1016/j.immuni.2008.08.006

18. Kudo S, Matsuno K, Ezaki T, Ogawa M. A novel migration pathwayfor rat
dendritic cells from the blood: hepatic sinusoids-lymph translocation. J Exp
Med.(1997) 185:777–84. doi: 10.1084/jem.185.4.777

19. Saiki T, Ezaki T, Ogawa M, Maeda K, Yagita H, Matsuno K.In vivo roles
of donor and host dendritic cells in allogeneic immune response: cluster
formation with host proliferating T cells.J Leukoc Biol.(2001) 69:705–12.
doi: 10.1189/jlb.69.5.705

20. Uwatoku R, Suematsu M, Ezaki T, Saiki T, Tsuiji M, Irimura T, et al.
Kup�er cell-mediated recruitment of rat dendritic cells to the liver: roles
of N-acetylgalactosamine-speci�c sugar receptors.Gastroenterology.(2001)
121:1460–72. doi: 10.1053/gast.2001.29594

21. Allan RS, Waithman J, Bedoui S, Jones CM, Villadangos JA, Zhan Y,
et al. Migratory dendritic cells transfer antigen to a lymph node-resident
dendritic cell population for e�cient CTL priming.Immunity. (2006) 25:153–
62. doi: 10.1016/j.immuni.2006.04.017

22. Josien R, Douillard P, Guillot C, Muschen M, Anegon I, Chetritt J, et al. A
critical role for transforming growth factor-beta in donor transfusion-induced
allograft tolerance.J Clin Invest.(1998) 102:1920–6. doi: 10.1172/JCI4221

Frontiers in Immunology | www.frontiersin.org 20 May 2019 | Volume 10 | Article 1195



Kitazawa et al. DC Targeting With Allo-T Cells

23. Jovicic S, Lezaic V, Simonovic R, Djukanovic L. Bene�ciale�ects of donor-
speci�c transfusion on renal allograft outcome.Clin Transplant. (2011)
25:317–24. doi: 10.1111/j.1399-0012.2010.01235.x

24. Ueta H, Kitazawa Y, Sawanobori Y, Ueno T, Ueha S, Matsushima K, etal. Single
blood transfusion induces the production of donor-speci�c alloantibodies
and regulatory T cells mainly in the spleen.Int Immunol. (2018) 30:53–
67. doi: 10.1093/intimm/dxx078

25. Uchida T, Ueta H, Xu XD, Hirakawa J, Tahara K, Zhou S, et al. Rapid
immunosurveillance by recirculating lymphocytes in the rat intestine: critical
role of unsulfated sialyl-Lewis X on high endothelial venules of thePeyer's
patches.Int Immunol. (2018) 30:23–33. doi: 10.1093/intimm/dxx072

26. Zhou S, Ueta H, Xu XD, Shi C, Matsuno K. Predominant donor
CD103CCD8C T cell in�ltration into the gut epithelium during acute
GvHD: a role of gut lymph nodes.Int Immunol. (2008) 20:385–
94. doi: 10.1093/intimm/dxm153

27. Matsuno K, Ueta H, Shu Z, Xue-Dong X, Sawanobori Y, Kitazawa Y, et al.
The microstructure of secondary lymphoid organs that support immune cell
tra�cking. Arch Histol Cytol.(2010) 73:1–21. doi: 10.1679/aohc.73.1

28. Trinite B, Voisine C, Yagita H, Josien R. A subset of cytolytic dendritic cells in
rat. J Immunol. (2000) 165:4202–8. doi: 10.4049/jimmunol.165.8.4202

29. Yrlid U, Cerovic V, Milling S, Jenkins CD, Klavinskis LS, MacPherson GG. A
distinct subset of intestinal dendritic cells responds selectively to oral TLR7/8
stimulation.Eur J Immunol.(2006) 36:2639–48. doi: 10.1002/eji.200636426

30. Gurka S, Hartung E, Becker M, Kroczek RA. Mouse conventional
dendritic cells can be universally classi�ed based on the mutually
exclusive expression of XCR1 and SIRPalpha.Front Immunol. (2015)
6:35. doi: 10.3389/�mmu.2015.00035

31. Crozat K, Guiton R, Contreras V, Feuillet V, Dutertre CA, Ventre E,et al.
The XC chemokine receptor 1 is a conserved selective marker of mammalian
cells homologous to mouse CD8alphaC dendritic cells.J Exp Med.(2010)
207:1283–92. doi: 10.1084/jem.20100223

32. Matsuno K, Ezaki T, Kotani M. Splenic outer periarterial lymphoid sheath
(PALS): an immunoproliferative microenvironment constituted by antigen-
laden marginal metallophils and ED2-positive macrophages in the rat.Cell
Tissue Res.(1989) 257:459–70. doi: 10.1007/BF00221456

33. Kveberg L, Dai KZ, Dissen E, Ryan JC, Rolstad B, Vaage JT, etal.
Strain-dependent expression of four structurally related rat Ly49 receptors;
correlation with NK gene complex haplotype and NK alloreactivity.
Immunogenetics.(2006) 58:905–16. doi: 10.1007/s00251-006-0154-x

34. Slifka MK, Pagarigan RR, Whitton JL. NK markers are expressed on ahigh
percentage of virus-speci�c CD8C and CD4C T cells.J Immunol.(2000)
164:2009–15. doi: 10.4049/jimmunol.164.4.2009

35. Yu E, Ueta H, Kimura H, Kitazawa Y, Sawanobori Y, Matsuno K. Graft-
versus-host disease following liver transplantation: development of a high-
incidence rat model and a selective prevention method.Am J Transplant.
(2017) 17:979–91. doi: 10.1111/ajt.14077

36. Iyoda T, Shimoyama S, Liu K, Omatsu Y, Akiyama Y, Maeda Y, et al. The CD8C
dendritic cell subset selectively endocytoses dying cells in culture andin vivo.
J Exp Med.(2002) 195:1289–302. doi: 10.1084/jem.20020161

37. Schulz O, Reis e Sousa C. Cross-presentation of cell-associated antigens by
CD8alphaC dendritic cells is attributable to their ability to internalize dead
cells.Immunology.(2002) 107:183–9. doi: 10.1046/j.1365-2567.2002.01513.x

38. Kanda Y, Takeuchi A, Ozawa M, Kurosawa Y, Kawamura T, Bogdanova
D, et al. Visualizing the rapid and dynamic elimination of allogeneic
T cells in secondary lymphoid organs.J Immunol. (2018) 201:1062–
72. doi: 10.4049/jimmunol.1700219

39. Kesteman N, Vansanten G, Pajak B, Goyert SM, Moser M. Injection of
lipopolysaccharide induces the migration of splenic neutrophils to the Tcell
area of the white pulp: role of CD14 and CXC chemokines.J Leukoc Biol.
(2008) 83:640–7. doi: 10.1189/jlb.0807578

40. Lechler R, Ng WF, Steinman RM. Dendritic cells in transplantation–friend or
foe?Immunity. (2001) 14:357–68. doi: 10.1016/S1074-7613(01)00116-9

41. Martin-Fontecha A, Thomsen LL, Brett S, Gerard C, Lipp M, Lanzavecchia A,
et al. Induced recruitment of NK cells to lymph nodes provides IFN-gamma
for T(H)1 priming. Nat Immunol.(2004) 5:1260–5. doi: 10.1038/ni1138

42. Rolstad B. The early days of NK cells: an example of how a phenomenon led
to detection of a novel immune receptor system - lessons from a rat model.
Front Immunol.(2014) 5:283. doi: 10.3389/�mmu.2014.00283

43. De Smedt T, Pajak B, Muraille E, Lespagnard L, Heinen E, De Baetselier P, et al.
Regulation of dendritic cell numbers and maturation by lipopolysaccharide in
vivo. J Exp Med.(1996) 184:1413–24. doi: 10.1084/jem.184.4.1413

44. Reis e Sousa C, Germain RN. Analysis of adjuvant function by direct
visualization of antigen presentationin vivo: endotoxin promotes
accumulation of antigen-bearing dendritic cells in the T cell areas of
lymphoid tissue.J Immunol.(1999) 162:6552–61.

45. Calabro S, Liu D, Gallman A, Nascimento MS, Yu Z, Zhang TT,
et al. Di�erential intrasplenic migration of dendritic cell subsets tailors
adaptive immunity.Cell Rep.(2016) 16:2472–85. doi: 10.1016/j.celrep.2016.
07.076

46. Mora JR, von Andrian UH. T-cell homing speci�city and plasticity:
new concepts and future challenges.Trends Immunol.(2006) 27:235–
43. doi: 10.1016/j.it.2006.03.007

47. Yoneyama H, Matsuno K, Zhang Y, Murai M, Itakura M, Ishikawa S,et al.
Regulation by chemokines of circulating dendritic cell precursors, and the
formation of portal tract-associated lymphoid tissue, in a granulomatous liver
disease.J Exp Med.(2001) 193:35–49. doi: 10.1084/jem.193.1.35

48. Xu XD, Ueta H, Zhou S, Shi C, Koga D, Ushiki T, et al. Tra�cking
of recirculating lymphocytes in the rat liver: rapid transmigration into
the portal area and then to the hepatic lymph.Liver Int. (2008) 28:319–
30. doi: 10.1111/j.1478-3231.2008.01671.x

49. Matsuno K, Miyakawa K, Ezaki T, Kotani M. The liver lymphatics
as a migratory pathway of macrophages from the sinusoids to the
celiac lymph nodes in the rat.Arch Histol Cytol. (1990) 53:179–
87. doi: 10.1679/aohc.53.Suppl_179

50. Matsuno K, Ezaki T. Dendritic cell dynamics in the liver and hepatic lymph.
Int Rev Cytol.(2000) 197:83–136. doi: 10.1016/S0074-7696(00)97003-7

51. Fawcett DW. The liver and gallbladder. In:Bloom and Fawcett A Textbook of
Histology 12th ed. New York, NY: Chapman & Hall. (1994). p. 656–7.

52. Afzali B, Lechler RI, Hernandez-Fuentes MP. Allorecognition
and the alloresponse: clinical implications.Tissue Antigens.(2007)
69:545–56. doi: 10.1111/j.1399-0039.2007.00834.x

53. Russo V, Zhou D, Sartirana C, Rovere P, Villa A, Rossini S, et al. Acquisition
of intact allogeneic human leukocyte antigen molecules by human dendritic
cells.Blood.(2000) 95:3473–7.

54. Montecalvo A, Shufesky WJ, Stolz DB, Sullivan MG, Wang Z, Divito SJ,
et al. Exosomes as a short-range mechanism to spread alloantigen between
dendritic cells during T cell allorecognition.J Immunol.(2008) 180:3081–
90. doi: 10.4049/jimmunol.180.5.3081

55. Jo�re OP, Sancho D, Zelenay S, Keller AM, Reis e Sousa C. E�cient
and versatile manipulation of the peripheral CD4C T-cell compartment by
antigen targeting to DNGR-1/CLEC9A.Eur J Immunol.(2010) 40:1255–
65. doi: 10.1002/eji.201040419

56. Lahoud MH, Ahmet F, Kitsoulis S, Wan SS, Vremec D, Lee CN, et al.
Targeting antigen to mouse dendritic cells via Clec9A induces potent CD4 T
cell responses biased toward a follicular helper phenotype.J Immunol.(2011)
187:842–50. doi: 10.4049/jimmunol.1101176

57. Kelly LM, Pereira JP, Yi T, Xu Y, Cyster JG. EBI2 guides serial
movements of activated B cells and ligand activity is detectable
in lymphoid and nonlymphoid tissues. J Immunol. (2011)
187:3026–32. doi: 10.4049/jimmunol.1101262

58. Kraal G, Mebius R. New insights into the cell biology of the
marginal zone of the spleen.Int Rev Cytol. (2006) 250:175–
215. doi: 10.1016/S0074-7696(06)50005-1

59. Bear AS, Cruz CR, Foster AE. T cells as vehicles for cancer vaccination. J
Biomed Biotechnol.(2011) 2011:417403. doi: 10.1155/2011/417403

60. Russo V, Cipponi A, Raccosta L, Rainelli C, Fontana R, Maggioni D, et al.
Lymphocytes genetically modi�ed to express tumor antigens target DCs
in vivo and induce antitumor immunity.J Clin Invest.(2007) 117:3087–
96. doi: 10.1172/JCI30605

61. Berger C, Flowers ME, Warren EH, Riddell SR. Analysis of
transgene-speci�c immune responses that limit thein vivo
persistence of adoptively transferred HSV-TK-modi�ed donor T
cells after allogeneic hematopoietic cell transplantation.Blood. (2006)
107:2294–302. doi: 10.1182/blood-2005-08-3503

62. Yamasaki S, Shimizu K, Kometani K, Sakurai M, Kawamura M, Fujii
SI. In vivo dendritic cell targeting cellular vaccine induces CD4(C)

Frontiers in Immunology | www.frontiersin.org 21 May 2019 | Volume 10 | Article 1195



Kitazawa et al. DC Targeting With Allo-T Cells

Tfh cell-dependent antibody against in�uenza virus.Sci Rep.(2016)
6:35173. doi: 10.1038/srep35173

63. Bonanni P, Grazzini M, Niccolai G, Paolini D, Varone O, Bartoloni A, et al.
Recommended vaccinations for asplenic and hyposplenic adult patients.Hum
Vaccin Immunother.(2017) 13:359–68. doi: 10.1080/21645515.2017.1264797

64. Ford WL, Hunt SV. The preparation and labelling of lymphocytes (Chapter
23). In:Handbook of Experimental Immunology,2rd Edn. Weir DM. editor.
Oxford: Blackwell Scienti�c Publications. (1973). p 23.21–23.27.

65. Julius MH, Simpson E, Herzenberg LA. A rapid method for the isolation
of functional thymus-derived murine lymphocytes.Eur J Immunol.(1973)
3:645–9. doi: 10.1002/eji.1830031011

66. Kitazawa Y, Ueta H, Hunig T, Sawanobori Y, Matsuno K. A novel multicolor
immunostaining method using ethynyl deoxyuridine for analysis of in
situ immunoproliferative response.Histochem Cell Biol.(2015) 144:195–
208. doi: 10.1007/s00418-015-1329-z

67. Yu E, Goto M, Ueta H, Kitazawa Y, Sawanobori Y, Kariya T, et al.
Expression of area-speci�c M2-macrophage phenotype by recruited rat
monocytes in duct-ligation pancreatitis.Histochem Cell Biol.(2016) 145:659–
73. doi: 10.1007/s00418-016-1406-y

68. Voisine C, Hubert FX, Trinite B, Heslan M, Josien R. Two phenotypically
distinct subsets of spleen dendritic cells in rats exhibit di�erentcytokine
production and T cell stimulatory activity.J Immunol. (2002) 169:2284–
91. doi: 10.4049/jimmunol.169.5.2284

69. Geyer H, Hartung E, Mages HW, Weise C, Beluzic R, Vugrek O,
et al. Cytomegalovirus expresses the chemokine homologue vXCL1 capable
of attracting XCR1C CD4- dendritic cells. J Virol. (2014) 88:292–
302. doi: 10.1128/JVI.02330-13

70. Caux C, Massacrier C, Vanbervliet B, Dubois B, Van Kooten C,
Durand I, et al. Activation of human dendritic cells through CD40
cross-linking. J Exp Med. (1994) 180:1263–72. doi: 10.1084/jem.180.
4.1263

71. Sasaki M, Sawanobori Y, Tanaka T, Ueta H, Kitazawa Y, Kikuta S, et al. Pivotal
role of duct epithelia in salivary gland GVHD.Arch Histol Cytol.(2016)
76:9–21. doi: 10.1679/aohc.76.9

72. Cyster JG, Goodnow CC. Pertussis toxin inhibits migration of B and T
lymphocytes into splenic white pulp cords.J Exp Med.(1995) 182:581–
6. doi: 10.1084/jem.182.2.581

73. Walter BA, Valera VA, Takahashi T, Matsuno K, Ushiki T. Evidence
of antibody production in the rat cervical lymph nodes after antigen
administration into the cerebrospinal �uid.Arch Histol Cytol.(2006) 69:37–
47. doi: 10.1679/aohc.69.37

74. Kabashima K, Shiraishi N, Sugita K, Mori T, Onoue A, Kobayashi M,
et al. CXCL12-CXCR4 engagement is required for migration of cutaneous
dendritic cells.Am J Pathol.(2007) 171:1249–57. doi: 10.2353/ajpath.2007.
070225

75. Hayakawa K, Ishii R, Yamasaki K, Kishimoto T, Hardy RR. Isolation of high-
a�nity memory B cells: phycoerythrin as a probe for antigen-binding cells.
Proc Natl Acad Sci USA.(1987) 84:1379–83. doi: 10.1073/pnas.84.5.1379

Con�ict of Interest Statement: HY is employed by TME Therapeutics Inc.

The remaining authors declare that the research was conducted in the absence of
any commercial or �nancial relationships that could be construed asa potential
con�ict of interest.

Copyright © 2019 Kitazawa, Ueta, Sawanobori, Katakai, Yoneyama, Ueha,
Matsushima, Tokuda and Matsuno. This is an open-access article distributed
under the terms of the Creative Commons Attribution License(CC BY). The use,
distribution or reproduction in other forums is permitted, provided the original
author(s) and the copyright owner(s) are credited and that the original publication
in this journal is cited, in accordance with accepted academic practice. No use,
distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org 22 May 2019 | Volume 10 | Article 1195


