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Genetic analysis in 418 index patients 
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overview of 10 years’ experience
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ABSTRACT
Aims With more than 40 dilated cardiomyopathy (DCM)-related genes known, genetic 
analysis of  patients with idiopathic DCM is costly and time-consuming. We describe the yield 
from genetic analysis in DCM patients in a large Dutch cohort. 
Methods and results We collected cardiological and neurological evaluations, family screen-
ings, and genetic analyses for 418 index patients with idiopathic DCM. We identified 35 (puta-
tive) pathogenic mutations in 82 index patients (20%). The type of  DCM influenced the yield, 
with mutations found in 25% of  familial DCM cases, compared with 8% of  sporadic DCM 
cases and 62% of  cases where DCM was accompanied by neuromuscular disease. A PLN 
founder mutation (43 cases) and LMNA mutations (19 cases, 16 different mutations) were 
most prevalent and often demonstrated a specific phenotype. Other mutations were found in: 
MYH7, DES, TNNT2, DMD, TPM1, DMPK, SCN5A, SGCB (homozygous), and TNNI3. Af-
ter a median follow-up of  40 months, the combined outcome of  death from any cause, heart 
transplantation, or malignant ventricular arrhythmias in patients with a mutation was worse 
than in those without an identified mutation (hazard ratio 2.0, 95% confidence interval 
1.4–3.0). This seems to be mainly attributable to a high prevalence of  malignant ventricular 
arrhythmias and end-stage heart failure in LMNA and PLN mutation carriers. 
Conclusion The yield of  identified mutations in DCM index patients with clinical clues, such 
as associated neuromuscular disease or familial occurrence, is higher compared with those 
without these clues. For sporadic DCM, specific clinical characteristics may be used to select cases for 
DNA analysis. 
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INTRODUCTION
Idiopathic dilated cardiomyopathy (DCM) is characterized by dilatation and impaired contraction 
of  the left ventricle or both ventricles, in the absence of  underlying causes such as CAD, valve 
disease, congenital heart disease, or pericardial disease.1 Most patients present with symptoms 
of  heart failure or arrhythmias, or even sudden cardiac death.2,3 An extensive family history 
(pedigree covering three or four generations), in combination with cardiological screening of  
first-degree relatives, results in a diagnosis of  a familial form of  DCM in up to 35% of  cases.4 
Causative mutations have been described in > 40 genes encoding proteins that play a role in 
the formation and function of  the cytoskeleton and (its linkage to) the sarcomere and nucleus.5,6 
The majority of  these genes only account for a minority of  cases, and many mutations remain 
unique to one family. Until recently, a genetic cause was found in less than one-third of  cases.4,7 
Only a few genotype–phenotype associations are known.8

Identifying the causative mutation in individuals with DCM may help to confirm a diagnosis, 
which can be useful in borderline cases. More importantly, identifying the causative mutation 
facilitates genetic cascade screening in relatives, which can help to identify other individuals at 
risk. This enables a timely diagnosis to be made, with the possibility of  preventing complica-
tions and reducing morbidity and mortality. It also implies that relatives who do not carry the 
mutation can be excused from regular monitoring.9 Identifying specific mutations may some-
times guide clinical management, since for some specific mutations, the clinical course is now 
becoming better established.10 For instance, LMNA mutations are associated with a high risk 
of  sudden cardiac death, even before the occurrence of  overt DCM, so that an implantable 
cardioverter defibrillator (ICD) is recommended based on a genotype-specific algorithm.11,12 
In a recent expert consensus statement, it was stated that genetic analysis is recommended for 
patients with DCM and cardiac conduction disease or a family history of  premature sudden cardiac 
death, but there were no specific recommendations on genetic analysis in sporadic cases vs. 
familial DCM.8,13

Our aim here is to describe the results of  the 10-year effort to analyse DCM-related genes and 
to report on the yield of  genetic analysis and genotype–phenotype associations. For this purpose, 
we collected and analysed the clinical and genetic data of  a cohort of  418 unrelated index 
patients with DCM. 

METHODS
Subjects and clinical evaluation
Data were collected from all consecutive index patients (first patient in their family) diagnosed 
with DCM (≥16 years old) admitted to one of  the cardiogenetics clinics of  four Dutch university 
hospitals (Amsterdam, Groningen, Utrecht, and Leiden) in whom genetic analysis was performed 
after a genetic counselling procedure between 2000 and 2011. We excluded cases with suspicion 
of  a syndromal diagnosis or mitochondrial cause based on extracardiac features. 
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All index patients and their first-degree relatives who consented to cardiological and genetic 
evaluation underwent cardiological evaluation using the criteria proposed by Mestroni et al.1 
Available data on medical history, 12-lead ECG, echocardiography, Holter monitoring, and 
exercise testing were collected at the time of  diagnosis of  DCM. Follow-up data on death, 
heart transplantation, and malignant ventricular arrhythmias were recorded. DCM was diagnosed 
when a patient had both a reduced systolic function of  the left ventricle (LVEF <0.45) and 
dilation of  the left ventricle (LV end-diastolic dimension >117% of  the predicted value corrected 
for body surface area and age) on echocardiography, and only after other identifiable causes such 
as severe hypertension, CAD, and systemic diseases had been excluded. Cardiac conduction 
disease and atrial tachyarrhythmias were specifically documented. Atrioventricular (AV) block 
was classified as first, second, or third degree. First-degree AV block was defined by a PR interval 
≥0.20 s. Atrial tachyarrhythmias were classified as paroxysmal (>30 s), persistent, or permanent 
AF, or atrial flutter. Complete left and right bundle-branch blocks (LBBB and RBBB) were 
defined by QRS duration ≥120 ms and specific LBBB or RBBB pattern.14

Index patients were classified as: (i) familial DCM; (ii) sporadic DCM; or (iii) DCM associated 
with neuromuscular disease. In patients with a primary cardiological phenotype, the initial 
neuromuscular examination was restricted to taking a patient and family case history of  
neuromuscular complaints, while in a subset of  cases a physical neurological examination and/or 
determination of  creatine kinase (CK) level were also performed. Associated neuromuscular 
disease was defined as objective muscular weakness or dystrophy in either the index patient 
or in (a) close relative(s). Data on family history (of  at least three generations) were obtained 
through interviews with patients and relatives, from medical reports, and from cardiological 
screening of  first-degree relatives. Sudden cardiac death (SCD) was noted when it occurred in 
first-, second-, or third-degree relatives in two age groups: ≤45 years and ≤60 years. Families 
with confirmed disease in the index patient and with confirmed or probable disease in at least 
one first-, second-, or third-degree relative were classified as having familial DCM. 

DNA analysis
Genomic DNA was extracted from blood samples obtained from all index patients and affected 
relatives. Genetic analysis was designed to cover DCM-related genes using different genetic 
techniques over time (i.e. denaturing high-performance liquid chromatography, denaturing 
gradient gel electrophoresis, conformation-sensitive capillary electrophoresis, and direct 
sequencing) to screen the protein-coding region of  all exons, as well as the adjacent intronic 
regions essential for splicing. Details of  these analyses are available upon request. To detect 
large deletions or duplications of  one or more exons of  LMNA, we used the multiplex 
ligation-dependent probe amplification test (MLPA kit-P048-B, MRC-Holland, Amsterdam, 
The Netherlands).15

DNA analysis of  several DCM-related genes was performed in the index patients. When a mutation 
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was found, affected relatives were screened for carriership to study co-segregation. Our strategy 
over the past 10 years was to screen genes consecutively, based upon the knowledge available 
at that moment. In the course of  time, this strategy was adjusted because new genes were 
identified or the yield of  screening for a gene was too low according to the literature or from 
our own experience. 
The following criteria were used to classify variations/mutations. We use a list of  mutation-specific 
features based on in silico analysis using the mutation interpretation software AlaMut (version 1.5). 
A score is given depending on the outcome of  a prediction test for each feature (i.e. Grantham 
distance). Then, depending on the total score and the availability of  the variant in at least 300 
ethnically matched control alleles (data obtained from the literature and/or the internet, e.g. 
http://evs.gs.washington.edu/EVS, or from our own control alleles), we classified them as: 
(putative) pathogenic, not pathogenic, or as a variant of  unknown clinical significance (VUS: 
VUS1, unlikely to be pathogenic; VUS2, uncertain; VUS3, likely to be pathogenic). Family infor-
mation (co-segregation), phenotypic features, and/or functional analysis are needed to classify 
a variant as (putative) pathogenic. For this, we use strict criteria (Supplementary data). In this 
manuscript, the term ‘mutation’ was exclusively used for (putative) pathogenic mutations and 
consistently not for variants with unknown clinical significance (VUS). 

Statistical analysis
Clinical characteristics at the moment of  DCM diagnosis and family history were compared 
between subgroups, based on the presence of  neuromuscular disease and a family history of  
DCM, and on the presence of  a mutation. Data were compared using the Student’s unpaired 
t-test for continuous variables, and the χ2 test for categorical variables expressed as proportions. 
The Cox proportional hazard model was used for the event-free survival analyses for time from 
DCM diagnosis to event, by comparing the presence or absence of  a mutation. Three events 
were used: death from any cause, heart transplantation, or malignant ventricular arrhythmias. 
Malignant ventricular arrhythmias were defined as cardiopulmonary resuscitation or appropriate 
ICD treatment. The data were analysed in two separate analyses: death from any cause alone, 
and a combination of  the three events. For the combined outcome, survival time was the time 
to the first event. Data were corrected for age at DCM diagnosis. Index patients with double-
heterozygous (putative) pathogenic mutations or VUS3s were excluded from these analyses. 
Statistical analyses were performed using PASW software.16 A P-value of  <0.05 was considered 
statistically significant. 
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RESULTS
Subjects and mutations
We collected 418 index patients with DCM: mean age at onset 46 ± 13 years, 56% male, 224 
with familial DCM, 173 with sporadic DCM, and 21 with DCM associated with neuromuscular 
disease, the latter of  which was familial in 62% of  these cases (Table 1). 
The tested genes are shown in Figure 1. Per index patient we analysed 1–14 genes (mean 6.1 ± 3.2). 
We identified 35 different mutations in 82 of  418 (20%) index patients. Seven of  the 35 (20%) 
mutations were novel. Mutations were identified in 25% (55/221) of  cases with familial DCM, 
8% (14/169) of  cases with sporadic DCM, and 62% (13/21) of  cases with DCM and neuro-
muscular disease (Table 1; note that patients with VUS3 are excluded from these numbers). The 
35 mutations and the variants classified as VUS3 (n = 8) are listed in Tables 2 and 3, respectively. 
Mutation types were: 18 missense (1 homozygous), 5 intragenic insertion/deletion, 5 splice site, 
2 deletion/duplication of  a whole exon, 2 nonsense, 1 trinucleotide repeat expansion, and 2 
complex genetic status. The cases with a complex genetic status included: 1 double-mutant allele 
(2 missense mutations) and 1 double-heterozygous (in-frame deletion plus nonsense). In addi-
tion, one case had an in-frame deletion plus a missense VUS3. 
The most prevalent mutated gene in our Dutch cohort was PLN, due to the founder mutation 
p.Arg14del (43/314 = 14% of  tested index patients) (Table 1, Figure 1). The clinical characteristics 
of  carriers of  this specific mutation have recently been published.17 LMNA was the second 
most prevalent mutated gene in our cohort (19/384 = 5% of  tested index patients), especially 
in the subgroup with AV block (11/48 = 23% of  tested index patients with AV block). MYH7 
was the third in this row (7/294 = 2% of  tested index patients). Although the total yield of  
mutation analysis was lower in all other genes, the detection rate was high in genes that are 
related to a specific clinical expression because they were only tested on the basis of  a specific 
indication (i.e. 100% in DMPK, 100% in SGCB, 13% in DMD) (Figure 1). 

Clinical expression
The characteristics at the moment of  DCM diagnosis are given in Table 4. An LVEF <35% 
was less common in index patients with a mutation compared with those without an identified 
mutation (65% vs. 46%, P < 0.05). AV block, atrial tachyarrhythmias, neuromuscular complaints, 
a positive family history for DCM, and a family history for neuromuscular disease were present 
significantly more often in index patients with a mutation compared with those without an 
identified mutation. When focusing on the subgroup of  index patients with an LMNA muta-
tion and comparing these with index patients without an LMNA mutation, we recognized 
similar differences. Also, complete RBBB and LBBB were less frequently noted in index patients 
with an LMNA mutation. In index patients with a PLN mutation, LVEF <35% was present 
less frequently, whereas SCD in relatives ≤45 years old was recorded more frequently. 
After a median follow-up of  40 months (interquartile range: 13–90 months), survival in index 
patients with a mutation and in those without a known mutation was comparable, with a hazard 
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Table 1: Yield of genetic analysis in 418 index patients with dilated cardiomyopathy

Neuromuscular – Neuromuscular + Total

FDCM (n = 224) SDCM (n = 173) (n = 21) (n = 418) 

Male gender 123/224 (55%) 102/173 (59%) 8/21 (38%) 233/418 (56%)

Age at onset, years 47 ± 12 47 ± 13 42 ± 13 46 ± 13

DCM characteristics at diagnosis

  NYHA ≥III 70/221 (32%) 47/168 (28%) 8/20 (40%) 125/409 (31%)

  LVEF <35% 137/224 (61%) 112/173 (65%) 8/21 (38%)a 257/418 (61%)

  Complete RBBB/LBBB 46/222 (21%) 50/169 (30%)a 3/20 (15%) 99/411 (24%)

  AV block 21/217 (10%) 21/168 (13%) 9/19 (47%)a 51/404 (13%)

  Atrial tachyarrhythmias 45/223 (20%) 26/172 (15%) 7/21 (33%) 78/416 (19%)

Familial

  Sudden death ≤45 years 55/224 (25%) 41/173 (24%) 7/21 (33%) 103/418 (25%)

  Sudden death ≤60 years 87/224 (39%) 65/173 (38%) 10/21 (48%) 162/418 (39%)

  DCM 224/224 (100%) – 13/21 (62%) 237/418 (57%)

Mutation 55/221 (25%)a,b 14/169 (8%)a,b 13/21 (62%)a 82/411 (20%)b

  PLN 33c 10 0 43

  LMNA 9 2 8 19

  MYH7 6 1 0 7

  DES 1 0 2 3

  TNNT2 3 0 0 3

  DMD 0 1 1 2

  TPM1 2 0 0 2

  DMPK 0 0 1 1

  SCN5A 1c 0 0 1

  SGCB 0 0 1 1

  TNNI3 1 0 0 1

All variables are given as number present/total number (%), except for age, which is given as mean ± SD.
AV= atrioventricular; DCM=dilated cardiomyopathy; FDCM=familial DCM; RBBB= right bundle branch 
block; SDCM=sporadic DCM.
aReflects a P-value <0.05 comparing subgroups of individuals with familial DCM, sporadic DCM, and 
DCM associated with neuromuscular disease. 
bExclusion of VUS3 (variants of unknown clinical significance type 3). 
cFound in the same index patient. 
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Figure 1: Number of analysed genes per index patient (A) and the number of tested index patients per 
gene, with mutation yield per gene (B). Genes that were analysed in at least five index patients and 
genes with mutations are depicted. Five arrhythmogenic right ventricular cardiomyopathy (ARVC)-related 
genes are shown together in one bar (PKP2, DSP, DSC2, DSG2, and JUP). 

Figure 2: Event-free survival curves for index patients with a mutation or without an identified mutation, 
and the subgroups of index patients with a PLN or LMNA mutation, corrected for age at diagnosis 
of dilated cardiomyopathy. (A) Outcome of ‘death from any cause’. (B) Combined outcome of ‘death 
from any cause, heart transplantation, or malignant ventricular arrhythmias’. CI=confidence interval; 
HR=hazard ratio. 

A B

A B

Spaendonck.indd   32 21-01-14   09:00



33

Chapter 2

ratio (HR) of  1.0 [95% confidence interval (CI) 0.5–1.9]. In addition, we detected no 
difference in survival between the subgroups of  index patients with a PLN or LMNA muta-
tion compared with those without either a PLN or LMNA mutation (HR 0.9, 95% CI 0.4–2.4, 
and HR 1.6, 95% CI 0.6–4.1, respectively). However, when combining the outcome parameters 
‘death from any cause, heart transplantation, or malignant ventricular arrhythmias’, the outcome 
in index patients with a mutation was worse (HR 2.0, 95% CI 1.4–3.0). In the subgroups of  
index patients with a PLN or a LMNA mutation, the outcome was worse than for index patients 
without either a PLN or a LMNA mutation (HR 3.0, 95% CI 1.9–4.8, and HR 2.3, 95% CI 
1.2–4.4, respectively) (Figure 2 and Supplementary data, Table S1). 

DISCUSSION
Dilated cardiomyopathy is genetically highly heterogeneous, with >40 causally related genes, 
which in most cases are mutated in only a minority of  cases.6 We investigated one of  the largest 
well-defined DCM cohorts (418 index patients) to evaluate the yield of  genetic testing and to 
search for clinical clues that could increase the likelihood of  certain mutations. We identified a 
mutation in 62% of  index patients with DCM and neuromuscular disease, in 25% of  familial DCM 
cases, and in only 8% of  sporadic DCM cases. Compared with the studies of  Hershberger et al., 
who identified a putative genetic cause in one-third of  the DCM patients after sequencing 14 
genes per patient, we identified a putative genetic cause in one-fifth (20%) of  our total group 
of  DCM patients, with a mean number of  six tested genes per patient.18–20 Another study, 
with a similar study design to ours, identified a genetic cause in 17% of  their DCM patients.7 
Although the yield of  genetic testing in these studies seems comparable with our yield, the yield 
in our cohort is highly determined by the occurrence of  the PLN founder mutation, p.Arg14del. 
Gaining insight into genotype–phenotype associations is important because, in several cases, it 
is possible to perform a more targeted DNA analysis based on specific clinical features. In this 
study, LMNA mutations were associated with atrial tachyarrhythmias, AV block, neuromuscular 
complaints, a family history of  DCM, and a family history of  neuromuscular disease, which 
corresponds to the literature on LMNA-associated phenotypes.12,21,22 The PLN founder mutation, 
p.Arg14del, is associated with an arrhythmogenic cardiomyopathy with left and/or right cardiac 
involvement, frequently associated with a low voltage on ECG.17 We were not able to perform 
gene-specific analyses on other genes in our study because of  the small numbers of  patients 
with mutations in the same gene. 
We did not observe any differences between index patients with a mutation and those without 
an identified mutation for mortality (‘death from any cause’), but a combined endpoint (‘death 
from any cause, heart transplantation, or malignant ventricular arrhythmias’) was seen significantly 
more frequently in index patients with a mutation. This is due to high prevalence of  both malignant 
ventricular arrhythmias and end-stage heart failure of  LMNA and PLN mutation carriers.17,22,23

The presence of  associated neuromuscular disease in the patient or in relatives is an important 
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Table 2: Overview of 35 identified mutations in 418 index patients with dilated cardiomyopathy

Gene Nucleotide change Amino acid change No. of index patients Reference

PLN 40_42delb,b Arg14del 43 17, 27a

LMNA del exon 1 1 15a

73C > T Arg25Cys 1 28a

250G > A Glu84Lys 1 29a

568C > T Arg190Trp 1 30

624_626del Lys208del 2 28a

777T > A Tyr259X 1 28a

936 + 1delG 1 29a

936 + 2T > G 1 –

1001G > A Ser334Asn 2 –

1045C > T Arg349Trp 1 28a

1130G > A Arg377His 1 28a

1130G > T Arg377Leu 2 28a

1157 + 1G > A 1 31

1380 + 1G > A 1 28a

1512–1513insAG 1 28a

1608 + 4A > G 1 –

MYH7 1357C > T Arg453Cys 1 32

1633G > A and 2863G > Ab Asp545Asn  
and Asp955Asn 2 33

1976T > C Met659Thr 1 –

2710C > T Arg904Cys 1 34a

3113T > C Leu1038Pro 1 35

5754C > G Asn1918Lys 1 36

DES 38C > T Ser13Phe 2 37, 38a

1360C > T Arg454Trp 1 39a

TNNT2 282_283delAG 1 –

634C > T Arg205Trp 1 40

650_652delAGA Lys217del 1 40, 41a

DMD Duplication exon 12 1 42

3516G > A Trp1172X 1 43

TPM1 602C > T Thr201Met 2 –

DMPK CTGn repeat expansion 1 44

SGCB 341C > T homozygous Ser114Phe 1 45

SCN5A 3318dupCb Glu1107ArgfsX24 1 –

TNNI3 555C > G Asn185Lys 1 46
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feature for selecting genes for targeted gene analysis. We identified mutations in LMNA and 
DES irrespective of  the specific clinical neurological diagnosis (i.e. limb girdle muscular dystrophy, 
Markesberry myopathy, etc.). DMD and DMPK are other genes involved in DCM associated 
with neuromuscular disease. 
We specifically analysed the phenotypes and family history of  the index patients with sporadic 
DCM and an identified mutation (8%, n = 14), with the aim of  seeing if  it is justified to reserve 
DNA analysis for specific sporadic DCM cases, i.e. only for those with clinical characteristics 
that raise suspicion for certain genetic defects (such as AV block, neuromuscular involvement, 
X-linked inheritance, low voltage on ECG, or right cardiac involvement). In most of  these 
index patients (12/14), retrospectively we could see features pointing towards specific clini-
cal expression (i.e. features known to be associated with LMNA mutations or with the PLN 
founder mutation, and an increased CK level in a DMD mutation carrier). We could not iden-
tify any specific clues in two index patients with sporadic DCM, who proved to have a MYH7 
and LMNA mutation, respectively. 
We were extremely careful in classifying the (putative) pathogenic mutations and VUSs. This is 

Nomenclature according to HGVS (Human Genome Variation Society) using the reference sequences: 
PLN (NM_002667.3), LMNA (NM_170707.2), MYH7 (NM_000257.2), DES (NM_001927.3), TNNT2 
(NM_000364.2), DMD (NM_004006.2), TPM1 (NM_001018005.1), DMPK (NM_004409.2), SGCB 
(NM_000232.4), SCN5A (NM_198056.2), and TNNI3 (NM_000363.4).
aReference includes our index patient. 
bComplex genetic status: one double-mutant allele MYH7 and two double-heterozygous [PLN founder 
mutation plus SCN5A nonsense mutation; and PLN founder mutation plus MYH7 VUS3 (variant of 
unknown clinical significance type 3)]. 

Table 3: Overview of eight identified variants of unknown clinical significance type 3 in 418 index  
patients with dilated cardiomyopathy

Nomenclature according to HGVS (Human Genome Variation Society) using the reference sequences: 
LMNA (NM_170707.2), MYH7 (NM_000257.2), EMD (NM_000117.2), and MYBPC3 (NM_000256.3). 
aThe patient also carried the PLN p.Arg14del founder mutation. 

Gene Nucleotide change Amino acid change No. of index patients Reference

LMNA 71C > T Thr24Ile 1 –

992G > A Arg331Gln 1 47

1930C > T Arg644Cys 1 47, 48

MYH7 1699C > Ta Arg567Cys 1 –

2890G > C Val964Leu 1 20

2945T > C 1 49

EMD 454C > T Arg152Cys 1 –

MYBPC3 2618C > A Pro873His 1 50
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a challenge in the genetics of  DCM, as the majority of  mutations are unique or only identified 
in a few cases or families, and functional data are often lacking.24 Reports like this, on identified 
mutations, may assist other professionals in judging mutations/VUSs in daily practice. 
A limitation of  our study is that it underestimates the prevalence of  disease-causing mutations 
in DCM. The number of  index patients screened for each gene was not the same due to the 
ongoing recruitment of  families over a period of  10 years and greater insight into the prevalence 
of  mutations in specific genes, which led to stopping screening for certain genes. Only one 
double-heterozygous carrier of  mutations was identified in our study, a phenomenon that has 
been reported to be present in at least a few per cent of  cases with cardiomyopathy.18,25 
However, we have no suitable data to discuss this because we often refrained from further 
DNA analysis once a mutation had been identified. We have screened relatively large numbers 
of  genes per index patient (mean 6.1 ± 3.2), but we have not yet evaluated TTN in our cohort. 
Recently, mutations in this gene have been reported in a substantial proportion of  DCM cases 
(25% of  familial cases).26 The PLN founder mutation, p.Arg14del, is relatively frequent in our 
cohort, but it is not known how much this mutation occurs outside the Netherlands. There 

Table 4: Characteristics at time of diagnosis of dilated cardiomyopathy in index patients with dilated 
cardiomyopathy

Mutation –  
(n = 329)a

Mutation + 
(n = 82) 

PLN +  
(n = 41)b

LMNA +  
(n = 19) 

Characteristics

  Male gender 186/329 (57%) 42/82 (51%) 18/41 (44%) 12/19 (63%)

  Age at onset, years 47 ± 12 44 ± 14 48 ± 12 43 ± 15

  NYHA ≥III 98/321 (31%) 23/81 (28%) 10/40 (25%) 5/19 (26%)

  LVEF <35% 213/329 (65%) 38/82 (46%)c 19/41 (46%)c 7/19 (37%)c

  Complete RBBB/LBBB 81/327 (25%) 17/78 (22%) 10/40 (25%) 1/18 (6%)c

  AV block 32/320 (10%) 18/78 (23%)c 4/40 (10%) 11/17 (65%)c

  Atrial tachyarrhythmias 52/328 (16%) 25/82 (30%)c 8/41 (20%) 12/19 (63%)c

  Neuromuscular 7/329 (2%) 10/82 (12%)c 0/41 (0%) 7/19 (37%)c

Familial

  Sudden death ≤45 years 77/329 (23%) 25/82 (30%) 16/41 (39%)c 5/19 (26%)

  Sudden death ≤60 years 126/329 (38%) 33/82 (40%) 18/41 (44%) 7/19 (37%)

  DCM 168/329 (51%) 66/82 (80%)c 31/41 (76%)c 17/19 (89%)c

  Neuromuscular 3/329 (1%) 10/82 (12%)c 0/41 (0%) 6/19 (32%)c

All variables are given as number present/total number (%), except for age, which is given as mean ± SD.
AV=atrioventricular; DCM=dilated cardiomyopathy; RBBB=right bundle branch block.
a Exclusion of variants of unknown clinical significance type 3. 
b Double-heterozygous mutations excluded. 
c Reflects a P-value < 0.05 comparing individuals with and without a (PLN/LMNA) mutation. 
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might have been a referral bias towards patients with a more severe clinical course and/or 
DCM accompanied by cardiac conduction disease. In the next few years, we foresee a sig-
nificant increase in knowledge about the genetics of  DCM because the use of  next-generation 
sequencing developed for DCM has now entered clinical practice. This will provide high-
throughput, rapid, and affordable molecular analysis for DCM, leading to many new data on 
the genetics of  DCM. 

Considerations
A correct clinical classification, knowledge of  gene-specific clinical symptoms, and expertise 
on interpreting genetic results and classifying mutations and VUSs is pivotal. We recommend 
genetic testing in all cases with familial DCM and in cases of  DCM with neuromuscular disease. 
However, the indication for genetic testing should not be restricted to familial cases, since 
sporadic cases can also harbour DCM-related mutations. These can be de novo mutations, or the 
family history may be negative due to an incomplete evaluation of  family members, variable 
expression, or age-related/age-reduced penetrance. Because the yield of  genetic screening in 
sporadic DCM is substantially lower than in familial DCM, genetic analyses can be targeted by 
noting specific clinical characteristics, such as gene-specific characteristics or sudden cardiac 
death in relatives. This is important particularly when genetic or financial recourses are scarce. 
Next-generation sequencing will provide rapid molecular analysis for DCM. However, in cases 
where gene-specific characteristics are present, it might be justified to start with low-cost testing 
of  a single gene based on the phenotype. 

Acknowledgements
We thank the patients who participated in this study, the cardiologists who referred their 
patients to our cardiogenetics outpatient clinics, Karin Berkenbosch and Marieke Bronk, 
genetic counsellors, for data collection, Merredith Kersenberg and Alex V. Postma from the 
Durrer Cardiogenetic Research Centre for ILK and LAMA4 analysis, and Jackie Senior for 
editing this manuscript. 
F.W.A. is supported by a clinical fellowship from the Netherlands Organization for Health 
Research and Development (ZonMw grant 90700342).

Spaendonck.indd   37 21-01-14   09:00



38

REFERENCES
1. 	 Mestroni L, Maisch B, McKenna WJ, Schwartz K, Charron P, Rocco C, Tesson F, Richter A, Wilke A, 

Komajda M. Guidelines for the study of  familial dilated cardiomyopathies. Collaborative Re-
search Group of  the European Human and Capital Mobility Project on Familial Dilated Cardio-
myopathy. Eur Heart J 1999; 20:93–102.

2. 	 Jessup M, Brozena S, Heart failure. N Engl J Med 2003;348:2007–2018.

3. 	 Hershberger RE, Cowan J, Morales A, Siegfried JD. Progress with genetic cardiomyopathies: screening, 
counseling, and testing in dilated, hypertrophic, and arrhythmogenic right ventricular dysplasia/
cardiomyopathy. Circ Heart Fail 2009; 2:253–261.

4.	 Hershberger RE, Siegfried JD. Update 2011: clinical and genetic issues in familial dilated cardio-
myopathy. J Am Coll Cardiol 2011;57:1641–1649.

5. 	 Towbin JA, Bowles NE. Dilated cardiomyopathy: a tale of  cytoskeletal proteins and beyond. J 
Cardiovasc Electrophysiol 2006;17:919–926.

6. 	 Watkins H, Ashrafian H, Redwood C. Inherited cardiomyopathies. N Engl J Med 2011;364:1643–1656.

7. 	 Lakdawala NK, Funke BH, Baxter S, Cirino AL, Roberts AE, Judge DP, Johnson N, Mendelsohn 
NJ, Morel C, Care M, Chung WK, Jones C, Psychogios A, Duffy E, Rehm HL, White E, Sei-
dman JG, Seidman CE, Ho CY. Genetic testing for dilated cardiomyopathy in clinical practice. J 
Card Fail 2012;18:296–303.

8. 	 Ackerman MJ, Priori SG, Willems S, Berul C, Brugada R, Calkins H, Camm AJ, Ellinor PT, Gollob 
M, Hamilton R, Hershberger RE, Judge DP, Le Marec H, McKenna WJ, Schulze-Bahr E, Semsarian C, 
Towbin JA, Watkins H, Wilde A, Wolpert C, Zipes DP. HRS/EHRA expert consensus statement 
on the state of  genetic testing for the channelopathies and cardiomyopathies: this document 
was developed as a partnership between the Heart Rhythm Society (HRS) and the European 
Heart Rhythm Association (EHRA). Heart Rhythm 2011;8: 1308–1339.

9. 	 Burkett EL, Hershberger RE. Clinical and genetic issues in familial dilated cardiomyopathy. J Am 
Coll Cardiol 2005;45:969–981.

10.	  van Spaendonck-Zwarts KY, van den Berg MP, van Tintelen JP. DNA analysis in inherited car-
diomyopathies: current status and clinical relevance. Pacing Clin Electrophysiol 2008;31 Suppl 
1:S46–S49.

11. 	van Berlo JH, de Voogt WG, van der Kooi AJ, van Tintelen JP, Bonne G, Yaou RB, Duboc D, 
Rossenbacker T, Heidbuchel H, de Visser M, Crijns HJ, Pinto YM. Meta-analysis of  clinical char-
acteristics of  299 carriers of  LMNA gene mutations: do lamin A/C mutations portend a high 
risk of  sudden death? J Mol Med 2005;83: 79–83.

12.	van Rijsingen IA, Arbustini E, Elliott PM, Mogensen J, Hermans-van Ast JF, van der Kooi AJ, 
van Tintelen JP, van den Berg MP, Pilotto A, Pasotti M, Jenkins S,Rowland C, Aslam U, Wilde AA, 
Perrot A, Pankuweit S, Zwinderman AH, Charron P, Pinto YM. Risk factors for malignant ventricular 
arrhythmias in lamin a/c mutation carriers: a European cohort study. J Am Coll Cardiol 2012;59: 
493–500.

13. 	McMurray JJ, Adamopoulos S, Anker SD, Auricchio A, Bohm M, Dickstein K, Falk V, Filippatos 
G, Fonseca C, Gomez-Sanchez MA, Jaarsma T, Kober L, Lip GY, Maggioni AP, Parkhomenko 
A, Pieske BM, Popescu BA, Ronnevik PK, Rutten FH, Schwitter J, Seferovic P, Stepinska J, Trin-
dade PT, Voors AA, Zannad F, Zeiher A, Bax JJ, Baumgartner H, Ceconi C, Dean V, Deaton 
C, Fagard R, Funck-Brentano C, Hasdai D, Hoes A, Kirchhof  P, Knuuti J, Kolh P, McDonagh 
T, Moulin C, Popescu BA, Reiner Z, Sechtem U, Sirnes PA, Tendera M, Torbicki A, Vahanian 

Spaendonck.indd   38 21-01-14   09:00



39

Chapter 2

A, Windecker S, McDonagh T, Sechtem U, Bonet LA, Avraamides P, Ben Lamin HA, Brignole 
M, Coca A, Cowburn P, Dargie H, Elliott P, Flachskampf  FA, Guida GF, Hardman S, Iung B, 
Merkely B, Mueller C, Nanas JN, Nielsen OW, Orn S, Parissis JT, Ponikowski P. ESC guidelines 
for the diagnosis and treatment of  acute and chronic heart failure 2012: the Task Force for the 
Diagnosis and Treatment of  Acute and Chronic Heart Failure 2012 of  the European Society of  
Cardiology. Developed in collaboration with the Heart Failure Association (HFA) of  the ESC. 
Eur J Heart Fail 2012;14:803–869.

14. 	Surawicz B, Childers R, Deal BJ, Gettes LS, Bailey JJ, Gorgels A, Hancock EW, Josephson M, 
Kligfield P, Kors JA, Macfarlane P, Mason JW, Mirvis DM, Okin P, Pahlm O, Rautaharju PM, van 
Herpen G, Wagner GS, Wellens H. AHA/ACCF/HRS recommendations for the standardization 
and interpretation of  the electrocardiogram: part III: intraventricular conduction disturbances: a 
scientific statement from the American Heart Association Electrocardiography and Arrhythmias Com-
mittee, Council on Clinical Cardiology; the American College of  Cardiology Foundation; and the 
Heart Rhythm Society: endorsed by the International Society for Computerized Electrocardiology. 
Circulation 2009;119:e235–e240.

15. 	van Tintelen JP, Tio RA, Kerstjens-Frederikse WS, van Berlo JH, Boven LG, Suurmeijer AJ, 
White SJ, den Dunnen JT, te Meerman GJ, Vos YJ, van der Hout AH, Osinga J, van den Berg MP, van 
Veldhuisen DJ, Buys CH, Hofstra RM, Pinto YM. Severe myocardial fibrosis caused by a deletion 
of  the 5’ end of  the lamin A/C gene. J Am Coll Cardiol 2007;49:2430–2439.

16. 	SPSS Predictive Analytics Software Statistics (PASW Statistics) 18.0.0 Ed. Chicago, IL: SPSS Inc.; 2009.

17. 	Van der Zwaag PA, van Rijsingen IA, Asimaki A, Jongbloed JD, van Veldhuisen DJ, Wiesfeld 
AC, Cox MG, van Lochem LT, de Boer RA, Hofstra RM, Christiaans I, van Spaendonck-Zwarts 
KY, Lekanne Dit Deprez RH, Judge DP, Calkins H, Suurmeijer AJ, Hauer RN, Saffitz JE, Wilde 
AA, van den Berg MP, van Tintelen JP. Phospholamban R14del mutation in patients diagnosed 
with dilated cardiomyopathy or arrhythmogenic right ventricular cardiomyopathy: evidence supporting 
the concept of  arrhythmogenic cardiomyopathy. Eur J Heart Fail 2012;14:1199–1207.

18. 	Hershberger RE, Norton N, Morales A, Li D, Siegfried JD, Gonzalez-Quintana J. Coding sequence 
rare variants identified in MYBPC3, MYH6, TPM1, TNNC1, and TNNI3 from 312 patients with 
familial or idiopathic dilated cardiomyopathy. Circ Cardiovasc Genet 2010;3:155–161.

19. 	Li D, Parks SB, Kushner JD, Nauman D, Burgess D, Ludwigsen S, Partain J, Nixon RR, Allen 
CN, Irwin RP, Jakobs PM, Litt M, Hershberger RE. Mutations of  presenilin genes in dilated cardiomyo-
pathy and heart failure. Am J Hum Genet 2006;79:1030–1039.

20. 	Hershberger RE, Parks SB, Kushner JD, Li D, Ludwigsen S, Jakobs P, Nauman D, Burgess D, 
Partain J, Litt M. Coding sequence mutations identified in MYH7, TNNT2, SCN5A, CSRP3, 
LBD3, and TCAP from 313 patients with familial or idiopathic dilated cardiomyopathy.  
Clin Transl Sci 2008;1:21–26.

21. 	Perrot A, Sigusch HH, Nagele H, Genschel J, Lehmkuhl H, Hetzer R, Geier C, Leon Perez V, 
Reinhard D, Dietz R, Josef  Osterziel K, Schmidt HH. Genetic and phenotypic analysis of  dilated 
cardiomyopathy with conduction system disease: demand for strategies in the management of  
presymptomatic lamin A/C mutant carriers. Eur J Heart Fail 2006;8:484–493.

22.	Taylor MR, Fain PR, Sinagra G, Robinson ML, Robertson AD, Carniel E, Di Lenarda A, 
Bohlmeyer TJ, Ferguson DA, Brodsky GL, Boucek MM, Lascor J, Moss AC, Li WL, Stetler GL, 
Muntoni F, Bristow MR, Mestroni L. Natural history of  dilated cardiomyopathy due to lamin 
A/C gene mutations. J Am Coll Cardiol 2003;41:771–780.

Spaendonck.indd   39 21-01-14   09:00



40

23.	Karkkainen S, Helio T, Miettinen R, Tuomainen P, Peltola P, Rummukainen J, Ylitalo K, Kaartinen 
M, Kuusisto J, Toivonen L, Nieminen MS, Laakso M, Peuhkurinen K. A novel mutation, Ser143Pro, 
in the lamin A/C gene is common in finnish patients with familial dilated cardiomyopathy. Eur 
Heart J 2004;25:885–893.

24. 	Norton N, Robertson PD, Rieder MJ, Zuchner S, Rampersaud E, Martin E, Li D, Nickerson DA, 
Hershberger RE. Evaluating pathogenicity of  rare variants from dilated cardiomyopathy in the 
exome era. Circ Cardiovasc Genet 2012;5:167–174.

25. 	Millat G, Bouvagnet P, Chevalier P, Sebbag L, Dulac A, Dauphin C, Jouk PS, Delrue MA, Thambo JB, 
Le Metayer P, Seronde MF, Faivre L, Eicher JC, Rousson R. Clinical and mutational spectrum in a 
cohort of  105 unrelated patients with dilated cardiomyopathy. Eur J Med Genet 2011;54:e570–e575.

26. 	Herman DS, Lam L, Taylor MR, Wang L, Teekakirikul P, Christodoulou D, Conner L, DePalma 
SR, McDonough B, Sparks E, Teodorescu DL, Cirino AL, Banner NR, Pennell DJ, Graw S, Mer-
lo M, Di Lenarda A, Sinagra G, Bos JM, Ackerman MJ, Mitchell RN, Murry CE, Lakdawala NK, 
Ho CY, Barton PJ, Cook SA, Mestroni L, Seidman JG, Seidman CE. Truncations of  titin causing 
dilated cardiomyopathy. N Engl J Med 2012;366:619–628.

27. 	Haghighi K, Kolokathis F, Gramolini AO, Waggoner JR, Pater L, Lynch RA, Fan GC, Tsiapras 
D, Parekh RR, Dorn GW 2nd, MacLennan DH, Kremastinos DT, Kranias EG. A mutation in 
the human phospholamban gene, deleting arginine 14, results in lethal, hereditary cardiomyopathy.  
Proc Natl Acad Sci USA 2006;103:1388–1393.

28. 	Van Tintelen JP, Hofstra RM, Katerberg H, Rossenbacker T, Wiesfeld AC, du Marchie Sarvaas 
GJ, Wilde AA, van Langen IM, Nannenberg EA, van der Kooi AJ, Kraak M, van Gelder IC, van 
Veldhuisen DJ, Vos Y, van den Berg MP. High yield of  LMNA mutations in patients with dilated 
cardiomyopathy and/or conduction disease referred to cardiogenetics outpatient clinics.  
Am Heart J 2007;154:1130–1139.

29. 	Van Rijsingen IA, Nannenberg EA, Arbustini E, Elliott PM, Mogensen J, Ast JF, van der Kooi 
AJ, van Tintelen JP, van den Berg MP, Grasso M, Serio A, Jenkins S, Rowland C, Richard P, 
Wilde AA, Perrot A, Pankuweit S, Zwinderman AH, Charron P, Christiaans I, Pinto YM. Gender-
specific differences in major cardiac events and mortality in lamin A/C mutation carriers.  
Eur J Heart Fail Eur J Heart Fail 2013;15:376-384.

30. 	Arbustini E, Pilotto A, Repetto A, Grasso M, Negri A, Diegoli M, Campana C, Scelsi L, Baldini 
E, Gavazzi A, Tavazzi L. Autosomal dominant dilated cardiomyopathy with atrioventricular 
block: a lamin A/C defect-related disease. J Am Coll Cardiol 2002;39:981–990.

31. 	Pasotti M, Klersy C, Pilotto A, Marziliano N, Rapezzi C, Serio A, Mannarino S, Gambarin F, Favalli V, 
Grasso M, Agozzino M, Campana C, Gavazzi A, Febo O, Marini M, Landolina M, Mortara A, 
Piccolo G, Vigano M, Tavazzi L, Arbustini E. Long-term outcome and risk stratification in 
dilated cardiolaminopathies. J Am Coll Cardiol 2008;52:1250–1260.

32. 	Nanni L, Pieroni M, Chimenti C, Simionati B, Zimbello R, Maseri A, Frustaci A, Lanfranchi G. 
Hypertrophic cardiomyopathy: two homozygous cases with ‘typical’ hypertrophic cardiomyo-
pathy and three new mutations in cases with progression to dilated cardiomyopathy. Biochem 
Biophys Res Commun 2004;309:391–398.

33. 	Hoedemaekers YM, Caliskan K, Majoor-Krakauer D, van de Laar I, Michels M, Witsenburg M, 
ten Cate FJ, Simoons ML, Dooijes D. Cardiac beta-myosin heavy chain defects in two families with 
non-compaction cardiomyopathy: linking non-compaction to hypertrophic, restrictive, and dilated 
cardiomyopathies. Eur Heart J 2007;28:2732–2737.

Spaendonck.indd   40 21-01-14   09:00



41

Chapter 2

34. 	Van der Zwaag PA, van Tintelen JP, Gerbens F, Jongbloed JD, Boven LG, van der Smagt JJ, van 
der Roest WP, van Langen IM, Bikker H, Hauer RN, van den Berg MP, Hofstra RM, te Meerman 
GJ. Haplotype sharing test maps genes for familial cardiomyopathies. Clin Genet 2011;79:459–467.

35. 	Moller DV, Andersen PS, Hedley P, Ersboll MK, Bundgaard H, Moolman-Smook J, Christiansen 
M, Kober L. The role of  sarcomere gene mutations in patients with idiopathic dilated cardiomyopathy. 
Eur J Hum Genet 2009;17:1241–1249.

36. 	Postma AV, van Engelen K, van de Meerakker J, Rahman T, Probst S, Baars MJ, Bauer U, Pickardt T, 
Sperling SR, Berger F, Moorman AF, Mulder BJ, Thierfelder L, Keavney B, Goodship J, Klaassen S. 
Mutations in the sarcomere gene MYH7 in Ebstein anomaly. Circ Cardiovasc Genet 2011;4:43–50.

37. 	Van Spaendonck-Zwarts KY, van der Kooi AJ, van den Berg MP, Ippel EF, Boven LG, Yee WC, 
van den Wijngaard A, Brusse E, Hoogendijk JE, Doevendans PA, de Visser M, Jongbloed JD, 
van Tintelen JP. Recurrent and founder mutations in the Netherlands: the cardiac phenotype of  
DES founder mutations p.S13F and p.N342D. Neth Heart J 2012;20:219–228.

38. 	Van Tintelen JP, Van Gelder IC, Asimaki A, Suurmeijer AJ, Wiesfeld AC, Jongbloed JD, van den 
Wijngaard A, Kuks JB, van Spaendonck-Zwarts KY, Notermans N, Boven L, van den Heuvel 
F, Veenstra-Knol HE, Saffitz JE, Hofstra RM, van den Berg MP. Severe cardiac phenotype with 
right ventricular predominance in a large cohort of  patients with a single missense mutation in 
the DES gene. Heart Rhythm 2009;6:1574–1583.

39. 	Otten E, Asimaki A, Maass A, van Langen IM, van der Wal A, de Jonge N, van den Berg MP, 
Saffitz JE, Wilde AA, Jongbloed JD, van Tintelen JP. Desmin mutations as a cause of  right 
ventricular heart failure affect the intercalated disks. Heart Rhythm 2010;7:1058–1064.

40. 	Hershberger RE, Pinto JR, Parks SB, Kushner JD, Li D, Ludwigsen S, Cowan J, Morales A, 
Parvatiyar MS, Potter JD. Clinical and functional characterization of  TNNT2 mutations identi-
fied in patients with dilated cardiomyopathy. Circ Cardiovasc Genet 2009;2:306–313.

41. 	Otten E, Lekanne Dit Deprez RH, Weiss MM, van Slegtenhorst M, Joosten M, van der Smagt JJ, 
de Jonge N, Kerstjens-Frederikse WS, Roofthooft MT, Balk AH, van den Berg MP, Ruiter JS,  
van Tintelen JP. Recurrent and founder mutations in the Netherlands: mutation p.K217del in 
troponin T2, causing dilated cardiomyopathy. Neth Heart J 2010;18:478–485.

42. 	Tuffery-Giraud S, Saquet C, Chambert S, Echenne B, Marie Cuisset J, Rivier F, Cossee M, Philippe 
C, Monnier N, Bieth E, Recan D, Antoinette Voelckel M, Perelman S, Lambert JC, Malcolm S, 
Claustres M. The role of  muscle biopsy in analysis of  the dystrophin gene in Duchenne muscular 
dystrophy: experience of  a national referral centre. Neuromuscul Disord 2004;14:650–658.

43. 	Almomani R, van der Stoep N, Bakker E, den Dunnen JT, Breuning MH, Ginjaar IB. Rapid and 
cost effective detection of  small mutations in the DMD gene by high resolution melting curve 
analysis. Neuromuscul Disord 2009;19:383–390.

44. 	Hermans MC, Pinto YM, Merkies IS, de Die-Smulders CE, Crijns HJ, Faber CG. Hereditary 
muscular dystrophies and the heart. Neuromuscul Disord 2010;20: 479–492.

45. 	Ginjaar HB, van der Kooi AJ, Ceelie H, Kneppers AL, van Meegen M, Barth PG, Busch HF, 
Wokke JH, Anderson LV, Bonnemann CG, Jeanpierre M, Bolhuis PA, Moorman AF, de Visser 
M, Bakker E, Ommen GJ. Sarcoglycanopathies in Dutch patients with autosomal recessive limb 
girdle muscular dystrophy. J Neurol 2000;247:524–529.

46. 	Carballo S, Robinson P, Otway R, Fatkin D, Jongbloed JD, de Jonge N, Blair E, van Tintelen JP, 
Redwood C, Watkins H. Identification and functional characterization of  cardiac troponin I as a 
novel disease gene in autosomal dominant dilated cardiomyopathy. Circ Res 2009;105:375–382.

Spaendonck.indd   41 21-01-14   09:00



42

47. 	Moller DV, Pham TT, Gustafsson F, Hedley P, Ersboll MK, Bundgaard H, Andersen CB, 
Torp-Pedersen C, Kober L, Christiansen M. The role of  Lamin A/C mutations in Danish 
patients with idiopathic dilated cardiomyopathy. Eur J Heart Fail 2009;11:1031–1035.

48. 	Perrot A, Hussein S, Ruppert V, Schmidt HH, Wehnert MS, Duong NT, Posch MG, Panek A, 
Dietz R, Kindermann I, Bohm M, Michalewska- Wludarczyk A, Richter A, Maisch B, Pankuweit 
S, Ozcelik C. Identification of  mutational hot spots in LMNA encoding lamin A/C in patients 
with familial dilated cardiomyopathy. Basic Res Cardiol 2009;104:90–99.

49. 	Morita H, Larson MG, Barr SC, Vasan RS, O’Donnell CJ, Hirschhorn JN, Levy D, Corey D, 
Seidman CE, Seidman JG, Benjamin EJ. Single-gene mutations and increased left ventricular wall 
thickness in the community: the Framingham Heart Study. Circulation 2006;113:2697–2705.

50. 	Probst S, Oechslin E, Schuler P, Greutmann M, Boye P, Knirsch W, Berger F, Thierfelder L, 
Jenni R, Klaassen S. Sarcomere gene mutations in isolated left ventricular noncompaction car-
diomyopathy do not predict clinical phenotype. Circ Cardiovasc Genet 2011;4:367–374.

Spaendonck.indd   42 21-01-14   09:00



43

Chapter 2

SUPPLEMENTARY DATA
Classification of  variations/mutations
To classify the sequence variants we have used two scoring lists. Scoring list 1 was used for 
missense and in-frame variants. Scoring list 2 was used for non-sense and frame-shift variants. 
For each variant we have analysed the outcome of  many mutation specific features. If  a feature 
could not be calculated, we selected “not possible”. This score was not taken into account for 
the final classification. With these scoring lists the variants were classified in 5 different classes: 
not pathogenic, variant of  unknown clinical significance 1, 2, 3 (VUS1, unlikely to be patho-
genic; VUS2, uncertain; VUS3, likely to be pathogenic), (putative) pathogenic.

Scoring list 1 (see below) consists of  two parts. In the first part mutation specific features 
are calculated and scored based on in silico analysis using the mutation interpretation soft-
ware AlaMut (version 1.5, parts 1-6 and 9) and protein alignments as offered by AlaMut and/
or home made (part 6 and 7). All these features are basically based on conservation and the 
alteration in biophysical characteristics of  the amino acid substitution. The score given to 
each feature is based on years of  experience in interpreting sequence variants in autosomal 
dominant cardiac conditions in DNA diagnostics. Based on the presence and the frequency of  
the variant in a (preferably ethnically matched) control population a score is given (part 8 and 
table S1). For substitutions the exome variant server (http://evs.gs.washington.edu/EVS/) can 
be very useful. If  a variant (i.e. insertions or deletions) was not available in the exome variant 
server, internet (databases, publications) or information from our own laboratory (number of  
index cases, control population) was used. A score is given based on the frequency and number 
of  control alleles analysed see table S1 for the conversion. In part 9 a score is given based on 
splice site prediction obtained by several splice site prediction software’s available in AlaMut. 
Table S2 is used for the conversion. The scores obtained from the “in silico” part (1-9) are 
added and used to determine a sub-classification. Based on this information the highest score 
a variant can get is a VUS3. Family information (co-segregation), phenotypic features and/or 
functional analysis are needed to classify a variant as (putative) pathogenic (part 10 and 11).

Scoring list 2 (see below) consists also of  two parts. The first part is based on splice predictions, 
general characteristics of  the mutation type of  variant and frequency in a control population 
(parts 1 till 3). Table S1 and S2 are used to determine the score with respect to frequency of  the 
variant in controls and splice site prediction, respectively. The scores obtained from the first 
part (1-3) are added and used to determine a sub-classification. Based on this information the 
highest score a variant can get is a VUS3. Family information (co-segregation), phenotypic 
features and/or functional analysis are needed to classify a variant as (putative) pathogenic 
(part 4 and 5).
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Scoring list 1 
 
1. PolyPhen: 
a. HumDiv           
 Probably damaging   => score 1 
 Possibly damaging  => score 0.5 
 Benign    => score 0 
               not possible or Score:…….. 
 
b. HumVar           
 Probably damaging   => score 1 
 Possibly damaging  => score 0.5 
 Benign    => score 0 
                not possible or Score: ….. 
2. SIFT 
 0.00-0.05: intolerant  => score 1 
 >0.05: tolerant   => score 0 
                not possible or Score: ….. 
 
3. Grantham dist (0-215) 
 Large distance (>140)    => score 2   
 Moderate distance (≤140) => score 1 
 Benign  (≤70)   => score 0 
                not possible or Score: ….. 
 
4. Align-GVGD 
 Class C65 most likely    => score 1.25   
 Class C55   => score 1 
 Class C45   => score 0.75 
 Class C35   => score 0.5 
 Class C15/25   => score 0.25 
 Class C0   => score 0  
                 not possible or Score: ….. 
 
5. Blosum 62 
 ≥ -2      => score 1   
 -1    => score 0.5 
 ≥0    => score 0 
                 not possible or Score: ….. 
 
6. Conservation between species using protein aligments  
(use at least human, 3 other mammals and 3 lower animals like bird, frog, fly, fish) 

 
All mammals and almost all lower animals => score 1 
All mammals and a few lower animal  => score 0.75 
Almost all mammals and no lower  => score 0.5 
Other     => score 0 
        not possible or Score: ….. 
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7. Conservation between isoforms (different genes) using protein aligments  
75-100% conserved    => score 0.5 
35-74% conserved    => score 0.25 
0-34% conserved    => score 0 
                    not possible or Score: ….. 
 
8. Frequency in control population  
a. Ethnical background of the patient matches the control population: 

          Yes 
          Unknown 
          No 
 

b. Exome variant server (http://evs.gs.washington.edu/EVS/): 
# variant alleles # total alleles          freq in % 
     1.…….     ………. EA (European American) alleles   …….% 
     2.…….     ………. AA (African American) alleles       …….% 
total:…….     ……….           ……..%   
  
c. Own laboratory: 
freq. of the variant in index cases:  
100*(…….. variant in index / ……. total number of index cases) =…….% 
  
freq. of the variant in controls:  
100*(…….. variant in controls / ……. total number of controls)  =…….% 
  
d. Other sources (databases, literature): ……………………………………………. 
………………………………………………………………………………………. 
 
Determine the score based on table S1               not possible or Score: ….. 

 
9. In silico analysis of splicing  
(Splice prediction using AlaMut, see table 2 for grouping) 
 

 Very likely (group 4)  => score 2 
 Probably (group 3)  => score 1 
 Possibly (group 2)  => score 0.5 
 Not likely (group 1)  => score 0 
       not possible or Score: ….. 
 

 
             Total score for 1 till 9:             ……. 
      Maximum score possible*:     ……..
                         (“not possible” is excluded) 
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10. Family information/Phenotype?  
The information can also come from other families or literature. 
Summaries below all available information and evidence (e.g. literature references). 
……………………………………………………………………………………………….…
………………………………………………………………………………………………….  

 
Very likely pathogenic    => score 4 
(de novo mutation or ≥6 affected family members with the mutation and no affected  
without the mutation*) 
Probably co-segregation    => score 3 
(5 affected family members with the mutation and no affected without the mutation*) 
Possible co-segregation    => score 2 
(3-4 affected family members with the mutation and no affected without the mutation*) 
Co-segregation unclear    => score 1 
(2 affected family members with the mutation and no affected without the mutation*) 
Only index       => score 0 
No co-segregation     => score 0 
(affected family member without mutation)  
           
       Score: ….. 
 
*This does not count when the phenotype is likely due to a non genetic cause like hypertension in 
cardiac hypertrophy or when it is likely that more than a single mutation explains the phenotype 
in a severely affected patient). 
 
11. Functional analysis  
Experimentally: 
Is the variant functionally tested in vitro, in culture or in an animal model? If so judge based on 
the method used and the experimental data how convincing the conclusion is. This is important 
because functional assays are often not well validated. 
Summaries below all available information and evidence (e.g. literature references):  
………………………………………………………………………………………… 
………………………………………………………………………………………… 

 
 Convincingly functionally aberrant   => score 3 
 Possibly functionally aberrant   => score 1 
 Unclear or not functionally aberrant  => score 0 

         not possible or Score: ….. 
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Sub-classification based on parts 1-9: 
Calculate % score:  
100* (total score for 1 till 9/ maximum score possible for 1 till 9) = …. % 
 
 % score ≥ 70%    VUS3 
 45% ≤ % score < 70%  VUS2 
 25% ≤ % score < 45%  VUS1 
 % score < 25%   not pathogenic* 
 
*missense mutations which get a sub-classification “not pathogenic” but were less than two times 
observed in a large (>10000) population of control alleles will be upgraded to a VUS1  
 
Final classification (including part 10 and 11): 
Family information (co-segregation), phenotypic features and/or functional analysis are needed 
to classify a variant as (putative) pathogenic. 
 
1. A combined score of 2 or 3 for part 10 and 11 will upgrade the score from the sub-

classification one level. 
2. A maximum score for part 11 (functional analysis) and a score 0 for part 10 (Family 

information) upgrades every sub-class to a VUS3 (a functional test on its own is not enough 
to give a variant the classification pathogenic). 

3. A combined score of 4 for part 10 and 11 and none of the parts have a maximum score will 
upgrade the score from the sub-classification to a VUS3. 

4. When in part 10 a maximum score is obtained the sub-classification is upgraded to a 
pathogenic mutation. 

5. A combined score of 5 or 6 for part 10 and 11 and part 10 has not the highest score will 
upgrade the score from the sub-classification to a pathogenic mutation. 

 
Score part 10 (family information):  ……. 
Score part 11 (functional analysis):  ……. 
Total score parts 10 & 11:                          …….  
 
Conclusion: 

1.   Not pathogenic (neutral variant or weak modifier) 
2. VUS1 (unlikely pathogenic) 
3. VUS2 (unclear) 
4. VUS3 (likely pathogenic) 
5. Pathogenic (putative) 

 
Comment: 
If the scoring list is not in agreement with other information not included in this list indicate this 
below and correct the conclusion accordingly. 
…………………………………………………………………………. 
…………………………………………………………………………. 
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Scoring list 2 
 
1. Non-sense variant or predicted effect on splicing (table S2) 
c.x-1 or -2 (acceptor) or c.y+1 or +2 (donor) and clear reduction of splice site Predicated values 
in AlaMut  (group 5)     => Score 4     
Stop or frameshift mutation*    => Score 4 
 
New or altered splice site predicted (see table S2)    

 Probably functional (group 4)  => score 2 
 Possibly functional (group 3)  => score 1 
 Unlikely (group 2)   => score 0.5 
 Not very likely (group 1)  => score 0  
               not possible or Score:…….. 
 
* When the stop or frameshift mutation is in the last 2 exons this may result in a stable protein 
and if the N-terminal part of the protein is not well conserved it remains uncertain whether the 
variant will be pathogenic. 
 
2. Does the mutation type fit with the disease? 
(Think about gain or loss of function, dominant negative, haplo-insufficiency etc)   
Analysis of “real” control alleles are not necessary in case of stop, frame-shift or clear splice site 
mutations (c.x-1 or -2 or c.y+1 or +2) and this type of mutation fits with the disease. 
  Type of variant fits with the disease => score 5 

 Type of variant not described before in disease  => score 1 
 Unlikely disease causing  => score 0.5 

 (Not) pathogenic, 
because:….…………………………………………………………………….. 

 ………………………………………………………………………………… 
                 
        not possible or Score: ….. 
 
3. Frequency in control population  
a. Ethnical background of the patient matches the control population: 

          Yes 
          Unknown 
          No 

 
b. Exome variant server (http://evs.gs.washington.edu/EVS/): 

# variant alleles # total alleles          freq in % 
1.     …….  ………. EA (European American) alleles   …….% 
2.     …….  ………. AA (African American) alleles        …….% 
total:…….  ……….            ……..%   

  
c. Own laboratory: 
freq. of the variant in index cases:  
100*(…….. variant in index / ……. total number of index cases) =…….% 
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freq. of the variant in controls:  
100*(…….. variant in controls / ……. total number of controls)  =…….% 
  
Other sources (databases, literature ….):……………………………………………… 
…………………………………………………………………………………………. 
 
Determine the score based on table S1     not possible or Score: ….. 

 
4. Family information/Phenotype?  
The information can also come from other families or literature. 
Summaries below all available information and evidence (e.g. literature references): 
……………………………………………………………………………………………….…
………………………………………………………………………………………………… 

 
Very likely pathogenic     => score 4 
(de novo mutation or ≥6 affected family members with the mutation and no affected  
without the mutation*) 
Probably co-segregation     => score 3 
(5 affected family members with the mutation and no affected without the mutation*) 
Possible co-segregation     => score 2 
(3-4 affected family members with the mutation and no affected without the mutation*) 
Co-segregation unclear     => score 1 
(2 affected family members with the mutation and no affected without the mutation*) 
Only index        => score 0 
No co-segregation      => score 0 
(Affected family member without mutation)  
           
         Score: ….. 
 
*This does not count when the phenotype is likely due to a non genetic cause like hypertension in 
hypertrophy or when it is likely that more than a single mutation explains the phenotype in a 
severely affected person). 
 
5. Functional analysis  
Experimentally: 
Is the variant functionally tested in vitro, in culture or in an animal model? If so judge based on 
the method used and the experimental data how convincing the conclusion is. This is important 
because functional assays are often not well validated. 
Summary of all available information and evidence (e.g. literature references): 
……………………………………………………………………………………………….…
…………………………………………………………………………………………………. 
 

 Convincingly functionally aberrant   => score 3 
 Possibly functionally aberrant  => score 1 
 Unclear or not functionally aberrant  => score 0 

         not possible or Score: ….. 
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Sub-classification based on parts 1-3: 
Calculate % score:  
100* (total score for 1 till 3/ Maximum score possible for 1 till 3) = …. % 
 
% score ≥ 70%    VUS3 
45% ≤ % score < 70%  VUS2 
25% ≤ % score < 45%  VUS1 
% score < 25%   not pathogenic* 
 
Final classification (including part 4 and 5): 
Family information (co-segregation), phenotypic features and/or functional analysis are needed 
to classify a variant as (putative) pathogenic. 
 
1. A combined score of 2 or 3 for part 4 and 5 will upgrade the score from the sub-classification 

one level. 
2. A maximum score for part 5 and a score 0 for part 4 upgrades every sub-class to a VUS3 (a 

functional test on its own is not enough to give a variant the classification pathogenic). 
3. A combined score of 4 for part 4 and 5, and none of the parts have a maximum score, will 

upgrade the score from the sub-classification to a VUS3. 
4. When in part 4 a maximum score is obtained the sub-classification is upgraded to a 

pathogenic mutation. 
5. A combined score of 5 or 6 for parts 4 and 5, and part 4 has not the highest score, will 

upgrade the score from the sub-classification to a pathogenic mutation. 
 
Score part 4 (family information):   ……. 
Score part 5 (functional analysis):   ……. 
Total score parts 4 & 5:                        ..…… 
 
Conclusion: 
1. Not pathogenic (neutral variant or weak modifier) 
2. VUS1 (unlikely pathogenic) 
3. VUS2 (unclear) 
4. VUS3 (likely pathogenic) 
5. Pathogenic (putative) 
 
Comment: 
If the scoring list is not in agreement with other information not included in this list indicate this 
below and correct the conclusion accordingly. 
………………………………………………………………………………………………… 
………………………………………………………………………………………………… 
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Table S1: Score table for the frequency of the variant in control alleles

≤1500 control alleles analysed:
# variant observed # alleles analysed Action Score

1x in index <200 index alleles Analyse >300 “real” 
control alleles 

1x in index

1x in >200 index alleles and/or 
not in >300 “real” control alleles 
(unknown or same ethnical back-
ground) 

1.5

1x in index + SNP database 
(not genotyped) 1x in <500 index alleles Analyse >500 “real” 

control alleles

1x in index + SNP database 
(not genotyped)

1x in >500 index alleles or not in 
>500 “real” control alleles 1.0

1x in index + SNP database 
(not genotyped)

1x in >500 index alleles or ≥ 1x in 
>500 “real” control alleles 0

1x in index + SNP database 
(genotyped)

≥ 2x in >200 “real” control alleles 
(freq ≥ 1%)

Not patho-
genic*

1x in index + SNP database 
(genotyped)

≤ 2x in >500 “real” control alleles 
(freq < 1%) 0

≥2x in index Analyse >500 “real” 
control alleles

≥2x in index 
Not in >500 “real” control alleles 
(unknown or same ethnical back-
ground)

1.5

≥2x in index Not in >500 “real” control alleles 
(different ethnical background) 0

≥2x in index ≥1 in >500 “real” control alleles 0.5

≥2x in index 
1x SNP database (not geno-
typed) and not in >500 “real” 
control alleles

1

>1500 control alleles analysed:
Variant allele frequency 
(%)

Match in ethnical 
background

Not present Yes 2

Not present Unknown 2

Not present No 1

0<freq≤0.02 Not important 1.5

0.02<freq≤0.05 Not important 1

0.05<freq≤0.1 Not important 0.5

>0.1 Not important 0

In >40 control alleles Not important Not patho-
genic*

*variant should not be known as a founder mutation (at least 200 index alleles should have been analysed
Real control alleles indicate DNA from healthy people or patients that suffer from a non cardiac disease.
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Table S2: Classification of potential splice site mutations using splice site predictions in AlaMut

# programs with 
(aberrant) values

Difference between the potential splice 
site and genuine splice site in %* Classification

Aberrant values of the genuine splice donor or acceptor site
≥2 (2 or more) All: 70≤%diff≤100% Group 1

1 <70% Group 2

≥2 (2 or more) At least one program: 40≤%diff≤70%; 
Others 70≤%diff≤100% Group 2

C One program: ≤40%; Others 
40<%diff≤100% Group 3

≥2 (2 or more) At least two programs: ≤40% Group 4

c.x-1 or -2 (acceptor) or c.y+1 or +2 (donor) Group 5

New donor site or different value of predicted donor site that is not used in the wt gene
Downstream site ≤5 (5 or less) %diff <20% Group 1

≤5 (5 or less) At least one program: 80%≤%diff≤100% Group 2

≤5 (5 or less) At least one program: %diff≥100% Group 3

Upstream (in the exon) ≤5 (5 or less) %diff <50% Group 1

Upstream (in the exon) 1 %diff<90% Group 2

Upstream (in the exon) ≥2 (2 or more) At least one program: 50%≤%diff≤60%; 
Others <60% Group 3

Upstream (in the exon) 1 %diff≥90% Group 3

Upstream (in the exon) ≥2 (2 or more) At least one program: 60%<%diff≤90%; 
Others <60% Group 3

Upstream (in the exon) ≥2 (2 or more) At least one program: %diff>90%;  
Others >20% Group 4

New acceptor site or different value of predicted acceptor site that is not used in the wt gene
Downstream                   
(in the exon) ≤5 (5 or less) %diff <80% Group 1

≤5 (5 or less) One program: 80%≤%diff≤100%;  
Others: %diff <80% Group 2

≤5 (5 or less) One program: >100% Others: %diff 
<100% Group 3

Upstream site ≤5 (5 or less) %diff <60% Group 1

Upstream site ≥2 (2 or more) At least one program: 50%≤%diff≤60%; 
Others <60% Group 2

Upstream site 1 %diff≥90% Group 3

Upstream site ≥2 (2 or more) At least one program: 60%<%diff≤90%; 
Others <60% Group 3

Upstream site ≥2 (2 or more) At least one program: %diff>90%;  
Others >20% Group 4

% chosen arbitrarily
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Table S3: Overview of the frequencies of separate endpoints in DCM index patients with and without a 
putative pathogenic mutation

Mutation – Mutation + PLN + LMNA +
Endpoints (n=329)** (n=80)*** (n=41)*** (n=19)
Death from any cause 29/329 (9%) 14/80 (18%)* 6/41 (15%) 6/19 (32%)*

    Age of death 57 (44-64) 59 (33-65) 64 (59-72) 51 (30-62)

HTX 6/329 (2%) 14/80 (18%)* 8/41 (20%)* 4/19 (21%)*

    Age of HTX 57 (39-61) 49 (39-60) 56 (45-62) 49 (42-58)

MVA 37/319 (12%) 21/79 (27%)* 14/40 (35%)* 4/19 (21%)*

    Age of MVA 48 (39-57) 44 (32-58) 45 (37-58) 37 (31-51)

The endpoints death from any cause, HTX and MVA are mentioned as number present/total number 
(%). Ages of the endpoints are mentioned as median (interquartile range).
HTX= heart transplantation
* Reflects a p-value < 0.05 comparing individuals with and without a (PLN/LMNA) mutation; ** Exclusion 
of VUS3; *** Double-heterozygous mutations excluded
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