
ORIGINAL RESEARCH
published: 13 December 2021

doi: 10.3389/fcvm.2021.753072

Frontiers in Cardiovascular Medicine | www.frontiersin.org 1 December 2021 | Volume 8 | Article 753072

Edited by:

Catrin Sian Rutland,

University of Nottingham,

United Kingdom

Reviewed by:

Alessandro Dema,

University of California, San Francisco,

United States

Marie-Louise Bang,

Humanitas Research Hospital, Italy

*Correspondence:

Hongqiang Cheng

hqcheng11@zju.edu.cn

Xiaogang Guo

gxg22222@zju.edu.cn

†These authors have contributed

equally to this work

Specialty section:

This article was submitted to

Cardiovascular Genetics and Systems

Medicine,

a section of the journal

Frontiers in Cardiovascular Medicine

Received: 04 August 2021

Accepted: 08 November 2021

Published: 13 December 2021

Citation:

Lv J, Pan Z, Chen J, Xu R, Wang D,

Huang J, Dong Y, Jiang J, Yin X,

Cheng H and Guo X (2021)

Phosphoproteomic Analysis Reveals

Downstream PKA Effectors of AKAP

Cypher/ZASP in the Pathogenesis of

Dilated Cardiomyopathy.

Front. Cardiovasc. Med. 8:753072.

doi: 10.3389/fcvm.2021.753072

Phosphoproteomic Analysis Reveals
Downstream PKA Effectors of AKAP
Cypher/ZASP in the Pathogenesis of
Dilated Cardiomyopathy
Jialan Lv 1†, Zhicheng Pan 1†, Jian Chen 2, Rui Xu 1, Dongfei Wang 1, Jiaqi Huang 3,

Yang Dong 1, Jing Jiang 1, Xiang Yin 1, Hongqiang Cheng 4* and Xiaogang Guo 1*

1Department of Cardiology, The First Affiliated Hospital, Zhejiang University School of Medicine, Hangzhou, China,
2Department of Cardiology, The Second Affiliated Hospital, Zhejiang University School of Medicine, Hangzhou, China,
3Department of Physiology and Pathophysiology, Peking University Health Science Center, Beijing, China, 4Department of

Pathology and Pathophysiology, Zhejiang University School of Medicine, Hangzhou, China

Background: Dilated cardiomyopathy (DCM) is a major cause of heart failure worldwide.

The Z-line protein Cypher/Z-band alternatively spliced PDZ-motif protein (ZASP) is

closely associated with DCM, both clinically and in animal models. Our earlier work

revealed Cypher/ZASP as a PKA-anchoring protein (AKAP) that tethers PKA to

phosphorylate target substrates. However, the downstream PKA effectors regulated by

AKAP Cypher/ZASP and their relevance to DCM remain largely unknown.

Methods and Results: For the identification of candidate PKA substrates, global

quantitative phosphoproteomics was performed on cardiac tissue from wild-type and

Cypher-knockout mice with PKA activation. A total of 216 phosphopeptides were

differentially expressed in the Cypher-knockout mice; 31 phosphorylation sites were

selected as candidates using the PKA consensus motifs. Bioinformatic analysis indicated

that differentially expressed proteins were enriched mostly in cell adhesion and mRNA

processing. Furthermore, the phosphorylation of β-catenin Ser675 was verified to be

facilitated by Cypher. This phosphorylation promoted the transcriptional activity of

β-catenin, and also the proliferative capacity of cardiomyocytes. Immunofluorescence

staining demonstrated that Cypher colocalised with β-catenin in the intercalated discs

(ICD) and altered the cytoplasmic distribution of β-catenin. Moreover, the phosphorylation

of two other PKA substrates, vimentin Ser72 and troponin I Ser23/24, was suppressed

by Cypher deletion.

Conclusions: Cypher/ZASP plays an essential role in β-catenin activation via

Ser675 phosphorylation, which modulates cardiomyocyte proliferation. Additionally,

Cypher/ZASP regulates other PKA effectors, such as vimentin Ser72 and troponin I

Ser23/24. These findings establish the AKAP Cypher/ZASP as a signalling hub in the

progression of DCM.

Keywords: Cypher/ZASP, AKAP, PKA substrates, phosphoproteomics, dilated cardiomyopathy, β-catenin

https://www.frontiersin.org/journals/cardiovascular-medicine
https://www.frontiersin.org/journals/cardiovascular-medicine#editorial-board
https://www.frontiersin.org/journals/cardiovascular-medicine#editorial-board
https://www.frontiersin.org/journals/cardiovascular-medicine#editorial-board
https://www.frontiersin.org/journals/cardiovascular-medicine#editorial-board
https://doi.org/10.3389/fcvm.2021.753072
http://crossmark.crossref.org/dialog/?doi=10.3389/fcvm.2021.753072&domain=pdf&date_stamp=2021-12-13
https://www.frontiersin.org/journals/cardiovascular-medicine
https://www.frontiersin.org
https://www.frontiersin.org/journals/cardiovascular-medicine#articles
https://creativecommons.org/licenses/by/4.0/
mailto:hqcheng11@zju.edu.cn
mailto:gxg22222@zju.edu.cn
https://doi.org/10.3389/fcvm.2021.753072
https://www.frontiersin.org/articles/10.3389/fcvm.2021.753072/full








Lv et al. PKA Effectors Regulated by Cypher

FIGURE 1 | Phosphoproteomics workflow. Neonatal wild-type and Cypher-knockout mice were administered isoproterenol (15 mg/kg, 30min) before the hearts were

harvested. Heart tissue lysates were digested into peptides with trypsin overnight, followed by phosphopeptide enrichment using titanium dioxide spin tips. After

washing, bound phosphopeptides were eluted and desalted with alkaline C18 for direct LC-MS analysis. Raw data were analysed using the MaxQuant software.

DCM, dilated cardiomyopathy; isoproterenol, a PKA activator; TiO2, titanium dioxide; LC-MS, liquid chromatography–mass spectrometry.

Cypher Interacts With β-Catenin and
Facilitates Its Phosphorylation at Ser675 by
PKA
Aberrant canonical Wnt/β-catenin signalling is crucial for
the pathogenesis of DCM (20–22). Little is known regarding
the association between DCM and β-catenin phosphorylation.
Typical PKA phosphorylation sites, β-catenin Ser675 and
Ser552, showed significantly greater phosphorylation after PKA
activation (Figures 4A–D). We analysed heart lysates from
neonatal WT and Cypher-KO mice to establish the role of
Cypher in β-catenin phosphorylation. Cypher ablation slightly
inhibited β-catenin phosphorylation at Ser675 at baseline,
and the inhibition became more striking with isoproterenol
stimulation (Figures 4A,B). This phenomenon was not observed
in the phosphorylation of β-catenin at Ser552 (Figures 4A,B).
This effect was subsequently verified inHEK293T cells.We found
that β-catenin Ser675 phosphorylation was dramatically elevated
with Cypher overexpression and the PKA agonist forskolin
stimulation (Figures 4C,D). The elevation was completely
blocked by the β-catenin S675A mutation (Figures 4E,F).

Next, we explored whether Cypher affected β-catenin
phosphorylation through interaction. In vivo, β-catenin was

immunoprecipitated from neonatal mouse heart lysate, and
Cypher was pulled down together with β-catenin (Figure 4G).

In contrast, the rabbit IgG control antibody failed to pull down
either protein. The interaction was further verified in HEK293T

cells expressing Myc-tagged Cypher and Flag-tagged β-catenin

(Figures 4H,I). Analysis of amino acid sequences suggested that

β-catenin contains a PDZ-binding motif (DTDL) at its cytosolic
tail, and Cypher contains a PDZ domain at its N-terminus

(Figure 4J). To ascertain the domain of Cypher that interacts

with β-catenin, we constructed a PDZ domain deletion mutant
of Cypher (1PDZ-Myc) and a deletion mutant lacking the last

two residues of β-catenin (1DL-Flag) (Figure 4J). Deleting the

PDZ domain in Cypher or disrupting the C-terminal PDZ-
binding motif (DTDL) in β-catenin significantly weakened the
Cypher-β-catenin interaction in HEK293T cells (Figure 4K).
Thus, we clarified that Cypher interacted with β-catenin
mainly via its PDZ domain. Moreover, immunofluorescence
demonstrated the colocalisation of Cypher and β-catenin, mainly
in the intercalated discs (ICD) of the heart (Figure 4M), where
cardiomyocytes connect and communicate (23). Cypher-KO
mice displayed a reduced distribution of β-catenin in the ICD,
which was accompanied by an increase in lateral borders,
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FIGURE 2 | Bioinformatic analysis of the phosphoproteomic results. (A) Distribution of differential phosphopeptides in Cypher-knockout (KO) mice compared to that

in wild-type (WT) mice. (B) Distribution of single and double phosphosites based on differential phosphopeptides. (C) Distribution of serine (Ser) and threonine (Thr)

phosphorylation based on differential phosphopeptides. (D,E) GO enrichment for biological process, cellular component, and molecular function in downregulated (D)

and upregulated (E) phosphoproteins. (F,G) KEGG analysis of the top 10 signalling pathways that converge on downregulated (F) and upregulated (G)

phosphoproteins.
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FIGURE 3 | Phosphorylation-specific motif analysis and candidate PKA substrates. (A) Grouping of differentially phosphopeptides. The 117 hypophosphorylated

peptides in Cypher-KO mice were categorised into two groups: Group 1, containing phosphopeptides with PKA consensus motifs and Group 2, without the motifs.

The 99 hyperphosphorylated peptides were divided into the other two groups: Group 3, containing phosphopeptides with SP motif and Group 4, without the motif.

(B–E) The logo motif of phosphosites in Group 1 (B), Group 2 (C), Group 3 (D), and Group 4 (E). Sequence logos were created using WebLogo. (F) The list of

candidate PKA substrates regulated by Cypher in Group 1. Sites marked in red are the reported PKA phosphorylation sites. Sites selected for further study are

marked with an asterisk (*).

namely costameres (Figures 4N,O,L). Cypher thus interacts
with β-catenin and facilitates its phosphorylation at Ser675
by PKA.

Cypher Activates β-Catenin via Ser675
Phosphorylation and Modulates
Cardiomyocyte Proliferation
Phosphorylation of β-catenin at Ser675 is associated with
its transcriptional activity (24–27). To assess β-catenin
transcriptional activity, we performed western blotting for
its target gene expression and lymphoid enhancer factor or
T-cell factor (LEF/TCF) dual-luciferase reporter assays. The
levels of β-catenin target genes, including cyclin D1, c-Myc, and
c-jun, strikingly increased with Cypher overexpression, which
was accompanied by an increase in Ser675 phosphorylation

(Figures 5A,B). The opposite effects were observed with Cypher
knockdown (Figures 5C,D). Neither Cypher overexpression nor
knockdown changed the levels of β-catenin (Figures 5A–D). The
phosphorylation of Gsk3β Ser9 and β-catenin Ser33/37/Thr41,
which led to β-catenin degradation through the proteasome
(28), was not altered in Cypher knockdown H9C2 cells
(Supplementary Figures 1A–C). Furthermore, dual-luciferase
reporter assays were performed on Cypher-overexpressing and
control cells. Relative luciferase activity significantly increased
with Cypher overexpression (Figure 5E). All the evidence above
elucidated that Cypher is capable of activating β-catenin via
Ser675 phosphorylation.

Activated β-catenin is closely linked to cell proliferation
(24, 29). To explore the role of Cypher in cardiomyocyte
proliferation, RT-qPCR for cell cycle-related genes was
performed on both untreated and Cypher siRNA-treated
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FIGURE 4 | Cypher interacts with β-catenin and facilitates its phosphorylation at Ser675 by PKA. (A) Western blotting for β-catenin and its phosphorylation using heart

lysates from neonatal WT and Cypher-KO mice. Isoproterenol (15 mg/kg, 30min) was administered by intraperitoneal infusion before harvesting. (B) Quantification of

(Continued)
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FIGURE 4 | p-β-catenin (Ser675 and Ser552) protein levels in heart lysates. N = 4 biologically independent samples. (C,D) Western blotting results showing

p-β-catenin (Ser675 and Ser552) in Cypher-overexpressing HEK293T or empty vector control cells. The cells were treated with forskolin and IBMX

(3-isobutyl-1-methylxanthine) for 30min before collection. Results of quantitative analysis are shown (D). N = 4 biologically independent samples. (E,F) β-catenin or its

mutant S675A was coexpressed with Cypher in HEK293T cells. The phosphorylated β-catenin at Ser675 with forskolin treatment was assessed and quantified. N = 3

biologically independent samples. (G) β-catenin interacted with Cypher in vivo. β-catenin was immunoprecipitated from neonatal mouse heart lysates, and the

interaction with Cypher was validated by anti-Cypher antibody. Rabbit IgG served as the negative control. (H,I) β-catenin interacted with Cypher in vitro. Myc-tagged

Cypher was coexpressed with Flag-tagged β-catenin in HEK293T cells. Immunoprecipitation (IP) was performed with an anti-Myc (H) or anti-Flag (I) antibody,

following which probing was performed using immunoblotting (IB) with an anti-Flag (H) or anti-Myc (I) antibody. (J) Schematic presentation of Myc-tagged Cypher

(Cypher-Myc) and its PDZ domain deletion mutant (1PDZ-Myc), and also Flag-tagged β-catenin (β-catenin-Flag) and its C-terminal deletion mutant (1DL-Flag). C,

cardiac specific region. (K) Deleting the PDZ domain in Cypher or disrupting the C-terminal PDZ-binding motif (DTDL) in β-catenin significantly weakened the

Cypher–β-catenin interaction. Immunoprecipitation of Myc-tagged protein from HEK293T cells and the interacting protein was evaluated using an anti-Flag antibody.

(M) Immunofluorescence showing Cypher colocalised with β-catenin in the ICD (arrows) in postnatal day-seven (P7) heart sections. The white box indicates the

magnified regions. Successive Z-stack sections were acquired at Z-steps of 0.15µm. DAPI, 4
′
,6-diamidino-2-phenylindoledihydrochloride. (N) Altered distribution of

β-catenin in the ICD and costameres when Cypher was absent. The ICD are highlighted with white dashed lines and the costameres with green dashed lines. (O)

Intensity profiles of β-catenin distribution in the ICD (upper) and costameres (bottom) were measured using the Plot Profile in the ImageJ software. The average

intensity was quantified (L). Scale bars: 25µm. *, p < 0.05; **, p < 0.01; ***, p < 0.001; ****, p < 0.0001; ns, no significant difference. Error bars indicate the mean ±

SEM. Two-way ANOVA (B,D,F) with Bonferroni multiple comparison test and unpaired two-tailed Student’s t-test (L) was used.

H9C2 cells. Cypher knockdown suppressed the mRNA
expression of cell cycle-positive regulators, such as
cyclin A2, cyclin B1, and cyclin D1, and elevated the
expression of the negative regulator P21 (Figure 5F).
Meanwhile, immunofluorescence staining illustrated that
cardiomyocyte proliferation (labelled α-actinin+pH3+
or α-actinin+PCNA+) was impaired in newborn (P0)
Cypher-KO mice (Figures 5G–J) and foetal mice at
embryonic day 15 (E15) (Supplementary Figures 1H,I).
Immunohistochemical staining for Ki-67 yielded similar results
(Supplementary Figures 1D–G). In summary, we demonstrated
that Cypher activates β-catenin via Ser675 phosphorylation and
modulates cardiomyocyte proliferation.

Cypher Enhances Vimentin Ser72
Phosphorylation by PKA
Vimentin is commonly recognised as a marker of activated
myofibroblasts involved in cardiomyopathy (30), and
several studies have uncovered its cardioprotective effects
in cardiomyocytes (31, 32). Vimentin and its phosphorylation
deserve further exploration. Induction of PKA signalling by
isoproterenol in vivo and by forskolin in vitro resulted in
increased vimentin Ser72 phosphorylation, demonstrating that
vimentin Ser72 is a PKA phosphorylation site (Figures 6A,C).
In the absence of Cypher, vimentin Ser72 phosphorylation
was reduced both at basic levels and following isoproterenol
administration (Figures 6A,B). Furthermore, vimentin Ser72
phosphorylation was greatly elevated in cells overexpressing
Cypher following forskolin treatment. This effect was blunted in
Cypher-null cells (Figures 6C,D). Thus, vimentin Ser72 is a PKA
phosphorylation site promoted by Cypher.

To determine whether Cypher promotes vimentin Ser72
phosphorylation by direct interaction, immunoprecipitation
experiments were performed in heart lysates from neonatal mice.
The experiments demonstrated the interaction of vimentin with
endogenous Cypher (Figure 6E). Furthermore, the binding was
confirmed by coimmunoprecipitation (Co-IP) and reverse Co-
IP experiments in HEK293T cells (Figures 6F,G). In addition,
vimentin was predicted to contain a PDZ-binding motif

(DDLE) at its cytosolic tail (Figure 6I). To investigate the
interaction domain, we cotransfected Myc-tagged Cypher or its
PDZ domain deletion mutant (1PDZ-Myc) and Flag-tagged
vimentin or its deletion mutant (1DDLE-Flag) into HEK293T
cells (Figures 6H,I). Full-length Cypher bound to full-length
vimentin (Figure 6H), while neither deletion mutant (1PDZ
or 1DDLE) was able to bind. Thus, the PDZ domain of
Cypher interacts with the vimentin C-terminal PDZ-binding
motif (DDLE).

Furthermore, Cypher was colocalised with integrin β1
(Figure 6J), a marker for submembranous structures, named
costameres (33). This revealed that Cypher was partially localised
to the costameres. Immunofluorescence confocal images showed
colocalisation of Cypher and vimentin at the costameres
(Figure 6K). However, the distribution of vimentin was not
altered by the Cypher deletion (Supplementary Figure 2A).

Identification of Stathmin and Troponin I as
PKA Substrates Regulated by Cypher
Stathmin phosphorylation at Ser16 or Ser63 modulates
microtubule dynamics in processes such as proliferation
and migration (34, 35). Cardiac troponin I (cTnI) is an
important sarcomeric component responsible for cardiac
contraction and relaxation (36). PKA-mediated phosphorylation
of cTnI Ser23/24 is crucial for myofilament Ca2+ sensitivity
and cardiac function (37). The expressions of stathmin,
cTnI, and their phosphorylated forms in neonatal heart
lysates from WT and Cypher-KO mice were determined by
western blotting. Isoproterenol stimulation induced evident
phosphorylation of stathmin Ser16 and cTnI Ser23/24
(Supplementary Figures 2B,C, Figures 6L,M). Cypher
deletion did not alter stathmin Ser16 phosphorylation with
or without isoproterenol (Supplementary Figures 2B,C),
whereas isoproterenol stimulation dramatically enhanced
the phosphorylation of cTnI at Ser23/24 in the WT hearts.
This effect was blunted in the hearts with Cypher ablation
(Figures 6L,M). In HEK293T cells with Myc-tagged Cypher and
Flag-tagged cTnI cotransfection, Cypher overexpression
obviously increased cTnI Ser23/24 phosphorylation,
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FIGURE 5 | Cypher activates β-catenin via Ser675 phosphorylation and modulates cardiomyocyte proliferation. (A,B) Myc-tagged Cypher was overexpressed in

non-cardiac HEK293T cells with no endogenous Cypher. Empty vector served as a control. The expression of p-β-catenin, β-catenin and its target genes, including

cyclin D1, c-Myc, and c-jun, were detected using western blotting and quantified. N = 3 biologically independent samples. (C,D) H9C2 cells with endogenous Cypher

were transfected with scramble control (SiScramble) or Cypher siRNA (SiCypher). Cypher, p-β-catenin, and β-catenin and the abundance of its target genes were

examined and quantified. N = 3 biologically independent samples. (E) Dual-luciferase reporter assays were performed to evaluate β-catenin transcriptional activity.

HEK293T cells were cotransfected with Cypher or empty vector and TOP or FOP plasmid. The renilla plasmid was used as an internal control. N = 8 biologically

independent samples. (F) The mRNA levels of the cell cycle-related genes (cyclin A2, cyclin B1, cyclin D1, and P21) were measured in Cypher-knockdown H9C2 cells

using real-time quantitative polymerase chain reaction (RT-qPCR). N = 3 biologically independent samples. (G,I) Immunofluorescence staining of pH3 in the hearts of

newborn (P0) WT and Cypher-KO mice. α-actinin+pH3+ labels proliferating cardiomyocytes. (G) Quantification of pH3-positive cardiomyocytes in the P0 hearts

(6,379 cardiomyocytes in the WT group and 5,773 cardiomyocytes in the Cypher-KO group). N = 4 biologically independent samples. (H,J) Immunofluorescence

staining of PCNA in the P0 WT and Cypher-KO hearts. α-actinin+PCNA+ labels proliferating cardiomyocytes. (H) Quantification of PCNA-positive cardiomyocytes in

the P0 hearts (4,518 cardiomyocytes in the WT group and 3,587 cardiomyocytes in the Cypher-KO group). N = 4 biologically independent samples. Scale bars:

25µm. *, p < 0.05; **, p < 0.01; ***, p < 0.001; ****, p < 0.0001; ns, no significant difference. Error bars indicate the mean ± SEM. Unpaired two-tailed Student’s

t-test (B,C,E–H) was used.

especially in PKA activation (Figures 6N,O). However,
Co-IP experiments showed that Cypher failed to pull
down cTnI in cells (Supplementary Figure 2D), and cTnI
failed to pull down Cypher endogenously or exogenously
(Supplementary Figures 2E,F). Thus, it appears highly
likely that Cypher indirectly affects the phosphorylation
of cTnI.

DISCUSSION

Through a global quantitative phosphoproteomic analysis, we
identified 31 candidate PKA phosphorylation sites. Among them,
β-catenin Ser675 phosphorylation was validated to be promoted
by Cypher, which could enhance β-catenin transcriptional
activity and modulate cardiomyocyte proliferation.
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FIGURE 6 | Validation of vimentin and troponin I as PKA substrates regulated by Cypher. (A,B) Heart lysates from neonatal WT and Cypher-KO mice were analysed

for total and phosphorylated vimentin. The mice were administered isoproterenol (15 mg/kg, 30min) prior to sacrifice. Quantitative p-vimentin (Ser72) are shown (B). N

= 4 biologically independent samples. (C,D) HEK293T cell lysates with Cypher overexpression were analysed for total and phosphorylated vimentin. Forskolin

(100µM, 30min) and IBMX were used for activating PKA. p-Vimentin (Ser72) was quantitatively measured (D). N = 4 biologically independent samples. (E) Vimentin

interacted with Cypher in vivo. Vimentin was enriched from neonatal mouse heart lysates, and interaction with Cypher was verified using anti-Cypher antibody. Rabbit

IgG served as the negative control. (F,G) Coimmunoprecipitation (Co-IP) and reverse Co-IP experiments were performed to test the interaction between Cypher and

vimentin in HEK293T cells. (F) Myc-tagged Cypher was enriched using anti-Myc antibody, and the interacting protein was probed with anti-Flag antibody. (G)

Flag-tagged vimentin was enriched using anti-Flag antibody, and the interacting protein was analysed using anti-Myc antibody. (H) The Cypher PDZ domain interacted

with the vimentin C-terminal PDZ-binding motif (DDLE). Myc-tagged Cypher or its PDZ domain deletion mutant (1PDZ-Myc) and Flag-tagged vimentin or its deletion

mutant (1DDLE-Flag) were cotransfected into HEK293T cells. Immunoprecipitation was performed using anti-Flag antibody, and the samples were further probed

with anti-Myc antibody. (I) Schematic presentation of Myc-tagged and Flag-tagged proteins mentioned in (H). C, cardiac specific region; IF rod, intermediate filament

rod domain. (J) Colocalisation (arrows) of Cypher and integrin β1 indicated that Cypher partially localised to costameres. The white box indicates the magnified

regions. Z-stack images with 0.15µm Z-steps were imaged from neonatal heart sections. (K) Immunofluorescence confocal images illustrated the colocalisation of

Cypher and vimentin in costameres, as indicated by arrows. The white box indicates the magnified regions. Scale bars: 25µm. (L) Troponin I and its phosphorylation

using neonatal heart lysates were detected by western blotting. Isoproterenol (15 mg/kg, 30min) was administered before the hearts were collected. (M)

Quantification of p-troponin I (Ser23+24) protein levels in heart lysates. N = 4 biologically independent samples. (N) Myc-tagged Cypher and Flag-tagged troponin I

were coexpressed in HEK293T cells with forskolin (100µM, 30min) for activating PKA. Total and phosphorylated troponin I were analysed by western blotting. (O)

Quantification of p-troponin I (Ser23+24) protein levels in cell lysates. N = 4 biologically independent samples. *, p < 0.05;**, p < 0.01; ***, p < 0.001. Error bars

indicate the mean ± SEM. Two-way ANOVA (B,D,M,O) with Bonferroni multiple comparison test was applied.
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Moreover, the phosphorylation of two other PKA substrates,
vimentin Ser72 and troponin I Ser23/24, was facilitated
by Cypher.

Cyclic adenosine monophosphate or protein kinase A
signalling is critical in the pathophysiology of DCM (13, 14, 38).
Dysregulation of PKA-mediated phosphorylation is involved in
cardiomyopathy (39). Through quantitative phosphoproteomics,
we identified 216 differentially phosphorylated peptides in the
absence of Cypher. We aimed to identify the downstream PKA
effectors, especially those directly regulated by AKAP Cypher;
thus, PKA consensus motifs were used to shortlist the PKA
effector candidates (Figure 2A, Group 1). A number of peptides
without PKA consensus motifs showed a considerable difference
between WT and Cypher-KO mice, possibly because of the
following reasons. First, Cypher/ZASP binds to protein kinase
B, protein kinase C, and phosphatase calcineurin (12, 16, 40).
The phosphorylation of the corresponding substrates has a
large probability of being affected by Cypher deficiency, such
as serine or threonine-protein kinase D2, and E3 ubiquitin-
protein ligase NEDD4 (Supplementary Table 2). Second, these
proteins aremore likely to be affected by PKA/Cypher-dependent
signalling indirectly, as several among them are active in the
nucleus and involved in transcriptional regulation (Figure 2E).
Moreover, sequence analysis showed a strong predilection for
motif sequence SP in Groups 2 and 3 (Figures 3C,D), a hallmark
of GSK-3, MAPK, and CDK substrates (19). Accumulating
evidence suggests that MAPKs play a key role in the development
of DCM (41, 42). The phosphorylation of MAPKs, such as
ERK, P38, and MEK3/6, has been shown to be dramatically
altered in Cypher-KO mice (8), which strongly supports the
efficiency of our proteomic analysis. Additionally, the motif
sequence enriched mostly in Group 4 was S[D/E]XE, indicating
that CKII or GRK1 (19) might participate in the progression of
DCM. In summary, the differentially phosphorylated proteins
and kinases listed above function together in the pathogenesis
of DCM.

From the 31 candidates in Group 1, β-catenin Ser675,
vimentin Ser72, and troponin I Ser24 were verified as specific
PKA/Cypher signalling effectors. β-Catenin serves as a structural
component of adherens junctions, and it is the main nuclear
mediator of canonical Wnt signalling (43). Aberrant Wnt-
β-catenin signalling contributes to various cardiac diseases,
including DCM (20–22). The canonical Wnt pathway regulates
β-catenin signalling by altering its stability (44). In the
absence of a Wnt signal, β-catenin is phosphorylated by
Gsk3 at Ser33/37/Thr41 and by casein kinase 1 at Ser45 (28,
44). Subsequently, β-catenin is degraded by the ubiquitin–
proteasome, resulting in reduced nuclear accumulation (45).
In contrast, Wnt ligand stimulation inhibits Gsk3-mediated β-
catenin phosphorylation and stabilises β-catenin to activate Wnt
target gene expression (24). Recent studies on cAMP/PKA-
mediated β-catenin phosphorylation have demonstrated a Wnt-
independent mechanismmodulating β-catenin signalling (25, 46,
47). In particular, the phosphorylation of β-catenin at Ser675 by
PKA promotes its transcriptional activity, which may not affect
Gsk3-dependent phosphorylation of β-catenin and its stability
(25, 27, 46, 48). Here, we identified β-catenin as a PKA substrate

modified by AKAP Cypher (Figures 4A–F) and validated Cypher
as a positive regulator of β-catenin transcriptional activity
via Ser675 phosphorylation (Figures 5A–E). The regulation
was not dependent on total β-catenin or Gsk3-dependent
phosphorylation (Supplementary Figures 1A–C). This implies
that Cypher may activate β-catenin via a Wnt-independent
pathway. Meanwhile, the expression of Wnt target genes,
including cyclin D1, c-Myc, and c-jun, and the activity of
Wnt signalling were upregulated by Cypher (Figures 5A–E),
indicating that Cypher is related to Wnt signalling. Therefore, it
is likely that Cypher-mediated β-catenin Ser675 phosphorylation
may serve as a crosstalk between Wnt signalling and the
cAMP/PKA pathways.

Activated β-catenin promotes biological processes such as
proliferation, angiogenesis, metastasis, and apoptosis inhibition
(24–26). Phosphorylation of β-catenin at Ser675 was reported to
activate β-catenin and enhance cardiomyocyte proliferation (29).
We observed that cardiomyocyte proliferation was suppressed
by Cypher deficiency (Figures 5F–J), which is consistent
with the “regulation of cell proliferation” enrichment in
GO annotation for downregulated proteins (Figure 2D). We
previously reported that Cypher/ZASP deficiency induced
apoptosis, with a striking decrease in cell viability (12). Recent
studies have linked other DCM-associated proteins, such as
lamin and Xinβ, to cardiomyocyte proliferation (49, 50).
Moreover, Cypher interacted with β-catenin mainly through
the PDZ domain (Figures 4G–K), thereby aligning with the
finding that the PDZ domain of Shank3 is responsible for its
interaction with β-catenin (51). In addition, Cypher colocalised
with β-catenin predominantly in ICD, the signalling hubs
for pathways including Wnt/β-catenin, p38 MAPK cascade,
calcineurin or nuclear factor of activated T-cell signalling, and
the Hippo kinase cascade (23). Interestingly, Cypher ablation
reduced the distribution of β-catenin in ICD, which might
cause adherens junction abnormalities. Adherens junctions are
crucial for structural support and mechanical sensing, both of
which are closely linked to arrhythmogenic cardiomyopathy
(23). These findings suggest avenues for further research
on arrhythmogenic cardiomyopathy caused by Cypher/ZASP
mutations. Thus, we presume that Cypher participates in
cardiomyocyte proliferation by enhancing β-catenin Ser675
phosphorylation and its transcriptional activity during the
progression of DCM.

Vimentin, a type III intermediate filament protein, is widely
distributed in most cells (30) and has been reported to
have a cardioprotective effect in cardiomyocytes (31, 32).
Vimentin filament assembly and maturation are modified by
phosphorylation at Ser72 (52, 53). Furthermore, vimentin
phosphorylation is related to β1-integrin activation through
direct interactions (53, 54). In our study, PKA-dependent
vimentin Ser72 phosphorylation was promoted by Cypher
through interaction (Figures 6A–H), which relies on the PDZ
domain of Cypher and the vimentin C-terminal PDZ-binding
motif (DDLE). In addition, the colocalisation of Cypher and
vimentin at costameres (Figure 6K) suggests that vimentin
is incorporated into costameres and that it might cooperate
with Cypher. Costameres are Z-line-associated structures that
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link sarcomeres to the sarcolemma. These structures sense
mechanical forces and transduce them into biochemical signals
(33, 55). Considering previous evidence that ZASP/Cypher is
required for β1-integrin activation (10, 11), we propose that
Cypher might cooperate with vimentin in integrin activation.
The relevant biological functions linked to integrin activation in
cardiomyocytes should be further explored.

Cardiac troponin I, the inhibitory subunit of the troponin
complex, is a thin filament regulatory component responsible
for cardiac contraction and relaxation (36). The phosphorylation
of cTnI is integral to contractile function (37, 56, 57). In
particular, classical Ser23/24 phosphorylation mediated by PKA
is closely related to myofilament Ca2+ sensitivity and accelerated
relaxation (37, 57). We observed that Cypher promoted cTnI
Ser23/24 phosphorylation with PKA activation (Figures 6L–O),
but no direct interaction was identified. However, Cypher was
predicted to interact with cTnI in the STRING database, probably
because the Co-IP assay is unable to distinguish weak and
transient interactions or because Cypher acts on cTnI indirectly.
In either case, cTnI Ser23/24 phosphorylation was suppressed in
the absence of Cypher, which in turn caused impaired cardiac
relaxation and worsened cardiac performance.

Moreover, we previously reported that the cardiomyopathy-
linked Cypher/ZASP mutation T203I altered its interaction with
PKA (16). We speculate that the T203I mutation may affect the
phosphorylation of these downstream PKA effectors and thus
contribute to the DCM phenotype. Available evidence highlights
PKA/Cypher as a signalling centre associated with DCM and
offers further cues to specific molecular mechanisms and novel
therapeutic or diagnostic targets.

This study had several limitations. First, PKA consensus
motifs were adopted to select the most likely PKA effectors.
This approach probably missed the substrates without the
motif. Second, several cardiomyopathy-associated proteins, such
as γ-catenin, titin, small muscular protein, and myomesin
(58–60), have been identified in the phosphoproteomics
data. Further research can be conducted on their function
in DCM.

In conclusion, AKAP Cypher is crucial for β-catenin
transcriptional activity and cardiomyocyte proliferation
via β-catenin Ser675 phosphorylation. Additionally,
vimentin Ser72 and troponin I Ser23/24 were verified as
downstream effectors of PKA/Cypher. Available evidence
highlights Cypher as a signalling hub in the pathogenesis
of DCM.
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