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Abstract—Genetic mutations to the Lamin A/C gene
(LMNA) can cause heart disease, but the mechanisms
making cardiac tissues uniquely vulnerable to the mutations
remain largely unknown. Further, patients with LMNA
mutations have highly variable presentation of heart disease
progression and type. In vitro patient-specific experiments
could provide a powerful platform for studying this phe-
nomenon, but the use of induced pluripotent stem cell-der-
ived cardiomyocytes (iPSC-CM) introduces heterogeneity in
maturity and function thus complicating the interpretation of
the results of any single experiment. We hypothesized that
integrating single cell RNA sequencing (scRNA-seq) with
analysis of the tissue architecture and contractile function
would elucidate some of the probable mechanisms. To test
this, we investigated five iPSC-CM lines, three controls and
two patients with a (c.357-2A >G) mutation. The patient
iPSC-CM tissues had significantly weaker stress generation
potential than control iPSC-CM tissues demonstrating the
viability of our in vitro approach. Through scRNA-seq,
differentially expressed genes between control and patient
lines were identified. Some of these genes, linked to quan-
titative structural and functional changes, were cardiac
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specific, explaining the targeted nature of the disease pro-
gression seen in patients. The results of this work demon-
strate the utility of combining in vitro tools in exploring heart
disease mechanics.

Keywords—Lamin A/C mutation, iPSC-derived cardiomy-
ocyte, Dysmorphic nuclei, Disease presentation.

INTRODUCTION

Heart disease, which impacts more than 80 million
people just in the USA,*' is caused by a variety of
factors including genetic mutations.'®?’” Often the
mechanisms by which these mutations cause heart
disease are not known,>”*' and the mutation is iden-
tified purely by studying the genes of large families
with a history of heart disease.®*’>"3 Identifying the
culprit gene provides relief to the family members who
do not have the mutation, but does not usually help the
individuals with the mutation. To truly impact such
patients, it is essential to elucidate the mechanism
linking the mutation to the pathology. Such studies are
often possible only with an in vitro platform.
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There are multiple methods of examining the
mutations in vitro, but all of them require a source of
cells that have the mutation of interest,'s'%33:37:43.68
One common way of collecting such cells is to extract
skin cells from each patient and to utilize these to make
induced pluripotent stem cells (iPSCs), which can then
be differentiated into cardiac cells.!*® However, there
are many challenges to this approach. First, many in-
herited mutations do not manifest as heart disease in
patients for multiple decades. Thus, for this approach
to be viable, it is essential to demonstrate that a
pathological phenotype can be recapitulated in vitro
for this particular mutation. Second, iPSC-derived
cardiac cells are notoriously heterogeneous™*’! cre-
ating a challenge when analyzing bulk cell properties,
which makes it non-trivial to correlate gene expression
to functional phenotypes. If these challenges are suc-
cessfully addressed, it will be feasible to elucidate
possible mechanisms for the heart disease trigger in the
patients with the mutation as well as to deepen our
understanding of the heart disease cascades. Such
information can potentially impact treatment not only
in these families but for other patients with unknown
heart disease triggers (i.e., no mutation). Indeed, some
mutations have correlations with a normal process
such as aging.?! For example, lamin mutations have
correlations with aging in terms of proteins in the
nuclear lamina, and variants of these mutations have
been extensively studied in vitro.>*3%43:4%:63-65 Many of
these studies correlate RNA-sequencing with either
structural or functional metrics,>****%> which provides
valuable insight into the possible pathways. However,
none of the studies considered anisotropic tissues,
which would impact their findings as it has been pre-
viously shown that isotropic tissues are weak and have
an altered gene expression profile compared to prop-
erly organized anisotropic tissues.'”®" Furthermore,
bulk RNA-sequencing is likely to obscure the hetero-
geneous nature of the gene expression profiles.'”

In this manuscript, we present the results of a study
of a Lamin A/C (LMNA) splice site mutation (c.357-
2A>G),”” which causes inherited heart disease in
patients (Table 1). The patients with this mutation
suffer from a variety of heart disease types/symptoms,
such as dilated cardiomyopathy (DCM), atrial fibril-
lation, and heart failure.** Heart disease symptoms can
be caused by a variety of concurrent behaviors and
mutations, but it is possible to identify specific muta-
tions by considering inherited diseases in multi-gener-
ation large families'*! like the one in this study.”” In
general, LM NA mutations can cause a wide variety of
heart disease symptoms including the ones suffered by
the patients with the splice site mutation studies in this
work.”” The exact mechanism by which an LMNA
mutation causes malfunctions in heart structure and

function have not been identified. As a result, even
though the heart disease causing mutation has been
identified in this family, there are no new treatment
options for the patients especially because the patients
in the family do not have the same symptom presen-
tation and progression among patients can differ by
decades (Table 1).”> This variability is likely caused by
other genes that can protect from or promote the dis-
ease progression, which are much harder to identify as
they are not conserved through the large family.
Therefore, there is a pressing need to create a platform
to enable the study of cardiac structure and function
with cells genetically identical to any one of the
patients on a realistic time-scale. Meeting this need is
the main goal of this work. Indeed, here we demon-
strate for this mutation that it is possible to construct
an in vitro platform that has pathology in patient-
specific heart tissues when compared to a negative
control.

Simultaneously, we show that single cell RNA
sequencing (scRNA-seq) analysis can be used to cor-
relate gene expression profiles and functional data to
propose possible mechanisms, which potentially trigger
pathological heart tissue contractile properties. These
results can be used to initiate possible avenues of
investigation for (1) intervention for the patients with
the mutation and (2) novel mechanisms of heart dis-
ease triggers with, for example, aging.

METHODS AND MATERIALS

Substrate Fabrication

Customized coverslips were made for both struc-
tural and functional experiments. For structural
experiments, a 7.6 cm x 8.3 cm rectangular glass
coverslip (Fisher Scientific Company, Hanover Park,
IL) was cleaned with 30 min sonication in 200 proof
ethanol. The cleaned glass coverslip was then spin-
coated with a 10:1 mixture of polydimethylsiloxane
(PDMS) and curing agent (Ellsworth Adhesives, Ger-
mantown, WI) and cured in 60 °C oven for 12 h. For
functional experiments, the glass coverslip was cus-
tomized according to previously published proto-
cols.**?*3% Briefly, the cleaned glass coverslip was
segmented with protective films, was spin-coated with
poly (N-isopropyl acrylamide) (PIPAAm, Poly-
sciences, Inc., Warrington, PA), and incubated for 5 h
at room temperature. The PIPAAm coated glass was
spin-coated with a thin layer of PDMS and cured for at
least 12 h in the oven. Finally, both versions of coated
large glass coverslips (structural and functional) were
cut into smaller rectangular coverslips, 14 mm x 12.5
mm, using a diamond scriber (VWR, Radnor, PA).
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TABLE 1. Individuals’ information involved in the study.

Zaragoza et al.

First age of presentation

Line symbols’® Age of biopsy of diseases Symptoms

Patient A1 (PA1) IV-5 38 36 Bradycardia, premature ventricular contractions,
non-sustained ventricular tachycardia, mild di-
lated cardiomyopathy (DCM), pacemaker

Control A1 (CA1) V-2 49 N/A No Symptoms

Patient A3 (PA3) III-1 70 49 Bradycardia, atrial fibrillation, pacemaker, dilated
cardiomyopathy (DCM), heart failure

Control A3 (CA3) 11I-3 68 N/A No symptoms

Donor 2 (D2) Normal adult fibroblast 40 N/A

No symptoms

Fibronectin (0.05 mg/mL, Sigma), an extracellular
matrix (ECM), was stamped through microcontact
printing®* on the smaller coverslips in an anisotropic
pattern (lines of 20 um Fibronectin x 5 ym gap). This
pattern has been shown to result in engineered con-
structs that mimic the contractile properties of ex vivo
heart sections®>*®® and the electrophysiolgical proper-
ties of the heart.’® Therefore, through these methods
we created patient-specific engineered cardiac tissues.

Cell Culture

Cell lines used in this project were procured from skin
biopsies of four different female individuals (Table 1,
PA1,PA3,CAl, and CA3)and a female commercial line
[Table 1, D2, Lonza (catalog# CC-2511)]. Skin biopsies
were collected as described by Zaragoza et al.”> The
patients have a heterozygous LMNA splice-site muta-
tion (c.357-2A > G).”* Informed consent of all partici-
pants was acquired for this study in accordance with UC
Irvine Institutional Review Board (IRB# 2014-1253).
All fibroblast lines were reprogrammed with CytoTune-
iPS 2.0 Sendai reprogramming kit (ThermoFisher Sci-
entific, Cat# A16517) into iPSCs. The iPSCs were then
seeded and passaged on Vitronectin (Gibco, Cat#
A1470) or Geltrex (Gibco, Cat# A1413302) coated
plates and fed with complete E8 media (Gibco, Cat#
A15170) every day for 7 days or until they were 80—90%
confluent. Colonies of iPSCs were passaged with Re-
LeSR (StemCell Technologies, Cat# 05872) to the 15th
passage to eliminate the Sendai virus from cultures.
Colonies of iPSCs were then singularized with TrypLE
(Gibco, Cat# 12604-013) and seeded on Vitronectin or
Geltrex coated 12-well plates at the desired density for
each cell line. Each cell line was seeded in a range of cell
densities (10 x 10*-50 x 10* cells per well with an
interval of 5 x 10* cells per well) in 3 to 4 replicates of
each to determine the desired density at which there was
maximum cardiomyocytes differentiation efficiency.
Thereafter, singularized cells were differentiated with
PSC Cardiomyocyte Differentiation Kit (Gibco,
Cat#A2921201). Usually, on the ninth day of differen-

BIOMEDICAL
ENGINEERING
SOCIETY

tiation, beating clusters were observed; however, the
cultures were not pure cardiomyocytes. To fix this, cul-
tures were purified with Enriched Cardiomyocytes
Media (ECM, Gibco, Pub. # MANO0014509) to sub-
stantially reduce the number of non-cardiomyocytes
through metabolic selection.®® Usually, on the 16th day
of differentiation, purified cultures were dissociated
with STEMdiff™ Cardiomyocyte Dissociation Kit
(StemCell Technologies, Cat# 05025). The cardiomy-
ocytes were then seeded on customized coverslips for
functional and structural experiments with supporting
cardiomyocyte media from STEMdiff™ kit, and they
were fed with M 199 media with 10% FBS after 24 h and
with 2% FBS after 48 h from seeding day.

Fixing and Immunofluorescence Staining

After four days of culture on coverslips, the cells
were fixed with a solution of 4% paraformaldehyde
(Fisher Scientific Company, Hanover Park, IL) and
0.0005% Triton X-100 (Sigma-Aldrich, Saint Louis,
MO) for 10 min at room temperature. They were
stained for nuclei (4,6-diamidino-2-phenylindole dihy-
drochloride, DAPI, Life Technologies, Cat# D1306)
and various primary antibodies for actin (Alexa Fluor
488 Phalloidin, Life Technologies, Cat# A12379), and
o-actinin (Mouse Anti-a-actinin, Sigma-Aldrich, Cat#
A7811). Finally, the primary antibodies were tagged
with secondary antibody (Alexa Fluor 630 goat anti-
mouse, Life Technologies, Cat# A121050), mounted
with Prolong Gold Antifade Mount (Life Technolo-
gies, Carlsbad, CA) on to microscope slides, sealed
with clear nail polish, and dried overnight.

Imaging and Image Analysis

The samples were imaged with a Leica SP8 confocal
microscope with x 63 (5.54 pum/pixel) oil immersion
objective. Ten fields of view were randomly imaged for
each sample and analyzed with customized MATLAB
software for different features.
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Nuclei Detection and Evaluation

Nuclei in DAPI stained z-stacks were detected by
first segmenting each z-slice and then grouping nuclei
that appeared in multiple z-slices. The two-dimen-
sional segmentation was done by first binarizing each
z-slice using the “CARE” algorithm.'® After removing
small objects, the watershed transform was performed
on the distance transform, which had been modified to
filter out tiny local minima.®'”**% Individual nuclei
that appeared in multiple z-slices were grouped by
comparing the segmentation results for each neigh-
boring z-slice. Finally, the maximum projection of
each single nucleus was saved after being approved by
the user. The maximum projection of each nucleus was
then evaluated by calculating the area, perimeter,
eccentricity, maximum negative curvature, mean neg-
ative curvature, and relative concavity, as well as
classified as normal or dysmorphic, as described pre-
viously.*

Actin Orientation

Each actin stained z-slice was enhanced using con-
trast-limited adaptive histogram equalization.'" After
enhancing the contrast of each actin stained z-slice, the
orientation of actin at each pixel was calculated as
described previously.'>? Briefly, each image was fil-
tered with a Gaussian kernel and then normalized to
have zero mean and unit standard deviation.>* The
orientation was estimated using a least mean square
orientation estimation algorithm.?*** The orientation
vectors for each z-slice were concatenated for the entire
z-stack (field of view), and the orientation vectors of
each field of view were concatenated for the entire
coverslip. Therefore, the total number of actin orien-
tation vectors for a coverslip was calculated by sum-
ming the number of orientation vectors contained in
each field of view. The orientational order of the actin
contained in a coverslip was quantified by the orien-
tational order parameter (OOP), which varies from
zero for completely disorganized to one for perfectly
aligned vectors and has been described previously.?**>

Sarcomere Length and Orientation

After the contrast of each a-actinin stained z-slice was
enhanced,' the entire z-stack was median filtered.?® The
sarcomeres in each z-slice were detected by first using the
“SarcTrack™ algorithm, which identifies double wave-
lets in an image.”” The angle of each detected double-
wavelet was then compared to the local orientation of
actin to remove false sarcomeres, as described in
“ZlineDetection”.” The average sarcomere length, sar-
comere OOP, and, as for actin, the total number of

sarcomeres for each coverslip were calculated after
combining all of the z-stacks for that coverslip.

Contractility Measurement

The contractility of the engineered cardiac tissues
was assessed using the “heart-on-a-chip” platform, as
previously described.* Briefly, the chips were placed in
the Normal Tyrode solution, the films were cut out,
and the experiments performed at 35-37 °C. The
dynamics of the films were recorded using a stereo-
scope (no. SZX-ILLB2, Olympus America, Center
Valley, PA) while the tissues were ecither allowed to
contract spontancously or were paced using a Myo-
Pacer Field Stimulator (IonOptix, Milton, MA) at 0.5,
1, 1.5, and 2 Hz. The resultant movies were analyzed
with custom software to extract diastolic stress, systolic
stress, active stress, and beating frequency.>***> The
whole dataset is made available through Dryad http
s://doi.org/10.7280/D10H40.

Single Cell RNA Sequencing and Analyses

To perform single-cell RNA sequencing analysis,
PA1 and CAIl differentiation were done in parallel.
The cells were collected using a published protocol (x
10 Genomics, Sample preparation demonstrated proto-
col, Manual part #CG00054) and submitted to UCI
genomics high-throughput facility for single-cell RNA
sequencing. Seurat package (version 3.1)*” was used to
analyze the patient and control datasets. The cells not
expressing genes ACTCI or TNNT2 and those with
over 25% mitochondrial counts were filtered out. We
then used the SCTransform utility®® in Seurat with
default parameters to preprocess the two datasets
separately. We next integrated the two datasets using
Seurat with the top 3000 variable genes. A UMAP
coordination shared by the two datasets were gener-
ated using the top 20 principal components. Wilcoxon
test was used to determine the globally differentially
expressed genes across the datasets.

Statistics

For structural data, the Student t-test was used to
compare single pairs of data, and ANOVA with Stu-
dent—Newman—Keuls post hoc test was used for multi-
pair comparison. The stress data was determined to be
log-normally distributed. Therefore, a z-test was used
on the log normalized data to compare the patient and
control groups.
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RESULTS

To elucidate the consequences of the LMNA splice
site mutation (c.357-2A>G),”? we first took skin
biopsies previously gathered’” and created iPSC lines
for individuals summarized in Table 1. These iPSC
lines were then differentiated into cardiomyocytes and
engineered to be anisotropic cardiac tissues (Fig. 1a).
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To ensure that the structural and functional data could
be correlated to gene expression variations, one pair
(PA1 and CAl) were analyzed with scRNA-seq
(Fig. 1b, Supplemental Data File 1). The cardiac tis-
sues were confirmed to have sarcomeres by staining z-
lines with an o-actinin stain, imaging, and confirming
the presence of striations (Fig. la). Additionally,
scRNA-seq showed that on average 99% of cells were
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FIGURE 1. iPSC-derived cardiomyocytes. (a) Confocal images of cardiac tissues for one of the individuals. Stained for actin fibrils
(phalloidin: green), nuclei (DAPI: blue), and sarcomeric z-lines (z-actinin: red). Scale bar 20 um. (b) Single cell RNA sequencing of
PA1 and CA1 cell lines represented with a heat map for the top 90 genes shows a varied expression profile for the two cells lines.
(c) Feature maps for the two cells lines show mostly matching clusters for both cell lines, and the two cardiac-specific markers

indicate that 99% of the cells are considered cardiomyocytes.

BIOMEDICAL
ENGINEERING
SOCIETY



A Study of Gene Expression, Structure, and Contractility of iPSC-Derived Cardiac Myocytes 3529

positive for Troponin 2 (TNNT2) and Actin Alpha
Cardiac Muscle 1 (4CTC1) cardiac markers (Fig. 1c).
As a result, the expression levels for the genes of
interest were essentially identical for the full data set
and the data set of cells expressing standard TNNT?2
and ACTCI, which are considered classical cardiac
markers (Supplemental Data Files 1 and 2). Interest-
ingly, the clusters for the patient cell line (PA1) and the
control cell line (CA1) look similar (Fig. Ic), and there
are no unique clusters in PA1 that do not exist in CAl
or vice versa. Driven by the mutation, LMNA is dif-
ferentially expressed between the patient and control
cells (Fig. 1b). The other differentially expressed genes
can be of great interest in identifying mechanistic dif-
ferences that could potentially be triggered by the
mutation, and the most interesting ones are discussed
along with the structural and functional in the fol-
lowing sections of these results.

Variants of LMNA mutations are known to ad-
versely impact the nuclear shape.®>' To investigate this
possibility for the (c.357-2A>G) mutation, the
scRNA-seq data for nuclei lamina-related genes was
analyzed. The findings align with the identified muta-
tion”* with a significantly lower expression of LMNA
for PA1 compared to CAl [Fig. 2a(i)]. Other lamin
proteins, LMNBI [Fig. 2a(i))] and LMNB2
[Fig. 2a(iii)], did not have as much of a difference even
though LM N B2 was statistically significant. Out of the
proteins that interact with LMNA directly and help to
maintain nuclei structural integrity, there was a small
but statistically significant difference in TM PO, coding
for LAP2 protein, and a larger difference in SYNE2,
coding for Nesperin-2. Interestingly, TMPO is ex-
pressed at slightly lower levels in the patient line, which
is, on its own, known to be associated with the DCM
in patients.”> By contrast, SYNE2 has higher expres-
sion levels in the patient line, indicating that there are
compensation mechanisms. Thus, to understand how
this gene expression landscape emerges into cell and
tissue phenotype, the nuclei of the cardiomyocytes
were stained with DAPI and imaged via a confocal
microscope (Fig. 2b). Each nucleus was extracted from
the image stack using customized code and analyzed
with previously developed metrics* (Fig. 2c). These
metrics included the mean negative curvature
[Fig. 2c(ii); Fig. SF4.1] and the relative concavity
[Fig. 2c(iii); Fig. SF4.2], both of which represent the
average amount by which the surfaces of the nuclei
bend inward with the former sensitive to sharp defects
and the latter focused on the overall concave area. The
other metrics included the maximum negative curva-
ture of the perimeters of the nuclei [Fig. 2c(iv);
Fig. SF4.3], which partially characterizes the degree of
defect, and the area of the nuclei [Fig. 2c(v);
Fig. SF4.4], which can also change as nuclei deform.

FIGURE 2. Nuclei analysis. (a) Nuclei related genep
expressions from single cell RNA-sequencing of two cell
lines—PA1 (cell number = 13,028) and CA1 (cell number =
12,591). (b) Example images of normal and defective nuclei,
stained for DAPI, for a patient and control cell line. Scale bar 5
um. (c) Quantitative analysis of nuclear morphology for all five
cell lines (error bars are standard deviations; black horizontal
lines indicate significance of p < 0.05). Unless otherwise
indicated sample sizes (n) is the number of nuclei analyzed for
each condition: (i) percent dysmorphic nuclei grouped by
mutation status—controls (CTRL) and patients (PT) (sample
sizes, n based on the number of coverslips). (ii) Mean negative
curvature, (iii) relative concavity, (iv) maximum negative
curvature, and (v) area for all controls and for each
individual patient line. (vi) Comparison of dysmorphic nuclei
percentage for both cardiomyocytes and fibroblasts in all
individual cell lines (sample sizes, n based on the number of
coverslips). (vi) The increase in dysmorphic nuclei
percentage from fibroblasts to cardiomyocytes for each
individual [errors were propagated from part (vi) and smaller
sample size was used for each comparison].

These parameters were used to classify the fraction of
dysmorphic nuclei as previously described? [Fig. 2c(i)
and (vi)]. For this data 32 and 27 cover-slips with cells
from control and patient lines, respectively, were
analyzed for the proportion of the defective nuclei. The
data can be analyzed for each cell line that comes from
a specific individual (Table 1, Supplemental Data File
4) or it can be pooled to consider all tissues made from
cells with a mutation (PT) or without a mutation
(CTRL). The latter approach is important when con-
sidering the general effect of the mutation, while the
former is appropriate to ensure that any one individual
is not driving the overall difference. This results in a
large number of permutations of how the data can be
analyzed, therefore the raw data is made available, the
Supplemental Data File 4 have a number of fig-
ure permutations that the reader might find informa-
tive, and here we present the most interesting findings.
While there was no statistical significance if the means
of the percentage of the defective nuclei for the two
categories (PT vs. CTRL) were compared [Fig. 2c(i)],
the proportion of the defective nuclei in the control
(5116:11,696) was statistically less than the proportion
in the patient category (3601:7695) based on a z-test
with p < 0.001. Further, it appears that PA1 dys-
morphic nuclei have more severe defects (Fig. 2b)
quantitatively indicated by greater nuclear mean neg-
ative curvature [Fig. 2c(ii); Fig. SF4.1], relative con-
cavity [Fig. 2c(iii); Fig. SF4.2], maximum negative
curvature [Fig. 2¢(iv); Fig. SF4.3], and nuclear area
[Fig. 2c(v); Fig. SF4.4]. Analysis of PA3 nuclei showed
some indicators of more severe defects like the mean
negative curvature [Fig. 2c(i)] and relative concavity
[Fig. 2¢c(ii); Fig. SF4.1], but the other indicators did not
follow the same trend as PAl [Fig. 2c(iv, v);
Fig. SF4.3, 4]. These findings align with PA3 devel-

BIOMEDICAL
ENGINEERING
SOCIETY



MEHRABI et al.

3530

CA1

i =
©
£
P
[<]
N Z
N
m
z
=
-
L
L
Qo
S
5™
£
[
>
L L L L L D
= 9 0 2 0 e
= « A\ s o o —_
2 Ivd (A0
- —
@ o
zZ z
= — >
- (7))
s o ~ - o
o
o
=
T
= ~ - e T o ~ - p
|9A97 uolssasdx3 = |9A97] uoissaidxgy

== Patient

== Control

(c)
()

ainjeain) aanebaN xep

(iif)

0.02 -
0.01 <

T
©
i
o

AyAeouod anle|ay

0.00

T T T T
< © N -

alnjeAin) aAnebaN uespy

PA3

CTRL PA1

PA3

CTRL PA1

PA3

CTRL PA1

PT

CTRL

(%) 1919nN 21ydiowsAq

D2 CA1 CA3 PA1 PA3

(vii)

o e 2 o o o

Ue) < [} N -
2oudIdJIA % 919N

O_SQ._OEw>Q "iqil4 pue sp\D

CA1 CA3 PA1 PA3

D2

[0
L ol

7]

©

o

[3)

S

8

ic

s _

)

2

>

1)

o

>

£

2

S

S

©

(&

. 8 B8 8] ¢ -°
> (%) 1919nN 21ydiowsAg

“CTRL PA1 PA3

2 9o 9o 9 o
© © ¥ «

ANEzv ealy

1004

ENGINEERING

BIOMEDICAL
SOCIETY

BMES



A Study of Gene Expression, Structure, and Contractility of iPSC-Derived Cardiac Myocytes 3531

oping heart disease much later in life than PA1. The
percent of dysmorphic nuclei was also compared for
each individual between fibroblasts and cardiomy-
ocytes [Fig. 2c(vi)].* As expected,® for each individual
the amount of dysmorphic nuclei was significantly
higher in cardiac tissue than in fibroblasts. The in-
crease itself was significantly greater for PAl
[Fig. 2¢(vii)] who developed heart disease at an early
age than for the other cell line (Table 1).

There has been evidence that in heart failure, the
ECM undergoes remodeling that contributes to further
pathological changes.”** The ECM is a conduit for the
mechanotransduction between the cell nucleus and the
outside environment. Therefore, the ECM composition
can affect both cell function and further ECM gener-
ation.> For examining the effect of LMNA mutation
on probable ECM composition, the scRNA-seq*” data
were compared between patient and control cells for
the expression of ECM proteins known to be indicative
of heart disease.” Twelve ECM genes from the family
TIMP, MMP, and COL#A1 were found to be over-
expressed in patient cells indicating possible essential
consequences of the mutation (example shown in
Fig. 3, all provided in Supplemental Data File 3).
However, three of the genes from these families were
found to be overexpressed in the control cells com-
pared to the patients (Supplemental Data File 3). The
overexpression of the ECM proteins can make the
environment stiff and affect the function of the car-
diomyocytes including decreasing systolic stress
[Fig. 5e(ii)], which is one of the DCM symptoms.*’

The next series of genes code for a variety of
cytoskeleton proteins (Fig. 4a). There was a statisti-
cally significant difference between PA1 and CAl for
TMODI, SGCA, and DMD; all of which had higher
expression in the patient cells (Fig. 4a). TMOD1 codes
for a member of the tropomodulin family of Proteins,
which are responsible for regulating tropomyosin and
inhibiting depolymerization and elongation of the
pointed end of the actin.*® Consequently, an increase
in the expression of TMODI can result in shortened
sarcomeres. Alternatively, overexpression of TMOD]
can lead to degeneration of the myofibrils, which is
associated with some clinical presentations of car-
diomyopathies.** It is important to note that many
cells in the patient populations have the same expres-
sion level of TMOD]1 as the control cells, but there are
more cells with a higher expression in PA1 leading to
the higher average expression [Fig. 4a(i)]. The other
two genes, SGCA and DM D, that are overexpressed in
PA1 code for proteins that bind together and stabilize
the muscle fibers and prevent injury during the con-
traction cycles.*®>*°° These results indicate that the
emergent phenotypes for the patients might be highly

variable depending on whether the distractive or pro-
tective factors dominate.

To examine the emergent cardiac cytoskeleton
architectures, the tissues were stained for actin and z-
lines (z-actinin) (Fig. la). The images were analyzed by
customized code (Fig. 4b). As we are ultimately
interested in comparing the force production capability
of the tissues made from cells with or without a
mutation, it was essential to ensure that the number of
contractile units in these groups were the same. Indeed,
the analysis indicated that the number of sarcomeres
per unit volume of cardiac tissue is the same for patient
and control lines (Fig. 4c; Fig. SF4.5). However, one of
the patient lines (PA3) has significantly shorter sar-
comeres compared to all of the other individuals, and
its sarcomeres were not as well organized [Fig. 4d(i)-
(i1); Fig. SF4.6].

Based purely on structural findings, PA1 had more
nuclear defects, while PA3 had sarcomere architecture
problems. Either of these could lead to changes in
functional properties. Therefore, the genes associated
with electrophysiology and known contractility prop-
erties were analyzed next. Two genes were overex-
pressed by PAL cells, RYR2 and SCN5A (Fig. 5a).
RYR?2 is a calcium channel protein that dysregulates
calcium transition when overexpressed, which de-
creases the systolic contraction of the ventricle.”” The
SCN5A codes for a sodium channel protein, and its
overexpression leads to the shorter P-wave duration
and P-R intervals,>> which implies a shorter period
for diastolic filling. These findings indicate a possibility
of functional pathologies within the myocardium. To
test this, the “Heart-on-a-chip” platform was used to
measure contractile properties in all five individuals
(Fig. 5b). Due to the stem cell origin of the cells in the
tissues, there was inconsistency in tissues’ response to
induced pacing (Figs. 5S¢ and 5d), which made it chal-
lenging to relate the finding to the gene expression
data. However, when considering generated stress, it
was possible to compare tissues with and without the
mutation. Indeed, tissues that were beating at
approximately 1 Hz, were statistically significantly
weaker in the systolic and active stress generation for
patient versus control groups (Fig. 5e). While the
sample sizes are not large enough if each individual cell
line is considered separately, it consistently trends with
the patients having lower stresses than the controls
even if the stress data for each individual cell line is
normalized by the average sarcomere density for that
cell line (Figs. SF4.12 and SF4.13). At this frequency,
there was no statistically significant difference between
the rise and fall time of the contraction, which is not
surprising when comparing contractions with the same
frequency. Other contraction modalities could poten-
tially be analyzed for differences in dynamics in the
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FIGURE 3. Extracellular matrix. Extracellular matrix gene expression levels for CA1 (cell number = 12,591) and PA1 (cell number =
13,028) cell lines for (a) Laminin subunit Alpha 4 (LAMA4), (b) Collagen type IV Alpha 4 (COL4A1), and (c) Collagen type VI Alpha 1

(COL6A1).

future, so we provide any interested reader with access
to the raw data. Interestingly, the stress measurements
were log-normally distributed for both control and
patient lines indicating that the mechanisms influenc-
ing contraction strength multiply in effect. Addition-
ally, it is curious that there was no statistically
significant difference between PA1 and PA3 stress
generation (Figs. SF4.6, SF4.7, SF4.8, SF4.9, SF4.10,
SF4.11, SF4.12 and SF4.13 and raw data link provided
in Methods section) even though the type of structural
defects were different for the two patients.

DISCUSSION

As the main deliverable in this work, we have
demonstrated that even though (c.357-2A > G) muta-
tion does not manifest in patients as heart disease for
multiple decades (Table 1),”* the in vitro platform
makes it possible to study pathological function
(Fig. Se; Figs. SF4.6, SF4.7, SF4.8, SF4.9, SF4.10,
SF4.11, SF4.12 and SF4.13) within a few weeks of
differentiation. The functional difference is statistically
significant even though the stem cell-derived car-
diomyocytes are highly heterogeneous for each cell
line. These heterogeneities lead to many samples with
artificially low stress generation, which requires rela-
tively high sample sizes to differentiate between
experimental groups. However, because the two
groups had on average a similar number of sarcomeres
in a given volume, the ability of the engineered tissues
with no mutations to generate higher stresses is
indicative of a healthier contractile mechanism. For
each group, both the stronger and weaker tissues were
included in the comparison to ensure no bias in result
interpretation. The log-normal distribution of stress
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TABLE 2. Single cell RNA-seq for additional ECM proteins.

ECM genes Over expressed in: Significant/not significant
TIMP3 CA1 Significant
TIMP2 CA1 Significant
TIMP4 PA1 Significant
TIMP1 PA1 Not significant
MMP23B PA1 Significant
MMP9 PA1 Significant
MMP1 CA1 Significant
MMP2408S PA1 Significant
MMP15 PA1 Significant
MMP25-AS1 PA1 Significant
MMP2 PA1 Significant
MMP14 PA1 Significant
MMP24 PA1 Significant
MMP16 CA1 Significant
MMP28 PA1 Significant
MMP3 CA1 Not significant
MMP21 PA1 Not significant
MMP10 PA1 Not significant
MMP11 CA1 Not significant
MMP17 CA1 Not significant
MMP19 CA1 Not significant
COL18A1 PA1 Significant
COLB3A1 PA1 Significant
COL1A1 PA1 Significant
COL15A1 PA1 Not significant

generated by iPSC-derived cardiomyocytes probably
arises from the total stress being the multiplication of
such factors as sarcomere density, which is highly
variable locally (Figs. 4b and 4c), sarcomere length,
and the amount of force produced by each sarcomere.
This type of data could significantly aid in future
models of iPSC-derived cardiomyocyte contractility.”
As an approach to combat the uncertainty arising from
large heterogeneities, we have also demonstrated the
power of combining scRNA-seq analysis with func-
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tional data and quantitative metrics extracted from
three-dimensional  confocal images of highly
heterogenous stem cell-derived cardiac tissues.

In the last several years, there have been multiple
investigations of the pathways by which LMNA
mutation could potentially cause a variety of heart
disease symptoms,3339:43:46:49.50.35.56.63.65.67 The varied
approaches were able to elucidate the effect of the
mutations on apoptosis,63 electrophysiology,>*® sar-
comere alignment,*** and qualitative tissue architec-
ture.>*3%4%3 However, as we demonstrated (Fig. 5;
Figs. SF4.6, SF4.7, SF4.8, SF4.9, SF4.10, SF4.11,
SF4.12 and SF4.13), multiple factors contribute to the
emergent tissue force generation, which is the function
that best correlates with the clinical ejection fraction of
the left ventricle. These works identified multiple
pathways by which the mutation could affect the heart,
such as PDGF pathway® and ERK1/2 pathway.*
However, these investigations did not correlate the
variable gene expression landscapes to the emergent
contractile force generation of the tissue, and thus it is
likely that more pathways are involved than those
identified in the prior works. Some of these papers
performed bulk RNA-sequencing, which elucidated
the gene expression level for whole tissue in cul-
ture.> %% Nevertheless, the lack of single cell gene
expression resolution means that it is unclear if all the
cells with the mutation have a different gene expression
level or if there are variable populations of cells. As a
result, the identification of any single pathway of dis-
ease progression is likely to miss concurrent patholo-
gies.

Single-cell RNA sequencing is a powerful method
for investigating cell populations.”! A possible
hypothesis for the progression of disease in this family
was that the patients have a small cell population in
their hearts that would lead to the clinical symptoms
when the pathological cell number exceeded some
critical level. Alternatively, it was possible that the
cardiac cells were naturally more susceptible to dam-
age because of the mutation. One of the important
results of this work is that the scRNA-seq data
demonstrates that there are no unique clusters in the
patient line (Fig. 1c) even though there are structural
(Figs. 2b-2c, 4c-4d) and functional (Fig. Se;
Figs. SF4.6, SF4.7, SF4.8, SF4.9, SF4.10, SF4.11,
SF4.12 and SF4.13) differences from the control line.
This provides evidence in favor of the second
hypothesis that could potentially be confirmed by
further studying cardiac samples from the patients if
those were ever available. This type of a conclusion
would have been impossible with bulk RNA sequenc-
ing. In the future, this approach can also be utilized to
look at other families with similar mutations'>’* as
well as sex as a biological variable. This would require

significantly more individuals to be analyzed with the
assays detailed here, which was beyond the scope of
this study. An alternative approach could be to create
isogenic lines by introducing a mutation to a control
line.>*%° While this powerful approach was beyond the
scope of the current study, it could isolate the pathway
triggered specifically by the LMNA mutation. How-
ever, in such an approach the variability between
family members would be lost unless the patients with
variable presentations were each used to make an
isogenic control with corrected LMNA gene.

One of the big motivators behind this study was to
pinpoint the possible mechanisms for the initiation and
progression of the pathology in the patients. Our
integrated approach demonstrated that there are
competing factors leading to the wide distribution of
symptoms in the patients. For example, the higher
expression of TMODI could lead to either shortening
of sarcomeres or the degeneration of myofibrils during
contraction.>**® The identification of TMODI, a car-
diac specific isoform, as one of the culprits of the loss
of function would also explain why the patients in this
family have no skeletal muscle pathology. However,
complicating the story, there are possible compensat-
ing mechanisms that are also triggered, which are
indicated by the higher expression of SGCA and DM D
(Fig. 4a). These competing factors could explain why
patients with the same mutation could have such dif-
ferent disease presentations.**>37:72

Similar compensation mechanisms are seen in the
genes responsible for the nuclear shape and structural
integrity. Indeed, even though the LMNA expression
level is significantly lower in the patient than control
cells, SYNE2, which has a stabilizing effect on the
nuclear structural integrity, has a higher expression in
the patient cells. This type of compensation mechanism
could explain the thirteen-year difference in the initial
presentation of the disease (Table 1).

Minor nuclear defects are a normal feature of
nucleated cells. It has been shown that the amount of
dysmorphic nuclei increases with age,* and that cardiac
cells have more dysmorphic nuclei than skin fibrob-
lasts,”> which is also confirmed by our data
[Fig. 2¢c(vi)]. It is curious that if the amount of dys-
morphic nuclei is taken as a symptom of aging, some
individuals seem to age slower than others.* Indeed, we
have previously shown® that PA3 fibroblasts, unlike
PA1 fibroblasts, exhibit significantly fewer dysmorphic
nuclei than would be expected for their respective age
groups. It is possible that in PA3, the protective
mechanisms help maintain nuclear structural integrity
better than PA1, which is born out in the quantifica-
tion of nuclear defects (Fig. 2¢; Figs. SF4.1, SF4.2,
SF4.3 and SF4.4). Furthermore, if the number of
dysmorphic nuclei in the cardiac tissue is compared
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between age-matched pairs, PA1 cardiomyocytes have
significantly more defective nuclei than D2 cardiomy-
ocytes. In contrast, PA3 cardiomyocytes have fewer
defective nuclei than CA3. In sum, these results point
to individual-to-individual variability, which makes
experiments with patient-specific cells a critical com-
ponent of these studies.

In cardiomyopathies, the ECM is often remod-
eled”®* changing the mechanical environment in which
the cardiomyocytes are contracting. In light of this, the
correlation between the symptoms of the patients with
DCM and the higher expression of ECM proteins
associated with DCM (Fig. 3) hints at another path-
way that could be detrimentally affecting contraction
in the patients who clinically are known to have DCM.
Indeed, one of the avenues of further study uncovered
by this work, is the differential ECM expression that
could potentially be triggered by the mutation (Ta-
ble 2). However, this will require more cell line char-
acterization because even though the vast majority of
the cells were positive for the classical cardiac markers,
there were cells in each tissue that did not develop
mature striated sarcomeres, and it is possible that the
variability in the differentiation process leads to vari-
ations in the ECM composition produced by the cells.
Such variation would be averaged out for all the
structural and functional experiments presented here,
but further study would be needed to fully identify
which cardiac cell linages have the higher expression of
the relevant ECM protein (Table 2). Still, from the
findings of all the abnormal expression levels in genes
that can potentially lead to cardiac abnormalities, i.e.,
structural, ECM, and electrophysiological, it is clear
that these patients could be entering the heart disease
cascade through slightly different mechanisms, all of
which originate at the LM NA mutation. However, the
one consistent emergent property of tissues engineered
from patient stem-cell derived cardiomyocytes was that
they generate significantly less stress than non-mutated
tissues (Fig. Se; Figs. SF4.6, SF4.7, SF4.8, SF4.9,
SF4.10, SF4.11, SF4.12 and SF4.13).

Conclusion

There are varieties of LMNA mutations, which have
heart disease as the only devastating pathology.*>"? It
has been a mystery how a mutation to the nuclear
lamina, which should manifest in all nucleated cells,
only affects the heart. Further, many patients with
these mutations have widely varying symptoms of
presentation. Here we demonstrated an integrative
method that elucidated the multiple possible mecha-
nisms through which the disease could be initiated.
None of the methodologies on their own would have
been able to show the intricate connection among gene
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expression, cell and tissue structure, and cardiac tissue
function. Our approach yielded a platform that can be
used for further studies of these mutations and illus-
trated the importance of evaluating patient-specific
tissues. In the future, this approach can be made even
more potent by considering more individuals with and
without the mutation.

SUPPLEMENTARY INFORMATION

The online version contains supplementary material
available at https://doi.org/10.1007/s10439-021-02850-
8.

ACKNOWLEDGMENTS

This study was made possible in part through access
to the Optical Biology Core Facility of the Develop-
mental Biology Center, a shared resource supported by
the Cancer Center Support Grant (CA-62203) and
Center for Complex Biological Systems Support Grant
(GM-076516) at the University of California, Irvine.
We acknowledge Ms. Kerrigan Blake for advices about
single cell RNA sequencing.

FUNDING

This work was supported by National Institute of
Health [NIH, ROl HL129008 (PIs: Grosberg and
Zaragoza)], National Institute of Health [NIH, R03
EB028605 (PI: Grosberg)], National Institute of
Health [NIH, T32 HL116270 (PI Hughes)], National
Science Foundation [NSF, DMS1763272 (PI Nie)],
and Simons Foundation [594598 (PI Nie)].

CONFLICT OF INTEREST

All authors declare that they have no conflict of
interest or financial ties to disclose.

DATA AVAILABILITY

Data and supplemental materials described in this
work are available at https://doi.org/10.7280/D10H40.

OPEN ACCESS

This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits
use, sharing, adaptation, distribution and reproduction
in any medium or format, as long as you give appro-
priate credit to the original author(s) and the source,
provide a link to the Creative Commons licence, and


https://doi.org/10.1007/s10439-021-02850-8
https://doi.org/10.1007/s10439-021-02850-8
https://doi.org/10.7280/D10H40

A Study of Gene Expression, Structure, and Contractility of iPSC-Derived Cardiac Myocytes 3537

indicate if changes were made. The images or other
third party material in this article are included in the
article’s Creative Commons licence, unless indicated
otherwise in a credit line to the material. If material is
not included in the article’s Creative Commons licence
and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need
to obtain permission directly from the copyright
holder. To view a copy of this licence, visit http://crea
tivecommons.org/licenses/by/4.0/.

REFERENCES

'Abe, T., K. Takano, A. Suzuki, Y. Shimada, M. Inagaki,
N. Sato, T. Obinata, and T. Endo. Myocyte differentiation
generates nuclear invaginations traversed by myofibrils
associating with sarcomeric protein mRNAs. J. Cell Sci.
117:6523-6534, 2004.
2Ara1’1jo, T., G. Aresta, E. Castro, J. Rouco, P. Aguiar, C.
Eloy, A. Polonia, and A. Campilho. Classification of breast
cancer histology images using Convolutional Neural Net-
works. PLoS ONE. 12:¢0177544, 2017.
*Boeri, L., D. Albani, M. T. Raimondi, and E. Jacchetti.
Mechanical regulation of nucleocytoplasmic translocation
in mesenchymal stem cells: characterization and methods
for investigation. Biophys. Rev. 11:817-831, 2019.
“Booth-Gauthier, E. A., V. Du, M. Ghibaudo, A. D. Rape,
K. N. Dahl, and B. Ladoux. Hutchinson-Gilford progeria
syndrome alters nuclear shape and reduces cell motility in
three dimensional model substrates. Integr. Biol. (Camb.).
5:569-577, 2013.
SBourgeois, C. A., D. Hemon, and M. Bouteille. Structural
relationship between the nucleolus and the nuclear enve-
lope. J. Ultrastruct. Res. 68:328-340, 1979.
6Canagaratna, M. R.,J. L. Jimenez, J. H. Kroll, Q. Chen, S.
H. Kessler, P. Massoli, L. Hildebrandt Ruiz, E. Fortner, L.
R. Williams, K. R. Wilson, J. D. Surratt, N. M. Donahue,
J. T. Jayne, and D. R. Worsnop. Elemental ratio mea-
surements of organic compounds using aerosol mass
spectrometry: characterization, improved calibration, and
implications. Atmos. Chem. Phys. 15:253-272, 2015.
"Cao, K., B. C. Capell, M. R. Erdos, K. Djabali, and F. S.
Collins. A lamin A protein isoform overexpressed in
Hutchinson-Gilford progeria syndrome interferes with
mitosis in progeria and normal cells. Proc. Natl Acad. Sci.
U.S.A. 104:4949-4954, 2007.
8Cardillo, G. Cohen’s Kappa. MATLAB Central File Ex-
change, 2009. https://www.mathworks.com/matlabcentral
/fileexchange/15365-cohen-s-kappa.
°Chernov, N. Ellipse Fit (Direct Method). MATLAB
Central File Exchange, 2009. https://www.mathworks.co
m/matlabcentral/fileexchange/22684-ellipse-fit-direct-meth
od.

Chinnery, P. F., H. R. Elliott, A. Syed, and P. M. Roth-
well. Mitochondrial DNA haplogroups and risk of tran-
sient ischaemic attack and ischaemic stroke: a genetic
association study. Lancet Neurol. 9:498-503, 2010.

"'Choi, S., W. Wang, A. J. Ribeiro, A. Kalinowski, S. Q.
Gregg, P. L. Opresko, L. J. Niedernhofer, G. K. Rohde,
and K. N. Dahl. Computational image analysis of nuclear

morphology associated with various nuclear-specific aging
disorders. Nucleus. 2:570-579, 2011.

2Chow, K. H., R. E. Factor, and K. S. Ullman. The nuclear
envelope environment and its cancer connections. Nat. Rev.
Cancer. 12:196-209, 2012.

3Cirino, A. L., S. Harris, N. K. Lakdawala, M. Michels, I.
Olivotto, S. M. Day, D. J. Abrams, P. Charron, C. Cale-
shu, C. Semsarian, J. Ingles, H. Rakowski, D. P. Judge,
and C. Y. Ho. Role of genetic testing in inherited cardio-
vascular disease: a review. JAMA Cardiol. 2:1153-1160,
2017.

“Clubb, B. H., and M. Locke. 3T3 cells have nuclear
invaginations containing F-actin. Tissue Cell. 30:684—-691,
1998.

5Core, J. Q., M. Mehrabi, Z. R. Robinson, A. R. Ochs, L.
A. McCarthy, M. V. Zaragoza, and A. Grosberg. Age of
heart disease presentation and dysmorphic nuclei in
patients with LMNA mutations. PLoS ONE. 12:¢0188256,
2017.

Dahl, K. N., A. J. Ribeiro, and J. Lammerding. Nuclear
shape, mechanics, and mechanotransduction. Circ. Res.
102:1307-1318, 2008.

""Donnino, M. W., L. W. Andersen, T. Giberson, D. F.
Gaieski, B. S. Abella, M. A. Peberdy, J. C. Rittenberger, C.
W. Callaway, J. Ornato, and J. Clore. Initial lactate and
lactate change in post-cardiac arrest: a multicenter valida-
tion study*. Crit. Care Med. 42:1804-1811, 2014.

8Eriksson, M., W. T. Brown, L. B. Gordon, M. W. Glynn, J.
Singer, L. Scott, M. R. Erdos, C. M. Robbins, T. Y. Moses,
P. Berglund, A. Dutra, E. Pak, S. Durkin, A. B. Csoka, M.
Boehnke, T. W. Glover, and F. S. Collins. Recurrent de
novo point mutations in lamin A cause Hutchinson-Gilford
progeria syndrome. Nature. 423:293-298, 2003.

'9Feinberg, A. W., P. W. Alford, H. W. Jin, C. M. Rip-
plinger, A. A. Werdich, S. P. Sheehy, A. Grosberg, and K.
K. Parker. Controlling the contractile strength of engi-
neered cardiac muscle by hierarchal tissue architecture.
Biomaterials. 33:5732-5741, 2012.

2Francis Stuart, S. D., L. Wang, W. R. Woodard, G. A. Ng,
B. A. Habecker, and C. M. Ripplinger. Age-related changes
in cardiac electrophysiology and calcium handling in
response to sympathetic nerve stimulation. J. Physiol.
596:3977-3991, 2018.

21Georgatos, S. D., A. Pyrpasopoulou, and P. A. Theodor-
opoulos. Nuclear envelope breakdown in mammalian cells
involves stepwise lamina disassembly and microtubule-
drive deformation of the nuclear membrane. J. Cell Sci.
110:2129-2140, 1997.

22Goldman, R. D., D. K. Shumaker, M. R. Erdos, M.
Eriksson, A. E. Goldman, L. B. Gordon, Y. Gruenbaum,
S. Khuon, M. Mendez, R. Varga, and F. S. Collins.
Accumulation of mutant lamin A causes progressive
changes in nuclear architecture in Hutchinson—Gilford
progeria syndrome. Proc. Natl Acad. Sci. U.S.A.
101(24):8963-8968, 2004.

23Grosberg, A., P. W. Alford, M. L. McCain, and K. K.
Parker. Ensembles of engineered cardiac tissues for physi-
ological and pharmacological study: heart on a chip. Lab
Chip. 11:4165-4173, 2011.

24Grosberg, A., A. P. Nesmith, J. A. Goss, M. D. Brigham,
M. L. McCain, and K. K. Parker. Muscle on a chip:
in vitro contractility assays for smooth and striated muscle.
J. Pharmacol. Toxicol. Methods. 65:126-135, 2012.

25Guptal, P., Z. T. Bilinska, N. Sylvius, E. Boudreau, J. P.
Veinot, S. Labib, P. M. Bolongo, A. Hamza, T. Jackson, R.

BIOMEDICAL
ENGINEERING
SOCIETY


http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.mathworks.com/matlabcentral/fileexchange/15365-cohen-s-kappa
https://www.mathworks.com/matlabcentral/fileexchange/15365-cohen-s-kappa
https://www.mathworks.com/matlabcentral/fileexchange/22684-ellipse-fit-direct-method
https://www.mathworks.com/matlabcentral/fileexchange/22684-ellipse-fit-direct-method
https://www.mathworks.com/matlabcentral/fileexchange/22684-ellipse-fit-direct-method

3538 MEHRABI et al.

Ploski, M. Walski, J. Grzybowski, E. Walczak, G. Religa,
A. Fidzianska, and F. Tesson. Genetic and ultrastructural
studies in dilated cardiomyopathy patients: a large deletion
in the lamin A/C gene is associated with cardiomyocyte
nuclear envelope disruption. Basic Res. Cardiol. 105:365—
377, 2010.

2Hong, L., Y. F. Wan, and A. Jain. Fingerprint image
enhancement: algorithm and performance evaluation.
IEEE Trans. Pattern Anal. Mach. Intell. 20:777-789, 1998.

2’Hoshiba, T., T. Yamada, H. Lu, N. Kawazoe, T. Tateishi,
and G. Chen. Nuclear deformation and expression change
of cartilaginous genes during in vitro expansion of chon-
drocytes. Biochem. Biophys. Res. Commun. 374:688—692,
2008.

BJansen, T. C., J. van Bommel, P. G. Mulder, J. H.
Rommes, S. Schieveld, and J. Bakker. The prognostic value
of blood lactate levels relative to that of vital signs in the
pre-hospital setting: a pilot study. Crit. Care. 12:R160,
2008.

PJevtic, P., L. J. Edens, L. D. Vukovic, and D. L. Levy.
Sizing and shaping the nucleus: mechanisms and signifi-
cance. Curr. Opin. Cell Biol. 28:16-27, 2014.

3OKapf:lko, V. 1. Extracellular matrix alterations in car-
diomyopathy: the possible crucial role in the dilative form.
Exp. Clin. Cardiol. 6:41-49, 2001.

3Kathiresan, S., and D. Srivastava. Genetics of human
cardiovascular disease. Cell. 148:1242-1257, 2012.

3Knight, M. B., N. K. Drew, L. A. McCarthy, and A.
Grosberg. Emergent global contractile force in cardiac
tissues. Biophys. J. 110:1615-1624, 2016.

BKottmann, R. M., A. A. Kulkarni, K. A. Smolnycki, E.
Lyda, T. Dahanayake, R. Salibi, S. Honnons, C. Jones, N.
G. Isern, and J. Z. Hu. Lactic acid is elevated in idiopathic
pulmonary fibrosis and induces myofibroblast differentia-
tion via pH-dependent activation of transforming growth
factor-f. Am. J. Respir. Crit. Care Med. 186:740-751, 2012.

3Kovesi, P. MATLAB and octave functions for computer
vision and image processing, 2005. http://www.csse.uwa.ed
u.au/~pk/research/matlabfns/.

3Kraut, J. A., and N. E. Madias. Lactic acidosis. N. Engl. J.
Med. 371:2309-2319, 2014.

3K roon, D. Snake: Active Contour. MATLAB Central File
Exchange, 2010. https://www.mathworks.com/matlabcentr
al/fileexchange/28149-snake-active-contour.

37Lammerding, J., J. Hsiao, P. C. Schulze, S. Kozlov, C. L.
Stewart, and R. T. Lee. Abnormal nuclear shape and im-
paired mechanotransduction in emerin-deficient cells. J.
Cell Biol. 170:781-791, 2005.

BLamprecht, M. R., D. M. Sabatini, and A. E. Carpenter.
Cell Profiler™: free, versatile software for automated
biological image analysis. Biotechniques. 42:71, 2007.

39Lesnefsky, E. J., Q. Chen, B. Tandler, and C. L. Hoppel.
Mitochondrial dysfunction and myocardial ischemia—
reperfusion: implications for novel therapies. Annu. Rev.
Pharmacol. Toxicol. 57:535-565, 2017.

“OLjosa, V., and A. E. Carpenter. Introduction to the quan-
titative analysis of two-dimensional fluorescence micro-
scopy images for cell-based screening. PLoS Comput. Biol.
5:¢1000603, 2009.

4Lu, J. T., A. Muchir, P. L. Nagy, and H. J. Worman.
LMNA cardiomyopathy: cell biology and genetics meet
clinical medicine. Dis. Model Mech. 4:562-568, 2011.

“Luk, A., E. Ahn, G. S. Soor, and J. Butany. Dilated car-
diomyopathy: a review. J. Clin. Pathol. 62:219, 2009.

BIOMEDICAL
ENGINEERING
SOCIETY

“*Manikis, P., S. Jankowski, H. Zhang, R. J. Kahn, and J.-L.
Vincent. Correlation of serial blood lactate levels to organ
failure and mortality after trauma. Am. J. Emerg. Med.
13:619-622, 1995.

“McHugh, M. L. Interrater reliability: the kappa statistic.
Biochem. Med. 22:276-282, 2012.

“McWhinney, R. D., S. Zhou, and J. P. D. Abbatt. Naph-
thalene SOA: redox activity and naphthoquinone gas-par-
ticle partitioning. Atmos. Chem. Phys. 13:9731-9744, 2013.

*Mozzetta, C., and F. S. Tedesco. Challenging the “chro-
matin hypothesis” of cardiac laminopathies with LMNA
mutant iPS cells. J. Cell Biol. 218:2826-2828, 2019.

4INikonenko, A. G., and Y. M. Bozhok. Simple computa-
tional technique to quantify nuclear shape asymmetry.
Cytometry A. 87A:309-314, 2015.

48Ogura, M., Y. Yamamoto, H. Miyashita, H. Kumamoto,
and M. Fukumoto. Quantitative analysis of nuclear shape
in oral squamous cell carcinoma is useful for predicting the
chemotherapeutic response. Med. Mol. Morphol. 49:76-82,
2016.

*Oliva, P. B. Lactic acidosis. Am. J. Med. 48:209-225, 1970.

00llila, L., K. Nikus, M. Holmstréom, M. Jalanko, R.
Jurkko, M. Kaartinen, J. Koskenvuo, J. Kuusisto, S.
Kirkkédinen, E. Palojoki, E. Reissell, P. Piirild, and T.
Heli6. Clinical disease presentation and ECG characteris-
tics of LMNA mutation carriers. Open Heart. 4:¢000474,
2017.

310tsu, N. A threshold selection method from Gray-level
histograms. IEEE Trans. Syst. Man Cybern. Syst. 9:62—66,
1979.

2paradisi, M., D. McClintock, R. L. Boguslavsky, C. Pedi-
celli, H. J. Worman, and K. Djabali. Dermal fibroblasts in
Hutchinson-Gilford progeria syndrome with the lamin A
G608G mutation have dysmorphic nuclei and are hyper-
sensitive to heat stress. BMC Cell Biol. 6:27, 2005.

33park, W. B., J. Chung, J. Jung, K. Sohn, S. P. Singh, M.
Pyo, N. Shin, and K.-S. Sohn. Classification of crystal
structure using a convolutional neural network. IUCrJ.
4:486-494, 2017.

>*Pparrotta, E. I., V. Lucchino, L. Scaramuzzino, S. Scalise,
and G. Cuda. Modeling cardiac disease mechanisms using
induced pluripotent stem cell-derived cardiomyocytes:
progress, promises and challenges. Int. J. Mol. Sci. 21:4354,
2020.

55Perepelina, K., P. Klauzen, A. Khudiakov, A. Zlotina, Y.
Fomicheva, D. Rudenko, M. Gordeev, A. Sergushichev, A.
Malashicheva, and A. Kostareva. Generation of two iPSC
lines (FAMRCi006-A and FAMRCi006-B) from patient
with dilated cardiomyopathy and Emery—Dreifuss muscu-
lar dystrophy associated with genetic variant LMNA-
p-Arg527Pro. Stem Cell Res. 43:101714, 2020. https://doi.
org/10.1016/j.scr.2020.101714.

%6Quarta, G., P. Syrris, M. Ashworth, S. Jenkins, K. Zu-
borne Alapi, J. Morgan, A. Muir, A. Pantazis, W. J.
McKenna, and P. M. Elliott. Mutations in the Lamin A/C
gene mimic arrhythmogenic right ventricular cardiomy-
opathy. Eur. Heart J. 33:1128-1136, 2012.

S"Ropers, H. H. Single gene disorders come into focus—a-
gain. Dialogues Clin. Neurosci. 12:95-102, 2010.

3Rosenfeld, A., and J. L. Pfaltz. Sequential operations in
digital picture processing. J. ACM. 13:471-494, 1966.

Schirrmeister, R. T., J. T. Springenberg, L. D. J. Fiederer,
M. Glasstetter, K. Eggensperger, M. Tangermann, F.
Hutter, W. Burgard, and T. Ball. Deep learning with con-


http://www.csse.uwa.edu.au/~pk/�research/matlabfns/
http://www.csse.uwa.edu.au/~pk/�research/matlabfns/
https://www.mathworks.com/matlabcentral/fileexchange/28149-snake-active-contour
https://www.mathworks.com/matlabcentral/fileexchange/28149-snake-active-contour
https://doi.org/10.1016/j.scr.2020.101714
https://doi.org/10.1016/j.scr.2020.101714

A Study of Gene Expression, Structure, and Contractility of iPSC-Derived Cardiac Myocytes 3539

volutional neural networks for EEG decoding and visual-
ization. Hum. Brain Mapp. 38:5391-5420, 2017.

%Schroder, B., D. Krapf, J. R. Bamburg, and J. G. DeLuca.
Cofilin regulates nuclear architecture through a myosin-II
dependent mechanotransduction module. Sci. Rep.
7:40953, 2017.

(’ISheehy, S. P., A. Grosberg, P. Qin, D. J. Behm, J. P.
Ferrier, M. A. Eagleson, A. P. Nesmith, D. Krull, J. G.
Falls, and P. H. Campbell. Toward improved myocardial
maturity in an organ-on-chip platform with immature
cardiac myocytes. Exp. Biol. Med. 242:1643-1656, 2017.

62Sheehy, S. P., F. Pasqualini, A. Grosberg, S. J. Park, Y.
Aratyn-Schaus, and K. K. Parker. Quality metrics for stem
cell-derived cardiac myocytes. Stem Cell Rep. 2:282-294,
2014.

3Siu, C.-W., Y.-K. Lee, J.C.-Y. Ho, W.-H. Lai, Y.-C. Chan,
N. Kwong-Man, L.-Y. Wong, K.-W. Au, Y.-M. Lau, J.
Zhang, K. W. Lay, A. Colman, and H.-F. Tse. Modeling of
lamin A/C mutation premature cardiac aging using patient-
specific induced pluripotent stem cells. Aging US. 4:803—
822, 2012.

%4Sommer, H. J. Polygeom. MATLAB Central File Ex-
change, 1998. https://www.mathworks.com/matlabcentral/
fileexchange/319-polygeom-m.

%Wallace, D. C. Mitochondrial DNA variation in human
radiation and disease. Cell. 163:33-38, 2015.

®Wang, P., X. L. Hu, Y. M. Li, Q. Q. Liu, and X. J. Zhu.
Automatic cell nuclei segmentation and classification of
breast cancer histopathology images. Signal Process. 122:1—
13, 2016.

67Wang, S., and D. Peng. Case series: LMNA-related dilated
cardiomyopathy presents with regional wall akinesis and
transmural late gadolinium enhancement. ESC Heart Fail.
7:3179-3183, 2020.

SWebster, M., K. L. Witkin, and O. Cohen-Fix. Sizing up
the nucleus: nuclear shape, size and nuclear-envelope
assembly. J. Cell Sci. 122:1477-1486, 2009.

®Xiao, C., M. Yu, J. Liu, H. Wu, M. Deng, Q. Zhang, and
X. Xiao. Generation of an isogenic gene-corrected iPSC
line (PUMCHIi001-A-1) from a familial partial lipodystro-
phy type 2 (FPLD2) patient with a heterozygous R349W
mutation in the LMNA gene. Stem Cell Res. 44:101753,
2020.

Yap, M. H., G. Pons, J. Marti, S. Ganau, M. Sentis, R.
Zwiggelaar, A. K. Davison, and R. Marti. Automated
breast ultrasound lesions detection using convolutional
neural networks. [EEE J. Biomed. Health Inform.
22(4):1218-1226, 2017.

71Zaragoza, M., C. Nguyen, H. Widyastuti, L. McCarthy,
and A. Grosberg. Dupuytren’s and Ledderhose diseases in
a family with LMNA-related cardiomyopathy and a novel
variant in the ASTE1 gene. Cells. 6:40, 2017.

72Zaragoza, M. V., L. Fung, E. Jensen, F. Oh, K. Cung, L.
A. McCarthy, C. K. Tran, V. Hoang, S. A. Hakim, and A.
Grosberg. Exome sequencing identifies a novel LMNA
splice-site mutation and multigenic heterozygosity of
potential modifiers in a family with sick sinus syndrome,
dilated cardiomyopathy, and sudden cardiac death. PLoS
ONE. 2016. https://doi.org/10.1371/journal.pone.0155421.

Zink, D., A. H. Fischer, and J. A. Nickerson. Nuclear
structure in cancer cells. Nat. Rev. Cancer. 4:677-687, 2004.

Publisher’s Note Springer Nature remains neutral with re-
gard to jurisdictional claims in published maps and institu-
tional affiliations.

BIOMEDICAL
ENGINEERING
SOCIETY


https://www.mathworks.com/matlabcentral/fileexchange/319-polygeom-m
https://www.mathworks.com/matlabcentral/fileexchange/319-polygeom-m
https://doi.org/10.1371/journal.pone.0155421

	A Study of Gene Expression, Structure, and Contractility of iPSC-Derived Cardiac Myocytes from a Family with Heart Disease due to LMNA Mutation
	Abstract
	Introduction
	Methods and Materials
	Substrate Fabrication
	Cell Culture
	Fixing and Immunofluorescence Staining
	Imaging and Image Analysis
	Nuclei Detection and Evaluation
	Actin Orientation
	Sarcomere Length and Orientation

	Contractility Measurement
	Statistics

	Results
	Discussion
	Conclusion

	Acknowledgements
	References




