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Abstract

 

The migration of antigen-specific T cells to nonlymphoid tissues is thought to be important for
the elimination of foreign antigens from the body. However, recent results showing the migra-
tion of activated T cells into many nonlymphoid tissues raised the possibility that antigen-spe-
cific T cells do not migrate preferentially to nonlymphoid tissues containing antigen. We ad-
dressed this question by tracking antigen-specific CD4 T cells in the whole body after a localized
subcutaneous antigen injection. Antigen-specific CD4 T cells proliferated in the skin-draining
lymph nodes and the cells that underwent the most cell divisions acquired the ability to bind to
CD62P. As time passed, CD62P-binding antigen-specific CD4 T cells with interferon 

 

�

 

 pro-
duction potential accumulated preferentially at the site of antigen injection but only in recipients
that expressed CD62E. Surprisingly, these T cells did not proliferate in the injection site despite
showing evidence of more cell divisions than the T cells in the draining lymph nodes. The re-
sults suggest that the most divided effector CD4 T cells from the lymph nodes enter the site of
antigen deposition via recognition of CD62E on blood vessels and are retained there in a non-
proliferative state via recognition of peptide–major histocompatibility complex II molecules.
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Introduction

 

The elimination of intracellular antigens from the body is
thought to depend on the migration of the activated T cells
to the tissue where antigen is harbored (1). For CD4 T
cells, this process is initiated by dendritic cells that take up
antigen in the tissue where it enters the body and then mi-
grate to the secondary lymphoid organs displaying peptide–
MHC II complexes derived from the antigen (2). CD4 T
cells expressing a complementary TCR, recognize these
complexes, produce growth factors, proliferate (3), and
then many of the progeny migrate into nonlymphoid tissues
including the lungs, liver, intestines, and salivary glands (4).
As the CD4 T cells in nonlymphoid tissues are potent pro-

 

ducers of IL-4 (5, 6) or IFN-

 

�

 

 (4, 7), the purpose of this mi-
gration may be to bring effector T cells into infected tissues
to stimulate the antimicrobial activities of phagocytes.

Activated T cells are able to enter nonlymphoid tissues
due to the induction of surface receptors that are not ex-

pressed on naive T cells. Naive T cells use CD62L, CCR7,
and LFA-1 to recognize and extravasate through the spe-
cialized high endothelial venules of the lymph nodes and
mucosal lymphoid tissues, but lack the molecules needed to
pass out of other types of blood vessels (1, 8). In contrast, a
subset of activated T cells lose CD62L and gain a new set of
selectins, chemokine receptors, and integrins, which allow
these cells to pass through blood vessels and migrate into
the interstitial spaces of nonlymphoid tissues (1, 8).

Activated T cells enter the skin by binding to CD62P
and CD62E on the endothelial cells of inflamed blood
vessels. The binding of activated T cells to CD62P and
CD62E is thought to be mediated by a fucosylated form

 

of CD62P ligand-1 (PSGL-1;

 

*

 

 reference 9), although another
CD62E-binding molecule known as CD62E ligand-1 also
exists (10). PSGL-1 is expressed on naive T cells, but in an
unfucosylated form that does not bind to CD62P or
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 B6, C57BL/6; CD62P-Ig, fusion protein
consisting of the extracellular domain of CD62P and human Ig Fc; CFSE,
5- and 6-carboxy-fluorescein succinimidyl ester; DAPI, 4

 

�

 

,6-diamidine-
2

 

�

 

-phenylindole dihydrochloride; PSGL-1, CD62P glycoprotein ligand-1.
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CD62E (9, 11–13). After TCR and IL-12 receptor signal-
ing, T cells express a fucosyl transferase that adds a fucose
group to PSGL-1, converting it to a form capable of bind-
ing to both CD62P and CD62E (11, 14, 15). Of the acti-
vated CD4 T cells that bind to CD62P 

 

�

 

70% of these cells
also bind to CD62E (16), probably via PSGL-1. The mole-
cule that accounts for the binding of activated T cells to
CD62P alone is unknown.

The importance of CD62E and CD62P to T cell migra-
tion is evidenced by the finding that the migration of Th1
cells into inflamed skin after adoptive transfer is inhibited
when CD62P and/or CD62E are blocked (17, 18). In ad-
dition, the cutaneous hypersensitivity reaction, which is
mediated by T cells, is impaired in mice lacking CD62P
(19), CD62E and CD62P (18, 20, 21), or fucosyl trans-
ferase VII (22), and in mice in which CD62E is blocked
(23, 24). Furthermore, a fraction of the antigen-specific
CD4 T cells in the lymph nodes express fucosylated PSGL-1
several days after subcutaneous injection of antigen (25) as
do the majority of T cells that can be isolated from the skin
(26). It is therefore possible that antigen-stimulated T cells
leave the lymph node during the primary response and use
fucosylated PSGL-1 to enter the site of immunization by
binding to CD62P and CD62E-expressing blood vessels.
Although this is an appealing scenario, it has yet to be dem-
onstrated during an immune response in vivo.

Although activated T cells migrate into nonlymphoid
tissues, it is not clear that nonlymphoid tissues containing
antigen are preferred. Topham et al. (27) found that anti-
gen-experienced CD8 T cells migrated into inflamed
lungs whether or not the relevant antigen was present in
the lungs. Although autoantigen-specific T cells infiltrate
the organ expressing the autoantigen (28, 29), it is possible
that this reflects generalized migration to nonlymphoid tis-
sues rather than specific migration to an antigen-contain-
ing site. Recent studies in which activated T cells were
shown to migrate into many nonlymphoid organs after
systemic administration of antigen (4, 30), did not shed
light on this issue because antigen was not concentrated in
a defined location. Thus, it was not possible to determine
whether or not the T cells accumulated to a greater extent
in organs that contained antigen compared with those that
did not.

We addressed this question by quantifying antigen-spe-
cific CD4 T cells in the whole body after a localized subcu-
taneous injection of antigen. The results show the combined
action of CD62E-dependent migration and antigen-depen-
dent retention cause the injection site to become the major
nonlymphoid tissue in which antigen-specific CD4 T cells
accumulate during the primary response in the skin.

 

Materials and Methods

 

Mice.

 

DO11.10 BALB/c (31), DO11.10 BALB/c RAG2-
deficient, and OT-II C57BL/6 (B6).PL (32) mice were bred in a
specific pathogen-free facility according to National Institutes of
Health guidelines. B6, BALB/c, and CD62P-deficient B6 mice
were purchased from The Jackson Laboratory. B6 mice deficient

 

in CD62E only or both CD62P and CD62E (33) were provided
by D.C. Bullard (University of Alabama at Birmingham).

 

Adoptive Transfer.

 

Single-cell suspensions of spleen and lymph
nodes were prepared from DO11.10 BALB/c, DO11.10 RAG2-
deficient BALB/c, or OT-II B6.PL mice. A sample was stained
to obtain the percentage of CD4 T cells expressing the transgenic
TCR. For DO11.10 mice, cells were stained with CyChrome-
labeled anti-CD4 mAb (BD Biosciences) and FITC-labeled KJ1–26
mAb (Caltag), which specifically recognizes the DO11.10 TCR
(34). For OT-II mice, cells were stained with CyChrome-labeled
anti-CD4 mAb, FITC-labeled anti-V

 

�

 

2 mAb, and phycoery-
thrin-labeled anti-Thy1.1 mAb (all from BD Biosciences). Re-
cipient mice were injected with 3 

 

�

 

 10

 

6

 

 TCR transgenic CD4 T
cells in 0.3 ml of PBS. For 5- and 6-carboxy-fluorescein succin-
imidyl ester (CFSE; Molecular Probes) labeling, cells were incu-
bated with 5 

 

�

 

M CFSE in HBSS for 10 min at 37

 

�

 

C. Cells were
then washed with medium containing FCS and PBS before adop-
tive transfer.

 

Immunizations.

 

Mice were injected with chicken OVA pep-
tide (residues 323–339; Research Genetics) either intravenously
or subcutaneously, 1 d after receiving TCR transgenic T cells.
For intravenous injections, mice received 100 

 

�

 

g of OVA pep-
tide with or without LPS (25 

 

�

 

g, serotype 

 

Escherichia coli

 

 026:B6,
Difco Laboratories) in 0.3 ml of PBS via the tail vein. Alterna-
tively, mice received 50 or 100 

 

�

 

g of OVA peptide emulsified in
IFA (Sigma-Aldrich) in 20 or 40 

 

�

 

l, respectively, in the tail. In
some cases mice were injected at two subcutaneous sites on the
same tail. One site received 50 

 

�

 

g of OVA peptide in 20 

 

�

 

l of
IFA, and the other received 20 

 

�

 

l of IFA alone. These two sites
were separated by 1 cm of normal tail tissue.

 

Whole Mouse Staining.

 

Mice were killed, perfused with PBS
through the left ventricle of the heart, and frozen in O.C.T. em-
bedding compound. 10 

 

�

 

m sections were cut with a LKB 2250
cryomicrotome as described previously (4, 35). Sections were de-
hydrated and fixed in formaldehyde and then Fc-, biotin-, or avi-
din-binding sites were blocked as described previously (4). After a
brief wash with PBS, sections were incubated for 20 min with
biotin labeled anti-Thy1.1 monoclonal antibody. The sections
were then incubated with streptavidin-peroxidase followed by
biotinyl tyramide from the TSA™-Biotin kit (NEN Life Science
Products) according to manufacturer instructions. Deposited
biotin was detected by streptavidin-Cy3 (Caltag), and the sections
were counterstained for 5 min with a 10 

 

�

 

g/ml solution of 4

 

�

 

,6-
diamidine-2

 

�

 

-phenylindole dihydrochloride (DAPI; Roche Ap-
plied Science) in PBS. Sections were mounted on glass plates and
covered with Vectashield (Vector Laboratories) before application
of a coverslip.

 

Whole Mouse Imaging.

 

Images of whole mouse sections were
captured by a CCD camera attached to an Olympus B-60 fluo-
rescence microscope equipped with an automated stage driven by
Metamorph software (Universal Imaging Corp.). A slide with an
affixed whole mouse section was mounted on the stage and posi-
tioned such that the stage was in the top, left position. This posi-
tion was defined as the origin. Beginning at the origin, a series of
DAPI images covering 

 

�

 

3/4 of the section was collected in a
pattern of 14 rows, each consisting of 37 images. Once the DAPI
images were obtained, the stage was returned to the origin, and
the same set of Cy3 images was collected. Because it was not pos-
sible to image the entire mouse in one pass, the slide was moved
and an additional 5–7 rows were imaged to capture the full sec-
tion. Photoshop 5.5 software (Adobe Systems Inc.) was used to
assemble the 

 

�

 

700 individual images into single composite DAPI
or Cy3 images. The DAPI images are assembled first. Due to can-



T
h
e 

Jo
u
rn

al
 o

f 
E
xp

er
im

en
ta

l 
M

ed
ic

in
e

 

753

 

Reinhardt et al.

vas size constraints in Photoshop 5.5, each individual image was
reduced in size to a width of 2 inches. The individual images
from each row were assembled and then stacked sequentially to
produce the final composite DAPI image. Similar actions were
used to assemble the Cy3 images except that operations were first
performed to reduce background fluorescence. The background
signal was blanked by setting the threshold so that no red pixels
were detected on an area of tissue that had no punctate red ob-
jects. The Image/Adjust/Invert function was used to convert the
remaining red objects to black. Individual T cells (based on rim
staining) where then identified in the lymphoid tissues and the
average number of pixels per T cell was determined using the Im-
age/Histogram function. Objects that had 50% more or less pixels
than this average were eliminated using the Digimarc Plug-in fea-
ture, IP•Features/Cutoff. This step eliminated noncell sized arti-
facts. The remaining cellular objects were converted back to red
using the Select/Color range/Reds function in Photoshop and
increased fivefold in diameter using the Select/Modify/Expand
feature so that individual T cells could be seen on the composite
image. The individual Cy3 images were then assembled as de-
scribed above, and the resulting Cy3 composite was overlaid on
the relevant DAPI composite to produce the final merged com-
posite of each section.

 

Quantification of Antigen-specific T Cells in Individual Tissues.

 

Sections (6–10 

 

�

 

m) of explanted tail, spleen, lung, or small intes-
tine from recipients of DO11.10 or OT-II cells were prepared
using a Leica CM 1800 cryomicrotome (Leica), and placed on
charged glass slides (Fisher Scientific). After blocking, sections
were stained sequentially with biotin-labeled KJ1–26 mAb or
biotin-labeled anti-Thy 1.1 mAb, streptavidin-peroxidase, bio-
tinyl tyramide, streptavidin-Cy3, and DAPI as described above.
Digital images were prepared and the background was adjusted as
for the whole mouse images. An average pixel/cell cutoff was ap-
plied to eliminate artifacts and cells that were not in the plane of
the section, preventing overestimation of the total cells in the or-
gan. This was done as described above, except that the cutoff was
applied only to objects below the average pixel value, so as not to
eliminate clusters of cells. The cell-sized objects that remained
were counted using the Digimarc Plug-in feature IP•Features/
Count marks option. On sections where TCR transgenic cells
were very abundant and in contact with one another, the same
cutoff was used, but instead of using the count marks option, the
total number of red pixels on the section obtained using the Se-
lect/Color range and Image/Histogram options in Photoshop
was divided by the average pixels/cell value. This gave a value for
the total number of TCR transgenic cells per section. In the case
of tail cross sections, this value was multiplied by the total num-
ber of sections along the length of the injection site. For the other
organs, which have irregular shapes, the fractional area of repre-
sentative sections occupied by TCR transgenic T cells was multi-
plied by the volume of that organ (as determined by the weight
of that organ in comparably treated animals with the assumption
that 1 ml 

 

�

 

 1 cm

 

3

 

 

 

�

 

 1 gm) and divided by the average volume of
a T cell, as described previously (4).

 

Cell Isolation and Intracellular Staining for Detection of Cytokines.

 

BALB/c recipients of DO11.10 cells were injected subcutane-
ously in the tail with OVA peptide/IFA. 14 d later, mice were
challenged with an intravenous injection of 100 

 

�

 

g of OVA pep-
tide. Mice were killed 2 h later and inguinal, periaortic, and me-
senteric lymph nodes, and the tail injection sites were removed
and placed in chilled Eagles Hanks with amino acids medium
containing 10% FCS. Media for all subsequent steps were supple-
mented with 10 

 

�

 

g/ml of brefeldin A to inhibit secretion of in-

 

tracellular cytokine. Lymph nodes were mashed with the end of a
syringe plunger and incubated in PBS containing collagenase D
(Roche Applied Sciences; 400 U/ml), collagenase VII (Sigma-
Aldrich; 100 U/ml), or Liberase Blendzyme 3 (Roche Applied
Sciences) for 20 min at 37

 

�

 

C. The resulting cell suspension was
filtered to remove debris, washed with PBS, and placed in FCS-
containing medium on ice while the tail injection sites were pro-
cessed. Tail tissue was minced into small pieces and incubated for
15 min in the collagenase mixture at 37

 

�

 

C. The remaining frag-
ments were then mashed with the end of a syringe plunger and
incubated for an additional 15 min. The digested tissue was
minced an additional time before being passed through a filter to
obtain a single cell suspension. The suspension was then passed
over Lympholyte M (CedarLane Laboratories). Lymphocytes
were collected from the interface.

Lymph nodes cells and lymphocytes from the tail were fixed in
2% formaldehyde, permeabilized with 0.3% saponin, and stained
with fluorochrome-labeled anti-CD4, KJ1–26 or anti-Thy1.1,
and anti-IL-2 or IFN-

 

�

 

 antibodies to detect lymphokine produc-
tion in DO11.10 or OT-II T cells (36). Cells capable of binding
to CD62P were identified using a fusion protein containing the
extracellular portion of CD62P and the Fc portion of human IgG
(CD62P-Ig; BD Biosciences). CD62P-Ig was incubated with
cells for 30 min on ice. The cells were washed with PBS and
fixed in 2% formaldehyde. After fixation, cells were stained with
Cy5.5-labeled anti-CD4 and allophycocyanin-labeled KJ1–26
antibodies (Caltag) followed by PE-labeled goat anti-human IgG
antibody (Caltag). Human IgG (Caltag) was used as a negative
control for CD62P-Ig binding. Stained cells were analyzed by
flow cytometry.

 

Bromodeoxyuridine Labeling.

 

BALB/c recipients of DO11.10
cells were injected subcutaneously in the tail with 100 

 

�

 

g of
OVA peptide/IFA. At various times after immunization, mice
were injected intraperitoneally with 0.5 mg of bromodeoxyuri-
dine and then again 2 h later. Mice were killed 2 h after the sec-
ond bromodeoxyuridine injection and the inguinal, mesenteric,
and periaortic lymph nodes and tail injections sites were har-
vested. Cells were isolated as described for intracellular cytokine
staining. Isolated cells were stained with allophycocyanin-
labeled KJ1–26 antibody (Caltag) and Cy5.5-labeled anti-CD4
antibody (BD Biosciences) for 30 min on ice. Cells were washed
in PBS and suspended in 0.5 ml of 1% paraformaldehyde with
0.01% Tween 20, and stored overnight at 4

 

�

 

C. Cells were then
stained with FITC-labeled anti-bromodeoxyuridine antibody
(BD Biosciences) as described previously (37) and analyzed by
flow cytometry.

Bromodeoxyuridine incorporation was also assayed by immu-
nohistochemistry. The lungs, tail injection sites, and periaortic,
inguinal, and mesenteric lymph nodes were dissected from indi-
vidual mice that received OVA peptide/IFA and bromode-
oxyuridine as described above. Organs were frozen together in
O.C.T., sectioned, and stained with biotinylated-KJ1–26 anti-
body and tyramide-rhodamine from the TSA™-rhodamine kit
(NEN Life Science Products) according to manufacturer instruc-
tions. Sections were then washed briefly in PBS and incubated
an additional 60 min in 1% H

 

2

 

0

 

2

 

/0.01% azide. Slides were incu-
bated in avidin and biotin block (Vector Laboratories) before an-
tigen-retrieval according to the BD Biosciences bromodeoxyuri-
dine in situ detection kit (BD Biosciences). The sections were
then incubated with biotin-labeled anti-bromodeoxyuridine an-
tibody, washed with PBS, and incubated with Streptavidin-per-
oxidase for 30 min. After washing, slides were incubated for 5
min with biotinyl-tyramide (NEN Life Science Products),
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washed, and incubated with streptavidin-Cy5 (Caltag) for 20
min. Slides were mounted with Vectashield (Vector Laborato-
ries). Digital images in the rhodamine, FITC, and Cy5 channels
were collected. The autofluorescence present on the FITC im-
ages was used to outline the anatomy of the tissue. Photoshop
5.5 software was used to color Rhodamine-stained objects red,
Cy5-stained objects green, and the FITC autofluorescence gray.
The three sets of images were then overlaid. DO11.10 T cells
that incorporated bromodeoxyuridine contained red and green
color and thus appeared yellow. Yellow objects significantly
smaller than an average cell were eliminated to ensure that yel-
low staining was due to true costaining rather then overlap of
green and red by two adjacent cells.

 

Results

 

Antigen-specific T Cells Accumulate at a Subcutaneous Site of
Antigen Deposition.

 

It was recently demonstrated that anti-
gen-specific CD4 T cells migrate to nonlymphoid organs
in large numbers after systemic exposure to antigen (4). Be-
cause the antigen had access to all parts of the body under
these conditions it was not possible to determine whether
or not the T cells migrated preferentially into antigen-con-
taining organs. This issue was addressed here by confining
antigen to a local site by injecting mice with OVA peptide/
IFA subcutaneously in the tail. This form of antigen ad-
ministration was chosen because IFA emulsions remain lo-
calized at the site of injection for weeks (38). To assess the
migration of antigen-specific CD4 T cells into this injec-
tion site it was necessary to transfer a small number of naive
OVA peptide-specific CD4 T cells from TCR transgenic
donor mice into normal mice before immunization because
the frequency of CD4 T cells specific for this peptide in the
normal T cell repertoire is below the limit of detection of
flow cytometry and immunohistology (39).

Whole-mouse immunohistology was used to determine
whether or not the local site of antigen injection was the
major nonlymphoid tissue into which antigen-specific
CD4 T cells migrated after subcutaneous immunization.
Sections prepared from normal B6 mice (Thy 1.2), or B6
mice that received several million OT-II TCR transgenic
CD4 T cells (Thy 1.1) were stained with Cy3-labeled anti-
Thy 1.1 antibody. A section through a normal mouse that
did not receive OT-II cells contained a few nonspecifi-
cally-stained objects, primarily in the kidney, muscle, and
liver (Fig. 1 A). As expected (4), a section through a recipi-
ent of OT-II cells that was not injected with OVA peptide
showed a similar appearance with the exception that
stained objects, presumably OT-II cells, were also present
in the spleen and lymph nodes (Fig. 1 B). No OT-II cells
were present in the tail tissue of naive mice (Fig. 1, B and
E), consistent with the theory that naive T cells circulate
through secondary lymphoid organs but not nonlymphoid
organs (40). As reported previously (4), OT-II cells were
detected at elevated levels in the spleen and several other
organs such as the liver, lung, salivary gland, intestines, and
thymus, 5 d after intravenous injection of OVA peptide
and LPS (Fig. 1 C). Very few OT-II cells migrated into the
tail under these conditions. In contrast, large numbers of

OT-II T cells were found in the tail tissue 5 d after subcu-
taneous injection of OVA peptide/IFA into this location
(Fig. 1, D and F).

A more quantitative immunohistochemical analysis was
performed using individual organs from BALB/c recipients
of DO11.10 RAG2-deficient CD4 T cells (Fig. 1 G). Na-
ive DO11.10 T cells were found in the spleen but not non-
lymphoid organs in mice that were not injected with OVA
peptide. The number of DO11.10 T cells in the spleen in-
creased 5 d after intravenous injection of OVA peptide plus
LPS or subcutaneous injection of OVA peptide/IFA.
DO11.10 T cells migrated into the lungs after both types of
antigen administration. In contrast, DO11.10 T cells mi-
grated to the intestines but not the tail after intravenous an-
tigen delivery, whereas DO11.10 cells entered the tail but
not the intestines after subcutaneous injection. The entry of
CD4 T cells into the tail appeared to be a function of the
route of antigen delivery and not the type of adjuvant used
since DO11.10 cells were found in the tail in similar num-
bers 5 d after subcutaneous priming with OVA peptide/
IFA or OVA peptide plus LPS (unpublished data). These
results show that although antigen-specific CD4 T cells en-
ter nonlymphoid organs after both systemic and localized
antigen administration, the distribution of T cells differs ac-
cording to the route of immunization.

 

Antigen-specific CD4 T Cells Accumulate Preferentially in the
Subcutaneous Antigen Injection Site.

 

It was possible that the
antigen-specific CD4 T cells that accumulated in the tail
injection site did so by sensing the inflamed blood vessels in
this location. It was also possible, that recognition of OVA
peptide–MHC II complexes played a role in this process.
To assess the roles of inflammation and antigen presenta-
tion, a small amount of IFA containing OVA peptide was
injected into one site on the tail, and an equal volume of
IFA alone was injected into another physically separate site
on the same tail. This created two inflamed sites that dif-
fered only by the presence or absence of antigen. The
number of transferred DO11.10 T cells was then deter-
mined in the tail-draining lymph nodes by flow cytometry
and at each tail injection site by immunohistochemistry.
Immunohistochemistry was used for tail tissue (on sections
of the type shown in Fig. 1 F) because only a small fraction
of the cells shown by immunohistochemistry to be in this
location could be released by enzymatic digestion for flow
cytometric analysis (unpublished data).

About 30,000 DO11.10 T cells were present in the
lymph nodes of recipients that were not injected with
OVA peptide (Fig. 2), or were injected with IFA alone
(unpublished data), whereas no cells were detected in the
tail tissue under these conditions (Fig. 2). The number of
DO11.10 T cells in the draining nodes increased 

 

�

 

10-fold
to 300,000 by day 5 after injection of OVA peptide/IFA
and IFA in separate sites on the same tail, and then de-
creased progressively over the next several weeks. Small
numbers of DO11.10 T cells first appeared in the OVA
peptide/IFA and IFA injection sites by day 3. The number
of DO11.10 T cells in the OVA peptide/IFA injection sites
then increased 300-fold to a peak of 1,000,000 on day 14.
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Figure 1. Detection of antigen-specific T cells in whole body sections following different routes of immunization. Images from anti-Thy 1.1/Cy3-
stained sections through the following mice are shown: (A) a normal B6 mouse that did not receive OT-II cells; (B) a B6 mouse that received 3 � 106

OT-II cells intravenously 5 d before sacrifice; (C) a B6 mouse that received OT-II cells, was injected intravenously the next day with 100 �g OVA pep-
tide and 25 �g LPS, and was killed 4 d later; and (D) a B6 mouse that received OT-II cells, was injected subcutaneously in the tail with 100 �g OVA
peptide/IFA and was killed 4 d later. B, brain; H, heart; K, kidney; L, lung; C, colon; Lv, liver; M, muscle; S, spleen; Sa, salivary glands; Si, small intes-
tine; T, thymus; Ts, testes; Ta, Tail; *, lymph nodes. Enlarged cross sections KJ1-stained through normal tail tissue (E) or a day 5 tail site containing OVA
peptide/IFA (F) from recipients of DO11.10 T cells are also shown. The number of DO11.10 T cells (assessed in spleens by flow cytometry and in the
other organs by immunohistology) present on day 5 in the indicated organs in mice injected with 100 �g OVA peptide and 25 �g LPS intravenously
(white bars), 100 �g OVA peptide/IFA subcutaneously (black bars), or nothing (shaded bars) is shown in G.



T
h
e 

Jo
u
rn

al
 o

f 
E
xp

er
im

en
ta

l 
M

ed
ic

in
e

 

756

 

Migration of Antigen-specific CD4 T Cells to a Site of Antigen Deposition

 

During this period, the number of DO11.10 cells in the
IFA injection site increased to a peak of 30,000. The num-
ber of DO11.10 cells in the tail tissue sites then fell sharply
between days 14 and 20 and slowly thereafter to the limit
of detection by day 60. Therefore, antigen-specific CD4 T
cells migrated into normal and inflamed tissue that did not
contain antigen, but only accumulated to large numbers in
inflamed tissue containing antigen.

 

Antigen-specific CD4 T Cells Do Not Proliferate after Enter-
ing the Antigen Injection Site.

 

As no antigen-specific CD4 T
cells were found in the tail before immunization (Fig. 1, B,
E, and G), their initial appearance at this site must have been
due to migration from some other part of the body. How-
ever, it was possible that the dramatic increase in cell num-
ber seen in the antigen injection site between days 3 and 14
(Fig. 2) was due to the proliferation of the initial immigrants.

To address this question, the thymidine analogue bro-
modeoxyuridine was used to label cells undergoing prolif-
eration during the time that the antigen-specific T cells ac-
cumulated at the injection site. Recipients of DO11.10 T
cells were exposed to bromodeoxyuridine for 4 h at various
times after subcutaneous injection of OVA peptide/IFA.
This short pulse was used to maximize the chance that cells
incorporated bromodeoxyuridine in the location in which
they were sampled. The transferred cells were identified by
coexpression of CD4 and the clonotypic TCR (Fig. 3 A).

20–50% of the DO11.10 T cells in the draining lymph
nodes were labeled with a 4 h pulse of bromodeoxyuridine
3 d after injection of OVA peptide/IFA (Fig. 3, B and C).
This labeling pattern was consistent with an earlier study
(39), which showed that many DO11.10 T cells in the
draining lymph nodes are in the cell cycle at this time. The
fraction of bromodeoxyuridine-labeled DO11.10 T cells in
the draining lymph nodes declined on days 5 and 7 al-
though an easily detectable population was still present
(Figs. 3 C and 4 A). The DO11.10 T cells in the nondrain-

Figure 2. Quantification of antigen-specific CD4 T cells after subcutane-
ous injection of antigen. Mice were injected at two sites on the tail: one site
with OVA peptide/IFA, and the second site with IFA alone. The graph
shows the number of DO11.10 RAG2-deficient cells 	 SEM (n � 2–3
mice per timepoint in three independent experiments) found in the drain-
ing inguinal and periaortic lymph nodes (squares), the injection site contain-
ing OVA peptide/IFA (circles), or the injection site containing IFA alone
(triangles). The minimum value for the Y axis is the limit of detection.

Figure 3. In vivo proliferation by antigen-specific CD4 T cells. Recip-
ients of naive DO11.10 T cells were injected with OVA peptide/IFA. 3
or 7 d later, mice were injected with bromodeoxyuridine over a 4 h pe-
riod immediately preceding sacrifice, and intracellular staining was used to
detect bromodeoxyuridine incorporation in DO11.10 T cells. The gate
used to identify DO11.10 cells is shown in panel A for draining lymph
nodes (DLN) and tail tissue from mice injected with OVA peptide/IFA
7 d earlier. Staining with anti-bromodeoxyuridine (filled histograms) or
an isotype control antibody (open histograms) in DO11.10 cells isolated
from the draining inguinal and periaoritic lymph nodes (DLN), nondrain-
ing mesenteric lymph nodes (NDLN), or tail injection sites, 3 or 7 d after
immunization is shown in B. C shows the mean percentage of DO11.10
T cells 	 SEM (n � 5–7 mice per time point from two independent ex-
periments) that incorporated bromodeoxyuridine in the draining lymph
nodes (black bars), nondraining lymph nodes (gray bars), or tail injection
sites (white bars).
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ing lymph nodes were not labeled with bromodeoxyuri-
dine (Fig. 3, B and C, and Fig. 4 B), demonstrating the
local nature of this immune response. Surprisingly, bro-
modeoxyuridine-labeled DO11.10 T cells were not de-
tected in the antigen injection site on days 3, 5, or 7 (Figs.
3 C and 4 C), despite the fact that the number of DO11.10
T cells in this location increased dramatically during this
period (Fig. 2). Immunohistochemical analysis of tail sec-
tions from these mice showed the presence of bromode-
oxyuridine-labeled cells other than DO11.10 T cells,
demonstrating that cells in this location had access to bro-
modeoxyuridine during the 4 h treatment period (Fig. 4
C). These results showed that antigen-specific CD4 T cells
did not proliferate extensively after entering the nonlym-
phoid site of antigen deposition. Therefore, immigration
from another part of the body was a more likely explana-
tion for the accumulation of these cells.

 

CD62P-binding, Antigen-specific CD4 T Cells Appear in the
Draining Lymph Nodes and then Accumulate at the Antigen In-
jection Site.

 

Because the DO11.10 T cells showed no signs
of division after entering the antigen injection site it was
possible that these cells had never divided. However, since

it is thought that only antigen-experienced T cells are capa-
ble of migrating into nonlymphoid tissues (40, 41), it
seemed more likely that the DO11.10 cells divided else-
where before migrating. These possibilities were addressed
by labeling the naive DO11.10 T cells with CFSE before
transfer and measuring cell division-related dilution of the
dye (42). Because cell division history correlated with
CD62P binding by lymph node T cells in another study
(43), the cells were also tested for CD62P-binding activity
using CD62P-Ig (44).

The DO11.10 T cells in the lymph nodes at the time of
OVA peptide/IFA injection contained high levels of CFSE
(Fig. 5) and did not bind CD62P as expected for naive T
cells (11, 43). By 2 d after injection, most of the DO11.10
T cells in the draining lymph nodes had divided at least
once, with many of the cells showing signs of multiple cell
divisions. At this time, a subset of the most divided cells in
the draining lymph nodes bound CD62P. DO11.10 T cells
could not be isolated from the injection site 2 d after anti-
gen injection (unpublished data). The DO11.10 T cells
continued to divide in the draining lymph nodes such that
by day 5 many of the cells had divided more than six times.
Again, a subset of the most divided cells bound CD62P. By
this time, DO11.10 T cells could be isolated from the tail
injection site. All of these cells had divided more than 6
times and most bound CD62P. Thus, the most divided cells
in the lymph node resembled the cells in the tail with re-
spect to CD62P-binding activity. The CFSE staining pat-
tern for DO11.10 T cells in the draining lymph nodes did
not change between days 5 and 11, indicating that cell divi-
sion ceased during this interval. By day 11, very few
CD62P-binding DO11.10 T cells remained in the draining
lymph nodes. In contrast, all of the DO11.10 T cells at the
injection site at this time bound CD62P. Together these re-
sults are consistent with a scenario in which antigen-specific
CD4 T cells are stimulated in the draining lymph nodes. A
subset of these cells, which divides more than other cells in
the population, acquires the ability to bind CD62P, leaves
the lymph nodes, and migrates to the injection site.

Figure 4. In situ detection of bromodeoxyuridine-labeled cells. Recip-
ients of naive DO11.10 T cells were injected with OVA peptide/IFA. 7 d
later mice were either injected with bromodeoxyuridine over a 4 h pe-
riod just before sacrifice (A–C), or did not receive bromodeoxyuridine
(D). Sections of a draining inguinal lymph node (A), a nondraining me-
senteric lymph node (B), or tail (C and D) stained with KJ1–26 (Cy3,
red), and anti-bromodeoxyuridine (Cy5, green) antibodies are shown.
The tail section shown in D served as a control for false double-positive
staining. The number in the upper left corner of each panel represents the
percentage of red KJ1–26
 cells that also stained green with anti-bro-
modeoxyuridine antibody, and thus appear as yellow objects.

Figure 5. The most divided antigen-specific CD4 T cells in the lymph
nodes and antigen injection site bind CD62P. The dot plots show the
levels of CD62P binding and CFSE dilution in KJ1–26
 cells from the
draining lymph nodes or tails of BALB/c recipients of CFSE labeled
DO11.10 T cells that were injected subcutaneously in the tail with OVA
peptide/IFA.



T
h
e 

Jo
u
rn

al
 o

f 
E
xp

er
im

en
ta

l 
M

ed
ic

in
e

 

758

 

Migration of Antigen-specific CD4 T Cells to a Site of Antigen Deposition

 

CD62E Is Critical for the Entry of Antigen-specific CD4 T
Cells into the Antigen Injection Site.

 

Because CD62P-bind-
ing antigen-specific CD4 T cells accumulated at the anti-
gen injection site and because most T cells that bind
CD62P also bind CD62E (16), it was possible that these
molecules played a role in the migration process. This pos-
sibility was tested by assessing the capacity of antigen-spe-
cific CD4 T cells to accumulate at the site of antigen injec-
tion in mice lacking CD62P, CD62E, or both CD62P and
CD62E. The adoptive transfer of OT-II cells was used for
this purpose because the selectin-deficient recipients were
on the B6 background.

The accumulation of OT-II cells in the draining lymph
nodes 5 d after subcutaneous injection of OVA peptide/
IFA was similar in normal and CD62P-deficient mice (Fig.
6 A). In addition, similar numbers of OT-II cells were
present in the tail injection sites in both groups. In contrast,
OT-II T cells accumulated in the antigen injection sites of
mice lacking CD62E (Fig. 6 B) or CD62P and CD62E
(Fig. 6 C) 6–10-fold less well than they did in normal mice.
The draining lymph nodes of CD62E-deficient or
CD62E/P-deficient recipients of OT-II cells also con-
tained one half to one third as many OT-II cells as the
draining lymph nodes of normal mice, 5 d after OVA/IFA
injection. Although this difference could have been ex-
plained by the fact that about half as many OT-II cells were
present in the lymph nodes of CD62E/P-deficient mice
before immunization, this could not account of the differ-
ence in CD62E-deficient mice, which contained the same
number of OT-II cells in the lymph nodes as normal mice
before antigen injection. These results indicated that the
CD62E expression by the recipient was critical for maximal
accumulation of antigen-specific CD4 T cells in the drain-
ing lymph nodes and site of antigen injection.

 

Antigen-specific CD4 T Cells at the Antigen Injection Site
Produce IFN-

 

�

 

 but Not IL-2.

 

The preferential accumula-
tion of antigen-specific CD4 T cells in the antigen injec-
tion sites several weeks after immunization raised the possi-
bility that these T cells recognized peptide–MHC II
complexes in this location. This possibility was explored
using a method that allows direct ex vivo detection of in-
tracellular IL-2 and IFN-

 

�

 

 in transferred DO11.10 cells
(36). About 15% of the DO11.10 cells in the tail injection
sites on day 14 contained IFN-

 

�

 

, a value that increased to
30% (Fig. 7 B) after challenge with OVA peptide. In con-

trast, very few of the DO11.10 cells in the tail injection
sites on day 14 contained IL-2 before or after challenge
(Fig. 7, A and B), perhaps explaining why these cells did
not proliferate in the injection site. The DO11.10 cells in
the draining lymph nodes of mice injected with OVA pep-
tide/IFA 14 d earlier did not contain IL-2 or IFN-

 

�

 

 (Fig.
7, A and B), but 

 

�

 

10% of the cells produced IL-2 but not
IFN-

 

�

 

, 2 h after challenge with OVA peptide (Fig. 7, A
and B). The presence of IFN-

 

�

 

 in the antigen-specific
CD4 T cells that resided in the antigen injection site is evi-
dence that these cell were undergoing active stimulation in
this location, despite a lack of IL-2 production and prolifer-
ation. In contrast, the antigen-experienced CD4 T cells
that resided in the lymph nodes showed no signs of consti-
tutive stimulation and produced IL-2 but not IFN-

 

�

 

 when
challenged with antigen.

 

Discussion

 

The results presented here provide clear evidence that
the local site of antigen deposition is the major nonlym-
phoid tissue in which activated antigen-specific CD4 T
cells accumulate during the primary response. This con-
clusion is supported by the recent finding that antigen-
specific CD4 T cells accumulate in the lungs after nasal
influenza virus infection (7). These studies imply that pep-
tide–MHC II recognition plays a role in either the migra-

Figure 6. Antigen-specific CD4 T cells do
not migrate to the subcutaneous antigen injec-
tion site in the absence of CD62E. Thy 1.1


OT-II T cells were transferred into normal,
CD62P-deficient, CD62E-deficient, or
CD62E/P-deficient mice, some of which were
then injected subcutaneously in the tail with
100 �g of OVA peptide/IFA. The mean num-
ber 	 SEM (n � 4–6 mice) of OT-II T cells
detected in the draining periaortic and inguinal
lymph nodes (by flow cytometry) or tail injec-

tion sites (by immunohistology) of normal or CD62-deficient mice 5 d after OVA peptide/IFA injection are shown. Normal recipients (black bars) were
compared with CD62P-deficient (A), CD62E-deficient (B), or CD62E/P-deficient recipients (white bars) in separate experiments.

Figure 7. IL-2 and IFN-� production by antigen-specific CD4 T cells.
Recipients of naive DO11.10 T cells were injected with OVA peptide/
IFA. 14 d later, ex vivo intracellular staining was used to detect IL-2 (A)
or IFN-� (B) in DO11.10 T cells before (black bars) or 2 h after intrave-
nous injection of 100 �g of OVA peptide (white bars).
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tion or retention of antigen-specific T cells in non-
lymphoid tissues. It is therefore likely, that the previously
reported migration of antigen-specific T cells into most
nonlymphoid tissues after systemic antigen administration
(4, 30, 45) is explained in part by the body-wide distribu-
tion of antigen in this situation. However, the fact that
some antigen-specific CD4 T cells accumulated in the
lungs and thymus after subcutaneous injection of antigen
suggests that local antigen presentation is not the only fac-
tor that determines the distribution of antigen-specific T
cells in certain nonlymphoid tissues.

It is currently thought that the migration of activated T
cells into nonlymphoid organs is controlled by induction of
homing and chemokine receptors on the T cells and in-
flammation-dependent display of selectins, adhesion mole-
cules, and chemokines on blood vessels (8, 46). It was re-
cently shown that the induction of homing molecules on
the T cells is influenced by the type of secondary lymphoid
organ in which peptide–MHC II recognition occurs. For
example, several days after systemic administration of anti-
gen, antigen-specific CD62P-binding CD4 T cells lacking

 

�

 

4

 

�

 

7 integrin were generated in peripheral lymph nodes,
whereas cells expressing high levels of 

 

�

 

4

 

�

 

7 integrin but
lacking CD62P-binding activity were generated in mucosal
lymph nodes (43). As inflamed blood vessels in the skin and
mucosal tissues express CD62P and CD62E (47–49) or
MadCAM-1 (50), respectively, it was possible that the
CD62P-binding T cells generated in peripheral lymph
nodes, migrated to the skin, whereas the 

 

�

 

4�7 integrin-
expressing T cells in the mucosal lymphoid organs migrated
to the mucosal tissues. Our findings that CD62P-binding
antigen-specific CD4 T cells were generated in the drain-
ing lymph nodes early after subcutaneous antigen injection
and then accumulated at the injection site is consistent with
this scenario.

The finding that CD62E is critical for the migration of
antigen-experienced CD4 T cells to the site of antigen
deposition during the primary response is consistent with
earlier reports that secondary T cell responses in the skin
are dependent on CD62E and/or CD62P expression on
blood vessels (17–19, 21, 23, 24, 51). CD62E has been re-
ported to play a larger role than CD62P in the migration of
polyclonal T cells into a skin site injected with inflamma-
tory cytokines and the migration of porcine T cells into the
skin during the DTH reaction (23, 52). In our experi-
ments, antigen-experienced CD4 T cells used CD62E
preferentially to enter the injection site while retaining the
ability to bind to CD62P. This situation could be related to
temporal differences in the expression of CD62E and
CD62P. For example, CD62E may be expressed on skin
blood vessels at higher levels than CD62P several days after
immunization when antigen-experienced T cells are leav-
ing the lymph nodes and entering the bloodstream. It is
currently not clear which receptor is used by the antigen-
experienced T cells to recognize CD62E and enter the in-
jection site. Although PSGL-1 and CD62E ligand-1 are
both candidates, we favor PSGL-1 because it is expressed

by T cells at the injection site and can account for the fact
that they bind CD62P and CD62E.

At first glance it was surprising to find that antigen-spe-
cific CD4 T cells did not accumulate normally in the drain-
ing lymph nodes of recipients lacking CD62E. As CD62E
is not expressed on T cells or APCs (53) it is unlikely that it
could directly influence T cell activation or proliferation.
Therefore, we favor the idea that the reduced accumula-
tion in the lymph nodes was a secondary effect of the re-
duced accumulation of T cells at the injection site. As acti-
vated T cells can enter lymph nodes from tissues via
afferent lymphatic vessels (41), the number of antigen-spe-
cific T cells in the draining lymph nodes after immuniza-
tion is determined by two inputs: cells that proliferated and
remained in the lymph node and cells that migrated to the
injection site and reentered the lymph node via the afferent
lymph. In the absence of CD62E, this second source of T
cells would be missing, resulting in fewer T cells in the
draining lymph nodes.

As mouse endothelial cells can express MHC II mole-
cules under certain conditions (54, 55), it is possible that
recognition of peptide–MHC II complexes on blood ves-
sels played a role in the entry of antigen-specific CD4 T
cells into the antigen injection site. However, the fact that
the antigen-specific CD4 T cells initially entered equally
into sites containing antigen plus IFA or IFA alone suggests
that an antigen-independent mechanism is involved in en-
try. Thus, it is more likely that the antigen-specific T cells
initially passed out of blood vessels at both types of injec-
tion sites by recognizing CD62E and other adhesive
ligands. The much greater subsequent accumulation of an-
tigen-specific T cells in the antigen-containing sites could
then have occurred because the T cells were retained in
this location as a consequence of peptide–MHC II recogni-
tion on local APC. Support for this scenario comes from
earlier experiments in which adoptively transferred neu-
roantigen- or OVA-specific T cell clones entered the brain
equally, but only the neuroantigen-specific cells accumu-
lated in this location (56). Similarly, although activated
CD8 T cells enter many inflamed tissues, they accumulate
in tissues containing in antigen (57, 58).

Remarkably, the accumulation of antigen-specific CD4
T cells at subcutaneous sites of antigen injection was not as-
sociated with proliferation in this location. This lack of
proliferation was not due to a lack of peptide–MHC II rec-
ognition because a sizeable fraction of the T cells in this site
at 2 wk were producing IFN-� constitutively. A similar
state where proliferative capacity is lost but effector func-
tion is retained has been described recently for activated
CD8 T cells (59, 60) and IL-4–producing T cells in the
lungs (6). Despite the lack of proliferation at the injection
site, the antigen-specific CD4 T cells had divided on aver-
age more than the cells in the lymph nodes at the same
time. This could be explained by the fact that the T cells
divided extensively in the lymph nodes before migrating to
the injection site. The most divided T cells may have accu-
mulated preferentially at the injection site because these
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were the only cells in the lymph nodes that acquired the
ability to bind CD62E.

Coordinate regulation of homing molecule expression
and lymphokine production potential by cell division may
also explain the observation that IFN-�–producing T cells
resided preferentially at the injection site, whereas IL-2–
producing cells resided preferentially in lymph nodes. In
vitro experiments have shown that multiple cell divisions
favor acquisition of the capacity to produce effector lym-
phokines such as IL-4 and IFN-� (61), although this was
not the case in at least one in vivo situation (62). There-
fore, it is possible that the CD4 T cells that divide the
most in the lymph nodes acquire the capacity to produce
effector lymphokines and express homing molecules
needed to enter nonlymphoid organs. In the case of an in-
fection, this sequence of events would produce the desir-
able result of concentrating CD4 T cells with the capacity
to produce anti-microbial lymphokines at the nonlym-
phoid infection site.
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