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Cytotoxic T lymphocytes (CTLs) that cause type 1 di-
abetes are activated in draining lymph nodes and be-
come concentrated as fully active CTLs in inflamed
pancreatic islets. It is unclear whether CTL function is
driven by signals received in the lymph node or also
in the inflamed tissue. We studied whether the devel-
opment of cytotoxicity requires further activation in
islets. Autoreactive CILs found in the islets of diabe-
tes-prone NOD mice had acquired much higher ex-
pression of the cytotoxic effector markers granzyme
B, interferon y, and CD107a than had those in the
pancreatic lymph node (PLN). Increased expression
seemed to result from stimulation in the islet itself. T
cells held up from migrating from the PLN by admin-
istration of the sphingosine-1-phosphate agonist
FTY720 did not increase expression of cytotoxic mol-
ecules in the PLN. Stimulation did not require antigen
presentation or cytokine secretion by the target f3
cells because it was not affected by the absence of
class I major histocompatibility complex expression
or by the overexpression of suppressor of cytokine
signaling-1. Activation of CD40-expressing cells stim-
ulated increased CTL function and f3-cell destruction,
suggesting that signals derived from CD40-expressing
cells promote the acquisition of cytotoxicity in the
islet environment. These data provide in vivo evi-
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dence that stimulation of cytotoxic effector mole-
cule expression occurs in inflamed islets and is inde-
pendent of 8 cells. (4m J Patbol 2011, 178:2716-2725;
DOI: 10.1016/j.ajpath.2011.02.015)

Type 1 diabetes is an autoimmune disease in which the
insulin-producing B cells of the pancreas are selectively
destroyed. CD4* and CD8™ T cells are required for efficient
disease progression.” The priming of naive diabetogenic T
cells is believed to occur in the pancreatic lymph node
(PLN), where proteins derived from B cells are exposed to
the immune system. T cells from g-cell-specific CD4* TCR
transgenic BDC2.5 mice proliferated in the PLN before their
detection in the pancreas.? Also, excision of the PLN from
young NOD mice prevented the development of diabetes.®
Activation of lymphocytes in the regional secondary lym-
phoid tissue occurs not only in diabetes but generally in all
immune responses. For example, in viral illness, such as
influenza, activation of CD8" cytotoxic T lymphocytes
(CTLs) occurs in lymph nodes draining the site of infec-
tion.*~® Activation results in extensive proliferation and dif-
ferentiation before migration to infected tissue.®~® Recent
data from viral infection models have highlighted a role for
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signals in the target tissue as stimulating increased cytotox-
icity by primed CTLs that promotes viral clearance.®~""

Extensive studies in the NOD mouse model, and indirect
evidence from human diabetes, have identified CD8* CTLs
as the main cells that perform p-cell destruction.'>'3 CTLs
recognize peptide antigens presented on the B-cell surface
by major histocompatibility complex (MHC) class | protein
that consists of a polymorphic heavy chain and a constant
light chain, Bs-microglobulin. NOD mice deficient in B-
microglobulin lack MHC class | and CD8* T cells and are
protected from disease.’~"” Conditional deletion of MHC
class | from the B cell alone resulted in a significant re-
duction in diabetes, and overexpression of adenovirus
E19 protein in B cells inhibited MHC class | expression
and prevented CTL lysis.'®"° Transgenic overexpression
of suppressor of cytokine signaling 1 (SOCS1) in B cells
blocked CTL killing of B cells by reducing MHC class |
expression and antigen presentation. Therefore, a direct
interaction between CTL and MHC class | on the B cell is
required for B-cell destruction. It is possible that protec-
tion is seen because T cells do not achieve full activation
with reduced B-cell antigen presentation or that they be-
come fully armed but not able to target B cells adequately
for killing to occur.

Although fully mature CTLs are concentrated in the
islets of prediabetic NOD mice, it is unclear whether this
is driven by signals received in the lymph node only or
also in the inflamed tissue. The aim of this study is to
explore the role of stimuli in islets in the development of
diabetogenic CTLs. These data show that signals in the
islet are required for the acquisition of molecules that
indicate cytotoxic effector function.

Materials and Methods
Mice

All the mice were bred and maintained at the St. Vincent's
Institute animal facility (Fitzroy, Australia). NOD/Lt mice
were purchased from the animal breeding facility at the
Walter and Eliza Hall Institute, Melbourne, VIC, Austra-
lia. The 8.3 mice expressing TCRaB rearrangement of
the H-2K%-restricted, B-cell reactive, CD8" T-cell clone
NY8.3; NODRIP-SOCS1 mice expressing the SOCS1
transgene under the control of the rat insulin promoter;
NODIGRP mice expressing islet-specific glucose-6-
phosphatase catalytic subunit-related protein (IGRP) un-
der the control of an MHC class Il promoter (I-Eak); and
class | B-bald mice containing a conditional deletion of
Bo-microglobulin from B cells have all been described
previously.'®29722 Granzyme B (GzmB)-deficient mice
were backcrossed to NOD for 10 generations and then
were crossed with 8.3 to generate GzmB-deficient 8.3
mice (Z.U.M. and H.E.T., unpublished data).?® The Insti-
tutional Animal Ethics Committee approved all the exper-
iments.

Antibodies and Peptides

Antibodies used for flow cytometric analysis were as fol-
lows: anti-CD8 [Ly2(53-6.7)] conjugated to phycoerythrin
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(PE) or allophycocyanin (BioLegend, San Diego, CA), anti-
interferon (IFN) y (XMG1.2) conjugated to PE (BD Pharmin-
gen, San Diego, CA), and anti-mouse GzmB (I6G6) conju-
gated to PE (eBioscience Inc., San Diego, CA). Isotype
controls were PE-conjugated rat IgG1 (R3-34) (BD Pharmin-
gen) or PE-conjugated rat IgG2b (RTK4530) (BioLegend).
The peptide IGRP,pg.014 (VYLKTNVFL) was purchased
from Auspep (Louisville, KY).

CFSE Labeling and Adoptive Transfer

CD8" T cells from 8.3 mice were labeled with carboxy-
fluorescein succinimidyl ester (CFSE) as previously de-
scribed.?! Cells were resuspended at 2.5 X 107/mL in
PBS, and 200 ulL was injected i.v. into the tail vein of
recipient mice. After 5 days, the mice were sacrificed,
and the inguinal lymph node (ILN), PLN, and islets were
harvested.

FTY720 and CD40 Agonist Treatments

The sphingosine-1-phosphate receptor-1 agonist FTY720
was purchased from Cayman Chemical Co., Ann Arbor,
MI. Recipient NOD mice were treated i.p. with 3 mg/kg
FTY720 in water on days 1 to 4 after adoptive transfer.
CD40 agonist treatment was performed as previously
described.?*

Islet Isolation

Islets of Langerhans were isolated using collagenase P
(Roche, Basel, Switzerland) and Histopaque-1077 den-
sity gradients (Sigma-Aldrich Corp, St. Louis, MO) as
previously described.?°:2°

Flow Cytometry

Lymph nodes harvested from recipient mice were prepared
as single-cell suspensions. Peripheral blood was collected
by cardiac puncture, and lymphocytes were separated on a
Ficoll gradient. Islets were dispersed to single cells with 0.1
mg/mL bovine trypsin (CalBiochem, San Diego, CA) and 2
mmol/L EDTA for 5 minutes at 37°C and gentle pipetting.
Dispersed islets were washed in RPMI 1640 medium con-
taining antibiotics, 2 mmol/L glutamine, nonessential amino
acids, 50 um of mercaptoethanol, and 10% fetal calf serum
(complete RPMI; Gibco, Invitrogen Corp., Grand Island,
NY) and were allowed to recover for 1 to 2 hours in com-
plete RMPI at 37°C in 5% CO,. Cell surface markers were
stained using standard procedures. Intracellular staining
was performed according to the manufacturer’s specifica-
tions using the Cytofix/Cytoperm Plus kit purchased from
BD Biosciences. The specificity of staining was confirmed
using isotype control antibodies. To ensure that collage-
nase digestion and trypsinization of islets did not alter stain-
ing of T cells, some PLN samples were treated as for islets,
and expression of CFSE, CD8, and GzmB was analyzed.
Pattern of expression was the same in the PLN with or
without collagenase digestion and trypsinization. All analy-
ses were performed using the FACSCalibur flow cytometer
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(Becton Dickinson, Franklin Lakes, NJ) and FlowJo analysis
software (Tree Star Inc., Ashland, OR). Mean fluorescence
intensity (MFI) was used to quantify and compare expres-
sion of markers of cytotoxicity where indicated.

CD107a Degranulation Assay

Unlabeled 8.3 T cells (5 X 10°) in PBS were adoptively
transferred into NOD recipients. After 5 days, the ILN, PLN,
and islets were harvested, and single-cell suspensions
were prepared. Degranulation was measured on trans-
ferred cells by staining with anti-CD8, IGRP,5.514H-2Kd
tetramer (made by ImmunolD Flow Cytometry Facility,
Melbourne, Australia), and anti-CD107a (BD Pharmin-
gen) and were analyzed by flow cytometry using stan-
dard methods.

Statistics

Analysis of data was performed using the GraphPad
Prism program (GraphPad Software Inc., San Diego, CA),
and the unpaired Student’s t-test was used to assess
statistical significance. Values are given as mean = SEM
throughout. Error bars on all graphs represent the SEM.

Results

Diabetogenic CTLs in Islets Display Increased
Markers of Cytotoxicity

To determine whether restimulation in the islet environ-
ment is required for fully differentiated CTLs to develop,
we adoptively transferred CFSE-labeled 8.3 CD8™ T cells
into 8- to 9-week-old NOD recipients and analyzed CTL
proliferation and expression of markers of cytotoxicity in
the PLN versus the islets (Figure 1). The age of mice was
carefully selected to be before the age where the PLN
is dispensable for diabetes onset.® In the PLN, the
CFSE*"CD8™ T cells underwent several rounds of cell
division (divisions 1 to 3). In the islets, we detected further
division that gave rise to a distinct pattern of proliferation
in which most cells were detected in divisions 4 to 7
(Figure 1, A and B). This pattern suggests that initial
proliferation occurs in the PLN in response to islet antigen
presented on dendritic cells and that these cells migrate
to the islets and undergo further rounds of division.

We next examined the secretion of IFNy and the ex-
pression of GzmB in dividing CFSE*CD8" T cells. The
secretion of IFN+y in response to antigen is often used as
a marker of cytotoxic capacity in CD8™ T cells. Single-cell
suspensions of the ILN, PLN, and islets were cultured in
vitro for 6 hours with IGRP 6514 PEPtide, and capacity to
secrete IFNy was analyzed by intracellular cytokine stain
(Figure 1C). The mean * SEM percentage of proliferating
CFSE*CD8™ T cells secreting IFNy after transfer was
higher in islets (26.2% = 6.2%; mean = SEM MFI = 1071 =
86.2) compared with in the PLN (8.02% = 0.61%; mean =
SEM MF| = 328.6 = 47.04), and this did not correlate
strongly with the number of cell divisions (P < 0.005)
(Figure 1, C and D).

GzmB, a serine protease, is the most abundant com-
ponent of the cytolytic granule and is a major part of the
cytolytic mechanisms enabled by perforin.?®6 GzmB ex-
pression increased with each round of cell division of
CFSE*CD8™ T cells in the PLN (Figure 1E). However,
once the CD8™" T cells reached the islets, there was a
further significant increase in GzmB expression. This was
quantifiable by comparing the MFI for GzmB expression
at each site (Figure 1F). In the PLN, the mean + SEM MFI
increased from 23.06 = 1.53 in the early divisions to
44.3 + 2.42 as the cells progressed to later divisions.
Once in the islets, GzmB expression increased again
(mean + SEM MFI = 87.53 + 7.36), and this was inde-
pendent of cell cycle number (Figure 1F) (P < 0.0001,
MFI for GzmB in islets compared with in the PLN). Ex-
pression in islets was comparable with GzmB expression
after maximal in vitro stimulation (see Supplemental Fig-
ure S1 at http://ajp.amjpathol.org). To ensure that the de-
tection of GzmB in 8.3 T cells was specific, we generated
GzmB-deficient 8.3 mice and assessed expression in
these T cells isolated from the ILN, PLN, and islets of
NOD mice after adoptive transfer. Staining was absent in
the GzmB-deficient 8.3 T cells (data not shown).

To assess cytotoxic function, we evaluated the degran-
ulation of the 8.3 T cells in the PLN and islets, directly ex
vivo (Figure 1, G and H). The mean = SEM percentage of
transferred 8.3 T cells expressing CD107a was increased
on CD8"tetramer™ T cells from in the islets (26.2% =
3.81%; mean = SEM MFI = 32.65 *+ 2.67) compared with
in the PLN (12.8% =* 1.96%; mean = SEM MFI = 18.3 =
4.23) (P < 0.01). The expression of CD107a in islets was
less than after in vitro stimulation, but the differences
between the PLN and islets was similar (see Supplemen-
tal Figure S1 at http://ajp.amjpathol.org). The increased
degranulation correlates with the increase in cytotoxic
molecule expression in the islets. Most striking about all
the variables measured were the substantial differences
seen between the populations of cells isolated from islets
compared with the PLN. Taken together, these data show
that CTLs isolated from islets display increased cytotoxic
ability, indicating that full activation was not apparent in
the PLN.

Acaquisition of Full Cytotoxic Effector Capacity
Occurs in Islets

It is possible that the CD8™ T cells isolated from the islets
acquired the features of cytotoxicity in the PLN and im-
mediately migrated to islets, where they were detected.
To address this possibility, we treated adoptive transfer
recipients with the sphingosine-1-phosphate receptor 1
agonist FTY720, which prevents egress of lymphocytes
from lymph nodes to the circulation.?” Recipient mice
were treated on days 1 to 4 after transfer, and the PLN
and islets were analyzed on day 5. FTY720-treated recip-
ients had increased proliferation of 8.3 T cells in the PLN,
indicating that FTY720 given after transfer did not prevent
lymphocyte entrance into the lymph nodes or proliferation
there but promoted accumulation and prevented migra-
tion to the islets (Figure 2, A and B). We then examined
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Figure 1. Proliferation, activation, and acquisition of cytotoxic effector function by diabetogenic CTLs. NOD recipients were adoptively transferred with 5 X 10°
CFSE-labeled 8.3 T cells. Five days after transfer, the ILN, PLN, and islets were harvested and analyzed. A: Proliferation of 8.3 T cells. Representative histogram
profiles are gated on CFSE-labeled CD8™ T cells. B: The percentage of CFSE-positive T cells per division (7 = 7). C: Expression of IFNy by proliferating 8.3 T
cells. D: Percentage of CD8*CFSE"IFNy™ cells in the PLN and islets (7 = 5). E: Expression of GzmB. F: MFI for GzmB expression gated on all CD8"CFSE" cells
(1 = 9). G: Expression of CD107a on transferred 8.3 T cells. H: Percentage of CD8 " tetramer"CD107a™ T cells (12 = 6). Data are given as the mean & SEM (error bars).

the expression of GzmB in the proliferating CD8™ T cells
and found that in treated and untreated mice, dividing
CD8™" T cells increased expression of GzmB to the same
extent in the PLN (Figure 2B). There were no detectable
CFSE-labeled CD8" T cells in the islets of FTY720-
treated mice.

An alternative interpretation of the differences between
activation and cytotoxic capacity in the PLN and islets is
that signaling for acquisition of cytotoxic effector function
occurs in the PLN but expression is up-regulated only
once the cells have egressed into the circulation. This
could be because of negative signals, eg, regulatory T
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Figure 2. Full cytotoxic effector molecule ex-
pression does not occur in the PLN. A: Prolifera-
tion of CFSE-labeled 8.3 T cells in the PLNs of
control and FTY720-treated mice. NOD mice

were treated with 3 mg/kg FTY720 daily from the
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day of adoptive transfer until 5 days after transfer,
when lymph nodes and islets were harvested
(n = 8 for treated and untreated from four exper-
iments). Histograms are gated on CFSE*CD8" T
cells, and the percentage of proliferating cells is
indicated. B: Expression of GzmB in dividing

CFSE-labeled CD8™ T cells isolated from the PLN

ISLETS

cells that inhibit expression in the PLN or because of
positive signals delivered in the process of exiting the
PLN. To assess this, we examined GzmB expression in
CFSE-labeled CD8" T cells in the peripheral blood (Fig-
ure 2, C and D). GzmB expression in proliferating cells
was identical in the PLN and peripheral blood (Figure
2C). MFI for GzmB expression on cells in early division (1
to 3) and late division (4+) were calculated (Figure 2D).
In the PLN and blood, the early divisions had a mean =
SEM MFI of 156.93 = 1.82 and 21.2 + 8.32, respectively,
increasing to 48.13 = 1.49 and 36.27 = 13.19 in late
division. Once the cells reached the islets, there was a
further increase in GzmB expression reflected by a mean =
SEM MFI of 94.58 + 7.364. These data demonstrate that
acquisition of full cytotoxic capacity by diabetogenic
CTLs is location dependent. Initial activation occurs in the
PLN, resulting in the acquisition of some cytotoxic effec-
tor potential. These early CTLs then migrate to the islets
and once in the islet environment undergo further stimu-
lation to acquire full cytotoxic effector capacity.

Acaquisition of Full Cytotoxic Effector Capacity
Occurs Independently of Antigen Presentation
by B Cells

We and others have previously shown that antigen pre-
sentation by B cells to CD8" T cells is needed for the
cytotoxic potential of B-cell-specific CTLs to be real-
ized.'®72928 To determine the role that antigen presenta-
tion by the B cell plays in increasing the expression of
cytotoxic effector molecules in islets, we used class |
B-bald mice. These mice contain a conditional deletion of
Bo-microglobulin from the B cells, resulting in complete
elimination of MHC class | and, therefore, B-cell antigen
presentation.'® There was no difference in cytotoxic ef-
fector molecule acquisition between 8.3 T cells trans-

PLN
Div.1-3Div.4+Div.1-3 Div.d+

and islets of untreated and FTY720-treated recip-
ient NOD mice. Dot plots are gated on total CD8*
T cells. C: Flow cytometric analysis of GzmB ex-
pression in diabetogenic CTLs isolated from pe-
ripheral blood. Representative dot plots are gated
on total CD8* T cells. D: MFI for GzmB expres-
sion in the PLN, blood, and islets. For the PLN and
blood, divisions (Div.) 1 to 3 and 4+ were gated
and MFI was calculated (72 = 4). Data are given as
mean * SEM (error bars).

PLN Blood Blood Islets

ferred into NOD or class | B-bald recipients (Figure 3). A
mean * SEM of 26.27% =+ 6.22% of CD8*CFSE* CTLs
isolated from the islets of NOD secreted IFNy compared
with 22.03% =+ 4.68% isolated from class | B-bald mice
(Figure 3, A and B). Similarly, the mean = SEM MFI for
GzmB expression was 19.67 = 0.98 in CTLs from class |
B-bald islets and 20.35 = 1.57 in CTLs from NOD islets
(Figure 3, C and D). These data demonstrate that the
increase in cytotoxic capacity occurs in islets indepen-
dently of B-cell antigen presentation. They also show that
CTLs in B-bald mice seem to have identical cytotoxic
capacity as CTLs in NOD islets but do not cause diabetes
because they cannot directly recognize B cells.

Acquisition of Full Cytotoxic Effector Capacity
Occurs Independently of Cytokine Effects
on the B Cell

During the progression of diabetes, the B cell secretes
cytokines in the islet environment in a feedback loop be-
tween the invading immune cells and the target tissue. For
example, IFNy is produced by infiltrating T cells that can act
on the B cell not only to up-regulate MHC class | expression
but also to secrete chemokines and cytokines. For example,
IL-15 is produced by B cells, and this common +y-chain
cytokine can drive T-cell activation and proliferation.?® To
assess whether cytokine production by the g cell drives the
increase in CTL effector molecule expression in islets, we
compared CTLs isolated from NOD and NODRIP-SOCS1
recipients. NODRIP-SOCS1 have B cells unresponsive to
multiple cytokines, including IFNwy, resulting in significant
reductions in cytokine secretion, including IL-15, and pre-
vention of MHC class | up-regulation.?® Analysis of
CD8*CFSE™ T cells isolated from islets of NODRIP-SOCS1
and NOD mice showed similar secretion of IFNy (Figure 4,
A and B) and expression of GzmB (Figure 4, C and D),



PLN ISLETS
8 &
> 2 40
[&]
% 30
z
L 20
7
10
¢ I
b +
@ @ 0
3 o 8
[-=% * g
>

PLN ISLETS

NOD

MFI GzmB

p-bald

[as]
£
N

O]
C

FSE r

indicating that the cytokine secretion by the B cell has little
effect on the increase in cytotoxicity observed in CTLs in
islets.

An Inflammatory Environment Promotes
Acquisition of Full Cytotoxic Effector Capacity

The acquisition of full cytotoxic effector capacity is loca-
tion dependent, occurring once the CTLs are in islets, but
is independent of B-cell antigen presentation or cytokine
production. This finding suggests that other stimuli from
the inflamed islet environment are required to induce the
increase in CTL cytotoxicity. To analyze this possibility,
we examined whether activation of dendritic cells (DCs)
and the creation of an inflammatory environment would
result in fully differentiated CTLs outside the pancreas.
NODIGRP mice overexpress |IGRP,y5.214 Under the con-
trol of the MHC class Il promoter |-Eak, resulting in IGRP
expression in all DCs.?' We used these recipients as a
source of specific antigen outside the islet and then
treated with CD40 agonist antibody to stimulate up-reg-
ulation of co-stimulatory molecules and the production of

PLN
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Islets

Figure 3. Complete elimination of B-cell anti-
gen presentation does not prevent increased cy-
totoxic effector molecule expression in diabeto-
genic CTLs. Secretion of IFNy (A and B) and
expression of GzmB (C and D) in dividing 8.3 T
cells isolated from the PLN and islets isolated
from NOD and class T B-bald recipients. Dot
plots (A and ©) are gated on total CD8™ T cells
and represent multiple experiments (12 = 3 to 5).
Data shown in the graphs (B and D) were cal-
culated as described in Figure 1. Data are given
as mean * SEM (error bars).
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< i <
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PLN Islets

proinflammatory cytokines, including IL-12.242° There
was extensive proliferation of transferred cells in the
spleen of all recipients consistent with the expression of
IGRP in DCs with or without CD40 agonist, but recipient
mice treated with CD40 agonist had enhanced prolifera-
tion (Figure 5A). The percentage of IFNy™ cells was sig-
nificantly increased in transferred cells isolated from re-
cipient mice treated with CD40 agonist (Figure 5, A and
B) (P = 0.08). Furthermore, diabetes resulted in recipi-
ents confirming within 14 days that the CTLs were capa-
ble of B-cell destruction. These data indicate that increas-
ing inflammation by CD40-expressing cells can promote
CD8* T cells to acquire full cytotoxic capacity. They
suggest that the acquisition of high levels of GzmB and
other factors is physiologically important because this
was associated with B-cell destruction and diabetes.

Discussion

In this study, we demonstrated that the primary activation
of B-cell-specific CTLs and the high level of expression of
molecules associated with cytotoxicity may be distinct



2722  Graham et al
AJP June 2011, Vol. 178, No. 6

A B

PLN ISLETS
A 7 ,
a £
o g 40
=z —
.30
&
T 20
®
oy w 10
)]
S :
@ o vr
a 2 ©
4 = z
o
zz
e
CFSE >

PLN ISLETS

NOD

NODRIP-SOCS1

— >

steps separated by location and driven by different stim-
uli. Initial proliferation and activation occurred in the PLN.
However, CTLs then migrated to the islets and once in
this environment acquired increased expression of GzmB
and IFNy and granule exocytosis measured by surface
expression of CD107a, which are markers of cytotoxic
capacity. Full expression of cytotoxic molecules could be
mimicked by stimulation of antigen-presenting cells.
Eliminating antigen presentation and reducing cytokine
production by the B cell had no effect on the expression
of cytotoxic markers. It is known that CTLs that are able to
kill are concentrated in the islets, and the present data
suggest that this increased capacity is acquired there.
Activation and differentiation of diabetogenic CTLs
and the adaptive immune response to viral infections are
analogous. T-cell activation occurs first in the lymph node
that receives lymphatic drainage from an infected or an-
tigen-expressing tissue.>4-63° Activation in the lymph
node has been thought to set in motion a sequence of
events that results in homing to and immune attack on
antigen-expressing cells and tissues. The present data
and other recent data suggest that the contribution of
further activation signals in the target tissue has been
understated."3":32 Once in the islet environment, CTLs

NODRIP-SOCS1

Islets
8
=z Q
Q

E Figure 4. Reduced B-cell cytokine production

T does not prevent increased cytotoxic effector mol-

[a) ecule expression in diabetogenic CTLs. Compari-

(23 son of IFNy secretion (A and B) and GzmB ex-

pression (C and D) in dividing 8.3 T cells from the
PLN and islets isolated from NOD and NODRIP-
SOCS1 recipients. Dot plots (A and C) are gated on
total CD8™ T cells and represent multiple experi-
ments. Percentage of IFN7y (y) and MFI for GzmB
expression (D) were calculated as described in
Figure 1 (n = 4 to 5).

PLN Islets

increased their cytotoxic effector capacity. This increase
requires location-specific signals that are independent of
the B cell.

Initially, we interpreted these data as suggesting that
CTLs migrate to islets once they are fully activated, hav-
ing lost the adhesion molecule and chemokine receptor
expression that keep them in the PLN. Thus, markers of
differentiated cytotoxic function observed on transferred
CD8" T cells in the islets might have actually been ac-
quired in the PLN. They may not have been observed in
the PLN because acquisition and CTL migration are
closely coupled or because migration had occurred dur-
ing the time required for expression of cytotoxic mole-
cules. In addition, some CTLs that encounter antigen in
the PLN have been observed to undergo apoptosis, a
mechanism which may slow the progression of insulitis.®3
Although not sufficient to completely prevent CTL differ-
entiation and recruitment to islets, this apoptosis could
contribute to the inability to detect fully activated CTLs in
the PLN. Two experiments were designed to test these
possibilities, and the results of both suggested that CTLs
need to be in the inflamed islet for full differentiation.
Administration of FTY720 held newly activated CTLs in
the PLN rather than allowing them to migrate to islets, but
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this did not result in fully differentiated CTLs being in-
creased in number in the PLN. Also, CTLs found in the
peripheral blood that had evidence of previous activation
due to CFSE dilution did not have increased CTL effector
molecule expression, suggesting that these differentia-
tion markers are not acquired immediately before exit
from the PLN. An alternative explanation to CTLs increas-
ing their expression of cytotoxic molecules in the islets is
the possibility that the migration of activated CTLs to the
islets is highly selective and that only CTLs with the high-
est level of expression gain access to the islets. Although
this possibility is difficult to rule out, work is ongoing in our
laboratory to identify whether this is the case.

There are several features of the islet environment that
could contribute to the increase in cytotoxic effector mol-
ecule expression acquired once the CTLs are located
there. The first feature is the increased expression of
MHC class | on the surface of the B cell during insulitis
progression.3* However, complete elimination of p-cell
antigen presentation by conditional deletion of MHC
class | had no effect on the increased expression of
cytotoxic markers.'® This is in contrast to a recent study
by Pang et al®*® that concluded using influenza HA trans-
genic mice that B-cell antigen presentation is required for
T-cell activation. However, the studies are not directly
comparable owing to the different models studied.

Antigen presentation in the islet environment has been
demonstrated as a requirement for the accumulation and
retention of CTLs in islets.®*®37 In the present experi-
ments, antigen-specific CTLs accumulated in class |
B-bald islets, indicating that the required antigen need
not be presented by the B cell. It is likely that professional
antigen-presenting cells in the islet could present spe-
cific antigen by cross presentation to CTLs. There is also
evidence that vascular endothelial cells can present spe-
cific antigen to CD8™ T cells.®® Thus, either or both could
act to present antigen to facilitate the retention of CTLs in
the islet in class | B-bald mice.

The present data are consistent with a third signal
being required for optimal activation and differentiation to
fully functional CTLs. The third signal is provided once
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Figure 5. Increasing inflammation promotes ac-
quisition of cytotoxic effector capacity. NODI-
GRP recipients were adoptively transferred with
CFSE-labeled 8.3 T cells and were injected with
CD40 agonist antibody (7 = 5) or were left
untreated (7 = 5). A: Single-cell preparations of
splenocytes were stimulated with IGRP peptide
or were left unstimulated (Unstim.), and IFNy
secretion in dividing 8.3 T cells was measured.
Dot plots are gated on total CD8" T cells and
represent multiple experiments. B: Percentage of
IFNy-secreting cells. Data are given as mean *
SEM (error bars).

IGRP
Unstim.
IGRP

the cells have migrated to the islets. Candidates for the
third signal identified in in vitro systems for CTL differen-
tiation include the cytokines IFNa and IL-12 and the com-
mon y-chain cytokines IL-2 and IL-21.29394° |FNa has
been associated with initiation of diabetes in NOD
mice,*" and isolated macrophages and DCs have been
shown to secrete increased levels of IL-12.427%4 NOD
mice also have elevated levels of IL-21.%¢ We investi-
gated two sources of these cytokines: B-cell- and CD40-
expressing cells. Reducing cytokine secretion by the B
cell through the overexpression of SOCS1 had no effect
on the increased expression of cytotoxic molecules in the
islets. This demonstrates that the B cell is not necessary
to further activate CD8™" T cells in the islets. The ligation
of CD40 on the surface of DCs promotes the secretion of
inflammatory cytokines. Treatment with CD40 agonist pro-
moted the development of CTLs with an islet signature of
cytotoxicity, and these CTLs were able to cause diabetes.
Therefore, inflammation and cytokine secretion may provide
the third signal to stimulate acquisition of full cytotoxic ef-
fector capacity. Although this seems to implicate factors
from DCs in increasing CTL expression of cytotoxic mole-
cules, other cells that express CD40 might also be involved,
including B lymphocytes and macrophages, both of which
are abundant in the islet infiltrate,*"~4°

Two other features of the islet environment that could
affect CTL differentiation are regulatory T cells and the
formation of tertiary lymphoid organs (TLOs). The ratio of
regulatory T cells (Tregs) to effector T cells is altered in
islets due to a reduction in IL-2 and an increase in Treg
apoptosis in the islet environment.®° This could allow the
escape of CTLs from Treg suppression and promote the
accumulation of fully activated CTLs in the islet. We ad-
dressed the possibility that Tregs may be involved by
examining cells in the blood after they leave the regulated
environment of the node and did not see increased ef-
fector molecule expression. Thus, it is unlikely that the
reduction in islet Tregs affects CTL differentiation in islets.
The extensive insulitis, including TLOs that form in NOD
mouse pancreas, has been shown to directly promote the
proliferation of autoreactive CD4" T cells.>’ However,



2724  Graham et al
AJP June 2011, Vol. 178, No. 6

these TLOs form in mice much older (=15 weeks) than
those used in the present study, making it unlikely that
TLOs contribute to our observations.®™52 In addition, we
did not detect CD8*CFSE*GzmB™ CTLs in the islets of
FTY720-treated recipients, which indicates that direct
pancreas priming does not occur in this model, ruling
out TLOs as a requirement for the increased CTL cy-
totoxicty observed in islets.

These data provide new insights into the dynamics of
CTL differentiation in diabetes and autoimmunity. We
identified that cytotoxic function of the CTL becomes
complete only after migration to the inflamed target tissue
and probably depends on stimuli from antigen-present-
ing cells in the islet. Under the conditions of mild inflam-
mation, as is generally seen in patients, it remains ques-
tionable to what degree these findings in the NOD mouse
will translate to humans. However, there is evidence of
inflammation in human islets, including the presence of
immune cell subsets that include CD40-expressing cells
(DCs, macrophages, and B cells), the widespread in-
creased expression of MHC class |, the expression of
IFNe«, a strong candidate for the third signal to up-regu-
late cytotoxic molecule expression, and the vascular
leakiness of infiltrated islets recently demonstrated using
magnetic resonance imaging.'® 35155 A better under-
standing of CTL effector molecule expression may lead to
an ability to reduce the damaging effects of CTLs in
diabetes. The present data highlight the role that target
tissue, not just the draining lymph node, plays during the
generation of autoimmunity by facilitating the differentia-
tion of autoreactive CD8™ T cells, which ultimately leads
to tissue destruction and disease.
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