Publication Charges and Reprints

There has been a change in our author billing and reprint ordering
system. Publication charges and reprint orders are now handled by
Dartmouth Journal Services using a web-based system.

Within the next 24 hours you will receive an e-mail from
aubilling.djs@sheridan.com. This e-mail will include a link to an online
reprint order form and to an estimate of your publication charges. From
this secure website you will be able to review the estimated charges for
your article and order reprints. Please log in to this website as soon as

possible to ensure that there will be no delay to your article being
published.

Please note that this is a change in procedure. If you have questions
regarding this change, about the e-mail you will receive, or about the
website, please contact aubilling.djs@sheridan.com or call 802-560-8518.



DARTMOUTH JOURNAL SERVICES

(=

Technology Division Phone: 802.244.1457
Pilgrim Five, Suite 5 Fax: 802.244.1462

5 Pilgrim Park Road Email:  helpdesk.djs@sheridan.com
Waterbury, VT 05676

Annotating PDFs using Adobe Reader X /&t

Version 1.2 June 28, 2012

1. Know your version

The screen images in this document were captured on a Windows PC running Adobe Reader X. Though some of the images
may differ in appearance from your platform/version, basic functionality remains similar. At the time of this writing, Adobe
Reader X v10.1 is freely available and can be downloaded from:

http://www.adobe.com/products/acrobat/readstep2.html

If you are running an earlier version of Adobe Reader, click here.
If you don’t know your version of Adobe Reader, click here.

2. What are eProofs?

eProof files are self-contained PDF documents for viewing on-screen and for printing. They contain all appropriate formatting
and fonts to ensure correct rendering on-screen and when printing hardcopy. DJS sends eProofs that can be viewed, annotat-
ed, and printed using the free version of Acrobat Reader 7 (or greater). These eProofs are “enabled” with commenting rights,
therefore they can be modified by using special markup tools in Acrobat Reader that are not normally available unless using
the Standard or Professional version.

3. Comment & Markup toolbar functionality ¥ Annotations
A. Show the Comment & Markup toolbar A B c D E
The Comment & Markup toolbar doesn’t appear by default. Do one of @ @ @ @ & M
the following:
* Select View > Comment > Annotations. Tﬂ % = l ’%D
« Click the Comment button in the Task toolbar. F G H | J

Note: If you've tried these steps and the Annotation Tools do not appear,
your PDF may not be enabled for commenting.

Contact helpdesk.djs@sheridan.com to resolve this issue.

. Sticky Note tool

. Highlight Text tool

. Attach File tool

. Record Audio tool

. Stamp Tool
Insert Text tool

. Replace Text tool

. Strikethrough Text tool
Underline Text tool
Add Note to Text tool

B. Select a commenting or markup tool from the Annotations window.

Note: After an initial comment is made, the tool changes back to the Select tool
so that the comment can be moved, resized, or edited. (The Pencil, Highlight
Text, and Line tools stay selected.)

ST IEGMMOO WP

C. Keep a commenting tool selected

Multiple comments can be added without reselecting the tool.
Select the tool to use (but don’t use it yet).

* Right Click on the tool.
* Select Keep Tool Selected.

4. The Properties bar
The Properties bar can be used to format text and select options for individual tools.

To view the Properties bar, do one of the following:

* Right-click the toolbar area; choose Properties Bar. Fop-Up Text Properties *

- Select [Ctrl-E] W& Ir




5. Using the comment and markup tools

To insert, delete, or replace text, use the corresponding tool. Select the tool, then select the text with the cursor (or simply posi-
tion it) and begin typing. A pop-up note will appear based upon the modification (e.g., inserted text, replacement text, etc.). Use
the Properties bar to format text in pop-up notes. A pop-up note can be minimized by selecting the [=] button inside it.

Pop-Up Text Properties ®

B-&- &%« TTTT 7 editonial

Still another activity by the highly promiscuous enzyme
CYP3A4: 25-hydroxylation of cholesterol

UIf Diczfalusy? and Ingemar Bjorkhem, Editorial Board

Division of Clinical Chemistry, Department of Laboratory Medicine, Kacedr
University Hospital Huddinge, Stockholm, Sweden

& ~ tmorse = @ ;

8242011 4:21:07 PM
—~ e most widely  in the same steroid structure. It has previously been shown

Please note that this article exism iochemical experi-  that CYP3A4 is able to catalyze 25-hydroxylation of vita- C

pf various biological min D, le-hydroxyvitamin D, and 5p-cholestane-3a,7a

50HC are very low 120-triol (9, 10). It is noteworthy, however, that g peevious

Tututet, Karolinska

kT

purposes o

and the physiologi-  attempt to demonstrate 25-hydroxylase “activity toward
terol is still uncer- cholesterol by recombinant CYP3A4 failed (9). This study
N | that it may have a was not designed for studies on conversion of endogenous D
rore tr nrarnmanor, ana acavaaorn of the TollHike recep- cholesterol into 250HC, however, and a small conver-
tors in macrophages induces formation of this oxvsterol sion of added exogenous radioact] —9‘"(—/—
and its appearance in the circy| @ . ymorse [ || been diluted wi s © c: 4,2;;1 T o
The origin of the 250HC 11 8/24/2011 4:04:03 PM e it to detect.
be mixed. A specific dioxygen: The L Tbstrate specificity of
cholesterol into 250HC has b¢| put some awesome text here of this enzyme to hydroxylate a su
broad tssue distribution (3). I eral positions is likely |to be due td 5, 7
expression of this enzyme is ve| #|| than one mode of binding and a unique Tlexibilty of the
Under in vitro conditions, both CYP27A1 and CYP46A1 active site. It has been shown that there is a dramatic con-
catalyze conversion of cholesterol into 250HC in parallel formational change upon binding of some substrates to
with the major products 27-hydroxycholesterol and 24S- this enzyme with an increase in the active site volume by
hydroxycholesterol, respectively (4, 5). In additdon, 250HC ~ 80% (11).dn-enestudyon-therate-of 24- and wehrrre E
may be formed fr ion (6). ation of la-hydroxyvitamin D, there was a distinct differ-
According to th © - tmorse k. presented  ence in kinetics with la-hydroxyvitamin D, as substrate
in this issue of th I SR , 250HC in but not with le-hydroxyvitamin D; as substrate (10). Some

the human Fircu] iext in comment boxes can | || origin. Cells res}dues at the active si_le of CYP3A4 imPQrtam for modu-
overexp.ress.mghu be colored; you can also Cre-ShouR-o SR-oihe R RyaEoRyase- uwere-desned — F
have a significant || change the color of the box | | 1 cholesterol. At the present state of knowledge, it is not possible to eval-

Stimulation of (| [itself ~carbonitrile uate if the same residues are of importance in connection

caused an accum| line derived with 25-hydroxylation of cholesterol.

from mouse liver||s, #||he cells with A logical consequence of +hefact-that-chelestere 2

troleandomycin, a specific inhibitor of CYP3A/Cyp3a, re- S N thatmarbenetionasan-mipdior

duced the 25-hydroxylase activity. Finally, 250HC levels in of the-enzyme sactivitpInaceordanee-with-this Shinkyo

human sera correlated positively with levels of 4B-hydroxy-  and Guengerich (12) very recently reported that increas-

cholesterol (4OHC). The latter oxysterol is a well-established ing levels of cholesterol in liver microsomes and in recon-

A. Sticky Note

B. Attached file

C. Highlighted text

D. Inserted text

E. Crossed-out (strike-through) text
F. Replaced text



6. Inserting symbols or special characters
An ‘insert symbol’ feature is not available for annotations, and copying/pasting symbols or non-keyboard characters from Mi-
crosoft Word does not always work. Use angle brackets < > to indicate these special characters (e.g., <alpha>, <beta>).

7. Editing near watermarks and hyperlinked text
eProof documents often contain watermarks and/or hyperlinked text. Selecting characters near these items can be difficult us-
ing the mouse alone. To edit an eProof which contains text in these areas, do the following:

» Without selecting the watermark or hyperlink, place the cursor near the area for editing.

 Use the arrow keys to move the cursor beside the text to be edited.

* Hold down the shift key while simultaneously using arrow keys to select the block of text, if necessary.

* Insert, replace, or delete text, as needed.

l\.‘_#lnlu IZYVYMY

EL‘] tmorse ™

| Page t 8jz4/2011 4:21:10 PM
PMAS201113573_if.pdf

8. Summary of main functions

Insert text - Use Insert Text tool (position cursor and begin typing)
Replace text - Use Replace Text tool (select text and begin typing)
Delete text - Use Strikethrough Text tool (select text and press delete key)

Highlight text - Use Highlight Text tool (select text) (= tmorse ~
Attach a file - Use the Attach a File with Comment tool (select tool, position Page 1 8/24/2011 4:21:07 PM
cursor and click mouse, select file) Please noke that this article exists for test

purposes o

9. Reviewing changes
To review all changes, do the following: T tmorse~
Page 1 8/24/2011 4:04:03 PM

* Click the Comments button to reveal the comment tools
* Click the triangle next to Comments List (if not already visible)

Note: Selecting a correction in the list will highlight the corresponding item in the T@ tmorse ™

document, and vice versa. Page 1 G/24/2011 4:04:03 PM
put some awesome kext here

= tmorse ™
Page 1 8/24/2011 4:04:10 PM

£, tmorse ~ O
Page 1 §/24/2011 4:21:07 PM
kext in comment boxes can be colored

Use the Comments list to review all changes



03N Lk W~

Lo h SRR RRRBRRERLLLLLWLLWWWRENNNDNNDNNDRDL &= = — = == =g
PO 0P ALV EDO LSOOI NLENRO OO ANROAEDNN—~S 0T h L0 —O

W
B W

[V, BV, BV IRV
03 N

The Journal of Immunology

o IFN-y Production by Amyloid B—Specific Thl Cells Promotes

Q:3.4

Q:5

Q
N

Microglial Activation and Increases Plaque Burden in
a Mouse Model of Alzheimer’s Disease

Tara C. Browne,*' Keith McQuillan,*"! Réisin M. McManus,* Julie-Ann O’Reilly,*
Kingston H. G. Mills,”* and Marina A. Lynch*?

Alzheimer’s disease (AD) is characterized by the presence of amyloid-3 (Ap)-containing plaques, neurofibrillary tangles, and
neuronal loss in the brain. Inflammatory changes, typified by activated microglia, particularly adjacent to A plaques, are also
a characteristic of the disease, but it is unclear whether these contribute to the pathogenesis of AD or are a consequence of the
progressive neurodegenerative processes. Furthermore, the factors that drive the inflammation and neurodegeneration remain
poorly understood. CNS-infiltrating T cells play a pivotal role in the pathogenesis of multiple sclerosis, but their role in the
progression of AD is still unclear. In this study, we examined the role of AB-specific T cells on A3 accumulation in transgenic mice
that overexpress amyloid precursor protein and presenilin 1 (APP/PS1). We found significant infiltration of T cells in the brains of
APP/PS1 mice, and a proportion of these cells secreted IFN-y or IL-17. AB-specific CD4 T cells generated by immunization with
AP and a TLR agonist and polarized in vitro to Th1-, Th2-, or IL-17-producing CD4* T cells, were adoptively transferred to APP/
PS1 mice at 6 to 7 mo of age. Assessment of animals 5 wk later revealed that Thl cells, but not Th2 or IL-17-producing CD4*
T cells, increased microglial activation and AP deposition and that these changes were associated with impaired cognitive
function. The effects of Th1 cells were attenuated by treatment of the APP/PS1 mice with an anti-IFN-y Ab. Our study suggests
that release of IFN-vy from infiltrating Th1 cells significantly accelerates markers of diseases in an animal model of AD. The

Journal of Immunology, 2013, 190: 000-000.

role for inflammation in the pathogenesis of Alzheimer’s
A disease (AD) is suggested by epidemiological studies

that have reported a decreased incidence of AD in
patients treated with nonsteroidal anti-inflammatory drugs (1, 2);
these findings are supported by evidence of preventative effects of
these drugs in animal models of AD (3). Whereas the classical
characteristics of AD are the presence of amyloid-f (A) plaques
and neurofibrillary tangles, together with selective neuronal loss,
there is also evidence of innate immune activation in AD, with
activation of microglia, the primary resident immune cell of the
CNS. Activated microglia are found in the brain of AD patients
with mild to moderate dementia (4) and in a significant proportion
of cases with mild cognitive impairment (5). Microglia secrete
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inflammatory cytokines like IL-1 and TNF-a, which increase
activity and expression of secretases (6, 7), contributing to Ap
deposition and the early pathogenic changes in AD (8). Inflam-
matory cytokines released from activated microglia are known to
be potentially cytotoxic, but there is evidence indicating a positive
effect of an inflammatory environment on AP clearance (9-11).
Microglia demonstrate significant plasticity and also adopt other
phenotypes that are associated with tissue repair (12). Further-
more, immune cells in the AD brain can have an alternative ac-
tivated state as well as the classical proinflammatory phenotype
(13). Cell-surface expression of MHC class 1I and costimulatory
molecules is enhanced on activated microglia (14, 15), enabling
them to act as APC. However, circulating cells, including T cells,
are infrequently observed in the normal CNS, although there is
a population of perivascular macrophages, distinct from microglia
(16-18), and these cells may play an important anti-inflammatory
function, perhaps mediated by a change in hypothalamic—pitui-
tary—adrenal axis function (19).

The blood-brain barrier plays a key role in protecting the brain,
restricting the entry of pathogens and macromolecules. An intact
blood-brain barrier is also important in restricting entry of cir-
culating cells, and increased blood-brain barrier permeability,
which is a characteristic of several neurodegenerative conditions
including multiple sclerosis, AD, and Parkinson’s disease (20-22),
is associated with infiltration of circulating immune cells. Studies
in multiple sclerosis and experimental allergic encephalomyelitis
(EAE), a mouse model of multiple sclerosis, have shown that
T cells, particularly IL-17-producing CD4" T cells (Th17) cells,
infiltrate the brain and spinal cord and are central to the patho-
genesis of the disease (23). The role of Thl cells in CNS in-
flammation associated with EAE is more controversial, with some
studies suggesting that Thl cells contribute to pathology and
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others suggesting a protective role for IFN-y through inhibition of
Th17 cells. As well as their role in demyelination, the interaction
of T cells with microglia contributes to the inflammatory changes
observed in EAE (24).
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FIGURE 1. Thl and Thl7 infiltrate the brain of APP/PS1 mice.
Mononuclear cells were prepared from the brain of APP/PS1 and WT
mice, and cells were surface stained with Abs specific for CD3, CD4, CDS,
intracellular IL-17, and IFN-y, and flow cytometric analysis was per-
formed. Mean frequency (A) and representative dot plots (€) of CD4" and
CD8" cells in brain of WT and APP/PS1 mice. Mean frequency (B) and
representative dot plots (D) of CD4™" cells stained positively for IFN-y and
IL-17 in brain of APP/PS1 mice. (E) Mean frequency of CD8" in brain of
tissue prepared from WT and APP/PS1 mice. (F) Mean frequency of CD8"
cells stained positively for IFN-y and IL-17 in brain tissue prepared from
APP/PS1 mice. **p < 0.01, Student 7 test for independent means (n = 4),
##%kp < 0.001, Student ¢ test for independent means. Representative of
three experiments.

T cells are also present in the brain of patients with AD (25-28),
and infiltration may result from increased expression of CXCR2
and MIP-1a on the T cells (29). Although T cells, in particular
Th2 or regulatory T cells, can have a protective role in the brain
(30, 31), the entry of activated effector T cells, particularly Th1 or
Th17 cells, into the brain in which inflammatory changes are
ongoing, is likely to escalate the inflammatory cascade. Consistent
with this is the finding that AB-induced release of inflammatory
cytokines from glia was exacerbated by Thl and Th17 cells (32),
and this effect was attenuated by Th2 cells. Immunization with A
peptides, formulated with various adjuvants, is being evaluated
both in preclinical models and in the clinic as a potential therapy
for AD-based on Ab-mediated reduction of AP plaque burden
(33). However, a proportion of AD patients who received a vac-
cine containing AR peptide formulated with the adjuvant QS21
(AN1792) developed meningoencephalitis (34). It is possible that
the generation of certain subtypes of AB-specific T cells may
contribute to inflammatory pathology in AD.

In this study, we used a transgenic mouse model of AD that
overexpresses amyloid precursor protein (APP) with the Swedish
mutation and exon-9—deleted presenilin 1 (PS1; APP/PS1 mice) to
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FIGURE 2. Cytokine production by in vitro polarized Ap-specific
T cells. Popliteal lymph nodes harvested from mice immunized with AR
and CpG were cultured with AB_4, in the presence of IL-12 to generate
Thl cells, dexamethasone, IL-4, and anti-IFN-y to generate Th2 cells, or
IL-23 and anti-IFN-y to generate Th17 cells. IFN-y, IL-4, and IL-17
concentrations were determined by ELISA on supernatants removed 3
d after stimulation with Ag and APC. Values are expressed as means *
SEM (n = 4); representative of four experiments.
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determine whether AB-specific T cell subsets can modulate AP
burden and affect microglial activation. A-specific effector
T cells were generated by immunization with A and CpG, po-
larized in vitro to Thl, Th2, and Th17 cells, and adoptively
transferred to 6- to 7-mo-old APP/PS1 mice. We found that A3-
specific Thl cells increased Af deposition and microglial acti-
vation in APP/PS1 mice and negatively impacted on spatial
learning. Treatment of mice with anti—IFN-y Ab ameliorated these
changes, suggesting that release of IFN-y from infiltrating Thl
cells accelerates the pathology in these animals.

Materials and Methods

Animals

APP/PS1 mice and wild-type (WT) littermates (6 to 7 mo old) were obtained
from The Jackson Laboratory and subsequently bred in a specific pathogen-
free unit in the Bioresources Unit in Trinity College Dublin. GFP mice were
a gift from Matthew Campbell, School of Genetics and Microbiology,
Trinity College Dublin. Mice used were transgenic animals on a C57/B16J
background expressing eGFP cDNA under the control of a chicken (3-actin
promoter and CMV enhancer. All mice were maintained in controlled
conditions (temperature 22 to 23°C, 12-h light-dark cycle, and food and
water ad libitum) under veterinary supervision, and experimentation was
carried out under a license granted by the Minister for Health and Children
(Ireland) and with the appropriate ethical approval.

Isolation and FACS analysis on mononuclear cell isolation
from CNS tissue

APP/PS1 mice and nontransgenic littermates were anesthetized with so-
dium pentobarbital (40 wl) and perfused intracardially with sterile ice-cold
PBS (20 ml). The brain was removed and placed in HBSS (2 ml) con-
taining 3% FBS (HBSS/FBS; Sigma-Aldrich). Tissue was dissociated

through a sterile 70-wm nylon mesh filter, washed with HBSS/FBS, and Q:7

centrifuged at 170 X g for 10 min at room temperature (RT). The super-
natant was removed and the remaining pellet resuspended in HBSS/FBS (2
ml) containing collagenase D (1 mg/ml; Roche) and DNAse I (10 pg/ml;
Sigma-Aldrich) and incubated for 1 h at 37°C. Cells were washed in
HBSS/FBS and centrifuged at 1200 rpm for 5 min. Supernatants were
removed, and cells were resuspended in 1.088 g/ml Percoll (9 ml; Sigma-
Aldrich). This was underlaid with 1.122 g/ml Percoll (5 ml) and overlaid
with 1.072 g/ml Percoll (9 ml) followed by 1.030 g/ml Percoll (9 ml) and
finally PBS (9 ml). Percoll gradients were centrifuged at 1250 X g for 45
min at 18°C. Mononuclear cells were removed from between the 1.088/
1.072 and 1.072/1.030 g/ml interfaces, washed twice in HBSS/FBS, and
counted.

Mononuclear cells prepared from CNS tissue were prepared for intra-
cellular staining using a cell permeabilization kit (DakoCytomation). Cells
were centrifuged at 1,200 rpm for 5 min before stimulation with X-Vivo
media (200 pl) containing PMA (10 ng/ml; Sigma-Aldrich), ionomycin
(1 pg/ml; Sigma-Aldrich), and brefeldin A (5 wg/ml; Sigma-Aldrich) for 5
h. Following stimulation, cells were centrifuged at 1200 rpm for 5 min and
resuspended. Low-affinity IgG receptors (FcyRIII) were blocked by in-
cubating cells in FACS buffer (50 wl/sample) containing CD16/CD32
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FcyRIII (1:100) for 10 min at RT. Cells were incubated in 50 wl/sample
FACS buffer containing the appropriate FACS Abs for 15 min at RT and
fixed in IntraStain Reagent A (50 pl/sample; DakoCytomation) for 15 min
at RT. Cells were washed twice with FACS buffer and centrifuged at 1200
rpm for 5 min, permeabilized with IntraStain Reagent B (50 wl/sample;
DakoCytomation) plus intracellular Abs for 15 min at RT in the dark,
washed twice in FACS buffer, and centrifuged at 1200 rpm for 5 min.
Immunofluorescence analysis was performed on a DakoCytomation Cyan,
data acquired using Summit software (DakoCytomation), and the results
analyzed using FlowJo software (Tree Star).

Generation of AB-specific T cell lines and in vivo transfer

WT mice were immunized in the footpad with A 4, (75 pg/mouse) and
CpG (25 pg/mouse) and boosted after 21 d. Mice were sacrificed 7 d later;
the spleens and popliteal lymph nodes were harvested and restimulated
with ABj_4, (25 pg/ml) in the presence of IL-12 (10 ng/ml) to generate
Th1 cells, dexamethasone (1 X 1078 M), IL-4 (10 ng/ml), and anti—-IFN-y
(5 pg/ml) to generate Th2 cells, or IL-23 (10 ng/ml) and anti-IFN-y (5 pg/
ml) to generate Th17 cells. After 4 d, IL-2 (5§ ng/ml) was added to the Th1
and Th2 cell preparations, RPMI culture medium only was added to the
Th17 cell cultures, and incubation continued for a further 7 d. Cells were
washed and injected i.v. (15 X 10° cells/mouse in 300 wl serum-free
medium) into 6- to 7-mo-old APP/PS1 mice. Control animals received
in 300 pl serum-free medium alone. Behavior analysis was assessed 2 wk
after T cell transfer. Samples of supernatant were assessed by ELISA (see
below) for IFN-y, 1L-4, IL-10, IL-17, and IL-5 production.

In a separate series of experiments, 6- to 7-mo-old APP/PS1 and WT
control mice were injected i.p. with anti—-IFN-y Ab (600 p.g) or a control
Ab (B-galactosidase: 600 pg; R&D Systems) and after 24 h were injected
i.v. with Th1 cells (15 X 10° cells/mouse) as described above. Anti-IFN-y
or 3-galactosidase Ab injections were repeated 3, 7, 10, 14, 17, 21, 24, 28,
and 31 d after T cell transfer. Behavioral analysis was assessed 21 d after
T cell transfer.

Tracking of AB-specific Thl cells into the brain

ARB-specific Thl were generated from GFP mice immunized with AB; 4,
and CpG, restimulated in vitro with AB;_4; and IL-12, and expanded with
IL-2 as described above. Cells were washed and injected i.v. (15 X 10°
cells/mouse) into 6- to 7-mo-old APP/PS1 mice or WT mice. Mice were
sacrificed 14 d later and mononuclear cells prepared from CNS tissue.
Cells were stimulated with PMA and ionomycin and stained for surface
CD3, CD4, CD8, and intracellular IFN-y. Immunofluorescence analysis
was performed on a DakoCytomation Cyan as described above.

Behavioral analysis

Gait was analyzed in WT and APP/PS1 mice using the footprint test to
assess stride length, hind; and front limb base widths. Muscular strength and
coordination were assessed using the inverted screen and wire-hang tests.
Two days later, 2 wk after administration of AB-specific T cells, mice were
tested for spatial memory in the Morris water maze. The pool (1.2 m di-
ameter; 0.6 m high; 0.24 m water depth; 0.15 m platform diameter placed
in the northwest quadrant of the pool; 0.13 m from the edge of the pool)
was sited in a well-lit room (22 to 23°C), and distinct visual cues were
placed on the curtains that encircled the pool. Training commenced after
1 d of habitation and continued for 5 consecutive d on which the mice
underwent four 1-min trials with an intertrial interval of 5 min. Each trial
ended when mice located the platform or after 60 s when mice that failed
to locate the platform were led to it; animals remained on the platform for
20 s. The day after the final day of training, the platform was removed, and
mice were given a single 60-s probe trial. The percentage of time each
animal spent swimming in the quadrant previously containing the platform
was measured. Path length was also assessed.

Preparation of tissue

In the first study, in which the effect of transfer of Th1, Th2, and Th17 cells
was assessed, mice were killed 24 h after the last behavioral analysis. In the
second study, in which the effect of anti—-IFN-y Ab was assessed, mice were
killed 34 d after the first injection of Ab. They were anesthetized with
sodium pentobarbital (40 wl; Euthatal; Merial Animal Health) and per-
fused intracardially with ice-cold PBS (20 ml). The brains were rapidly
removed, and one half of the brain was stored for later extraction and
analysis of AB. The second half of the brain, which was used for immu-
nohistochemical analysis, was placed onto cork discs, coated with opti-
mum cooling temperature compound (Sakura Tissue-Tek), snap-frozen in
prechilled isopropanol, and stored at —80°C. Before sectioning, the tissue
was allowed to equilibrate to —20°C for 2 h. Sagittal sections (10-pm
thick) were prepared using a cryostat (Leica, Meyer, U.K.), mounted on
gelatin-coated (Flukaerland) glass slides, allowed to dry for 20 min, and
stored at —20°C for later immunohistochemical analysis.

Detection of AB

Snap-frozen cortical tissue was homogenized in five volumes (w/v) of
homogenizing buffer (SDS/NaCl in distilled H,O [dH,0] with proteases)
and centrifuged (15,000 rpm, 40 min, 4°C). The supernatant samples were
removed to extract SDS-soluble AR, and the pellets were kept for ex-
traction of insoluble AP. Supernatants were equalized (3 mg/ml) with
homogenizing buffer using a BCA protein assay, and samples were neu-
tralized by the addition of 10% (w/v) 0.5 M Tris-HCI (pH 6.8). Samples
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were stored at —20°C for later detection of soluble AB. Pellets were in-
cubated in guanidine buffer (50 wl; 5 M guanidine-HCI/50 mM Tris-HCI,
pH 8; Sigma-Aldrich) for 4 h on ice. Samples were centrifuged (15,000
rpm, 30 min, 4°C), and the supernatant samples were equalized (0.3 mg/
ml) with guanidine buffer and stored at —20°C for later detection of in-
soluble AR using MSD 96-well multi-spot 4G8 AP triple ultra-sensitive
assay kits according to the manufacturer’s instructions (Meso Scale Dis-
covery). Standards (AB_3g, 0-3,000 pg/ml; AB_40, 0-10,000 pg/ml; AB,_
42, 0-3,000 pg/ml) and samples were added to the 96-well plates, incu-
bated (2 h, RT), washed, and read in a Sector Imager plate reader (Meso
Scale Discovery) immediately after addition of the MSD read buffer. AB
concentrations were calculated with reference to the standard curves and
expressed as picograms per milliliter.

Immunohistochemistry

Cryostat sections were assessed for AR plaque deposition by staining with
Congo red. Sections, equilibrated to RT, were fixed in ice-cold methanol
for 5 min, washed in PBS, and incubated at room temperature for 20 min in
an alkaline solution prepared by adding NaOH (2 ml; 1 M) to saturated
NaCl (200 ml; 80% ethanol in dH,0). Thereafter, sections were incubated
in filtered Congo red solution (0.2% Congo red dye in the same alkaline
solution) for 30 min, rinsed in dH,O, incubated in methyl green solution
(1% in dH,0) for 30 s, washed, and dehydrated by dipping in 80, 95, and
then 100% ethanol. Sections were dried, incubated in 100% xylene (3 X 5
min), mounted onto slides using dibutyl phthalate in xylene (RA Lamb),
and allowed to dry overnight.

To assess CD11b, sections were fixed in an acetone/ethanol mixture (1:1)
for 5-10 min, and endogenous peroxidase activity was blocked by incu-
bating in 0.3% H,0, in PBS for 5 min. Sections were washed, blocked in
10% rabbit serum (Vector Laboratories), incubated overnight at 25°C in rat
anti-CD11b Ab (1:100 in 5% rabbit serum in PBS; clone 5C6; Serotec),

A

FIGURE 5. Transfer of AB-specific Thl cells en-
hanced AR deposition in brains of APP/PS1 mice. APP/
PS1 mice mice were injected with AB-specific Thl,
Th2, or Th17 cells as described in Fig. 3. (A) Cryostat
sections were stained with Congo red to assess AP-
containing plaques in hippocampus and cortex; the
mean number of plaques was recorded (B). (C) The
concentrations of insoluble AB;_45, AB1_40, and AB;_3g
in the cortical tissue were quantified by ELISA. (D)
The concentrations of soluble AP 4, and AB;_4o in
cortical tissue were quantified by ELISA. *p < 0.05,
ANOVA, *#p < 0.01, ANOVA, APP/PS1 versus WT. *
p < 0.05; **p < 0.01, ANOVA versus control untreated
APP/PS1 mice (n = 5 to 6); representative of two
experiments. Con, control.

APP/PS1

Cortex

washed, and incubated for 2 h at RT in biotinylated rabbit anti-rat IgG
(1:200 in 5% rabbit serum in PBS; Vector Laboratories). Sections were
washed, incubated in Vectastain Elite ABC reagent (2 drops of A/B in 5ml
PBS; Vector Laboratories) for 1 h at RT, washed, and developed using the
substrate 3, 3 diaminobenzidine—enhanced liquid substrate system tetra-
hydrochloride (one drop solution B in 1 ml solution A) for ~10 min until
the color developed and counterstained with 1% methyl green for 10 min.
Samples were dehydrated by dipping in graded ethanol (70, 80, 95, and
100%) and incubating in xylene (VWR International). Sections were
mounted with dibutyl phthalate in xylene, dried overnight, and stored at
RT. The sections were examined using an Olympus 1x51 light microscope
(Olympus, Tokyo, Japan), and micrographs were taken using an Olympus
UCMAD?3 (Olympus) at X40 magnification. Data were quantified using
the Immunoratio plugin (http:\\imtmicroscope.uta.fi/immunoratio/) avail-
able for the Imagel software package (National Institutes of Health) (35).
Colocalization of AR and CD11b was examined by confocal microscopy.
Frozen brain sections brought to RT, fixed in ice-cold methanol, washed,
permeabilized in 0.1% Trition (Sigma-Aldrich) in PHEM buffer, and
washed. Nonspecific binding was blocked by incubating sections in 10%
normal goat serum (2 h, RT), and sections were incubated overnight with
pan-AB Ab (1:1000; Calbiochem) and rat anti-CD11b Ab (1:100, clone
5C6, AbD; Serotec) in 5% normal goat serum in PHEM buffer. Sections
were washed, incubated in secondary Ab ALEXA 488 (1:4000; Invitrogen)
and Alexa 546 (1:1000; Invitrogen; 90 min, RT), washed, mounted, and
analyzed using confocal microscopy (Axioplan 2; Zeiss).

Statistical analysis

Statistical analysis was performed using GraphPad Prism (GraphPad). Data
were analyzed using Student 7 test, two-way ANOVA, or one-way ANOVA
followed by Newman-Keuls post hoc test. Data are expressed as means
with SEM and deemed statistically significant when p < 0.05.
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Results
Thl and Thil7 cell are present in the periphery and infiltrate
the brains of APP/PSI mice

We used flow cytometry to assess the presence of T cells in the
brain of WT and APP/PS1 mice. We found that there were very few
CD3*CD4" cells in the brain of WT mice but a significantly
greater number in brain tissue prepared from APP/PS1 mice (***p
< 0.001; Student ¢ test for independent means; Fig. 1A). Intra-
cellular staining revealed that a proportion of CD4" cells stained
positively for IFN-y and also for IL-17 (Fig. 1B-D). There was no
genotype-related difference in the number of CD3*CD8™ cells in
the brain (Fig. 1E), although intracellular staining indicated that
a greater proportion of these cells stained positively for IFN-y
compared with IL-17 (**p < 0.01; Student ¢ test for independent
means; Fig. 1F).

AB-specific Thl cells impair cognitive function in APP/PSI
mice

Having demonstrated the presence of Th1l and Th17 cells in the
brain of APP/PS1 mice, we set out to evaluate the effect of ad-
ministration of AB-specific T cells on cognitive function, AP
accumulation, and microglial activation in 6- to 7-mo-old APP/
PS1 mice in which early pathological changes have been reported
(36). To amplify AB-specific T cells, WT mice were immunized
twice (0, 21 d) with AR and CpG, an adjuvant known to promote
Th1l and Th17 responses. Short-term AR-specific Thl, Th2, and
Th17 cell lines were generated by restimulation with Ag and APC
in the presence of polarizing mixture described in the Materials
and Methods section. This protocol resulted in the generation of
highly polarized populations of Thl, Th2, and Th17 cells; Thl
cells produced high levels of IFN-y and low IL-4 and IL-17, Th2
cells secreted high levels of IL-4 and low IL-17 and IFN-v, and
Th17 cells produced high levels of IL-17 and no IL-4 or IFN-vy

A
Negative
Control
Wildtype
FIGURE 6. Transfer of AB-specific Thl
cells increase CD11b immunoreactivity in hip-
pocampus and cortex of APP/PS1 mice. APP/ APP/PS1
PS1 mice were injected with AB-specific Thl, Con
Th2, or Th17 cells as described in Fig. 3. (A)
Microglial activation was assessed by CD11b
immunoreactivity. (B) Data are means = SEM.
#*p < 0.05, ANOVA versus control (n = 3-5) APP/PS1
representative of two experiments. Con, control. +Th1 cells
APP/PS1
+ Th2 cells
APP/PS1
+Th17 cells

Cortex

(Fig. 2). After one round of Ag-stimulation, surviving T cells were¥2
washed and injected i.v. (15 X 10° cells/mouse) into 6- to 7-mo-
old APP/PS1 or WT mice. Mice were tested for spatial memory in
the Morris water maze 2 wk after administration of ARB-specific
T cells. The latency to reach the platform decreased over the 5-
d training period but changes were similar in WT mice and
control-treated APP/PS1 mice or APP/PS1 mice that received
T cells (Fig. 3A), and no treatment effect was observed on day 5 of ¥3
training (Fig. 3B). The path length taken to reach the platform
decreased with training, except in APP/PS1 mice, which received
Th1 cells (Fig. 3D) as shown by the representative traces obtained
on day 5 (Fig. 3C). The mean path length on day 5 was signifi-
cantly increased in these mice compared with untreated APP/PS1
mice (*p < 0.05; ANOVA; Fig. 3E). In contrast, transfer of Thl
cells into WT mice had no significant effect on path length taken
to reach the platform or mean path length on day 5 (Supplemental
Fig. 1). The day after the final day of training, the platform was
removed, and mice underwent a single 60-s probe trial. The per-
centage of the total time and distance (i.e., path length) each an-
imal spent swimming in the quadrant that previously contained the
platform was significantly decreased in APP/PS1 mice that re-
ceived Thl cells compared with untreated APP/PS1 mice (*p <
0.05; ANOVA; n = 5; Fig. 3F, 3G). Therefore, Thl cell transfer
induces a deficit in spatial learning in APP/PS1 mice at an age at
which such deficits are not generally observed. Importantly, no
motor deficits were observed in these animals; stride length, hind
limb base width, and front limb base width were similar in all
groups of mice, and, on the hangwire task, there were no differ-
ences in the latency to fall between groups (data not shown).
These findings suggest that transfer of Th1, but not Th2 or Th17
cells, around the time of onset of AR plaque formation impairs
cognitive function in APP/PS1mice.
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We tracked the migration of transferred T cells into the CNS
using AB-specific Thl cells generated from GFP mice immunized
with AR and CpG and polarized with IL-12. We found a higher
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FIGURE 7. Anti-IFN-y Ab attenuated the effect of Thl cells on be-
havioral deficits. APP/PS1 mice were injected with AB-specific Thl cells
as described in Fig. 3, and mice were treated with anti-IFN-y Ab or
anti—[3-galactosidase as a control Ab before and after injection of the cells.
Three weeks after injection, cognitive function was analyzed in the Morris
Water Maze test as described in Fig. 3. (A) The path length taken to reach
the platform. (B) Mean path length on day 5 of training. (C and D) In the
probe test, the time and path length in the quadrant that previously con-
tained the platform (expressed as a percentage of the total) was measured.
Data represent mean *+ SEM from four to five animals per experimental
group from two experiments. *p < 0.05, ANOVA, APP/PS1+Thl cells
versus control APP/PS1 mice, *p < 0.05, ANOVA, APP/PS1 + Thl cells
versus APP/PS1 plus Thl cells plus anti—-IFN-y Ab. Tg, transgenic.

proportion of CD3™ T cells in the brain of APP/PS1, compared
with WT, mice after transfer of AB-specific Thl cells (Fig. 4).¥4
Furthermore, we detected GFP" cells in the brain 14 d following
transfer of Th1 cells, and this was significantly greater in APP/PS1
mice. Finally, we found that CD8" as well as CD4" cells infiltrated
the brain, and a significant number of these secreted IFN-vy (Fig.
4). These findings suggested that at least a proportion of Af-
specific Thl cells migrate into the brain following systemic de-
livery, and this is more pronounced in APP/PS1 when compared
with WT mice. In addition, IFN-y—secreting CD8 T cells are
detected in higher numbers in the brains of APP/PS1 compared
with WT mice.

AB-specific Thl cells enhance AB plaque burden and enhance
microglial activation in APP/PSI mice

AP deposition has been reported in the brain of APP/PS1 mice as
early as 6 mo of age (37). Cryostat sections prepared from the 6-
to 7-mo-old APP/PS1 mice used in this study confirm the presence
of AB-containing plaques in cortex and hippocampus. Adoptive
transfer of AB-specific Thl cells markedly increased AP load,
particularly in cortex, whereas transfer of Th2 or Th17 cells had
little effect (Fig. SA). Mean plaque number was significantly in-¥s
creased in sections prepared from mice that received Thl cells (*p
< 0.05; ANOVA; Fig. 5B). Insoluble AB_35, AB1_40, and AB;_42
were all significantly increased in tissue prepared from APP/PS1,
compared with WT, mice (*p << 0.05; **p < 0.01; ANOVA; Fig.
5C). Injection of Thl cells induced a further increase in the
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FIGURE 8. Anti-IFN-y Ab attenuated the effect of Thl cells on AR
accumulation. APP/PS1 mice mice were injected with AB-specific Thl
cells and treated with anti—-IFN-y Ab or a control Ab as described in Fig. 6.
Mice were sacrificed 5 wk after cell transfer. Cryostat sections were
stained with Congo red to assess AP-containing plaques in hippocampus
and cortex; the mean number of plaques was recorded (A), and the con-
centrations of insoluble AR, 4> (B), AB; 40 (C), and AR, 33 (D) were
quantified by ELISA in brain tissue prepared from APP/PS1 and WT mice.
Data represent mean = SEM from four to five animals per experimental
group from two experiments. **p < 0.01, ***p < 0.001, ANOVA; (n =4-
6); *p < 0.05, *p < 0.01, **p < 0.001, ANOVA control APP/PS1 mice
versus APP/PS1 mice that received Thl cells; 'p < 0.05; ¥%p < 0.001,
ANOVA, APP/PS1 + Thl cells versus APP/PS1 + Thl cells + antl—IFN -y
Ab. Con, control.
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concentration of the three AR species (fp < 0.05; *p < 0.01,
ANOVA, versus control APP/PS1 mice). Furthermore, soluble
AB140 and AP, 4> were also significantly increased in tissue
prepared from APP/PS1 following transfer of Th1 cells (Fig. SD),
although soluble AB;_3g was unchanged between treatment groups
(data not shown). Neither Th2 nor Thl7 cells exerted any sig-
nificant effect on soluble or insoluble Af.

Sections prepared from WT and APP/PS1 mice were assessed for
CD11b immunoreactivity as a measure of microglial activation.
Immunoreactivity was negligible in sections of hippocampus and
cortex prepared from WT mice (Fig. 6), whereas CD11b staining
was observed in both areas in some but not all APP/PS1 mice.
Quantification of the data indicated that CD11b expression was
markedly increased in APP/PS1 mice that received Thl cells, and
the increase was significant in the case of the cortex (*p < 0.05;
ANOVA), where Th17 cells exerted a similar effect.

Neutralization of IFN-vy attenuates the effect of Thl cells on
behavioral deficits

Having shown a specific effect of Th1 cells on spatial memory and
AP accumulation, we assessed the role of the key Thl cytokine,
IFN-v, by treating APP/PS1 mice with a neutralizing anti—IFN-y
Ab prior to, and following, Thl cell transfer. There was no sig-
nificant effect of treatment on latency to reach the platform (data
not shown), confirming the data shown in Fig. 3. However, we
found that the path length taken to reach the platform decreased
with training in all groups except in APP/PS1 mice, which- re-
ceived Th1 cells (Fig. 7A), and analysis of the mean data indicates
that path length was significantly increased in this group compared
with APP/PS1 mice that did not receive Thl cells (*p < 0.05;
ANOVA; Fig. 7B). Administration of anti—-IFN-y Ab significantly
attenuated the Thl cell-induced effect (fp < 0.05, ANOVA,
versus APP/PS1 mice that received Thl cells). In the probe test,
treatment with Th1 cells decreased the percentage of the total time
and distance each animal spent swimming in the quadrant that

A Cortex

Wildtype

FIGURE 9. Anti-IFN-y Ab attenuated
the effect of Thl cells on CD11b immu-

noreactivity. APP/PS1 mice mice were AIEPIPS1
injected with A-specific Thl cells and ol
treated with anti-IFN-y Ab or a control

Ab as described in Fig. 6. Mice were

sacrificed 5 wk after T cell transfer. (A)

Microglial activation was assessed by APP/PS1

CD11b immunoreactivity in the cortex and Thi
hippocampus. (B) Data are means = SEM.
Data represent mean = SEM from four to
seven animals per experimental group

from two experiments. *p < 0.05, APP/PS1
ANOVA, versus control, “p < 0.05, Th1
ANOVA, versus Thl. Con, control. + anti IFNy
APP/PS1
+ anti IFNy

previously contained the platform (*p < 0.05; ANOVA; Fig. 7C,
7D), confirming the findings presented in Fig. 3. Treatment with
anti-IFN-vy significantly reversed the effect of Thl cells (*p <
0.05, ANOVA, versus APP/PS1 mice that received Thl cells).

Neutralization of IFN-vy attenuates the effect of Thl cells on AB
plaque burden

Anti-IFN-y Ab attenuated the effects of Thl cells on plaque
number and concentration of insoluble AB;_3g, AB1_40, and AR;_

42 in tissue prepared from APP/PS1 mice (Fig. 8). These measures¥s

were increased in tissue prepared from APP/PS1 mice compared
with WT mice (**p < 0.01, ***p < 0.001, ANOVA, Fig. 8A-D),
and these were significantly increased by administration of Thl
cells (*p < 0.05, ""p < 0.01, ***p < 0.001, ANOVA, control APP/
PS1 mice versus APP/PS1 mice that received Thl cells). The
increase in ABq_33, APB1_40, and AB;_4> induced by Thl cells was
attenuated when mice were treated with anti-IFN-y Ab (°p <
0.05, ¥ < 0.001, ANOVA, APP/PS1 mice that received Thl
cells versus Ab-treated APP/PS1 mice that received Thl cells).
CD11b immunoreactivity was negligible in sections prepared

from hippocampus and cortex of WT mice (Fig. 9), whereas someF9

staining was observed in both areas in APP/PS1 mice. This was
greater in APP/PS1 mice that received Thl cells, but this effect
was ameliorated to some degree in sections prepared from APP/
PS1 mice that received Thl cells and anti-IFN-y Ab. Immuno-
reactivity was similar in sections prepared from control APP/PS1
mice and APP/PS1 mice, which received anti-IFN-y Ab. Analysis
of staining using confocal microscopy indicated that CD11b im-

munoreactivity (green staining; Fig. 10) was colocalized with ABF10

deposition (red staining) in hippocampus and cortex. As shown in
Figs. 6 and 9, A accumulation was increased in sections prepared
from APP/PS1 mice, which received Th1 cells, and this effect was
attenuated by anti-IFN-y Ab treatment (Fig. 10). These findings
demonstrate that the impact of Th1 cells on AR plaque burden and
microglial activation was mediated through IFN-vy.

Hlppocampus B
@
S 50- Cortex
8
[]
=}
2
5
2 2.59
g
o
é E
2
B 9 O @it
o \N\\&Q@(\\ 'Q<\ W\q\““
o
— APP/PS1—
5.0+ Hlppoiampus
2.5

+

) |]]

A
\N\\b“‘(’e o ’“\\ \<’V\ ("U'
<V

CD11b expression (fold change)

— APP/PS1—

923
924
925
926
927
928
929
930
931
932
933
934
935
936
937
938
939
940
941
942
943
944
945
946
947
948
949
950
951
952
953
954
955
956
957
958
959
960
961
962
963
964
965
966
967
968
969
970
971
972
973
974
975
976
977
978
979
980
981
982
983
984
985
986


lynchma



987
988
989
990
991
992
993
994
995
996
997
998
999
1000
1001
1002
1003
1004
1005
1006
1007
1008
1009
1010
1011
1012
1013
1014
1015
1016
1017
1018
1019
10209
1021
1022
1023
1024
1025
1026
1027
1028
1029
1030
1031
1032
1033
1034
1035
1036
1037
1038
1039
1040
1041
1042
1043
1044
1045
1046
1047
1048
1049
1050

The Journal of Immunology

Hippocampus Cortex

Wildtype

APP/PS1
Con

APP/PS1
Thi

APP/PS1
Th1 + anti IFNy

APP/PS1
+anti IFNy

FIGURE 10. Anti-IFN-y Ab attenuated the effect of Thl cells on
CD11b immunoreactivity. APP/PS1 mice were injected with AB-specific
Th1 cells and treated with anti—-IFN-y Ab or a control Ab as described in
Fig. 6. Mice were sacrificed 5 wk after T cell transfer. Microglial activation
and AR deposition was assessed by confocal microscopy using CD11b and
pan-AB Abs. Data are representative of five mice per experimental group
from two experiments. Con, control.

Discussion

The significant finding of this study is that adoptive transfer of Th1
cells increases AP accumulation and microglial activation in the
brain of 6- to 7-mo-old APP/PS1 mice and impairs performance in
a Morris water maze; these effects are attenuated by treatment of
mice with anti-IFN-y Ab.

It has been recognized for some time that T cells can infiltrate the
brain (38, 39). T cell infiltration is significantly enhanced under
pathological conditions (for example, in multiple sclerosis and
EAE), and this is due, at least to some extent, to an increase in
blood-brain barrier permeability (23, 40). In this study, we report
that there is a significant increase in the number of CD3*CD4*
cells in the brain of APP/PS1 mice compared with WT mice and
that a proportion of these are Th1 and Th17 cells. Consistent with
this is the observation that significant numbers of peripheral
T cells are present in the postmortem brain of AD patients com-
pared with the relatively low numbers of cells in other degener-
ative dementia cases and, importantly, that these cells are
clustered in areas of the brain in which pathology is more marked,
such as the hippocampus and limbic regions (25). However, the
role of T cells in the pathogenesis of AD is not clear, with cir-
cumstantial evidence of both host protective and damaging roles
for AB-specific T cells. Peripheral T cells specific for AB_4 have
been detected in healthy individuals, but were absent in patients
with AD (41), possibly suggesting that AP;_4o-specific T cells
may prevent the development of AP plaques. It has also been
reported that Thl cells directed against AP; 4, are present in
young individuals but decline with age and are lost in patients with

AD, in whom IL-10-producing regulatory T cells predominate
(42).

Vaccine studies in mouse models have shown that immunization
with AB4, in CFA prevented the development of A3 plaques and
reduced the development of AD-like neuropathology (33, 43). The
protection was associated with Ab and could be mimicked by
passive transfer of AB-specific Abs (44). There is also evidence
from a clinical trial that active immunization with A,,, formu-
lated with the adjuvant QS21 (AN 1792), can reduce plaque
burden in AD patients (45), though a number of patients devel-
oped meningoencephalitis, and the trial was halted. Although the
cause of the meningoencephalitis is not clear, it has been sug-
gested that it could result from the induction of inflammatory
T cell responses (46). Interestingly, QS-21, the adjuvant used in
AD vaccine, has been shown to promote Thl responses to coad-
ministered foreign Ag in mice (47). Our findings are consistent
with a pathogenic role for Thl cells, at least in a mouse model of
AD.

To evaluate the impact of different T cell subtypes on plaque
burden in the brain, we adoptively transferred AB-specific Thl,
Th2, and Th17 cells into 6- to 7-mo-old APP/PS1 mice. Consistent
with previous findings (36), we found that there was some AP
accumulation in the brain of the 6-mo-old APP/PS1 mice. This
was accompanied by increased concentrations of ABy 4> ABj_40,
and AB;_sg in cortical tissue. However, transfer of Thl cells in-
creased deposition of AP (determined by Congo red staining) and
markedly increased cortical AR concentration. This suggests that
AB-specific Thl cells may play a role in the development of AR
plaques in the brain. This was confirmed by treatment of mice
with a neutralizing anti—-IFN-y Ab, which attenuated the effect of
Thl cells on AB accumulation. In contrast with the effect of Thl
cells, transfer of Th17 cells, which have been associated with
pathology in EAE and other autoimmune/inflammatory diseases,
and Th2 cells, which have a more anti-inflammatory function in
other diseases, did not enhance AP accumulation in the brain.
These findings are consistent with our earlier report that A(-
specific Thl cells enhance proinflammatory cytokine production
and MHC class II and costimulatory molecule expression by ARB-
stimulated microglia, whereas AB-specific Th2 cells suppress
cytokine production by glial cells (32).

Under resting conditions, microglia are maintained in a quies-
cent state in the brain because of the presence of neuroimmune
regulatory molecules that enable the interaction with other cells,
low concentrations of stimulatory factors such as IFN-y and other
inflammatory cytokines, and the presence of minimal numbers of
immune cells like T cells (13). However, microglial activation
occurs following any insult, and an activated state is a character-
istic of most, if not all, neurodegenerative diseases in which these
cells can assume the role of APC. Modest microglial activation
was observed in the hippocampus and cortex of 6- to 7-mo-old
APP/PS1 mice but transfer of Thl cells markedly increased acti-
vation. This is consistent with our previous findings that showed
that AB-specific Thl cells increased microglial activation in vitro
(32). In parallel with its effect on AR accumulation, treatment of
mice with anti-IFN-y Ab attenuated the effect of Thl cells on
microglial activation. It is well established that IFN-vy is among
the potent activators of microglia (15, 48) and synergizes with A
to increase expression of cell-surface markers of activation and
production of inflammatory cytokines (15, 49). Chakrabarty et al.
(50) reported that viral delivery of IFN-y gene promotes micro-
glial activation and clearance of AB. We observed that Thl cells
also promoted microglial activation but that this was associated
with an increase in A plaques. We do not have a definitive ex-
planation for the discrepancy in these studies other than the dif-
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ferences in the experimental approaches: virally-delivered IFN-v,
which had effects, such as basal ganglia calcification, in WT as
well as Tg mice, compared with i.v. injected AB-specific Thl
cells, in which the effects were largely confined to Tg mice. One
interpretation of the data, as suggested in this study, is that anti—
IFN-vy prevents Thl cell-induced activation of microglia, but it is
possible that the Ab treatment affects infiltration of cells, perhaps
by altering chemotaxis or exerting an effect on blood—brain barrier
permeability.

Our studies with Th1 cells expressing GFP demonstrated that at
least a proportion of the transferred Thl cells did migrate from the
periphery into the CNS. Interestingly, IFN-y—secreting CD8 as
well as CD4 T cells were detected in the brain following i.v. in-
jection of AB-specific Thl cells. This is consistent with studies in
the EAE model that have demonstrated that Thl cells preferen-
tially infiltrate the CNS and facilitate recruitment of other in-
flammatory T cells (51). Interestingly, the migration of T cells into
the brain and subsequent behavioral deficits was significantly
more pronounced following transfer of AB-specific Thl cells into
APP/PS1 when compared with WT mice. This may reflect the
higher AP burden in the APP/PS1 mice and might suggest local
Ag stimulation of IFN-y—secreting T cells, which were at a sig-
nificantly higher frequency in the brains of APP/PS1 compared
with WT mice.

Previous studies from this laboratory have shown that Af-
specific Thl cells enhanced AB-induced activation of microglia
(32). Furthermore, the increase in microglial activation in APP/
PS1 mice was accompanied by increased expression of inflam-
matory cytokines, including TNF-a and IL-1B (52). Interestingly,
TNF-o and IL-1B have been shown to increase activity and/or
expression of - and (-secretases (6, 7), which leads to A de-
position. Although activated microglia may phagocytose and
remove A3 aggregates (50), IL-1B—expressing microglia are as-
sociated with A plaques and neurofibrillary tangles in the brain
of AD patients, where they correlate with progressive neuronal
damage (53). Furthermore, IL-1(3 can promote synthesis of the
APP in endothelial cells (54). It has also been reported that IFN-
y—induced activation of microglia enhanced processing of APP
and suppressed A3 clearance (55). We found that Th1 cells, which
increase IL-1@ expression by microglia (32), enhanced soluble
and insoluble AP concentrations in the brains of APP/PSI mice.
However, it must be acknowledged that A3 potently activates
microglia in vitro and in vivo (56, 57), and therefore, the possi-
bility of a feedback loop, leading to persistent microglial activa-
tion and A accumulation with the subsequent pathogenic
consequences, is well recognized.

Although there was significant AR accumulation in the brain of
6- to 7-mo-old APP/PS1 mice, we found no evidence of genotype-
related changes during the training phase in the Morris water maze
or during the probe test, contrasting with previous reports that
indicated a deficit in slightly older (8-mo-old) APP/PS1 mice (58,
59). It has been suggested that cognitive deficits correlate with
insoluble AP in Tg2576 mice (60) and APP/PS1 mice (61), but
this view is not supported by the present findings. However, we
report that transfer of Thl cells doubled the concentration of in-
soluble AR in brain tissue, and this was associated with deterio-
ration in cognitive function in the probe test; this raises the
possibility that a threshold concentration of A must be reached
before an impact on spatial learning is exerted. In contrast to the
effect of Thl cells on APP/PS1 mice, transfer of Th2 cells or Th17
cells exerted no effect in the spatial learning task or on either
plaque number or A accumulation. The present findings are at
variance with an earlier report that indicated that adoptive transfer
of a mixed T cell preparation improved performance of 10-mo-old

APP/PS1 mice in a radial arm maze task (62). Although no effect
on insoluble AR or AR plaque numbers was observed, the authors
suggested that microglia or monocytes were stimulated to clear
A because the distribution of AB-immunoreactive cells in hip-
pocampus of mice that received T cells was similar to the distri-
bution of MHC class II-positive cells. More recent data from this
group suggested that the beneficial effects on behavior may be
Th2 cell-mediated because the effect was evident when T cells
had been incubated in vitro in the presence of IL-2 and IL-4 (31).
We have recently reported that the AB-induced microglial acti-
vation in vitro is attenuated by Th2 cells (32), and the current
study found that Th2 cells, unlike Thl cells, did not enhance
plaque burden in vivo.

Although beneficial effects of T cells in the brain have also been
observed (63), the evidence presented in this study indicates that
Thl cells, but not Th2 or Th17 cells, contribute to AR accumu-
lation and development of a functional deficit in APP/PS1 mice
during the early stages of development of pathology. In this
model, the effects appear to be mediated by IFN-y and are asso-
ciated with enhanced microglial activation, which may trigger
inflammatory changes that propagate a damaging cascade of
events and further development of pathology.
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