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Electrical and structural remodeling processes are contributors to the self-perpetuating nature of

. atrial fibrillation (AF). However, their correlation has not been clarified. In this study, human atrial

: tissues from the patients with rheumatic mitral valve disease in either sinus rhythm or persistent AF

. were analyzed using a combined transcriptomic and proteomic approach. An up-regulation in chloride

. intracellular channel (CLIC) 1, 4, 5 and arise in type IV collagen were revealed. Combined with the
results from immunohistochemistry and electron microscope analysis, the distribution of type IV
collagen and effects of fibrosis on myocyte membrane indicated the possible interaction between CLIC
and type IV collagen, confirmed by protein structure prediction and co-immunoprecipitation. These
results indicate that CLICs play an important role in the development of atrial fibrillation and that
CLICs and structural type IV collagen may interact on each other to promote the development of AF in
rheumatic mitral valve disease.

- Atrial fibrillation (AF) is the most frequently occurred and sustained atrial arrhythmia. The estimated prevalence
. of AF in the general population is as high as 1-2%!. In patients undergoing mitral valve operations, 60% are
. affected by AF. AF is associated with significant negative impact on quality of life, morbidity and mortality, and
. length of hospital stay with increased health care costs>.

With electrical and structural atrial remodeling, AF begins in a paroxysmal form, progressing through per-
sistent to permanent®>. Left atrial (LA) remodeling is a maladaptive process, including fibroblast proliferation,
collagen accumulation, myocyte hypertrophy, and apoptosis®. Moreover, studies have focused on the mechanism
responsible to AF-induced changes in the electrophysiological properties of atrial tissues and ion channels in the
cell membrane. In fact, changes in the channels, mainly involving the Ca?*, K™ and Na* ion channels, in the atrial
myocytes have been reported’=’.

Chloride channels are ubiquitously expressed, being localized both in plasma membrane and in intracellular
organelles’. The chloride intracellular channel (CLIC) proteins are highly conserved in vertebrates and successive
analysis of human CLIC isoforms demonstrates that nine CLICs have been found in humans'!~'é. Like other ion
channels, CLICs function in the plasma membrane or in membranes of intracellular organelles and the function
of CLICs may involve enzymatic activity in the soluble form and anion channel activity in the integral membrane
form'”. For instance, currents flowing through intracellular Cl™ are crucial for the regulation of excitability in

. nerve and muscle!® 1. Further, bulk flow of chloride regulates cell volume and acidifies intracellular environ-

:© ment?*2,

: The possible correlation between CLICs and cardiovascular disease has been reported. In pulmonary arterial

. hypertension, CLIC4 gene deletion markedly attenuated the development of chronic hypoxia-induced pulmonary

. hypertension in mice, indicating that CLIC4 is a mediator of endothelial dysfunction in pulmonary hyperten-
sion'. In addition, CLIC5 is up-regulated in lungs from pulmonary hypertensive rats by proteomic studies®*. In
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patients with nonischaemic dilated cardiomyopathy, reduced expression of CLIC3 is founded through microarray
mRNA analysis®.

However, the role of CLICs and the correlation between CLICs and fibrotic changes of the atrium in the devel-
opment of AF has not been reported. Moreover, whether CLICs play a role in the permanent AF associated with
heart valve disease is unknown.

The purpose of the present study was to investigate the possible structure changes related to the mechanism
of AF associated with heart valve disease at the tissue, mRNA, and protein levels by using transcriptomic and
proteomic methods with attention on ion channels. Significantly differential mRNA and proteins related to ion
channels and their correlation with fibrotic changes of the atrium were paid particular attention to.

Results

Patients’ characteristics. All patients had rheumatic heart valvular disease (RHD). In AF group, patients
had sustained AF lasting for more than 6 months whereas in SR group (used as control) the patients were in sinus
rhythm. The clinical characteristics of the patients were summarized in Supplementary Table 1. There were no
significant differences between the AF and SR group regarding the demographical and baseline data. The example
echocardiogtraphy images from the SR and AF group are shown in Supplementary Figure 1.

Transcriptomic Study. We used RNA-Seq for the transcriptomic study in the right atrial tissue (RA-AF,
n=23) and left atrial tissue (LA-AF, n=3) in AF patients and in the right atrial tissue in the patients with sinus
rhythm (RA-SR, n =2). We set the absolute value of log,Ratio >1 and probability >0.8 as filter condition.
Compared to RA-SR, 94 genes were up-regulation and 129 genes were down-regulated in LA-AF. Similarly, 72
genes were up-regulation and 102 genes were down-regulated in RA-AF. In addition, 75 genes were differentially
expressed between RA-AF and LA-AF (Fig. 1a). These genes are shown in the Supplementary Tables 2, 3, and 4.

Compared to RA-SR, 180 differential genes in LA-AF were related to single-organism process and 112 differ-
ential genes in RA-AF involved in the progress of response to stimulus in RA-AF (Fig. 1b).

There were 262 genes involved in well-defined functions, such as single-multicellular organism process,
multicellular organismal process, developmental process, response to stimulus, single-organism process, nega-
tive regulation of biological process, biological regulation, localization, cell adhesion, protein phosphorylation,
multi-organism process, cellular component organization, protein processing, and protein metabolic process
(Fig. 1¢).

The correlation between samples was shown in Supplementary Figure 2a. Genes are figured among individuals
in Supplementary Figure 2b. In addition, top 20 statistics of pathway enrichment were analyzed. Among those,
focal adhesion was significant, especially in RA-SR vs. LA-AF in Supplementary Figure 2¢c. The pathway is shown
in the Supplementary Figure 3, redrawn from Kanehisal laboratories®*. The raw data of transcriptome have been
submitted to PubMed (BioProject ID: PRINA392712).

Differential expression of ion channels in the right and left atria in AF patients. Particular atten-
tion was paid to the RNA-Seq results regarding ion channels that are possibly related to AF such as the Ca?t, K*
and Na™ ion channels. However, no definitive findings regarding these ion channels could be discovered. The
most striking findings from the RNA-Seq are the differentially expressed chloride channels, including CLICs and
other chloride channels (see BioProject ID: PRINA392712 for details). In combination with the results from the
proteomic study (see below), CLICs were expressed differentially between the AF and SR patients and between
the LA and RA tissue. Therefore, the subsequent studied were focused on CLICs.

Validation of the differential expression of CLIC 1-6 mMRNAs by qRT-PCR in the right and left
atriain the new cohort of AF patients. After the expression of CLICs was confirmed by transcriptomics
(Supplementary Table 5), we verified the expression of CLIC 1-6 mRNAs by qRT-PCR. Compared to RA-SR,
CLIC1, CLIC2, and CLIC5 were significantly up-regulated (P < 0.05 in the comparison between RA-AF and
RA-SR for CLICI, CLIC2, and CLIC5, between LA-AF and RA-SR or RA-AF for CLIC5). The expression of
CLIC6 was upregulated in RA-AF (P < 0.05 compared to either RA-SR or LA-AF). In contrast, the expression
of CLIC3 was significantly down-regulated in both RA-AF and LA-AF group (P < 0.05 compared to RA-SR).
Further, CLIC3 was significantly lower in LA-AF than in RA-AF (P < 0.05) (Fig. 1d).

Proteomic study: identification of differentially expressed proteins in the right and left atria in
AF patients. The samples used in transcriptomics were also applied in the proteomic study by using iTraq
technique. We set the cut-off 1.2 fold for up-regulation and 0.8-fold for down- regulation. Compared to RA-SR,
252 proteins were up-regulated in LA-AF and 140 proteins were down-regulated in RA-AF. Compared to RA-AFE,
there were 111 up-regulated proteins in LA-AF (Fig. 2a). These proteins were shown in the Supplementary
Tables 6, 7, and 8. The raw data of proteome have been submitted to Proteome X change (Project accession:
PXD006911).

Further, these differentially expressed proteins were categorized in biological process, cell component, and
molecular function (Supplementary Figure 4). Among the pathways, similar to the transcriptomic study (see
above), focal adhesion was also significant in the proteomic study (Supplementary Figure 3).

Although the RNAs of all 6 CLICs were differentially expressed in the AF and SR patients from the transcrip-
tomic study (see above), in the proteomic study, only CLIC1, CLIC4, and CLIC5 proteins were differentially
expressed between the AF and SR patients and between the LA and RA tissues. Therefore, in combination of the
transcriptomics (Supplementary Table 9), qPCR validation, and the proteomics, the role of CLIC1, CLIC4, and
CLICS5 proteins in AF was further analyzed.
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Figure 1. Analysis of transcriptome. (a) up-regulated and down-regulated genes in RA-AF vs. LA-AE, RA-SR vs.
LA-AF and RA-SR vs. RA-AF. (b) The function of gene ontology consortium of the top 20 genes is shown among
three groups. Horizontal ordinate represents the percent of genes enriched in biological function. Longitudinal
ordinate represents biological function ranked according to P values. (c) 262 differentially expressed genes are
identified, involving 14 functions (shown at the right upper corner). 1, RA-AF vs LA-AF, 2, RA-SR vs LA-AF, 3,
RA-SR vs RA-AE (d) mRNA expression of CLIC1, CLIC2, CLIC3, CLIC4, CLIC5 and CLIC6 among three groups.
Compared to RA-SR, the expression of CLIC1, CLIC2, and CLIC5 was significantly up-regulated (P < 0.05 in the
comparison between RA-AF and RA-SR for CLIC1, CLIC2, and CLICS, between LA-AF and RA-SR or RA-AF
for CLIC5). The expression of CLIC6 was upregulated in RA-AF (P < 0.05 compared to either RA-SR or LA-AF).
In contrast, the expression of CLIC3 was significantly down-regulated in both RA-AF and LA-AF group (P <0.05
compared to RA-SR). Further, CLIC3 was significantly lower in LA-AF than in RA-AF (P < 0.05). RA: right
atrium; LA: left atrium; SR: sinus rhythm; AF: atrial fibrillation. *P < 0.05, NS: not significant.
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Figure 2. Analysis of proteomics. (a) up-regulated and down-regulated proteins in RA-AF vs. LA-AF, RA-SR

vs. LA-AF, and RA-SR vs. RA-AE (b) The function of CLIC1, 4 and 5 is shown regarding biological process, cell
component, and molecular function. CLICs are involved in chloride transmembrane transporter activity, inorganic
anion transmembrane transporter activity, anion transmembrane transporter activity, chloride channel activity,
anion channel activity, ion transmembrane transporter activity, substrate-specific transmembrane transporter
activity, transmembrane transporter activity, substrate-specific transporter activity and transporter activity. All
these processes are significant (P < 0.01). (c) In cell component, CLICs are related to chloride channel complex, ion
channel complex, transmembrane transporter complex, transporter complex, membrane protein complex, integral
component of membrane, intrinsic component of membrane, microvillus, membrane part, and membrane.

In contrast to RA-SR, cell component of CLICs in AF (RA-AF and LA-AF) groups are significant (P < 0.01).

(d) CLICs are also participated in molecular function, including chloride transmembrane transport, chloride
transport, inorganic anion transmembrane transport, inorganic anion transport, anion transmembrane transport,
anion transport, inorganic ion transmembrane transport, ion transmembrane transport, transmembrane
transport, ion transport. In contrast to RA-SR, the proteins were significantly different in the AF groups regarding
biological processes, cell component and molecular function in AF group (P < 0.01). (e) Based on KEGG pathway
database, the interaction of collagen, actinins (ACTN1 and ACTN4), and CLICs are demonstrated [48]. In this
interaction, Type III, IV and VI collagen are participated in the extracellular matrix receptor interaction and PI3K-
Akt signaling pathway. CLICs interacted with actinins, are involved in adherens junction and arrhythmogenic
right ventricular cardiomyopathy. They are linked by the focal adhesion pathway, that is statistically significant

for AF groups in both transcriptomics and proteomics. There is correlation between CLICs and type IV collagen
(arrow). Note that all 6 types of CLICs were included in this analysis but only CLIC1, 4 and 5 remain in and other
CLIC:s fall out from the interaction, suggesting the important role of CLIC1, 4 and 5.
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Figure 3. Immunohistochemistry staining with type L, IL, IIl and IV collagen antibodies was used to identify
their distribution in atrial tissue. Eight samples in each group were examined by electron microscopy and
immunohistochemistry. The figure shows representative images from these experiments. (a) Type I collagen
was found under capillary endothelial and vascular basement membrane. (b) Type II collagen was positive

in cardiomyocytes and fibril cardiac muscle. (c) Type III collagen was colored in mesothelial cells, vascular
endothelial cells, and myocyte cytoplasm. (d) Type IV collagen was located around cardiomyocytes, especially
on vascular basement membrane and myocardial cell membrane. Red arrow indicated their location. Atrial
tissue from SR and AF patients was observed by electron microscopy. (e) The structure of atrial myocyte was
clear in SR patients, they connected mainly via intercalated discs. (f) In AF patients, mitochondrial swelling and
vacuolization, loss of myofilament in cytoplasm of cardiomyocytes and widening intercalated discs. (g) In AF
patients, atrial myocyte was necrosis; the connection of myocyte was disrupted. (h) At the intercellular space of
atrial tissue in AF, collagen deposited, and immature fibrin was assembled and adhered to myocyte membrane.

Function of CLICs. We analyzed the bioinformatics of CLICs regarding biological process, cell component,
and molecular function. In biological process, CLICs are involved in chloride transmembrane transporter activ-
ity, inorganic anion transmembrane transporter activity, anion transmembrane transporter activity, and chloride
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channel activity etc. (Figure 2b). Regarding cell component, CLICs are related to chloride channel complex,
ion channel complex, and transmembrane transporter complex etc. (Figure 2¢). Regarding molecular function,
CLICs are also involved in chloride transmembrane transport, chloride transport, and anion transport, etc.
(Figure 2d). In contrast to RA-SR, the proteins were significantly different in the AF groups regarding biological
processes, cell component and molecular function in AF group (P < 0.01).

Possible correlation of CLICs and type IV collagen. The focal adhesion pathway is statistically sig-
nificant in the AF group in both transcriptomic and proteomic studies. We further analyzed the possibility of
protein-protein interaction between collagen and CLICs. As shown in Fig. 2, the collagens type IIL, IV, and VI are
involved in extracellular matrix receptor interaction and PI3K-Akt signaling pathway. In adherens junction and
arrhythmogenic right ventricular cardiomyopathy, CLICs interact with actinin (Fig. 2e). Interestingly, there is
correlation between CLICs and the type IV collagen (see arrows in Fig. 2e).

Distribution of the collagens type |, II, Ill, IV in atria. Type I collagen staining was predominantly on
the basement membrane, beneath the vascular endothelium and in the intercellular space (Fig. 3a). Myocardial
collagen fiber was stained with type II collagen (Fig. 3b). Type III collagen was positive on capillary endothelial
and vascular basement membrane (Fig. 3¢). In contrast, type IV collagen was detected around myocyte, lipocyte,
and vascular smooth muscle (Fig. 3d).

Ultrastructure observation in AF. In RA-SR, atrial myocyte was connected with intercalated disc.
Cardiomyocytes were tightly assembled with sarcomeres (Fig. 3e). In RA-AF and LA-AF, there were swelling
mitochondria without cristae, mitochondrial vacuolization, and loss of myofilament in cardiomyocytes (Fig. 3f).
In necrotic myocytes, collagen deposited in the intercellular space (Fig. 3g). Further, immature fibrin was assem-
bled and adhered to the myocyte membrane (Fig. 3h).

Validation of the differentially expressed CLIC1, 4, 5 and type IV collagen by Western blot in
the right and left atria in AF patients. The CLICI, CLIC4, CLIC5 and type IV collagen were validated
by Western blot. In RA-AF and LA-AF, the up-regulation of the expression of CLIC1 and CLIC4 was statistically
different (P < 0.05). In contrast, CLIC5 was up-regulated in both RA-AF and LA-AF with no differences. Further,
Type IV collagen was significantly up-regulated RA-AF, compared to RA-SR (P < 0.05) (Fig. 4a).

In addition, based on the Western blot findings, CLIC1, CLIC4, and CLICS5 in atrial tissue were analyzed
by immunofluorescence staining. Figure 4b demonstrates that these channels are expressed in the atrial tissue
widely, especially in nuclear periphery.

Protein-protein docking between CLIC1, 4, 5 and type IV collagen. The computational program
of protein-protein docking was employed to conduct molecular docking. The computation demonstrates that
there was a tight binding between the protein of CLIC1, CLIC4, CLIC5, and type IV collagen. The maximum
binding energy for type IV collagen with CLIC1, CLIC4, and CLIC5 was —124.58 kcal/mol, —128.809 kcal/mol,
and —130.011 kcal/mol respectively. The binding sites for type IV collagen to CLIC1 were THR-75, LEU-30 and
ASP-177 etc., to CLIC4 were ARG-169, MET-91 and ASPN-81 etc., and to CLIC5 were TYR-176, VAL-210 and
GLU-87 etc. (Figure 4c).

In addition, the interaction between CLICs and type IV collagen was examined in RA-SR, RA-AF, and LA-AF
by co-immunoprecipitation method. Figure 4d demonstrates the presence of interaction between CLICs and type
IV collagen.

Discussion

In this study, we have, for the first time, found that 1) alterations of CLIC1-6 by the RNA-Seq of transcriptomics
and of CLIC1,4,5 by the iTRAQ of proteomics in the atrial tissue of rheumatic heart valve disease patients with
AF in comparison to the patients with sinus rhythm. This indicates that chloride channels play an important role
in the pathophysiology of AF; and 2) the up-regulation of type IV collagen may be a potential cause of abnormal
activity of CLICs.

AF is one of the most common heart rhythm disorders, yet the regulatory molecular mechanisms underlying
this syndrome are rather unclear. The underlying mechanisms of AF explored by microarray®~*>’ were related
to cytoskeleton, immune/inflammatory response, fibrosis, ion channels, and etc. The electrical remodeling in
sodium, potassium, and calcium ion channels contributes to the perpetuation of atrial fibrillation that refers to
changes in ion channel gene transcription and protein expression, ion channel redistribution and development of
fibrosis®®. However, chloride channels have not been found to be related to the pathology of AF.

In the present study, the most astonishing finding is that the alteration of chloride channels is involved in the
pathophysiology of AF in patients with heart valvular diseases. In the present study, by using RNA-seq technique,
differential gene expression in patients with valvular heart disease and permanent AF was investigated and com-
pared to that in patients with heart valvular disease and in sinus rhythm. Furthermore, at the basis of our previous
proteomic studies in patients with valvular heart disease and congenital heart disease*~3, we used iTRAQ tech-
nique in the present study for proteomics in accordance with transcriptomics. The findings in the proteomics and
transcriptomics were from the same sample, indicating the accordance in both gene and protein levels.

It should be aware of that there are possible differences between the left and right atria regarding gene
expressions but no clear data are available. In the patients with sinus rhythm, we did not take LA tissue from the
patients as control of the RA tissue due to ethical reasons. It cannot be completely ruled out that the differences
seen between the left and right atria in the AF patients are possibly also related to the physiological differences.
However, the comparison on the RA tissue between the patients on sinus rhythm and the patients with AF in this
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Figure 4. CLIC protein changes and interacts with type IV collagen in atrial tissue. (a) Western blot detected
the expression of CLIC1, CLIC4, CLIC5 and type IV collagen protein in RA-SR (n=26), RA-AF (n=36) and
LA-AF (n=36). Beta-actin was used as the reference protein. The experiment was repeated for three times.

For statistical analysis, the data were calculated for the value of mean =+ S.D. One-way ANOVA was used for
comparing the differences of data among groups. *P < 0.05. (b) IF-staining for CLIC1, CLIC4, and CLIC5 in the
atrial tissue. DAPI for nuclear; Alexa Fluor 488 for detecting CLIC4, Alexa Fluor 594 for detecting CLIC5 and
Alexa Fluor 633 for detecting CLIC], far red light was adjusted to yellow one to distinguish with red light. (c)
Computational protein structure prediction shows 3D structure of type IV collagen dimer (gray) and its binding
site to CLIC1 (red), to CLIC4 (blue), and CLIC5 (green). (d) Interaction between the CLICs and type IV
collagen was examined by co-immunoprecipitation. Compared to RA-SR, CLIC1, CLIC4 and CLIC5 combined
with type IV collagen tightly in LA-AF and RA-AF.
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study provided solid data for the differences on gene expressions between these two groups of patients, suggesting
the possible mechanism of AF related to CLIC channels.

The alterations of the chloride channels including CLIC1, CLIC4, and CLIC5 occur in both RNA-Seq and
iTRAQ studies strongly support that the changes of chloride channels may play an important role in the patho-
physiology of AF at least in heart valvular diseases. Interestingly, it was recently reported that only CLIC1, CLIC4,
and CLIC5 were found in the rat heart*. The present study clearly demonstrates the existence of these CLICs in
the human atria.

Functions of chloride channels on plasma membrane involves in ionic homeostasis, cell volume regulation,
transepithelial transport and regulation of excitability, etc®. In cardiovascular diseases, previous studies showed
that chloride channel was related to myocardial hypertrophy, ischemia, heart failure and hypertension®. Further,
there is evidence that demonstrates significance of CLIC4 in apoptosis, cellular differentiation, inflammation,
and endothelial tubulogenesis. In fact, CLIC4 expresses in vascular endothelial cells, cardiomyocytes, and lung
alveolar septae, etc?’. Furthermore, in the rodent heart, Ponnalagu and colleagues found that CLIC4 is enriched
in the outer mitochondrial membrane, contrary to CLIC5 that are localized in the inner mitochondrial mem-
brane®®. It was reported that while being largely soluble proteins, CLICs can localise to cell membranes or lipid
bilayers under specific conditions. Further, the localisation of CLIC proteins to cell membranes is often associated
with processes that involve membrane remodelling mediated by the cortical actin cytoskeleton!”. It has also been
reported that CLIC proteins can spontaneously integrate into lipid bilayers. While direct integration of a soluble
protein into a membrane is not a common property, there are large classes of proteins that possess this ability
including bacterial pore forming toxins*, annexins and the Bcl-2 family of apoptotic proteins*.

By modulating mitochondrial function, chloride channels play an essential role in cardiac function and car-
dioprotection from ischemia-reperfusion injury. In addition to these findings, the present study demonstrates
that the up-regulated CLIC1,4,5 are differentially expressed in the patients with AF. The results indicate that these
chloride channels might affect atrial myocardial metabolism and homeostasis and therefore participate in the
development of AF.

Collagen type I or type III deposition is one of the characteristics for fibrosis as well as tissue remodeling in AF
patients, with numerous pathological validation studies confirming its validity*'~*%. Structural remodeling delays
conduction velocity by disrupting intermyocyte coupling®. By using electron microscopy, we observed more
immature collagen in the AF patients compared to SR patients. Thus, we speculate that collagen deposition is one
of the causes of conduction delays in structural remodeling. Due to the fact that recent advancement in proteomic
techniques has enabled the identification and quantification of specific collagen in AF, the results from the present
study revealed that type IV collagen in LA-AF, in comparison to that in RA-SR, correlated better to the fibrosis in
patients with rheumatic mitral valve disease and persistent AF. This was confirmed by both iTRAQ technique and
the subsequent validation by using Western blot.

Although the structural and electrical remodeling are important mechanisms in AF, there are only few stud-
ies to elaborate their interaction. In Cx43 knockout mice, reduced expression of sodium channel accompanied
increased expression of collagen resulting in slow and dispersed conduction for arrhythmia®. A recent study*’
demonstrates that CLIC proteins have glutaredoxin-like glutathione-dependent oxidoreductase enzymatic activ-
ity that gives some clue for possible effect of CLIC proteins distinct from the channel. Although these studies did
not discuss the interaction between ion channel function and structure remodeling in AF, they may suggest that
ion channel abnormalities and atrial remodeling should have intrinsic links. Here, we have found that there is a
stronger interaction between chloride channels and type IV collagen in AF than in SR, suggesting that the fibrosis
in AF not only leads to the structural remodeling, but also affects electrical activity. Thus, we believe that the asso-
ciation between type IV collagen and CLICs is an important mechanism in the development of AE

The present study provides basic concept on the role of chloride channels of atrial myocytes in the develop-
ment of AF in the rheumatic heart valve disease. The findings from the present study promote further functional
studies and transgenic mice studies as to the role of chloride channels in the mechanism of the development of
AF. Further, although the results are from the patients with AF in rheumatic heart valve disease, these findings
may have implications more widely with regard to the mechanism in other types of AE

In conclusion, our study suggests that the chloride channels as a potential electrical remodeling factor
are closely linked to the development of AF in rheumatic heart valve disease. Further, it is possible that the
up-regulation of type IV collagen may also be a characteristic feature of AF in rheumatic mitral valve disease.
The findings from the present study in atrial remodeling and electrical changes may provide a new insight for the
mechanism of development of AE

Methods
Diagnosis of HeartValve Disease.  Sixty-two consecutive patients with rheumatic heart valve disease were
enrolled in the present study.

Diagnosis of AF. Human atrial tissues were taken from the patients with rheumatic mitral valve disease in
either sinus rhythm or persistent AF. The diagnosis of AF was mainly made by persistent AF from EKG by mul-
tiple recordings. SR patients were repeatedly examined to ensure that they had never experienced AF, by direct
questioning about symptoms suggestive of AF and by multiple 12-lead electrocardiography during their entire
preoperative review period.

Echocardiography. All patients had multiple transthoracic echocardiography (TTE) examinations prior to
surgery as the usual practice. All examinations were performed by experienced echocardiographers specialized
in cardiac echocardiography. The size and shape of heart valves and chambers were measured and recorded. In all
cases, the severity of the mitral valve stenosis or regurgitation, the quality of the valve leaflets, particularly the size
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of the left atrium, as well as the details of other valves and cardiac chambers were recorded. During the operation
for valve replacement, transesophageal echocardiography (TEE) was performed routinely prior to the opening
of the chest to determine the accuracy of the preoperative TTE. TEE was performed again immediately after the
valve replacement when cardiopulmonary bypass was ceased to check the status of the artificial valve and the
cardiac function.

Human Tissue Samples. Patients were divided into AF group (n= 36, AF > 6 months before surgery)
and SR group (n =26, without history of AF). In AF patients, right atrial (RA) and Left atrial (LA) tissues were
obtained during the valve replacement surgery. The exact area that the tissue was taken from was: the LA tissue
was mainly taken from the LA near the pulmonary veins by the senior author who normally does mitral valve
replacement through a LA incision and his colleagues; the RA tissue was also taken from either the RA incision
or the bottom of the RA appendage at TEDA international cardiovascular hospital. The reason not to collect the
LA tissue in the patients with sinus rhythm is because for those patients, there was no procedure performed in
the LA. All work with human samples conforms to the Declaration of Helsinki and procedures were approved by
the Institutional Review Board of TEDA International Cardiovascular Hospital. The informed consent was given
prior to the inclusion of the patient before surgery. Patients with familial paroxysmal atrial fibrillation, hyperthy-
reosis, sick sinus syndrome, pulmonary heart disease, cardiomyopathy, renal disease, and secondary thoracotomy
were excluded from the study.

Surgical Procedure. The operation was performed under general anesthesia and cardiopulmonary
bypass under mild to moderate hypothermia. Blood cardioplegia was used to arrest the heart. The aorta was
cross-clamped and the operation for mitral valve replacement was through either left atrium or atrial septum.
Mechanical valve prostheses were used for patients under 60 year-old. For those older than 60, bioprostheses
or mechanical valve prostheses were used according to the patient’s choice and other conditions. In the patients
associated with AF, the LA appendage was usually resected with/without simultaneous radio frequency ablation
(modified Maze Procedure). The patient was in ICU usually for 2 days and routine treatment for post-valve
replacement was followed.

Transcriptomic Studies. In this part of study, mRNA isolation, cDNA library construction, and sequencing
were performed by the Beijing Genomics Institute (BGI) (Shenzhen, China). Briefly, total RNA was extracted
from each tissue using TRIzol reagent (Invitrogen, Burlington, ON, Canada) and digested with DNase I (Takara,
Dalian, China) according to the manufacturer’s protocol. Next, Oligo (dT) magnetic beads were used to isolate
mRNA from the total RNA. By mixing with fragmentation buffer, the mRNA was then broken into short frag-
ments. The cDNA was synthesized using the mRNA fragments as templates. The short fragments were purified
and resolved with EB buffer for end repair and single nucleotide A (adenine) addition, and then connected with
adapters. Suitable fragments were selected for PCR amplification as templates. During the quality control steps, an
Agilent 2100 Bioanalyzer (Agilent Technologies, Redwood City, CA, USA) and ABI StepOnePlus Real-Time PCR
System (Life Technologies, Grand Island, NY, USA) were used for quantification and qualification of the sample
library. Each cDNA library was sequenced in a single lane of the Illumina HiSeqTM 2000 system using paired end
protocols according to the manufacturer’s instructions at BGI.

Proteomic Studies. The samples eluted by Lysis buffer were reduced with 10 mmol/L DTT at 56 °C for
60min and then alkylated. The protein mixtures were precipitated by precooled acetone at —20 °C overnight, and
then centrifuged at 4°C, 30,000 g for 30 min. The pellet was dissolved in 0.5 mmol/L TEAB (Applied Biosystems,
Milan, Italy) and sonicated in ice. After a centrifuging at 4°C, 30,000 g, the supernatant was used for liquid diges-
tion with Trypsin Gold (Promega, Madison, WI, USA). The peptides were dried and reconstituted in 0.5 mmol/L
TEAB and mixed with 70ul of isopropanol. Samples were labeled with iTRAQ reagent (Applied Biosystems,
Milan, Italy). The peptides were dried and dissolved in 4 ml of buffer A (25 mmol/L NaH,PO, in 25% CAN, pH
2.7). The sample was fractionated using cation-exchange chromatography (SCX) on a LC-20AB HPLC Pump
system (Shimadzu, Kyoto, Japan). The peptides were eluted at a flow rate of 1 mL/min with a gradient of buffer
A for 10 min, 5-60% buffer B (25 mmol/L NaH,PO, and 1 mol/L KCl in 25% ACN, pH 2.7) for 27 min, 60-100%
buffer B for 1 min. The fractions were desalted and dried. Then, buffer A (5% ACN, 0.1% FA) was added to each
dried fraction tube, and 10 ul supernatant of the re-dissolved solution was loaded on a LC-20AD nanoHPLC
(Shimadzu, Kyoto, Japan) and separated over a 35 min gradient from 2 to 35% in 0.1% FA combined with 95%
ACN. Data acquisition were performed with a TripleTOF 5600 System (AB SCIEX, Concord, ON). Proteins
identification was performed by using Mascot search engine (Matrix Science, London, UK; version 2.3.02). The
quantitative protein ratios were weighted and normalized by the median ratio in Mascot. The fold changes of >1.2
(or <0.8) and P value less than 0.05 were considered as significant.

Quantitative RT-PCR. To analyze the mRNA levels of CLIC1, CLIC2, CLIC3, CLIC4, CLIC5, and CLIC6 in
each group, total mRNA was isolated from atrial tissue using the PureLink™ RNA Mini Kit (Life Technologies).
Subsequently, the mRNA was reverse-transcribed using TagMan Reverse Transcription Reagents (Applied
Biosystems). Quantitative real-time reverse transcription- polymerase chain reactions (RT-qPCR) were per-
formed using LightCycler®96 and the primers listed in Supplementary Table 9. The fold changes of expression of
each target mRNA relative to GAPDH under experimental conditions compared to the control conditions were
calculated based on the threshold cycle (Cy) as follows: r =2~2CD), where ACy = Cy(target) — Cr(GAPDH) and
A(AC) = AC(experimental) — AC(control).
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Western Blot. Protein samples (20 pg of total protein) were mixed with SDS-PAGE gel loading buffer sup-
plemented with 5% of 3-mercaptoethanol and incubated at 100 °C for 5 minutes before being loaded on 6% poly-
acrylamide gels. After electrophoresis, proteins were transferred to nitrocellulose membranes. Duplicate gels were
run and blotted. Membranes were probed with antibodies raised against the CLIC1 (1:200, Santa Cruz, sc-51048),
CLIC4 (1:400, Santa Cruz, sc-135739), CLIC5 (1:200, Santa Cruz, sc-133468), type IV collagen (1:1000, Abcam,
ab6586), and [3-actin (1:200, Santa Cruz, sc-130065). After extensive washes, the membranes were incubated
with HRP-conjugated secondary antibody and detected using the Immun-Star HRP Substrate Kit (Bio-Rad).
Quantification of the signals on the membranes was carried out by using Image J program.

Immunofluorescent Staining. Serial cutting sections were used for immunofluorescent staining.
Formalin-fixed, paraffin-embedded tissue sections were serially rehydrated in 100, 95, and 70% ethanol after
deparaffinization with xylene. The antigen retrieval procedures were then performed. The slides were microwaved
in 10 mmol/L citrate buffer (pH =6.0) for 3 min. After 30 min of cooling, the slides were washed in PBS 3 times
for 5min each. The tissue sections were incubated in a blocking solution containing 10% goat serum and 1%
bovine serum albumin in PBS to reduce nonspecific binding. The sections were incubated with CLICI (1:200;
Santa Cruz), CLIC4(1:400; Santa Cruz), and CLIC5 (1:400; Santa Cruz) overnight at 4 °C. The sections were then
incubated for 90 min at room temperature with an Alexa Fluor 488 donkey anti-mouse immunoglobulin G, an
Alexa Fluor 594 donkey anti-rabbit immunoglobulin G or an Alexa Fluor 633 donkey anti-goat immunoglobulin
G. The nuclei were counterstained with DAPI (2.5 pg/ml in PBS; Molecular Probes). The slides were visualized
using a Leica TCS SP5 confocal microscope.

Electron Microscopy. Fresh specimens were cut into pieces (2 X 2 mm) and fixed in 2% glutaraldehyde
(pH=7.4) for 6-8h at 4°C. They were washed and post fixed in 1% OsO,for 1h, at 4°C. The tissue was dehy-
drated through ascending grades of ethanol and embedded in araldite CY212. Semi thin sections (1 um) were
cut and stained with toluidine blue. Ultra-thin sections (60-70 nm) were cut and stained with uranyl acetate and
alkaline lead citrate.

Immunohistochemistry. As previously reported®, the sections were washed in PBS and incubated sepa-
rately overnight with the primary antibodies for the type I, II, IIl and IV collagen. After incubation, the sections
were washed in PBS and incubated in the vectastain avidin-biotin complex (ABC) kit for 1.5 h. The slides were
then washed and mounted for light microscopy.

Protein Structure Prediction by Computational Program of Protein-Protein Docking. Molecular
docking using the atomic coordinates of CLIC1, CLIC4 and Type IV collagen were downloaded from a protein
databank (PDB). The crystal structure of CLIC5 was not resolved. We downloaded the simulated structure from
Protein Model Portal. The computational program of protein-protein docking was employed to conduct molecu-
lar docking. The protein structures were prepared by adding hydrogen, treating disulfides, assigning bond order,
assigning protonation states, and performing energy minimization to relax the structures. The minimization was
terminated when the root-mean-square deviation (RMSD) reached a maximum cutoff of 0.3 A. In the docking
process, docking parameters were set to the default of software.

Co-immunoprecipitation. Tissue samples were lysed with lysis buffer and PMSE. Type IV Collagen anti-
body (1:100, Abcam) was then added in the lysate and shaked at 4 °C overnight. Protein A + G Agarose (Beyotime
Biotechnology, China) was added for 4h and then centrifuged at 500 g, 5min for 5 times. Next, equivalent protein
amounts were denatured in an SDS sample buffer and were ready for the Western blot analysis.

Statistical Analysis. All data were analyzed using SPSS 17.0. The data are reported as the mean =+ S.D.
Significant differences with respect to patients’ characteristics were analyzed using independent sample t-test,
Chi-square or Fisher’s exact test. Data among groups were compared by One-way ANOVA test. P less than
0.05 was considered significant. The bioinformatic analysis was performed by BGI and Shanghai Bo-Yuan
Biotechnology CO., Ltd.

References

1. Olesen, M. S. & Nielsen, M. W. Haunsé, S., & Svendsen, J.H. Atrial fibrillation: the role of common and rare genetic variants. Eur J
Hum Genet. 22,297-306 (2014).

2. Giiden, M., Akpinar, B., Sanisoglu, I, Sagbas, E. & Bayindir, O. Intraoperative saline-irrigated radiofrequency modified maze
procedure for atrial fibrillation. Ann Thorac Surg. 74, S1301-5S1306 (2002).

3. Leong, D. P, Eikelboom, J. W., Healey, J. S. & Connolly, S. J. Atrial fibrillation is associated with increased mortality: causation or
association? Eur Heart J. 34, 1027-1030 (2013).

4. Kerr, C. R. et al. Progression to chronic atrial fibrillation after the initial diagnosis of paroxysmal atrial fibrillation: results from the
Canadian Registry of Atrial fibrillation. Am Heart ]. 149, 489-496 (2005).

5. Jahangir, A. et al. Long-term progression and outcomes with aging in patients with lone atrial fibrillation: a 30-year follow-up study.
Circulation. 115, 3050-3056 (2007).

6. Lee, Y. L., Blaha, M. J. & Jones, S. R. Statin therapy in the prevention and treatment of atrial fibrillation. J Clin Lipidol. 5, 18-29
(2011).

7. Rozmaritsa, N. et al. Attenuated response of L-type calcium current to nitric oxide in atrial fibrillation. Cardiovasc Res. 101, 533-542
(2014).

8. Deo, M. et al. KCNJ2 mutation in short QT syndrome 3 results in atrial fibrillation and ventricular proarrhythmia. Proc Natl Acad
Sci USA 110, 4291-4296 (2013).

9. Sossalla, S. et al. Altered Na (4) currents in atrial fibrillation effects of ranolazine on arrhythmias and contractility in human atrial
myocardium. ] Am Coll Cardiol. 55, 2330-2342 (2010).

10. Leanza, L. et al. Intracellular ion channels and cancer. Front Physiol. 4,227 (2013).

SCIENTIFICREPORTS|7: 10215 | DOI:10.1038/541598-017-10590-w 10



www.nature.com/scientificreports/

11.
12.
13.
14.
15.

16.
17.

18.
19.
20.
21.
22.
23.
24.
25.
26.
27.

28.
29.

30.
31.

32.
33.

34.
35.

36.
. Padmakumar, V. et al. Detection of differential fetal and adult expression of chloride intracellular channel 4 (CLIC4) protein by

38.
39.
. Schendel, S. L. et al. Bcl-2 family proteins as ion-channels. Cell Death Differ. 5, 372-380 (1998).
n
43.
44,
45.

46.

47.

48.

Raheem, O. et al. New immunohistochemical method for improved myotonia and chloride channel mutation diagnostics. Neurology.
79, 2194-2200 (2012).

Lengeling, A. et al. Chloride channel 2 gene (Clc2) maps to chromosome 16 of the mouse, extending a region of conserved synteny
with human chromosome 3q. Genet Res. 66, 175-178 (1995).

McCloskey, D. T. et al. Hypotonic activation of short CIC3 isoform is modulated by direct interaction between its cytosolic
C-terminal tail and subcortical actin filaments. J Biol Chem. 282, 16871-16877 (2007).

Wojciak-Stothard, B. et al. Aberrant chloride intracellular channel 4 expression contributes to endothelial dysfunction in pulmonary
arterial hypertension. Circulation. 129, 1770-1780 (2014).

Wegner, B. et al. CLIC5A, a component of the ezrin-podocalyxin complex in glomeruli, is a determinant of podocyte integrity. Am
] Physiol Renal Physiol. 298, F1492-1503 (2010).

Friedli, M. et al. Identification of a novel member of the CLIC family, CLIC6 mapping to 21q22.12. Gene. 320, 31-40 (2003).

Jiang, L. et al. CLIC proteins, ezrin, radixin, moesin and the coupling of membranes to the actin cytoskeleton: a smoking gun?
Biochim Biophys Acta. 1838, 643-657 (2014).

Coté, M. P, Gandhi, S., Zambrotta, M. & Houlé, ]. D. Exercise modulates chloride homeostasis after spinal cord injury. ] Neurosci.
34, 8976-8987 (2014).

Klocke, R., Steinmeyer, K., Jentsch, T. J. & Jockusch, H. Role of innervation, excitability, and myogenic factors in the expression of
the muscular chloridechannel CIC-1. A study on normal and myotonic muscle. ] Biol Chem. 269, 27635-27639 (1994).

West, T. & Ashmore, J. A model of ionic transport and osmotic volume control in cochlear outer hair cells. Interface Focus. 4,
20140018 (2014).

Hosogi, S. et al. Cytosolic chloride ion is a key factor in lysosomal acidification and function of autophagy in human gastric cancer
cell. J Cell Mol Med. 18, 1124-1133 (2014).

Kanehisa, M., Furumichi, M., Tanabe, M., Sato, Y. & Morishima, K. KEGG: new perspectives on genomes, pathways, diseases and
drugs. Nucleic Acids Res. 45, D353-D361 (2017).

Ostergaard, L. et al. Pulmonary pressure reduction attenuates expression of proteins identified by lung proteomic profiling in
pulmonary hypertensive rats. Proteomics. 11, 4492-502 (2011).

Parajuli, N. et al. Determinants of ventricular arrhythmias in human explanted hearts with dilated cardiomyopathy. Eur J Clin Invest.
45, 1286-96 (2015).

Deshmukh, A. et al. Left atrial transcriptional changes associated with atrial fibrillation susceptibility and persistence. Circ Arrhythm
Electrophysiol. 8,32-41 (2015).

Yeh, Y. H. et al. Region-specific gene expression profiles in the left atria of patients with valvular atrial fibrillation. Heart Rhythm. 10,
383-391 (2013).

Lamirault, G. et al. Gene expression profiles associated with chronic atrial fibrillation and underlying valvular heart disease in man.
J Mol Cell Cardiol. 40, 173-184 (2006).

Lee, H. C. Electrical remodeling in human atrial fibrillation. Chin Med J(Engl). 126, 2380-2383 (2013).

Zhang, X. et al. Plasma Proteomic Study in Pulmonary Arterial Hypertension Associated with Congenital Heart Diseases. Sci Rep.
25, 36541 (2016).

Zhang, X. et al. Acute phase proteins altered in the plasma of patients with congenital ventricular septal defect. Proteomics Clin Appl.
9,1087-1096 (2015).

Gao, G. et al. Identification of altered plasma proteins by proteomic study in valvular heart diseases and the potential clinical
significance. PLoS One. 8, €72111 (2013).

Xuan, C. et al. Proteomic study reveals plasma protein changes in congenital heart diseases. Ann Thorac Surg. 97, 1414-1419 (2014).
Guo Z. P. et al. Plasma protein profiling in patients undergoing coronary artery bypass grafting surgery and clinical significance.
Oncotarget. Mar 18. doi:10.18632/oncotarget.16366. [Epub ahead of print] (2017).

Ponnalagu, D et al. Data supporting characterization of CLIC1, CLIC4, CLIC5 and DmCLIC antibodies and localization of CLICs
in endoplasmic reticulum of cardiomyocytes. Data Brief. 7:1038-44.eCollection Jun (2016).

Jentsch, T. J., Stein, V., Weinreich, F. & Zdebik, A. A. Molecular structure and physiological function of chloride channels. Physiol
Rev. 82, 503-568 (2002).

Duan, D. D. The CLC-3 chloride channels in cardiovascular disease. Acta Pharmacol Sin. 32, 675-684 (2011).

analysis of a green fluorescent protein knock-in mouse line. BMC Dev Biol. 14, 24 (2014).

Ponnalagu, D. et al. Molecular identity of cardiac mitochondrial chloride intracellular channel proteins. Mitochondrion. 27, 6-14
(2016).

Gouaux, E. Channel-forming toxins: tales of transformation. Curr. Opin. Struct. Biol. 7, 566-573 (1997).

Burstein, B. & Nattel, S. Atrial fibrosis: mechanisms and clinical relevance in atrial fibrillation. ] Am Coll Cardiol. 51, 802-809 (2008).
Jansen, J. A. et al. Reduced heterogeneous expression of Cx43 results in decreased Nav1.5 expression and reduced sodium current
that accounts for arrhythmia vulnerability in conditional Cx43 knockout mice. Heart Rhythm. 9, 600-607 (2012).

Kawamura, M. et al. Type III procollagen-N-peptide as a predictor of persistent atrial fibrillation recurrence after cardioversion.
Europace. 14, 1719-1725 (2012).

Wang, X. et al. The role of matrix metalloproteinase-2 in the treatment of atrial fibrillation recurrence after a radiofrequency
modified maze procedure. Cardiology. 126, 62-68 (2013).

Zhang, Y. ], Ma, N,, Su, E, Liu, H. & Mei, J. Increased TRPMS6 expression in atrial fibrillation patients contribute to atrial fibrosis.
Exp Mol Pathol. 98, 486-490 (2015).

Zhu, D. et al. Accuracy of Late Gadolinium Enhancement - Magnetic Resonance Imaging in the Measurement of Left Atrial
Substrate Remodeling in Patients With Rheumatic Mitral Valve Disease and Persistent Atrial Fibrillation. Int Heart J. 56, 505-510
(2015).

Al Khamici, H. et al. Members of the chloride intracellular ion channel protein family demonstrate glutaredoxin-like enzymatic
activity. PLoS One. Jan 12;10(1):e115699 (2015).

Jiang, Y. et al. Intramyocardial injection of hypoxia-preconditioned adipose-derived stromal cells treats acute myocardial infarction:
an in vivo study in swine. Cell Tissue Res. 358, 417-432 (2014).

Acknowledgements

Yi-Yao Jiang is a postdoctoral fellow at the Center for Basic Medical Research, TEDA International Cardiovascular
Hospital, and Medical College, Nankai University, Tianjin, China. We acknowledge Zhong WL, Meng ] and Liu
XL for their assistance in the high-quality photo of IF and Co-IP experiment. This work was supported by grants
from the National Natural Science Foundation of China (81641017&81170148; 81301217), Tianjin Binhai Key
Platform for Creative Research Program (2012-BH110004), Preferential Financing Plan for Tianjin Enterprise
postdoctoral innovation project (2015-001), Tianjin Binhai New Area Health bureau projects (2014BHKYO010,
2012BWKZ008), Zhejiang Provincial Natural Science Foundation (LY15H020008).

SCIENTIFICREPORTS|7: 10215 | DOI:10.1038/541598-017-10590-w 11


http://dx.doi.org/10.18632/oncotarget.16366.

www.nature.com/scientificreports/

Author Contributions
G.W.H. designed the study. Y.Y.J., HT.H., X.C.L., G.W.H. collected samples. Y.Y.]. and H.T.H. performed the
experiments; Y.Y.J. and Q.Y. analyzed the data; and Y.Y.J. and G.W.H. wrote the manuscript and did the revision.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-10590-w

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.

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: 10215 | DOI:10.1038/541598-017-10590-w 12


http://dx.doi.org/10.1038/s41598-017-10590-w
http://creativecommons.org/licenses/by/4.0/

	Chloride Channels are Involved in the Development of Atrial Fibrillation – A Transcriptomic and proteomic Study

	Results

	Patients’ characteristics. 
	Transcriptomic Study. 
	Differential expression of ion channels in the right and left atria in AF patients. 
	Validation of the differential expression of CLIC 1–6 mRNAs by qRT-PCR in the right and left atria in the new cohort of AF  ...
	Proteomic study: identification of differentially expressed proteins in the right and left atria in AF patients. 
	Function of CLICs. 
	Possible correlation of CLICs and type IV collagen. 
	Distribution of the collagens type I, II, III, IV in atria. 
	Ultrastructure observation in AF. 
	Validation of the differentially expressed CLIC1, 4, 5 and type IV collagen by Western blot in the right and left atria in  ...
	Protein-protein docking between CLIC1, 4, 5 and type IV collagen. 

	Discussion

	Methods

	Diagnosis of Heart Valve Disease. 
	Diagnosis of AF. 
	Echocardiography. 
	Human Tissue Samples. 
	Surgical Procedure. 
	Transcriptomic Studies. 
	Proteomic Studies. 
	Quantitative RT-PCR. 
	Western Blot. 
	Immunofluorescent Staining. 
	Electron Microscopy. 
	Immunohistochemistry. 
	Protein Structure Prediction by Computational Program of Protein-Protein Docking. 
	Co-immunoprecipitation. 
	Statistical Analysis. 

	Acknowledgements

	Figure 1 Analysis of transcriptome.
	Figure 2 Analysis of proteomics.
	Figure 3 Immunohistochemistry staining with type I, II, III and IV collagen antibodies was used to identify their distribution in atrial tissue.
	Figure 4 CLIC protein changes and interacts with type IV collagen in atrial tissue.




