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T helper cells with specificity for
an antigen in cardiomyocytes
promote pressure overload-induced
ey progression from hypertrophy to
e heart failure
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. Weinvestigated whether CD4*-T cells with specificity for an antigen in cardiomyocytes promote the

. progression from hypertrophy to heart failure in mice with increased pressure load due to transverse

. aortic constriction (TAC). OT-1l mice expressing a transgenicT cell receptor (TCR) with specificity

. for ovalbumin (OVA) on CD4*-T cells and cMy-mOVA mice expressing OVA on cardiomyocytes were

. crossed. The resulting cMy-mOVA-OT-1l mice did not display signs of spontaneous autoimmunity

. despite the fact that their OVA-specific CD4*-T cells were not anergic. After TAC, progression to heart

- failure was significantly accelerated in cMy-mOVA-OT-Il compared to cMy-mOVA mice. No OVA-specific

. antibodies were induced in response to TAC in cMy-mOVA-OT-1I mice, yet more CD3* T cells infiltrated

. their myocardium when compared with TAC-operated cMy-mOVA mice. Systemically, the proportion

. of activated CD4*-T cells with a Th; and Thy, cytokine profile was increased in cMy-mOVA-OT-Il mice
after TAC. Thus, T helper cells with specificity for an antigen in cardiomyocytes can directly promote the
progression of heart failure in response to pressure overload independently of autoantibodies.

Heart failure is among the most frequent causes of morbidity and mortality in western countries with an esti-
mated prevalence of more than 37 million individuals globally'. It is a highly complex disease, which can result
from acute injury, e.g., myocardial infarction or chronic processes such as renal dysfunction, hypertension, or
. aortic stenosis. Initially, the heart can adapt to volume or pressure overload associated with the chronic diseases,
. but later the risk of maladaptive remodeling of the myocardium increases and transition from hypertrophy to
. heart failure occurs. The progression of the disease involves besides myocardial factors such as aberrant calcium
* handling, apoptosis of cardiomyocytes, and fibrosis also systemic factors including neuro-hormonal activation
. and inflammation® Inflammation is not restricted to classic inflammatory cardiomyopathies caused by immune
responses to infections but also occurs in response to hemodynamic overload®. Signs of inflammation have been
observed during the progression of chronic heart failure in many clinical studies*. In particular, high levels of
. circulating pro-inflammatory cytokines such as interleukin (IL)-183, IL-6, and tumor necrosis factor (TNF)-a
. have been reported in patients and animal models with pressure overload>®. While a deficiency for IL-6 attenuates
. pressure overload-induced cardiac dysfunction in mice’, attempts to employ anti-inflammatory drugs such as
infliximab or etanercept, which both target TNF-q, in the therapy of patients with heart failure have been largely
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unsuccessful®’, possibly due to a functional redundancy of individual cytokines'. Therefore, it remains pivotal to
gain a better understanding of the role of inflammation'" and autoimmunity>!!* in the pathophysiology of heart
failure to identify new therapeutic targets.

Notably, the pathophysiology of volume and pressure overload is remarkably different as murine models of
volume (aorto-caval shunt) and pressure overload (transverse aortic constriction, TAC) have shown, in which
the same mean total wall stress was achieved by both interventiones'. In this study, only TAC was associated
with inflammation. At day seven after TAC, a leukocyte infiltration was observed in the myocardium and gene
expression data suggested an activation of B and T cell receptor signaling pathways'%. Only recently, researchers
have started to analyze the role of the adaptive immune system in the pathogenesis of pressure overload-induced
heart failure in more detail. Laroumanie and colleagues reported that mice deficient for the recombination acti-
vation gene 2 (Rag2), which do not have B and T cells, were protected from the transition from hypertrophy
to heart failure after TAC". This study pointed towards a role specifically for CD4"-T helper cells since mice
deficient for major histocompatibility complex (MHC) class II molecules, which lack CD4"-T helper cells were
also protected in contrast to mice devoid of CD8" cytotoxic T cells. Moreover, indirect evidence suggested that
the effect of CD4"-T helper cells on cardiac function after TAC depends on antigen recognition because T cell
receptor (TCR)-transgenic OT-II mice, which possess predominantly CD4"-T helper cells specific for ovalbumin
(OVA), an antigen absent in mice, did also not show progression into heart failure after TAC'®. Another study
demonstrating that TCRo-deficient mice or mice, in which T cells were depleted by administration of anti-CD3
antibodies, had a preserved cardiac function after TAC'®, further supports these results. Mice, in which the infil-
tration of T cells into the myocardium was impaired due to a deficiency of the intercellular adhesion molecule 1
(ICAM1), were also protected from TAC-induced heart failure!”. Moreover, in line with these data, it has been
demonstrated recently that blocking the activation of T cells by abatacept, a cytotoxic T-lymphocyte-associated
protein 4 (CTLA4)-Ig fusion protein that blocks T cell co-stimulation, delays progression of TAC-induced heart
failure!®1.

We have now addressed the question whether CD4"-T helper that possess specificity for an antigen expressed
in cardiomyocytes are directly involved in the progression from hypertrophy to heart failure due to pressure over-
load. Since OT-II mice, which have T helper cells with specificity for OVA%, were reported to be protected from
progression into heart failure after TAC'®, we asked whether the deterioration of heart function would be acceler-
ated in OT-II mice that express OVA in cardiomyocytes. To obtain such mice, we crossed OT-II with cMy-mOVA
mice?!, which express OVA, fused to the transmembrane part of the human transferrin receptor at the plasma
membrane of cardiomyocytes driven by a murine cardiac a-myosin heavy-chain (aMHC) promoter. When the
resulting cMy-mOVA-OT-II mice were subjected to TAC, the transition from hypertrophy to heart failure was
indeed accelerated but OVA-specific autoantibodies were not induced. Therefore, T helper cells with specificity
for an antigen expressed in cardiomyocytes directly exert negative effects on cardiac function in this model.

Results

OVA-specificT helper cells are present in high frequency in the spleen of cMy-mOVA-OT-1l mice
and they can be activated by OVA in vitro. We crossed cMy-mOVA mice with OT-II mice to obtain
animals that express ovalbumin (OVA) in cardiomyocytes and have CD4"-T cells mostly with specificity for this
antigen. These cMy-mOVA-OT-II mice were viable and did not display any overt signs of autoimmunity or heart
disease up to an age of more than one year. In accordance to expectations both, cMy-mOVA and cMy-mOVA-
OT-II mice expressed OVA in the heart, in contrast to C57BL/6 and OT-II mice (Supplementary Fig. 1). The pro-
portion of T helper cells (Fig. 1a) as well as B cells and NK cells among splenocytes (Supplementary Fig. 2a, b) was
similar in C57BL/6, cMy-mOVA, OT-II, and cMy-mOVA-OT-II mice. The percentage of cytotoxic T lymphocytes
(CTL) was reduced (Fig. 1b) while ~0T cells were slightly more frequent in both T cell receptor (TCR)-transgenic
strains (Fig. 1c). On average 54% of the CD3* T cells in the spleens of the cMy-mOVA-OT-II mice were CD4*-T
helper cells that expressed the transgenic TCR (V(35.1/5.2%) (Fig. 1d). This proportion was slightly lower than
in OT-II mice (65%), but much higher than the percentage of T cells employing the respective variable regions
VB5.1 or V35.2 of the TCR3 chain in the non-TCR-transgenic strains (3%, C57BL/6 and cMy-mOVA). Thus,
OVA-specific T helper cells reached the spleen, a peripheral immunologic organ of the cMy-mOVA-OT-II mice
in high numbers but they did not elicit autoimmunity spontaneously. When splenocytes were exposed ex vivo
to OVA (250 uM for 5 days), CD4*-T cells of both OT-II and cMy-mOVA-OT-II mice proliferated vigorously, in
contrast to those from non-TCR-transgenic C57BL/6 and cMy-mOVA mice (Fig. 2a-e). This indicates that the
OVA-specific T helper cells in the cMy-mOVA-OT-II mice could be activated and were not driven into anergy
despite presence of OVA in cardiomyocytes.

Presence of OVA-specific T helper cells accelerates the progression from hypertrophy to heart
failure after TAC in mice that express OVA in cardiomyocytes. Next, we determined whether the
presence of T helper cells with specificity for an antigen present in cardiomyocytes promotes the development
of heart failure after TAC. Therefore, the cMy-mOVA-OT-II and, as control, cMy-mOVA mice underwent TAC
or sham surgery and echocardiography was performed to determine heart function 1, 4, and 8 weeks after the
operation. In both strains, the aortic stenosis obtained by TAC was on average similar (Supplementary Fig. 3a).
Cardiac hypertrophy developed within 1 week with the anterior wall thickness in diastole (AWTHGd) and left
ventricular weight/body weight (LVW/BW) ratio increasing as determined by echocardiography (Fig. 3a,b). In
cMy-mOVA-OT-II mice, the hypertrophy further progressed from 1 to 4 weeks, whereas it remained stable in
cMy-mOVA mice. A dilation of the left ventricle occurred in both strains although the main increase in the
area of the endocardium in diastole (Area d) was observed in cMy-mOVA mice from 1 week to 4 weeks and in
cMy-mOVA-OT-II mice from 4 weeks to 8 weeks (Fig. 3¢c). The same pattern was observed when the area of the
endocardium in systole (Area s) was analyzed and regarding this parameter, the dilation was at 8 weeks more
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Figure 1. OVA-specific T helper cells are present in high frequency in the spleen of cMy-mOVA-OT-II mice.
Splenocytes derived from 8 to 12 weeks old C57BL/6, cMy-mOVA, OT-II, and cMy-mOVA-OT-II mice (n=8
for each strain) were analyzed by flow cytometry for CD37CD4" T helper cells (a), CD3*CD8" CTL (b),
CD3*~OTCR* AOT cells (¢) and the proportion of CD4"TCRV(35.1/5.2" T helper cells among all CD3* T cells
(d). Means and SEM are shown. The data were analyzed by ANOVA followed by Bonferroni post hoc tests, if
significant differences between the mouse strains were revealed. The P-values of the ANOVA and of significant
post hoc tests are given in the figure. The TCR-transgenic and the TCR-non-transgenic strains differed in
addition to the CD4"TCRV[35.1/5.2* T helper cells also in the proportion of CTL and ~8T cells present in the
spleen and the respective P-values of Bonferroni post hoc tests are given beside the brackets.

pronounced in cMy-mOVA-OT-II than cMy-mOVA mice (Fig. 3d). Most importantly, heart function measured
as ejection fraction (EF) (Fig. 3e) or fractional area shortening (FAS) (Fig. 3f) exhibited a steeper decline 8 weeks
after TAC in cMy-mOVA-OT-II compared to in cMy-mOVA mice. In summary, we observed a faster progres-
sion from hypertrophy to heart failure in the cMy-mOVA-OT-II mice that in addition to a model antigen in
cardiomyocytes (OVA) possess large numbers of T helper cells with specificity for this antigen. Despite the accel-
erated progression of heart failure in cMy-mOVA-OT-II mice, their mortality was similar to cMy-mOVA mice
(Supplementary Fig. 3b).

No induction of OVA-specific autoantibodies in cMy-mOVA-OT-ll mice. Antibodies against myo-
cardial antigens can contribute to the deterioration of heart function in patients with heart failure?>%. Therefore,
blood was taken to determine the presence of anti-OVA antibodies before (pre) and 1, 4, and 8 weeks after sur-
gery. Only low amounts of low affinity antibodies were found in sera of cMy-mOVA and cMy-mOVA-OT-II
mice similarly to sera of C57BL/6 wild type mice, which served as negative control (Fig. 4a,b). They slightly
increased over time (pre-operation to 8 weeks) in TAC and sham-operated cMy-mOVA and TAC-operated
cMy-mOVA-OT-II mice. At no time point up to 8 weeks, a significant difference between the sera of TAC and
sham-operated cMy-mOVA or cMy-mOVA-OT-II mice was detected. Only in cMy-mOVA mice that were sac-
rificed at the end of the experiment 10 weeks after sugery, slightly more anti-OVA-antibodies were found in
TAC than sham-operated mice (Supplementary Fig. 4a,b). Thus, increasing the cardiac afterload by TAC was not
associated with an induction of anti-OVA autoantibodies in cMy-mOVA-OT-II mice (and hardly in cMy-mOVA
mice). In summary, it can be concluded that OVA-specific autoantibodies cannot be responsible for the faster
progression of heart failure that we observed in cMy-mOVA-OT-II mice.
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Figure 2. OVA-specific T helper cells of cMy-mOVA-OT-II mice are not anergic and proliferate in vitro in
response to OVA. Splenocytes derived from 8 to 12 weeks old C57BL/6, cMy-mOVA, OT-II, and cMy-mOVA-
OT-II mice (n=8 for each strain) were stained with CFSE and cultured in absence (w/o OVA) or presence of
250 uM OVA (plus OVA) for 5 days. Afterwards, the cells were stained with anti-CD3 and anti-CD4 antibodies
and the CFSE fluorescence of the CD37CD4" T cells was determined by flow cytometry. (a) Examples of

gating of CD3*CD4" T cells and the CFSE fluorescence on CD37CD4* T cells of a cMy-mOVA (upper panels)
and a cMy-mOVA-OT-II mouse (lower panels) after culture in presence of OVA are shown. The fractions of
proliferating cells with reduced CFSE intensity (CFSE%™) were identified in the marked range. (b) Means plus
standard errors of the mean (SEM) of the proportions of CD37CD4" T cells and (¢) proliferating T helper cells
(CD3+CD4*+CFSEY™) are shown. (d) The MFI of CFSE of CD3*CD4" T cells was determined and means plus
SEM are displayed. (e) In addition, the division index (DI) of the CD4" T cells has been calculated and is shown
as means plus SEM. Effects of the stimulation with antigen (w/o OVA versus plus OVA) and differences between
the four mouse strains were analyzed by 2-way-ANOVA and the P-values are indicated above the diagrams.

In addition, differences between the four mouse strains were analyzed separately for cultures without (strain
(w/0 OVA)) and with antigen (strain (plus OVA)) by 1-way-ANOVA. If significant differences were revealed,
Bonferroni post hoc tests always indicated significant differences (P < 0.01) between the TCR-transgenic strains
(OT-II and cMy-mOVA-OT-II) and the non-TCR-transgenic strains (C57BL/6 and cMy-mOVA) but none
within these groups. Moreover, significant differences between control (w/o OVA) and antigen stimulated (plus
OVA) cells within each of the four strains were evaluated by ¢-tests and are indicated in the panels (*P < 0.001).

Presence of OVA-specific T helper cells leads to increased hypertrophy of cardiomyocytes,
decreased capillary density and more perivascular fibrosis 10 weeks after TAC.  The experiment
was scheduled to end 10 weeks after the operation (on average on day 69) and hearts and spleens were taken
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Figure 3. T helper cells accelerate the progression from hypertrophy to heart failure after TAC in cMy-mOVA-
OT-II mice. Echocardiography was performed in cMy-mOVA and in cMy-mOVA-OT-II mice before (pre;

n=22 sham and n=22 TAC for cMy-mOVA and n =15 sham and n =22 TAC for cMy-mOVA-OT-II mice)

as well as 1 week (n=22 or 18 for cMy-mOVA and n=15 or 22 for cMy-mOVA-OT-II), 4 weeks (n=22 or 17

for cMy-mOVA and n =15 or 21 for cMy-mOVA-OT-II), and 8 weeks (n=20 or 11 for cMy-mOVA and n=15
or 19 for cMy-mOVA-OT-II) after sham or TAC surgery. (a) Anterior wall thickness in systole (AWThd), (b)

left ventricular weight/body weight (LVW/BW) ratio, (c) area of the endocardium in diastole (Area d), (d) area

of the endocardium in systole (Area s), (e) ejection fraction (EF), and (f) fractional area shortening (FAS) were
determined and means plus SEM are displayed. Differences between the time points within each strain were
analyzed by a mixed linear model (time) and the P-values are given in the panels. Significant differences in the post
hoc test (P < 0.05) compared to the previous time point are indicated for cMy-mOVA (#) and cMy-mOVA-OT-II
mice (§). Differences between sham and TAC groups at a given time point were analyzed by t-tests and significant
differences are indicated by black bars (*P < 0.05, **P < 0.01,***P < 0.001). Similarly, differences between cMy-
mOVA and cMy-mOVA-OT-II mice after TAC were analyzed and red bars and stars indicate significant P-values.

for subsequent analysis. Samples from TAC-operated mice that had to be sacrificed due to clinical symptoms
of heart failure but lived longer than 6 weeks were included in these analyzes. At preparation, the ventricular
hypertrophy after TAC measured as ventricular weight/body weight (VW/BW) ratio (Fig. 5a) was found to be
similar in cMy-mOVA and cMy-mOVA-OT-II mice, which is in accordance with the results of echocardiography
(Fig. 3b). However, at the cellular level, the hypertrophy of cardiomyocytes, determined as cross-sectional area
(CSA) on slides stained with wheat germ agglutinin (WGA) that marks plasma membranes (Supplementary
Fig. 5), was more extensive in cMy-mOVA-OT-II than cMy-mOVA mice after TAC (Fig. 5b). Few apoptotic cells
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Figure 4. No induction of OVA-specific autoantibodies in cMy-mOVA-OT-II mice after TAC. OVA-specific
autoantibodies were determined by ELISA in serial-diluted (1:30, 1:60, 1:120, 1:240) sera of (a) cMy-mOVA and
(b) cMy-mOVA-OT-II mice before (pre) and at 1, 4, and 8 weeks after sham or TAC surgery. Pooled serum (pre-
diluted 1:10000) of 4 FVB mice immunized with OVA (im) served as positive control on each plate and the OD at
the highest dilution was set to 100% to adjust the other results and means plus SEM are shown. Sera of C57BL/6
(B6) mice (n=5) served as negative control. The numbers of analyzed animals are indicated. The increase of
anti-OVA antibodies over time (pre to 8 weeks) and differences between sham and TAC-operated mice have been
analyzed by repeated measures ANOVA and significant P-values are indicated (ns, non-significant).

were detected by staining of cleaved caspase 3 in the hearts of sham or TAC-operated mice (Fig. 5¢). Hardly any
of these were identified as cardiomyocytes (Supplementary Fig. 6), at least at the late time points investigated
here (10 weeks after TAC). Overall, more apoptotic cells were present in TAC than sham-operated mice although
this difference was statistically significant only in cMy-mOVA-OT-II mice due to considerable individual varia-
tions in cMy-mOVA mice. Notably, the capillary density, measured as the proportion of the CD31" endothelial
area in the myocardium (Supplementary Fig. 7), decreased in response to TAC in both strains but was signifi-
cantly more reduced in TAC-operated cMy-mOVA-OT-II than cMy-mOVA mice (Fig. 5d). The degree of fibrosis
determined by Sirius Red staining (Fig. 6a—d) was overall increased after TAC to a similar extent in both strains
(Fig. 6e). However, the proportion of perivascular fibrosis was higher in TAC-operated cMy-mOVA-OT-II than
cMy-mOVA mice (Fig. 6f, Supplementary Fig. 8). These differences in hypertrophy of cardiomyocytes, capillary
density and perivascular fibrosis might explain the greater reduction of cardiac function in cMy-mOVA-OT-II
compared to cMy-mOVA mice, which was observed in echocardiography.

Presence of OVA-specific T helper cells leads to more infiltration of CD3* T cells 10 weeks
after TAC. Notably, more CD3* T cells were infiltrating the myocardium of cMy-mOVA-OT-II than
cMy-mOVA mice after TAC as determined by immunohistochemistry (Fig. 7a-d,i). In contrast, lower numbers
of FOXP3 (Fig. 7j) and CD45R(B220)* cells (Fig. 7e-h,k) were present in the myocardium of TAC-operated
cMy-mOVA-OT-II than cMy-mOVA mice, suggesting that the infiltration of regulatory T cells (Tregs) and B cells
was reduced. Moreover, TAC was also associated with increased numbers of F4/80* macrophages in cMy-mOVA
mice. In sham-operated cMy-mOVA-OT-II mice, the number of F4/80" macrophages was higher than in
sham-operated cMy-mOVA mice but did not further increase at least at this late time point after TAC (Fig. 71).

The proportion of activated T helper cells is increased in cMy-mOVA-OT-Il mice after TAC. To
determine the systemic activation of T helper cells after TAC, splenic lymphocytes were analyzed by flow
cytometry. The proportion of CD37CD4" T helper cells in the spleen was slightly reduced 10 weeks after
TAC compared to sham-operated mice in both, cMy-mOVA and cMy-mOVA-OT-II mice (Fig. 8a). Notably,
sham-operated cMy-mOVA-OT-II mice had less T helper cells expressing the activation markers CD25 or
CD69 than the cMy-mOVA mice (Fig. 8b,c). This might be caused by the condensed T helper cell repertoire of
cMy-mOVA-OT-II mice that could hamper their ability to respond to non-OVA antigens. However, after TAC, the
proportion of T helper cells expressing these activation markers increased significantly only in cMy-mOVA-OT-II
mice (Fig. 8b,c). The proportion of CD25"Foxp3* regulatory T cells among the CD4*-T cells was significantly
higher in sham-operated cMy-mOVA-OT-II than cMy-mOVA mice, but it decreased significantly after TAC
only in cMy-mOVA-OT-II mice (Fig. 8d). There was also a trend towards a reduction of transforming growth
factor (TGF)-3" cells among the CD4*-T cells in TAC-operated cMy-mOVA-OT-II mice (Fig. 8¢), which
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Figure 5. Increased hypertrophy of cardiomyocytes and decreased capillary density in cMy-mOVA-OT-II mice
after TAC. The ventricular weight/body weight (VW/BW) ratio (a), the CSA of cardiomyocytes (b), the number
of apoptotic cells positive for cleaved caspase 3 (c), and the area of CD31" endothelial cells (d), were determined
in the myocardium after 10 weeks in sham and TAC-operated cMy-mOVA and cMy-mOVA-OT-II mice and
means plus SEM are shown. The numbers of mice analyzed are indicated in the panels beside the bars. Differences
between two groups were analyzed by U-tests and significant P-values are given in the panels (ns, non-significant).

is in accordance with this observation. In cMy-mOVA-OT-II but not in cMy-mOVA mice, the proportion of
CD4"-T cells with a Th, (interferon (IFN)-~, TNF-o) and Th,, (IL-6, IL-17A) and, at a very low level, Th, pro-
file (IL-4) increased after TAC (Fig. 8e¢). Notably, more IFN-~" T helper cells were present in TAC-operated
cMy-mOVA-OT-II than cMy-mOVA mice. Thus, the cMy-mOVA-OT-II mice display signs of an activation of T
helper cells and a reduction of regulatory T cells after TAC and those T helper cells with a Th, and Th,, cytokine
profile might directly contribute to the accelerated transition from hypertrophy to heart failure in these mice.

Discussion

Several recently published studies revealed a critical role of T cells in the progression of pressure overload-induced
heart failure'>~'®. However, these studies did not establish whether T cells with specificity for autoantigens in
cardiomyocytes become activated in response to an increased cardiac afterload and contribute directly to the
deterioration of cardiac function. The assumption that cardio-depressive CD4*-T helper cells occur after TAC
and act in an autoantigen-specific manner has been previously based solely on indirect evidence!®. Moreover, T
helper cells could respond to antigens primarily present in other cells than cardiomyocytes, e.g., cardiac fibro-
blasts and the effects could be mediated indirectly by helping autoreactive B cells to differentiate into plasma
cells producing antibodies against myocardial antigens'®. Autoantibodies against 31-adreno-receptors and
M2-acetylcholine-receptors were found after TAC in a rat model** and it is meanwhile well established that those
autoantibodies can directly impair cardiac function in patients?>*. Therefore, these autoantibodies have been
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Figure 6. Increased perivascular fibrosis in the myocardium of cMy-mOVA-OT-II mice. Fibrosis of the
myocardium was analyzed by Sirius Red staining in cMy-mOVA (a,b) and cMy-mOVA-OT-II mice (c,d)

after sham (a,c) and TAC operation (b,d). The bars indicate 100 um. The areas containing collagen (e) were
determined 10 weeks after sham or TAC operation in cMy-mOVA and cMy-mOVA-OT-II mice. In TAC-
operated mice, the proportion of perivascular fibrosis (f) was analyzed separately. Means plus SEM are shown
in panels e and f. The numbers of mice analyzed are indicated beside the bars. Differences between two groups
were analyzed by U-tests and significant P-values are given in the panels (ns, non-significant).

accepted as new therapeutic targets®>?. Since they possess an IgG isotype, T helper cells must exist, which facili-
tate immunoglobulin class switching in the autoreactive B cells. In consequence, adverse effects of CD4*-T helper
cells on cardiac function could be indirect and mediated via such autoantibodies.
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Figure 7. More infiltration of CD3" T cells in cMy-mOVA-OT-II than cMy-mOVA mice after TAC. The
infiltration of CD3" T cells (a—d) and CD45R(B220)" B cells (e-h) was analyzed by immunohistochemistry

in sham (a,e) and TAC-operated (b,f) cMy-mOVA mice as well as in sham (¢,g) and TAC-operated (d,h)
cMy-mOVA-OT-II mice. The bars indicate 50 um. The arrows point to CD3" T cells or CD45R(B220)* B cells,
respectively. In panels b, d, f, and h, red arrows point towards cells, which are displayed in larger magnification
in the inlets of the respective pictures. The numbers of infiltrating CD3" T cells (i), FOXP1* regulatory T cells
(j), CD45R(B220)* B cells (k) and F4/80" macrophages () were determined in the myocardium after 10 weeks
in sham and TAC-operated cMy-mOVA and cMy-mOVA-OT-II mice and means plus SEM are shown. The
numbers of mice analyzed are indicated in the panels beside the bars. Differences between two groups were
analyzed by U-tests and significant P-values are given in the panels (ns, non-significant).
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Figure 8. More activated CD4*-T cells with a Th; and Th, profile and less regulatory T cells in TAC than
sham-operated cMy-mOVA-OT-II mice. (a) The proportion of CD37CD4" T helper cells among splenocytes
was determined by flow cytometry 10 weeks after sham or TAC operation of cMy-mOVA and cMy-mOVA-
OT-II mice. The proportion of activated CD25" cells (b) and CD69* cells (c) among CD3"CD4" T helper
cells has been determined in parallel. (d) The proportion of CD25"FOXP3* regulatory T cells among CD4*-T
cells was analyzed in addition. (e) The proportion of CD4"-T cells expressing the indicated cytokines was also
determined by flow cytometry directly ex vivo without any further stimulation. Means plus SEM are shown
and the numbers of mice analyzed are indicated in the panels a to d beside the bars. In panel e, the numbers
of analyzed sham and TAC-operated cMy-mOVA and cMy-mOVA-OT-II mice were: 15/8/10/17 for IL-4 and
IL-17F; 14/7/10/17 for IL-2, IL-6, IL-10, and IFN-~; 9/7/10/17 for IL-17A, TNF-q, and TGF-(3. Differences
between two groups were analyzed by U-tests and significant P-values are indicated (*P < 0.05, **P < 0.01,
*¥**¥P<0.001).
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To further address these questions, we have generated a new mouse model to investigate the role of T helper
cells with specificity for an antigen expressed in cardiomyocytes in the pressure overload-induced transition from
hypertrophy to heart failure. For this purpose, two transgenic mouse lines, i.e. OT-11?* and cMy-mOVA mice?!,
were crossed to obtain double transgenic cMy-mOVA-OT-II mice, which express OVA at the plasma membrane
of cardiomyocytes and have mostly T helper cells with a TCR that has specificity for this antigen. The cMy-mOVA
mice have been shown previously to be tolerant to OVA although the transgene is not expressed in the thymus?'.
However, after adoptive transfer of OVA-specific CD87-T cells from OT-I mice in combination with an infection
with a vesicular stomatitis virus engineered to express OVA, the mice developed a severe myocarditis?®'.

The double-transgenic cMy-mOVA-OT-II mice developed normally and showed no signs of autoimmunity or
other diseases up to an age of more than one year. On average, 54% of the T cells of these mice were CD4*-T cells
expressing the transgenic TCR. Thus, the OVA-specific T helper cells, which are at risk to become autoreactive in
these mice, were not eliminated in the thymus by the mechanisms of central tolerance. This observation can be
explained by the lack of expression of the transgene in the thymus that has been demonstrated in the cMy-mOVA
mice?!. In OT-II mice, the proportion of CD4"-T cells expressing the transgenic TCR was slightly higher (on
average 65% of all T cells) than in cMy-mOVA-OT-II mice. Thus, we cannot exclude the deletion of a minor
proportion of TCR-transgenic T helper cells either in the thymus by circulating dendritic cells*” or subsequently
in the periphery of the cMy-mOVA-OT-II mice. Alternatively, the proportion of TCR-transgenic T cells might
be slightly lower due to the hemizygosity of the cMy-mOVA-OT-II mice for the transgenic TCR. However, the
still high numbers of OVA-specific T helper cells present in cMy-mOVA-OT-II mice were not driven into anergy
due to mechanisms of peripheral tolerance although OVA was expressed in the heart. They could be activated ex
vivo in co-culture with antigen presenting cells by exposure to OVA similarly as the OVA-specific T helper cells
obtained from OT-II mice. Apparently, the OVA-specific T helper cells in cMy-mOVA-OT-II mice do not come
into contact with OVA likely, because there is no damage of cardiomyocytes in healthy mice. Thus, they become
neither activated nor anergic, turning the cMy-mOVA-OT-II mice in a suitable model to study the response of
potentially autoreactive T helper cells in response to myocardial injury such as pressure overload.

When cMy-mOVA and cMy-mOVA-OT-II mice were subjected to TAC, echocardiography showed that a
cardiac hypertrophy developed in both strains within one week as it has been observed in C57BL/6 wild type
mice in previous experiments'®. At four weeks, the hypertrophy remained stable in cMy-mOVA mice, whereas
it further increased in cMy-mOVA-OT-II mice. The pressure overload resulted eight weeks after TAC in a more
pronounced dilation of the left ventricle (Area s) and most importantly in a more severe decline of heart func-
tion (EF and FAS) in cMy-mOVA-OT-II than cMy-mOVA mice. Therefore, T helper cells with specificity for an
autoantigen expressed in cardiomyocytes appear to promote the decrease of the ejection fraction. However, the
cMy-mOVA mice displayed no advantage with respect to survival despite a better-preserved ejection fraction.

At autopsy, 10 weeks after TAC surgery, the cardiac hypertrophy was similar in cMy-mOVA and
cMy-mOVA-OT-II mice, which was in accordance with the results of echocardiography since the LVW/BW
ratios at 8 weeks were also similar. However, at the level of individual cardiomyocytes, the hypertrophy was more
pronounced in cMy-mOVA-OT-II than cMy-mOVA mice since the average CSA of cardiomyocytes was signifi-
cantly increased. The TAC-operated cMy-mOVA-OT-II mice displayed also more perivascular fibrosis than the
cMy-mOVA mice although the fibrotic area was overall similarly enlarged in both strains after TAC. The capillary
density decreased in both stains after TAC as previously observed in wild type mice but it was more reduced in
TAC-operated cMy-mOVA-OT-II than cMy-mOVA mice. Increased hypertrophy of cardiomyocytes, augmented
perivascular fibrosis, and reduced capillary density could contribute to the more severely reduced cardiac func-
tion observed by echocardiography in cMy-mOVA-OT-II mice 8 weeks after TAC. These findings raise the ques-
tion how CD4*-T cells with specificity for an antigen in cardiomyocytes contribute to progression of pressure
overload-induced heart failure.

Pressure overload leads to damage of cardiomyocytes as increased numbers of apoptotic cardiomyocytes have
been observed previously one week after TAC'. Thus, autoantigens, such as OVA in cMy-mOVA-OT-II mice,
could be released from dying cardiomyocytes early after TAC. However, at the late time point investigated in
this study, i.e. 10 weeks after TAC, apoptosis of cardiac cells was infrequent and apoptosis of cardiomyocytes was
rare. An early infiltration of innate immune cells including macrophages and dendritic cells after TAC, has been
observed in previous studies'>'%2** We found increased numbers of F4/80" macrophages even 10 weeks after
TAC in cMy-mOVA mice, whereas the number of macrophages in cMy-mOVA-OT-II mice was already higher
in sham-operated mice but not further increased after TAC at least at this late time point. A pro-inflammatory
cytokine profile and release of danger associated molecular patterns from dying cells has been observed in mouse
models and patients with chronic heart failure>!>161831 Therefore, professional antigen presenting cells, which are
resident in the myocardium or infiltrate early in response to tissue injury can take up autoantigens and become
activated®?. They are expected to subsequently activate autoantigen-specific T cells, if these autoreactive T cells are
present due to an escape of central tolerance in the thymus and if they are in a non-anergic state because of lack-
ing peripheral tolerance for the respective antigens. In agreement with this expectation, we have observed even
10 weeks after the operation and systemically in the spleen higher proportions of CD4"-T helper cells express-
ing activation markers (CD25, CD69) in TAC than sham-operated mice of both strains. In mediastinal lymph
nodes of wild type mice, more CD25% or CD44"8"CD69'" activated T cells have been found one week or four
weeks after TAC in previous studies'”'%. In cMy-mOVA-OT-II mice, high numbers of non-anergic OVA-specific
T helper cells are present of which apparently some become activated and deteriorate heart function. They were
present, albeit in low numbers, even systemically, i.e. in the spleen, in contrast to the previous studies that inves-
tigated wild type mice and found activated T cells only in heart draining lymph nodes.

Activated autoreactive T helper cells might contribute to the development of heart failure in different ways.
Th,-polarized T cells could provide help for B cells, which have B cell receptors with specificity for myocar-
dial autoantigens, to differentiate into antibody producing plasma cells and to switch the immunoglobulin
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class from IgM to IgG. It is well known that autoantibodies of an IgG isotype, e.g., against 31-adreno-receptors
and M2-acetylcholine-receptors can occur after TAC** and in patients with heart failure?>?. After binding to
these receptors, they can directly induce a depression of cardiac function. However, in the cMy-mOVA-OT-II
mice no induction of anti-OVA antibodies was observed excluding that OVA-specific T helper cells act indi-
rectly via anti-OVA-antibodies on heart function. Although anti-OVA antibodies, unlike 31-adreno-receptor or
anti-M2-acetylcholine-receptor antibodies, would not be expected to interfere adversely with signaling cascades
in cardiomyocytes, they could still exert negative effects, e.g., by triggering antibody-dependent cellular cytotox-
icity or complement-mediated cytotoxicity.

Alternatively, autoreactive Th, or Th,,-polarized T cells could directly contribute to the pathogenesis of pres-
sure overload-induced heart failure. In support of this assumption, we found that a higher proportion of sys-
temic CD4"-T helper cells had a Th; (IFN-~, TNF-a) or Th,, (IL-17A, IL-6) cytokine profile in TAC-operated
cMy-mOVA-OT-II than cMy-mOVA mice. Increased proportions of T helper cells producing the Th, cytokines
IFN-~ and TNF-a were found also in the blood of patients with chronic heart failure®*-** and increased numbers
of IFN-~-positive CD4"-T cells were present in mediastinal lymph nodes after TAC in a previous study'®. Nevers
and colleagues found an increased mRNA expression of the signature transcription factors Tbet and ROR~NT
in left ventricles of wild type mice one week after TAC, which could indicate ongoing Th, and Th;, immune
responses’®. The exact role of Th,, cells in the pathogenesis of pressure overload remains to be clarified®®, but Th,,
cells were reported to be essential in an experimental autoimmune mouse model of dilated cardiomyopathy*” and
an imbalance of Th;; and immunosuppressive regulatory T cells (Tregs) has been observed in mice and patients
with chronic heart failure®®*. Since TAC was associated with an infiltration of T cells into the myocardium and
more T cells infiltrated the myocardium of cMy-mOVA-OT-II than cMy-mOVA mice 10 weeks after TAC, these
T cells might directly contribute to the deterioration of heart function. This is in line with previous studies report-
ing an infiltration of T cells into the myocardium after TAC'>'®!® and in patients with NYHA class III to IV
non-ischemic heart failure as well as in patients with heart failure due to a dilated cardiomyopathy or aortic
stenosis'®'®. T helper cells infiltrating the myocardium after TAC were shown to have an activated CD44" pheno-
type in a previous study'®. Notably, we found reduced numbers of Tregs, in the myocardium of TAC compared to
sham-operated cMy-mOVA-OT-II mice. In view of the essential function of Tregs for peripheral tolerance, this
presumably aggravates the risk of cardiac autoimmunity even after the limited tissue injury occurring in the TAC
model. The finding that less B cells were infiltrating the myocardium of cMy-mOVA-OT-II than cMy-mOVA
mice after TAC was unexpected and is currently not easily explainable. However, it might indicate that less B cells
become activated in cMy-mOVA-OT-II mice due to the reduced TCR repertoire of T cells that can provide B cells
help and activate them.

The Th, and Th,,-polarized T helper cells might interact with macrophages and other antigen presenting cells
in the myocardium, which have taken-up OVA released from dying cardiomyocytes as these normally do not
express MHC class II molecules even under inflammatory conditions*’. T helper cells might act either directly
via secretion of cytokines on cardiomyocytes and other cells of the myocardium such as cardiac fibroblasts or
indirectly via an activation of other immune cells such as macrophages. Cytokines can directly impair the func-
tion of cardiomyocytes as it has been shown for TNF signaling*'. Moreover, Th, and Th,;-polarized T cells have
been reported to induce cardiac fibrosis and adverse cardiac remodeling*. In a model, in which Th;-polarized T
cells have been induced by TAC, T cells were reported to promote collagen fiber formation by stimulating lysyl
oxidase (LOX), an enzyme responsible for collagen cross-linking!'>**. Nevers and colleagues recently reported
that Th, cells, which become activated due to pressure overload, promote cardiac fibrosis in an IFN-~-dependent
manner by inducing the transition of cardiac fibroblasts into TGF-f3-producing myofibroblasts*’. Th,,-polarized
CD4*-T cells, on the other hand, may contribute to cardiac fibrosis by secretion of IL-13 and IL-17. Tregs could
decrease the risk of fibrosis by anti-inflammatory effects although they produce themselves TGF-{3, a potent
inducer of fibrosis*>. Notably, the adoptive transfer of Tregs has been reported to attenuate angiotensin II and
TAC-induced cardiac fibrosis***° and a Treg deficiency in patients has been associated with chronic heart fail-
ure®®. In our experiments, the extent of fibrosis was overall not different 10 weeks after TAC in cMy-mOVA and
cMy-mOVA-OT-II mice but the proportion of perivascular fibrosis was increased in the cMy-mOVA-OT-II mice.
This is in line with results of other studies demonstrating effects of CD4*-T cells mainly on perivascular fibrosis
after TAC*. Moreover, we cannot exclude that an earlier onset of fibrosis might have contributed to the earlier
progression into heart failure in cMy-mOVA-OT-II mice. In T and B cell deficient as well as in CD4* but not in
CD8-T cell-deficient mice, fibrosis was significantly reduced after TAC". Similar observations have been made
in TCRa-deficient mice and in mice depleted of T cells by administration of anti-CD3 antibodies'® as well as in
mice in which the T cell infiltration was diminished due an ICAM1-deficiency'”. Blocking T cell activation by
co-stimulation blockade with abatacept 2 days or even 2 weeks after TAC was also reported to reduce cardiac
fibrosis'8. Although the data collectively argue for detrimental effects of T helper cells in pressure overload, it
should be noted that T cells might have also beneficial effects in response to cardiac injury. After myocardial
infarction, e.g., CD4*-T cells were reported to stimulate collagen matrix formation and thereby improve wound
healing and survival by reducing the risk of myocardial rupture®.

In conclusion, we have shown that autoreactive T helper cells with specificity for an antigen expressed in cardi-
omyocytes can promote the progression from hypertrophy to heart failure in response to pressure overload. In the
cMy-mOVA-OT-II mice, they do this independently of autoantibodies, although the presence of cardiac autoanti-
bodies of the IgG isotype in other animal models and in patients demonstrates that autoreactive T helper cells can
act in this manner. In cMy-mOVA-OT-II mice, autoreactive Th, and/or Th,,-polarized cells act presumably via
cytokines directly on cells of the myocardium. In accordance with this data, it recently has been shown in the TAC
model that deletion of T cells or blocking T cell activation are new options to treat pressure overload-induced
heart failure'®!8. It remains to be shown, which physiological autoantigens are recognized by T helper cells in
these animal models or in patients. In experimental autoimmune myocarditis, e.g., myosin and troponin I can
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act as autoantigens for T cells since the adoptive transfer of T cells from mice with active myocarditis was suffi-
cient to elicit the disease in the recipients*®#°. Interestingly, the central tolerance to a-myosin is impaired in mice
and man®’ so this is an obvious candidate antigen. However, in humans, no relevant T cell autoantigens have
been definitively identified so far®l. Very recently, it has been shown that CD4"-T cells contribute to age-related
myocardial inflammation and functional decline in aged mice®. Thus, it should be further explored whether a
CD4*-T cell-mediated autoimmunity contributes to the progression of heart failure in patients or a subgroup of
patients suffering from pressure overload due to age-related diseases that are normally not considered to be asso-
ciated with autoimmunity such as aortic stenosis and hypertension.

Materials and Methods

Mice. (C57BL/6, TCR-transgenic OT-11?°, OVA-transgenic cMy-mOVA?!, and double transgenic cMy-mOVA-
OT-II mice were bred in the central animal facility at the University Medical Center Géttingen under specific
pathogen-free conditions in individually ventilated cages and in a 12 h light-dark cycle. Both parental transgenic
strains, OT-II and cMy-mOVA, have a C57BL/6 background. Notably, C57BL/6 mice are resistant to experi-
mental autoimmune myocarditis induced by a-myosin as well as to post-infection chronic myocarditis®. OT-II
and cMy-mOVA mice being homozygous for the transgenes were crossed to obtain cMy-mOVA-OT-II mice
that were hemizygous for both transgenes. All animal experiments were approved by the responsible agency
(Niedersichsisches Landesamt fiir Lebensmittelsicherheit und Verbraucherschutz) and were carried out in com-
pliance with German and European legislation (Directive 2010/63/EU).

Design of animal experiments. Mice of an age between 8 and 12 weeks were used for experiments.
Male and female mice were equally distributed among the experimental groups. Beyond that, the mice were
randomly assigned to the experimental groups. Our hypothesis being that the heart function could be more
impaired in TAC-operated cMy-mOVA-OT-II than cMy-mOVA mice, we wanted to be able to detect at least a
reduction of the ejection fraction 8 weeks after TAC from an estimated average of 30% in cMy-mOVA to 20% in
cMy-mOVA-OT-II mice with an estimated standard deviation of 8%-points. The required sample size of 11 mice
for an analysis in a two-sided t-test was calculated by setting the type I error 0.05 and the desired power to 0.80.
Moreover, we estimated that 40% (i.e. 7) of the TAC-operated mice could drop out of the experiments earlier than
8 weeks after surgery'* and that, in addition, 20% (i.e. 4) of mice could die during surgery or within the first 3 days
after TAC or sham operation due to perioperative complications. Therefore, we estimated the minimal number of
required mice as 22 for TAC and 15 for sham-operated mice. However, also 22 sham-operated cMy-mOVA mice
were available for analysis. Only mice surviving the first 3 days were included in the survival analysis because
an earlier lethality is most likely unrelated to heart failure. All animals alive were subjected to echocardiography
1, 2, and 8 weeks after surgery. At these time points, blood was taken to determine anti-OVA antibodies, but
from some mice at some time points, not enough blood was obtained to perform the analysis. The post-mortem
analyses were performed on heart and spleen samples of mice sacrificed at the planned end of the experiments
10 weeks after surgery and on 3 animals that had to be scarified earlier due to their clinical symptoms. We did
not include samples from mice that survived less than 6 weeks to avoid confounding the results with data from
animals in an earlier stage of the disease. We could not always perform every measurement on all samples of each
animal for various reasons but no data obtained were removed from the analysis.

Surgery and autopsy. TAC was performed using a minimally invasive operation as described previ-
ously'***. Briefly, 8 to 12 weeks old mice were anesthetized by intraperitoneal injections of medetomidin (0.5 mg/
kg), midazolam (5 mg/kg), and fentanyl (0.05 mg/kg). After horizontal incision at the jugulum, the transver-
sal aorta was displayed and a 26-gauge needle was tied against the aorta. In sham-operated mice, the surgi-
cal thread was not tied. After removal of the needle, the skin was closed and the anesthesia was reversed by
subcutaneous injection of atipamezol (2.5 mg/kg) and flumazenil (0.5 mg/kg). For further analgesia, the mice
received buprenorphine (60 pug/kg) subcutaneously one hour after surgery. Metamizole (1.33 mg/ml) had to be
added to the drinking water for one week to achieve long-term analgesia. Three days after surgery, the pressure
gradient over the aortic ligature was determined using pulsed wave Doppler. For echocardiography at 1, 4, and
8 weeks after the operation, the mice were anesthetized with 3-% isoflurane, and temperature, respiration, and
ECG-controlled anesthesia was maintained with 1.5-% isoflurane. After each echocardiography, approximately
50 ul blood were taken from the orbital sinus of the mice to measure anti-OVA antibodies in the sera. At the end
of the experiments, 10 weeks after the operation, the mice were sacrificed in isoflurane anesthesia (5-%) by cervi-
cal dislocation. Blood was taken before the hearts were excised, perfused with saline solution and after weighting
of the ventricles, they were immediately processed for histology and immunohistochemistry. Finally, the spleens
were harvested and stored in Dulbecco’s modified Eagle medium (DMEM) on ice.

Echocardiography. Transthoracic echocardiography was performed blinded to the treatment of the mice
using a Vevo2100 (VisualSonics, Toronto, Canada) system with a 30 MHz center frequency transducer. B-mode
recordings'*> were used to determine the long axis in systole (Ls) and diastole (Ld), the end-diastolic (LVIDd)
and end-systolic (LVIDs) left ventricular (LV) chamber diameter and the anterior and posterior wall thickness in
systole (AW Ths and PW'Ths) and diastole (AWThd and PWThd), the area of the endocardium in systole (Area
s) and diastole (Area d) and the area of the epicardium in systole (Epi s). The evaluation was done blinded to
the strain and treatment of the mice. Fractional area shortening (FAS) was calculated as (Area d — Area s)/Area
d x 100. The ejection fraction (EF) was calculated as ((5/6) x Areas x Ls) — ((5/6) x Aread x Ld)/((5/6) x Area
d x Ld) x 100. Echocardiographic LV weight (LVW) was estimated using the formula: 1.05 x (5/6) x (Epis X
(Ls+ (AWThs + PWThs)/2) — (Aread x Ls)).
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Enzyme-linked immuno-sorbent assay (ELISA). To measure anti-OVA antibodies, 96-well Nunc
MaxiSorp microtiter plates were coated overnight at 4 °C with 20 pg/ml OVA (Sigma, Traufkirchen, Germany) in
sodium carbonate buffer (pH 8.5; 50 ul/well). After blocking with 1% gelatin in phosphate-buffered saline (PBS),
1:30, 1:60, 1:120, and 1:240 diluted sera (50 ul/well) were added and the plates were incubated for 1 h at 37°C. On
each plate, 1:10000 pre-diluted pooled serum from four FVB/N mice that had been immunized with OVA was
added in duplicates as positive control and wells without serum served as blank controls. Moreover, sera from five
C57BL/6 were used as negative control. For detection, goat anti-mouse horseradish peroxidase (HRP)-conjugated
polyclonal antibodies (115-035-003, Jackson laboratories, via Dianova, Hamburg, Germany) diluted 1:4000 in
PBS with 0.05% Tween-20 were used. These antibodies react to mouse immunoglobulins of both IgG and IgM
isotypes. After incubation (1 h at 37°C), 50 ul 2,2/-azino-bis(3-ethylbenzothiazoline-6-sulphonic acid) (ABTS)
substrate solution were added to each well and the optical density was determined after 5min using a BioTek
PowerWave 340 microplate spectrophotometer (BioTek, Bad Friedrichshall, Germany) set to 405nm. The OD
of the positive control at the lowest dilution of the positive control was set to 100% and the other results were
adjusted accordingly to allow for the comparison of sera analyzed on different plates.

Histology and immunohistochemistry. Hearts were perfused ex vivo via the aorta with 0.9% NaCl
before one-third of the heart from the middle part was fixed in 3.7% formaldehyde solution overnight and the
other two thirds oriented towards the basis and the apex of the heart were snap frozen in liquid nitrogen. The
formaldehyde-fixed samples were embedded in paraffin before 5 um sections were cut that were used for most
analyses. Frozen sections of 7 um were obtained from samples oriented towards the basis of the hearts to deter-
mine the infiltration of FOXP3* cells and CD31" endothelial areas. Collagen was visualized by Sirius Red stain-
ing as described previously®® to determine the extent of fibrosis. In addition to the total amount of the fibrotic
area in the left ventricle, perivascular fibrosis was determined defined as fibrotic area directly associated with
vessels of a diameter greater than 100 pm>*. Infiltration of the myocardium by immune cells was determined
by immunohistochemistry as described elsewhere using anti-CD3 (1:200, MCA1477, rat IgG,, ABD Serotec,
Oxford, UK), anti-CD45R/B220 (1:200, RA3-6B2, rat IgG,,, Biolegend, Fell, Germany), anti-FOXP3 (1:100, with
0.5% Triton-X100, FJK-16s, rat IgG,,, eBiosciences, Frankfurt, Germany), and anti-F4/80 monoclonal antibod-
ies (1:200, A3-1, rat IgG,,, Biolegend), respectively. For CD3 and CD45R/B220 staining, antigen retrieval was
performed by boiling the slides 5 times for 5min in sodium citrate buffer (10 mmol/L sodium citrate, pH 6,
0.05% Tween 20). Polyclonal biotinylated goat anti-rat IgG secondary antibodies (1:200, 112-065-062, Jackson
laboratories) and HRP-conjugated streptavidin (405210, Biolegend) served as secondary and tertiary reagents for
the anti-CD3, anti-CD45R/B220, and anti-F4/80 antibodies. The anti-FOXP3 antibody was detected on frozen
sections by HRP-conjugated goat anti-rat IgG antibodies (1:200, 112-035-167, Dianova). Endothelial cells were
also detected on frozen sections using an antibody against CD31 (1:50, PECAM-1, SC-376764, mouse IgG,, Santa
Cruz Biotechnology, Heidelberg, Germany) followed by HRP-conjugated goat anti-mouse IgG antibodies (1:200,
115-035-003, Dianova). Apoptotic cells were detected by immunohistochemistry for cleaved caspase 3 using the
SignalStain apoptosis detection kit (#12692, Cell Signaling Technology, Leiden, The Netherlands) according to
the manufacturer’s instructions. The slides were scanned with a 20x objective (UPlanApo, NA 0.75) using the
dotSlide SL slide scanner (Olympus, Hamburg, Germany) equipped with a peltier-cooled XC10 camera. A sci-
entist blinded to the strain and treatment of the mice quantified the extent of fibrosis and the numbers or areas
of stained cells in two complete heart sections using cellSens Dimensions software (Olympus). Fibrotic areas
and the areas of CD31" endothelial cells were always determined together with the areas of cardiomyocytes.
These areas are specified as the proportion of the area of interest relative to the sum of the area of interest and the
area of cardiomyocytes. To determine the CSA of individual cardiomyocytes, slides were fluorescently stained
for 1h at room temperature with Alexa680-labeled WGA (5 ug/ml in PBS) (W32465, Invitrogen, Karlsruhe,
Germany) to detect plasma membranes, washed two times in PBS and once in water before being mounted
with anti-fading mounting medium containing 4’,6-diamidino-2-phenylindole (DAPI) (SCR-038448, Dianova).
The slides were then scanned with a 20x objective ((UPlanSApo, NA 0.75) using the virtual slide microscope
VS120-L100 (Olympus) equipped with a peltier-cooled XM 10 monochrome Camera and the X-Cite excitation
source. Alexa680 fluorescence was detected using the excitation filter 650/13 nm and emission filter 684/24 nm
with corresponding dichroic mirror. The CSA of at least 10 randomly selected cardiomyocytes was determined
in at least two areas from the left ventricle containing cross-sections using the cellSens Dimensions software and
the results were averaged per animal.

T cell stimulation. Lymphocytes were obtained from spleens of C57BL/6, OT-1I, cMy-mOVA, and
cMy-mOVA-OT-II mice using a Tenbroeck homogenizer. Erythrocytes were removed from splenocytes by incu-
bation for 5min in lysis buffer (155mM NH,Cl, 10mM KHCOs3, 0.1 mM EDTA, pH 7.4-7.8). To allow for the flow
cytometric measurement of antigen-induced proliferation, the cells were incubated for 5 min with 5uM of the
dye carboxyfluorescein succinimidyl ester (CFSE) (C-1157, Invitrogen) in phosphate buffered saline PBS/0.1%
bovine serum albumin at 37 °C. After being washed 3 times with DMEM containing 10% fetal calf serum (FCS),
the splenocytes were cultured in round-bottomed microtiter plates in DMEM/10% FCS with or without 250 uM
OVA. After 5 days, the cells were harvested and stained by anti-CD3 and anti-CD4 antibodies, before the CFSE
dilution, i.e. the proliferation of T helper cells, was analyzed by flow cytometry. The division index (DI), which
is the average number of cell divisions that a cell in the original population has undergone, has been calculated
using the FlowJo software (Ashland, OR, USA).

Flow cytometry. Flow cytometry was performed as described previously*® on a FACS Calibur flow cytom-
eter (BD Biosciences, Heidelberg, Germany) using CellQuestPro data acquisition and analysis software. The

SCIENTIFICREPORTS |7: 15998 | DOI:10.1038/s41598-017-16147-1 14



www.nature.com/scientificreports/

antibodies used for flow cytometry and isotype controls are listed in Supplementary Table 1. For staining of cell
surface antigens, 5 x 10° cells were incubated in 100 ul PBS with 1 g of the respective primary monoclonal anti-
body for 30 min at 4 °C before washing with PBS. To stain for intracellular cytokines, splenocytes were stained at
4°C with anti-CD3 and anti-CD4 antibodies before fixation and permeabilization with Cytofix/Cytoperm and
Perm/Wash solutions (BD Biosciences) according to the manufacturer’s protocol. For the detection of FOXP3*
regulatory T cells, a FOXP3 staining kit (320019, Biolegend) was used after staining of CD4 and CD25 at the
plasma membrane. TGF-( was detected on the plasma membrane of CD37CD4" T cells.

Quantitative polymerase chain reaction (QPCR). RNA was obtained from hearts of C57BL/6, OT-II,
cMy-mOVA, and cMy-mOVA-OT-II mice and transcribed into cDNA, which was used to analyze the expression
of Ova mRNA by qPCR as described previously® using primers for Ova (forward: 5-AGT GGC ATC AAT GGC
TTC T-3/, reverse: 5-GTT GAT TAT ACT CTC AAG CTG CTC A-3')*! and the housekeeping gene Gapdh (for-
ward: 3’-TGT GTC CGT CGT GGA TCT GA-3/, reverse: 5'-TTG CTG TTG AAG TCG CAG GAG-3'). The Act
values (ct Ova minus ct Gapdh) were used to calculate the relative expression of Ova in single heart samples in
reference to the mean of the Act values for the hearts of cMy-mOVA mice (Act reference) (28 OvajpAct reference)s7,

Statistics. Results are shown as mean with standard error of the mean (SEM). The data were evaluated with
the SPSS software (IBM, Armonk, NY, USA). Analyses of variance (ANOVA) was used to compare data sets with
more than one experimental group. Repeated measures ANOVA and mixed linear models with the specification
auto-regressive process AR (1) were employed to analyze alterations over time, e.g. in echocardiography data sets.
Data of two groups were compared by ¢-test or the non-parametric Mann-Whitney U-test, if the values were not
normally distributed according to the Kolmogorov-Smirnov test. If the Levene test indicated inequality of vari-
ances, an unequal variance f-test has been used instead of Student’s ¢-test. The survival curves of TAC-operated
mice were compared by a Log Rank (Mantel-Cox) test. P-values of <0.05 in two-sided tests was considered to be
significant.

Data availability. The data that support the findings of this study are available from the corresponding
author upon reasonable request.

References

1. Ziaeian, B. & Fonarow, G. C. Epidemiology and aetiology of heart failure. Nat. Rev. Cardiol. 13, 368-378 (2016).

2. Ahmad, T., Fiuzat, M., Felker, G. M. & O’Connor, C. Novel biomarkers in chronic heart failure. Nat. Rev. Cardiol. 9, 347-359 (2012).

3. Stephenson E., Savvatis K., Mohiddin S. A. & Marelli-Berg F. M. T-cell immunity in myocardial inflammation: pathogenic role and
therapeutic manipulation. Br. J. Pharmacol. (2016).

4. van Linthout, S. & Tschope, C. Inflammation - Cause or Consequence of Heart Failure or Both? Curr. Heart Fail. Rep. 14, 251-265
(2017).

5. Torre-Amione, G. et al. Proinflammatory cytokine levels in patients with depressed left ventricular ejection fraction: a report from
the Studies of Left Ventricular Dysfunction (SOLVD). J. Am. Coll. Cardiol. 27, 1201-1206 (1996).

6. Shioi, T. et al. Increased expression of interleukin-1 beta and monocyte chemotactic and activating factor/monocyte chemoattractant
protein-1 in the hypertrophied and failing heart with pressure overload. Circ. Res. 81, 664-671 (1997).

7. Zhao, L. et al. Deletion of Interleukin-6 Attenuates Pressure Overload-Induced Left Ventricular Hypertrophy and Dysfunction. Circ.
Res. 118, 1918-1929 (2016).

8. Chung, E. S., Packer, M, Lo, K. H., Fasanmade, A. A. & Willerson, J. T. Anti-TNF Therapy Against Congestive Heart Failure
linvestigators. Randomized, double-blind, placebo-controlled, pilot trial of infliximab, a chimeric monoclonal antibody to tumor
necrosis factor-alpha, in patients with moderate-to-severe heart failure: results of the anti-TNF Therapy Against Congestive Heart
Failure (ATTACH) trial. Circulation 107, 3133-3140 (2003).

9. Mann, D. L. et al. Targeted anticytokine therapy in patients with chronic heart failure: results of the Randomized Etanercept
Worldwide Evaluation (RENEWAL). Circulation 109, 1594-1602 (2004).

10. Lai, N. C. et al. Pressure overload-induced cardiac remodeling and dysfunction in the absence of interleukin 6 in mice. Lab. Invest.
92, 1518-1526 (2012).

11. Mann, D. L. Innate immunity and the failing heart: the cytokine hypothesis revisited. Circ. Res. 116, 1254-1268 (2015).

12. Lichtman, A. H. The heart of the matter: protection of the myocardium from T cells. J. Autoimmun. 45, 90-96 (2013).

13. Sanchez-Trujillo, L., Vazquez-Garza, E., Castillo, E. C., Garcia-Rivas, G. & Torre-Amione, G. Role of Adaptive Immunity in the
Development and Progression of Heart Failure: New Evidence. Arch. Med. Res. 48, 1-11 (2017).

14. Toischer, K. et al. Differential cardiac remodeling in preload versus afterload. Circulation 122, 993-1003 (2010).

15. Laroumanie, F et al. CD4+ T cells promote the transition from hypertrophy to heart failure during chronic pressure overload.
Circulation 129, 2111-2124 (2014).

16. Nevers, T. et al. Left Ventricular T-Cell Recruitment Contributes to the Pathogenesis of Heart Failure. Circ. Heart Fail. 8, 776-787
(2015).

17. Salvador, A. M. et al. Intercellular Adhesion Molecule 1 Regulates Left Ventricular Leukocyte Infiltration, Cardiac Remodeling, and
Function in Pressure Overload-Induced Heart Failure. J. Am. Heart Assoc. 5, €003126 (2016).

18. Kallikourdis, M. et al. T cell costimulation blockade blunts pressure overload-induced heart failure. Nat. Commun. 8, 14680 (2017).

19. Wang, H. et al. CD28/B7 deficiency attenuates systolic overload-induced congestive heart failure, myocardial and pulmonary
inflammation, and activated T cell accumulation in the heart and lungs. Hypertension 68, 688-696 (2016).

20. Hogquist, K. A. et al. T cell receptor antagonist peptides induce positive selection. Cell 76, 17-27 (1994).

21. Grabie, N. et al. IL-12 is required for differentiation of pathogenic CD8+ T cell effectors that cause myocarditis. J. Clin. Invest. 111,
671-680 (2003).

22. Jahns, R. et al. Direct evidence for a beta 1-adrenergic receptor-directed autoimmune attack as a cause of idiopathic dilated
cardiomyopathy. J. Clin. Invest. 113, 1419-1429 (2004).

23. Wallukat, G. & Schimke, I. Agonistic autoantibodies directed against G-protein-coupled receptors and their relationship to
cardiovascular diseases. Semin. Immunopathol. 36, 351-363 (2014).

24. Liu, H.R,, Zhao, R. R, Jiao, X. Y., Wang, Y. Y. & Fu, M. Relationship of myocardial remodeling to the genesis of serum autoantibodies
to cardiac beta(1)-adrenoceptors and muscarinic type 2 acetylcholine receptors in rats. J. Am. Coll. Cardiol. 39, 18661873 (2002).

25. Deubner, N. et al. Cardiac betal-adrenoceptor autoantibodies in human heart disease: rationale and design of the Etiology, Titre-
Course, and Survival (ETiCS) Study. Eur. J. Heart Fail. 12,753-762 (2010).

SCIENTIFICREPORTS |7: 15998 | DOI:10.1038/s41598-017-16147-1 15



www.nature.com/scientificreports/

26. Felix, S. B, Beug, D. & Dorr, M. Inmunoadsorption therapy in dilated cardiomyopathy. Expert Rev. Cardiovasc. Ther. 13, 145-152
(2015).

27. Bonasio, R. et al. Clonal deletion of thymocytes by circulating dendritic cells homing to the thymus. Nat. Immunol. 7, 1092-1100
(2006).

28. Gogiraju, R. et al. Endothelial deletion of protein tyrosine phosphatase-1B protects against pressure overload-induced heart failure
in mice. Cardiovasc. Res. 111, 204-216 (2016).

29. Weisheit, C. et al. Ly6C(low) and not Ly6C(high) macrophages accumulate first in the heart in a model of murine pressure-overload.
PLoS One 9, e112710 (2014).

30. Wang, H. et al. Role of bone marrow-derived CD11c+ dendritic cells in systolic overload-induced left ventricular inflammation,
fibrosis and hypertrophy. Basic Res. Cardiol. 112, 25 (2017).

31. Topkara, V. K. et al. Therapeutic targeting of innate immunity in the failing heart. J. Mol. Cell. Cardiol. 51, 594-599 (2011).

32. Epelman, S, Liu, P. P. & Mann, D. L. Role of innate and adaptive immune mechanisms in cardiac injury and repair. Nat. Rev.
Immunol. 15, 117-129 (2015).

33. Satoh, S. et al. Increased productivity of tumor necrosis factor-alpha in helper T cells in patients with systolic heart failure. Int. J.
Cardiol. 111, 405-412 (2006).

34. Fukunaga, T. et al. Expression of interferon-gamma and interleukin-4 production in CD4+ T cells in patients with chronic heart
failure. Heart Vessels 22, 178-183 (2007).

35. Yndestad, A. et al. Enhanced expression of inflammatory cytokines and activation markers in T-cells from patients with chronic
heart failure. Cardiovasc. Res. 60, 141-146 (2003).

36. Meng, X. et al. Regulatory T cells in cardiovascular diseases. Nat. Rev. Cardiol. 13,167-179 (2016).

37. Baldeviano, G. C. et al. Interleukin-17A is dispensable for myocarditis but essential for the progression to dilated cardiomyopathy.
Circ. Res. 106, 1646-1655 (2010).

38. Li, N. et al. The Th17/Treg imbalance exists in patients with heart failure with normal ejection fraction and heart failure with
reduced ejection fraction. Clin. Chim. Acta 411, 1963-1968 (2010).

39. Bansal, S. S. et al. Activated T Lymphocytes are Essential Drivers of Pathological Remodeling in Ischemic Heart Failure. Circ. Heart
Fail. 10, €003688 (2017).

40. Didié, M., Galla, S., Muppalla, V., Dressel, R. & Zimmermann, W. H. Immunological properties of murine parthenogenetic stem cell
derived cardiomyocytes and engineered heart muscle. Front. Immunol. 8, 955 (2017).

41. Divakaran, V. G. et al. Tumor necrosis factor receptor-associated factor 2 signaling provokes adverse cardiac remodeling in the adult
mammalian heart. Circ. Heart Fail. 6, 535-543 (2013).

42. Wei, L. Immunological aspect of cardiac remodeling: T lymphocyte subsets in inflammation-mediated cardiac fibrosis. Exp. Mol.
Pathol. 90, 74-78 (2011).

43. Nevers, T. et al. Th1 effector T cells selectively orchestrate cardiac fibrosis in nonischemic heart failure. J. Exp. Med. 214, 3311-3329
(2017).

44. Kvakan, H. et al. Regulatory T cells ameliorate angiotensin II-induced cardiac damage. Circulation 119, 2904-2912 (2009).

45. Kanellakis, P,, Dinh, T. N., Agrotis, A. & Bobik, A. CD4(+)CD25(+)Foxp3(+) regulatory T cells suppress cardiac fibrosis in the
hypertensive heart. J. Hypertens. 29, 1820-1828 (2011).

46. Tang, T. T. et al. Defective circulating CD4CD25+ Foxp3+ CD127(low) regulatory T-cells in patients with chronic heart failure.
Cell. Physiol. Biochem. 25, 451-458 (2010).

47. Hofmann, U. et al. Activation of CD4+ T lymphocytes improves wound healing and survival after experimental myocardial
infarction in mice. Circulation 125, 1652-1663 (2012).

48. Smith, S. C. & Allen, P. M. Myosin-induced acute myocarditis is a T cell-mediated disease. J. Immunol. 147, 2141-2147 (1991).

49. Kaya, Z. et al. Identification of cardiac troponin I sequence motifs leading to heart failure by induction of myocardial inflammation
and fibrosis. Circulation 118, 2063-2072 (2008).

50. Lv, H. et al. Impaired thymic tolerance to alpha-myosin directs autoimmunity to the heart in mice and humans. J. Clin. Invest. 121,
1561-1573 (2011).

51. Hofmann, U. & Frantz, S. Role of T-cells in myocardial infarction. Eur. Heart J. 37, 873-879 (2016).

52. Ramos, G. C. et al. Myocardial aging as a T-cell-mediated phenomenon. Proc. Natl. Acad. Sci. USA 114, E2420-E2429 (2017).

53. Montes-Cobos, E. et al. Inducible Knock-Down of the Mineralocorticoid Receptor in Mice Disturbs Regulation of the Renin-
Angiotensin-Aldosterone System and Attenuates Heart Failure Induced by Pressure Overload. PLoS One 10, €0143954 (2015).

54. Zeisberg, E. M. et al. Endothelial-to-mesenchymal transition contributes to cardiac fibrosis. Nat. Med. 13, 952-961 (2007).

55. Isernhagen, A. et al. The MICA-129 dimorphism affects NKG2D signaling and outcome of hematopoietic stem cell transplantation.
EMBO Mol. Med. 7, 1480-1502 (2015).

56. Johannsen, H. et al. Inmunological Properties of Murine Parthenogenetic Stem Cells and Their Differentiation Products. Front.
Immunol. 8,924 (2017).

57. Livak, K. J. & Schmittgen, T. D. Analysis of relative gene expression data using real-time quantitative PCR and the 2(-Delta Delta
C(T)) Method. Methods 25, 402-408 (2001).

Acknowledgements

The Deutsche Forschungsgemeinschaft (DFG) through the collaborative research center SFB 1002 (TPs B4 to
K.T. and G.H., C04 to W.H.Z., C05 to R.D., and S1 to W.H.Z.) has supported this study. We acknowledge support
by the Open Access Publication Funds of the Gottingen University. We are thankful for the excellent technical
assistance of R. Blume, B. Knocke, S. Wollborn, S. Zafar, and M. Zoremba within the Service Project S1 of the
SFB1002 and Mirja Fiille of the Technology Platform Clinical Optical Microscopy.

Author Contributions

R.D. designed the study. C.G., A.S., C.R., S.M., L.E. and V.K. performed experiments and analyzed data. M.D.
and W.H.Z. supervised echocardiography and the analysis of echocardiography data. G.B. contributed to the
quantitative evaluation of histological data. A.H.L. provided the cMy-mOVA mice. K.T. and G.H. supervised the
mouse surgery. R.D. wrote the manuscript, which all authors revised. All authors approved the final version of
the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-017-16147-1.
Competing Interests: The authors declare that they have no competing interests.

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

SCIENTIFICREPORTS |7: 15998 | DOI:10.1038/s41598-017-16147-1 16


http://dx.doi.org/10.1038/s41598-017-16147-1

www.nature.com/scientificreports/

Open Access This article is licensed under a Creative Commons Attribution 4.0 International
CE | jcense, which permits use, sharing, adaptation, distribution and reproduction in any medium or

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2017

SCIENTIFICREPORTS |7: 15998 | DOI:10.1038/s41598-017-16147-1 17


http://creativecommons.org/licenses/by/4.0/

	T helper cells with specificity for an antigen in cardiomyocytes promote pressure overload-induced progression from hypertr ...
	Results

	OVA-specific T helper cells are present in high frequency in the spleen of cMy-mOVA-OT-II mice and they can be activated by ...
	Presence of OVA-specific T helper cells accelerates the progression from hypertrophy to heart failure after TAC in mice tha ...
	No induction of OVA-specific autoantibodies in cMy-mOVA-OT-II mice. 
	Presence of OVA-specific T helper cells leads to increased hypertrophy of cardiomyocytes, decreased capillary density and m ...
	Presence of OVA-specific T helper cells leads to more infiltration of CD3+ T cells 10 weeks after TAC. 
	The proportion of activated T helper cells is increased in cMy-mOVA-OT-II mice after TAC. 

	Discussion

	Materials and Methods

	Mice. 
	Design of animal experiments. 
	Surgery and autopsy. 
	Echocardiography. 
	Enzyme-linked immuno-sorbent assay (ELISA). 
	Histology and immunohistochemistry. 
	T cell stimulation. 
	Flow cytometry. 
	Quantitative polymerase chain reaction (qPCR). 
	Statistics. 
	Data availability. 

	Acknowledgements

	Figure 1 OVA-specific T helper cells are present in high frequency in the spleen of cMy-mOVA-OT-II mice.
	Figure 2 OVA-specific T helper cells of cMy-mOVA-OT-II mice are not anergic and proliferate in vitro in response to OVA.
	Figure 3 T helper cells accelerate the progression from hypertrophy to heart failure after TAC in cMy-mOVA-OT-II mice.
	Figure 4 No induction of OVA-specific autoantibodies in cMy-mOVA-OT-II mice after TAC.
	Figure 5 Increased hypertrophy of cardiomyocytes and decreased capillary density in cMy-mOVA-OT-II mice after TAC.
	﻿Figure 6 Increased perivascular fibrosis in the myocardium of cMy-mOVA-OT-II mice.
	Figure 7 More infiltration of CD3+ T cells in cMy-mOVA-OT-II than cMy-mOVA mice after TAC.
	Figure 8 More activated CD4+-T cells with a Th1 and Th17 profile and less regulatory T cells in TAC than sham-operated cMy-mOVA-OT-II mice.




