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Dynamic Myofibrillar Remodeling 
in Live Cardiomyocytes under  
Static Stretch
Huaxiao Yang1,*, Lucas P. Schmidt1,*, Zhonghai Wang1,*, Xiaoqi Yang1, Yonghong Shao2, 
Thomas K. Borg3, Roger Markwald3, Raymond Runyan4 & Bruce Z. Gao1

An increase in mechanical load in the heart causes cardiac hypertrophy, either physiologically (heart 
development, exercise and pregnancy) or pathologically (high blood pressure and heart-valve 
regurgitation). Understanding cardiac hypertrophy is critical to comprehending the mechanisms of 
heart development and treatment of heart disease. However, the major molecular event that occurs 
during physiological or pathological hypertrophy is the dynamic process of sarcomeric addition, and 
it has not been observed. In this study, a custom-built second harmonic generation (SHG) confocal 
microscope was used to study dynamic sarcomeric addition in single neonatal CMs in a 3D culture 
system under acute, uniaxial, static, sustained stretch. Here we report, for the first time, live-cell 
observations of various modes of dynamic sarcomeric addition (and how these real-time images 
compare to static images from hypertrophic hearts reported in the literature): 1) Insertion in the 
mid-region or addition at the end of a myofibril; 2) Sequential addition with an existing myofibril as a 
template; and 3) Longitudinal splitting of an existing myofibril. The 3D cell culture system developed on 
a deformable substrate affixed to a stretcher and the SHG live-cell imaging technique are unique tools 
for real-time analysis of cultured models of hypertrophy.

In response to an increase in mechanical load (e.g., pressure and volume overload), cardiac muscle cells (cardi-
omyocytes) hypertrophy1–3. This increase in mechanical load may be either a normal or an abnormal process4. 
Normal processes, such as those that occur during heart development5 or in the adult heart during exercise6 and 
pregnancy7, produce physiological hypertrophy that can strengthen the heart. Abnormal processes, such as those 
seen in high blood pressure or heart-valve regurgitation, produce pathological hypertrophy, which may lead to 
heart failure8–10. Understanding the details of cardiac hypertrophy is critical to understanding heart physiology 
and treatment of diseases of the heart.

Myofibrillar remodeling is involved in both physiological and pathological hypertrophy11–13: In each case, 
the overall size of each cardiomyocyte (CM) increases through two mechanisms: The number of myofibrils 
increase, and the length of each myofibril increases14–16. Myofibrillar remodeling, whether it occurs during 
normal embryonic cardiomyocyte growth or as a pathological hypertrophic process in adulthood, is achieved 
structurally through sequential addition of sarcomeres, the basic unit of myofibrils17,18: Addition to the lat-
eral margins of myofibrils increases the total number of myofibrils; addition to the ends of existing myofibrils 
extends their length. It has been hypothesized that the addition of sarcomeres is the primary cause of myocyte 
hypertrophy16,17,19,20.

Studies using samples from hypertrophic hearts revealed that increasing blood pressure (“pressure-overload 
hypertrophy”) caused an increase in myofibrillar number (CM thickening)21, whereas increasing blood vol-
ume (“volume-overload hypertrophy”) caused an increase in myofibrillar length (CM lengthening)22. To fur-
ther explore mechanisms of hypertrophic stimuli, CMs were cultured under conditions that evoke or simulate 
hypertrophy in vivo (e.g., exertion of mechanical forces or addition of chemical agents, including growth fac-
tors, cytokines and thyroid hormones, etc.)23–25. To mimic mechanical loading, cells were cultured on an elastic 
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membrane that was stretched26–28. To define the direction of the mechanical load, CMs were aligned in a sin-
gle direction by microfabrication techniques. For example, extracellular matrix proteins were micropatterned 
into lines for neonatal CM attachment and alignment. It was found that hypertrophy indicators, such as atrial 
natriuretic factor (ANF) and Cx43 expression, increased after either transverse (lateral) or longitudinal stretch29. 
To explore sarcomeric addition under stretch, Brenda Russell’s group induced volume-overload hypertrophy of 
individual CMs using 10% static stretch on a textured surface with parallel grooves. After fixing the samples and 
staining sarcomeric components, they captured the intermediate stage of sarcomeric insertion into an existing 
myofibril, but not its initiation and final outcome30. In an attempt to observe the dynamic processes of sarcomeric 
addition, GFP-tagged sarcomeric proteins were traced using live-cell imaging31,32. However, tagging of sarcomeric 
components by this method did not prove to be a highly efficient or a uniform way of labeling myofibrillar com-
ponents; in fact, it showed the potential to impair sarcomeric assembly during live-cell imaging32,33.

Thus to date, direct observation of dynamic sarcomeric addition during hypertrophy has not been reported. 
Accordingly, current knowledge of sarcomeric addition during hypertrophic remodeling is based mainly on static 
images obtained from in vivo hypertrophic hearts or cells cultured under hypertrophic conditions. In the absence 
of time-lapse images that show the dynamic process of sarcomeric addition, the mechanisms that regulate myofi-
brillar assembly during hypertrophy are likely to remain poorly understood12,13.

To address this issue, we developed a second-harmonic generation (SHG) confocal microscope that utilizes 
the intrinsic imaging signal generated by the coiled rod structure of myosin34 to dynamically monitor the process 
of sarcomeric addition in a live neonatal CM culture system without having to tag with extrinsic markers35,36. In 
an SHG confocal microscope, the SHG imaging signal is typically produced simultaneously with the two-photon 
excitation process. This generation can be viewed as a two-photon scattering process in contrast to the one pho-
ton scattering used in conventional microscopy to obtain a phase image. Because a pulsed infrared stimulation 
is used, less photodamage is achieved in SHG imaging. The unique feature of SHG imaging is that the signal is 
from polar molecules organized in noncentrosymmetric structures not from fluorophores. Consequently, it can 
be used to image a specific molecule that has the required molecular structure, such as a sarcomeric myosin 
filament, without cell staining and thus, to achieve live cell imaging. Using our custom-built two photon (2P)/
SHG confocal microscope37, we have been studying dynamic sarcomeric addition during myofibrillar remodeling 
in single, living neonatal CMs under acute, uniaxial, static, sustained stretch. Here we report, for the first time, 
live-cell observations of various modes of dynamic sarcomeric addition and how these real-time images compare 
to the static images from hypertrophic hearts reported in the literature. Using this imaging technology in combi-
nation with our in vitro, hypertrophic cell-culture model, we have been able to observe and dynamically capture 
multiple, in vivo modes of sarcomeric addition: Sarcomeres are added to the ends and/or inserted at a site in the 
mid-region of a myofibril, thus elongating it. Similarly, the parallel addition of new sarcomeres that were aligned 
with the Z-lines and/or to sites along the longitudinal axis where splitting of existing myofibrils occurred, causes 
a lateral expansion of the resident myofibrils.

Materials and Methods
Cell preparation. Sprague-Dawley (SD) neonatal rats (Day 3) were euthanized according to a procedure 
approved by Clemson University Institutional Animal Care and Use Committee (protocol number AUP2013-
035). The procedure conforms to the Guide for the Care and Use of Laboratory Animals (NIH Publication, 8th 
Edition, 2011). The methods of euthanasia for neonatal animals are consistent with the recommendations of the 
Panel on Euthanasia of the American Veterinary Medical Association. Neonatal ventricular CMs were harvested 
from the rats using a two-day protocol. The detailed procedure is described in our previous publications38,39.

A 3D culture model. The model was achieved by seeding individual neonatal cardiomyocytes into micro-
grooves as shown in the cartoon (Fig. 1A, not to scale) and developed in 3 steps: 1) Microgroove fabrication was 
accomplished using soft lithography to generate an elastomeric poly(dimethylsiloxane) (PDMS) substrate. In 
brief, a computer-aided design (AutoCAD) application was used to create the features of the microgrooves. The 
features were printed onto a film (mask) and transferred to a 20 μ m-thick mold made of a SU-8 2025 negative 
photoresist on a silicon wafer. Transfer of the microgroove’s features from the mask to the mold was achieved 
through UV exposure using a Karl-Suss MJB aligner with a 200 W lamp house. The exposed SU-8 photoresist was 
then washed with SU-8 developer and dried on a hot plate to form the master mold with a relief structure of the 
microgrooves. Next, a highly biocompatible PDMS was prepared by mixing the base agent and the curing agent 
9:1. The mixture was poured onto the SU-8 mold and cured on a hot plate at 85 °C for 2 h, and a 100 μ m thick 
“biochip” was then carved out of the cured PDMS to produce a cell-culture substrate, on the surface of which 
the microgrooves were cast from the SU 8 mold. Microgroove dimensions were 20 (width) ×  2000 (length) ×  20 
(depth) μ m (Fig. 1A).

2) Collagen gel coating: Collagen type I gel was used to coat the surface of the microgrooves. The detailed 
method is described in our previous publication40.

3) Cell culture: 1 ml neonatal ventricular CMs (7.5 ×  105/ml) in high-glucose Dulbecco’s modified Eagle’s 
medium with 10% fetal bovine serum were cultured in the microgrooves for 5 days. Medium was refreshed every 
other day.

Design of the uniaxial cell stretcher. The uniaxial cell stretcher (Fig. 1C) has a main frame with sliding 
rails and a drive shaft connected to the moving part to control the stretch of the PDMS substrate. The ratio of 
the lateral to the longitudinal substrate is approximately 4:1 to ensure that the cell culture that was arranged in 
the center of the membrane would experience solely a 1D stretch. A longitudinal mode is achieved when the 
microgrooves are fabricated along the axis of stretch; a lateral mode is achieved when the microgrooves are per-
pendicular to the axis of stretch, (Fig. 1A). At the beginning of each experiment, the degree of stretch was set to 
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approximately 6% by turning the drive shaft to a calibrated position. The calibration was conducted by using the 
phase microscopy channel of our imaging system to visualize the displacement of the edges of the grooves that 
served as deformation markers. All the experiments were conducted at 6% acute, static, sustained stretch.

Live cell imaging. Cells were cultured for 5 days in the microgrooves on the PDMS (biochip) membrane 
that was affixed to the cell stretcher and housed in a standard cell incubator (5% CO2 and 37 °C) and then, the 
entire device including the cell culture was placed in an on-stage incubator mounted on the imaging stage of the 
customized 2 P/SHG confocal microscope. The setup of the 2 P/SHG microscope was described previously37. The 
2 P channel was utilized to image mitochondrial distribution (for these experiments, neonatal ventricular CMs 
were fluorescently labeled with MitoTracker Red (Life Technologies, US)), and the SHG channel was used to 
image sarcomeric patterns. During live-cell imaging, cells were live-imaged at each time point at 10 min intervals 
immediately after acute stretch (0 min). For each 2D image, two more focal planes were scanned (one 2 μ m above 
the image plane and one 2 μ m below). Images of these two planes were stored for future analysis to ensure that 
the sarcomeric addition phenomena recorded were not caused by out-of-focus effects. To obtain a clear view of 
the striated structure of the myofibril while the cell was contracting, a gated technique was used. The fast scan 
axis, along the myofibril alignment, formed a row of images, and the slow scan axis, perpendicular to the align-
ment, formed a column of images. In contrast to a conventional raster scan in which each row of the 2D image is 
scanned (slow scan) consecutively from top to bottom, in our system, each row was scanned (fast scan) repeatedly 
for many periods of cell contraction to reconstruct a diastolic myofibrillar structure. After every line was scanned 
in such a manner, an entire 2D image was reconstructed. The total imaging experiment lasted up to 4 h at each 
region of interest (ROI).

Immunocytostaining. After 5 days in culture, cells in the microgrooves on the biochip attached to the 
stretcher were fixed with 4% paraformaldehyde (pH 7.4) solution for 15 minutes and blocked with blocking 
solution (10% (v/v) donkey serum and 0.25% Triton X-100 in PBS solution) for 30 min at room temperature 
(RT). To confirm the role of integrin in mechanical signal transduction at the cellular level, the 3D cell cultures 
were labeled with an integrin antibody. Samples were incubated with 1 ml mouse-anti-rat integrin β 1 PBS solu-
tion (1:200, Abcam, US) at 4 °C overnight and further incubated with 1 ml Alexa Fluor®  488 conjugated IgG 
donkey-anti-mouse PBS solution (1:200, Life Technologies, US) at RT for 1.5 h in a dark room. Next, cells were 
incubated with 1 ml mouse-anti-rat α -actinin PBS solution (1:500, Sigma, US) overnight and then incubated with 
1 ml Alexa Fluor®  546 conjugated IgG donkey-anti-mouse PBS solution (1:200, Life Technologies, US) at RT for 
1.5 h in a dark room. Finally, the sample was covered with ProLong© Antifade Kit mounting medium with DAPI 
(Life Technologies, US) for fluorescence imaging later. Cells growing inside the microgrooves on the stretcher 
without stretch (negative control group) were treated identically.

Figure 1. 3D stretch culture model. (A) Dimensions of PDMS microgrooves; arrows indicate the direction 
of uniaxial loads. (B) 3D confocal image of a neonatal CM inside the microgroove: green, α -actinin; blue, cell 
nucleus; the insert shows a zoomed-in image of the aligned sarcomeric structure; scale bar: 10 μ m. (C) Structure 
of the uniaxial cell stretcher. (D) Confocal image of integrin distribution on a neonatal CM inside a microgroove 
(a 2D image showing the distribution on the bottom surface, side wall distribution not shown).
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Confocal imaging. A Nikon Eclipse Ti confocal microscope was used for 3D imaging of α -actinin and 
integrin β 1 structure on the single neonatal CMs inside the microgrooves. A multichannel system was used to 
image integrin β 1 (green), α -actinin (red), and nuclei (blue) simultaneously. In this paper, only images in Fig. 1 
were obtained using this Nikon confocal microscope; other images were from our custom-built SHG confocal 
microscope.

Image processing. Plugin Stackreg provided with ImageJ (HIN, USA) was used for sequential image 
alignment. The images from the 2p (MitoTracker Red labeled mitochondria) were binarized using the Triangle 
method, and then the region of interest and the entire cell on the same focal plane were analyzed in the same 
way using Measure in ImageJ software. Sarcomere-length measurements were based on a grey-value profile. The 
volume of total mitochondria was estimated using the digitized total mitochondrial area. Specifically, the mito-
chondrial images obtained from the 2p channel were binarized: The grey levels higher than a selected threshold 
were set as “1,” and the others were set as “0.” Consequently, the number of pixels with a value of 1 was used as an 
estimate of the total area of the mitochondria in the image region.

Statistical Analysis. Totally, 29 individual cells were stretched and live-imaged separately: 18 cells were in 
the longitudinal stretch mode; 11 cells were in the lateral stretch mode. A group of 10 cells without stretch formed 
the control group. To conduct statistical analysis, we considered the experimental results a binomial variate: the 
result with observation of sarcomeric addition (regardless of its mode, e.g., addition at the end or at the side) and 
the result without observation of any mode of sarcomeric addition. Accordingly, we formed two proportions: 
p1 for experiments with stretch (e.g., p1 =  9/11: 9 observations of sarcomeric addition in 11 independent stretch 
experiments) and p2 for experiments without stretch (e.g., p2 =  0/10). Because the sample size was small, we used 
Fisher’s exact test to examine whether the difference in the proportions between the stretched and the unstretched 
is statistically significant41. In Fisher’s exact test, the probability (P value) of getting the observed data is calculated 
under the null hypothesis that the proportions are the same. If the hypothesis is rejected (i.e., P <  0.01), it can be 
claimed that the observed sarcomeric addition is caused by the stretch. To further quantify the difference between 
stretched and unstretched statistically, we calculated the Agresti-Caffo 95% interval for the difference in propor-
tions, p1− p2

42. If the lower limit of this interval is larger than 0, the difference between stretched and unstretched 
conditions is statistically significant; in addition, the mid-value of the interval provides an estimate for the differ-
ence in proportions. All statistical computing was conducted under R software environment.

Results
3D culture stretch model. When cell density was controlled at 7.5 ×  105/ml, individual neonatal CMs were 
sparsely distributed inside the microgrooves. Once cells started to interact with aligned collagen fibrils and phys-
ical walls, they expanded and spread into an elongated morphology along the microgroove as shown in a typical 
fluorescence confocal microscopic image (Fig. 1B). The height of cells inside the microgrooves was up to 14 μ m 
(Fig. 1B). Cells outside the microgrooves (also on aligned collagen, image not shown) had a typical maximal 
height of 7 μ m. More than 50% of the cells were observed to be not in contact with other cells; of these, a typical 
one that was elongated with rod-like morphology as shown in Fig. 1B was selected for SHG imaging. The SHG 
images presented here were reconstructed using the scans obtained during diastolic phases.

Sarcomere-length restoration. When acute, static, sustained stretch was applied longitudinally to the 
PDMS substrate, the cells initially responded by elongation. Real-time phase microscopic observation of the 
cell-edge displacement demonstrated that the percentage a cell passively elongated was typically the same per-
centage as the substrate was stretched (data not presented). The time history of sarcomere-length change with 
stretch was studied: Length initially increased (perhaps as a result of being physically pulled by the substrate); 
however it then shortened towards its original value (Fig. 2). This sarcomere-length restoration varied for differ-
ent cells: Maximum sarcomere-length change varied; some reached the stretch percentage (Fig. 2), and some were 
less than that. Variations were also seen in sarcomere-length-restoration time (i.e., between 1 and 3.5 h) and final 
sarcomere length. Some CMs did not reach complete restoration, as shown in Fig. 2.

Sarcomeric addition under two stretch modes at 6%. Both longitudinal elongation and lateral exten-
sion were observed in myofibrils in the longitudinal stretch mode. Longitudinal elongation occurred when sar-
comeres were sequentially added at one end of (Fig. 3A and supplemental Video 1) and/or in the middle of an 
existing myofibril (sarcomeric insertion, Fig. 4 and supplemental Video 2). Lateral extension occurred when 
sarcomeres assembled to form a new myofibril using an existing one as a template (Fig. 3B).

In the lateral stretch mode, two myofibrillar remodeling phenomena were observed: One was lateral extension 
through a sarcomeric assembly to form a new myofibril by using an existing one as a template, also seen with lon-
gitudinal stretch (Fig. 5A and supplemental Video 3). The other type of remodeling was myofibrillar splitting—
one myofibril splitting at some point along its longitudinal axis into two (Fig. 5B and supplemental Video 4).

Confocal images of cultured CMs immunocytostained for integrin β 1 to explore the possible pathway of 
mechanical signal transfer from the substrate to the CMs showed that integrin is distributed mainly on the plasma 
membrane areas that contact the microgroove surfaces (Fig. 1D); few were found on cell membranes not in con-
tact with surfaces.

A summary of the myofibrillar remodeling of 39 single, neonatal ventricular CMs in microgrooves is pre-
sented in Table 1. Both the P value of the two-tailed Fisher’s test and the lower limit of the Agresti-Caffo 95% 
interval indicate that the observed sarcomeric addition correlated with stretch.

Mitochondrial accumulation during myofibrillar remodeling. Simultaneously with the SHG channel, 
the 2P channel of our confocal system was used to image (use the same imaging scan as for the SHG channel) 
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synthesis and accumulation of mitochondria (Fig. 6A), which always accompany the start of hypertrophy43. Near 
the sarcomeric addition site, dot-shape mitochondria with loose connections at the initial stage of the stretch 
migrated and elongated into packed parallel lines and clusters after 120 min of stretch (Fig. 6A and supplementary 
Video 5). The total area of mitochondria, which reflects the mitochondrial volume, increased around the sarco-
meric addition site and in the entire cell body immediately after the stretch started. Sarcomeric addition occurred 
later than the starting point of mitochondrial accumulation (Fig. 6B,C).

Discussion
Understanding sarcomeric addition during hypertrophy is critical to understanding and regulating cardiac cell 
growth under normal and overload conditions. The objective of this study was to achieve real-time observation of 
sarcomeric addition in CMs undergoing in vitro, simulated hypertrophy. Although mechanisms of hypertrophy 
are of considerable interest, real time observation of sarcomeric addition under hypertrophic conditions has not 
been previously accomplished. Because of the difficulty in isolating and then estimating the in vivo mechanical 
load and the rapid dedifferentiation process of freshly isolated adult CMs, neonatal CM culture is often used as a 
normal, physiological model of CM hypertrophy in which the newborn left ventricular myocytes respond to the 
sudden increase in systemic blood pressure at birth that is critical to postnatal survival2,25. To simulate mechani-
cal, load-related hypertrophy, neonatal CMs are cultured on elastic membrane that is stretched during cell culture 
to add a specific mechanical load23,44–48. Based on these culture models, Russell’s group further demonstrated that 
neonatal CMs that form a 3D culture in the confinement of a microgroove exhibit a more in vivo-like response to 
a mechanical load than they do in a 2D culture49. Here, we report using similar microgrooves to confine neonatal 
CMs and adding an extracellular matrix component that served to produce axially aligned (along the groove) 
myofibrils inside each neonatal CM. This 3D alignment permitted us to observe multiple modes of sarcomeric 
addition in live, hypertrophying cells responding to a mechanical stimulus.

To correlate sarcomeric addition directly with changes in cell size and tension, we focused on isolated cells in 
culture. Our observations indicated that the geometric confinement of a groove and the aligned collagen gel that 
we used to coat it served to stimulate the formation of a 3D aligned myofibrillar structures (Fig. 1B). Phase and 
confocal microscopic observation also demonstrated that time spent in 3D culture enhanced maturation: Older 
neonatal CMs (after Day 4), which no longer increased in size expressed well-established and aligned cytoarchi-
tecture with contractile myofibrils. Therefore, we conducted our stretch and sarcomeric-addition observational 
experiments on Day 5 in culture when actively contracting cells could be studied under sustained stretch that 
affected cell loading in both contractile/systolic and resting/diastolic phases.

In vivo studies established that volume overload produces dilation of the heart chamber and a concomitant 
increase in heart-wall circumference50; this strains each cell to its maximum level at end diastole. In vivo studies 
also showed that pressure overload causes an increase in systolic wall stress51; this has a very complicated distri-
bution in the heart wall52 and generates a passive tensile force on each CM53. Although this tensile force varies in 
magnitude and direction with a CM’s location, it can be generally divided into two components: One along each 
CM’s axis stretches the cell longitudinally, and the one perpendicular to the CM’s axis stretches the cell laterally54. 
The longitudinal stretch is against active cell contraction during systole, and its role in producing hypertrophy has 
been studied using an isometric contraction model55. Here, we used sustained longitudinal and lateral stretches 
on the cultured neonatal cardiomyocytes 1) during the resting/diastolic phase to mimic the elevated longitudinal 
and lateral end diastolic strains in in vivo volume overload and 2) during the contractile/diastolic phase to mimic 
the elevated longitudinal and lateral peak passive systolic stresses. Our results using neonatal ventricular cardi-
omyocytes indicate that our imaging system is able to detect in real time responses to hypertrophic stimuli that 
previously could be only surmised from interpreting static images56. By live-cell imaging, we were able to confirm 
and extend hypotheses proposed from static images. Specifically, our data support that pressure overload does 

Figure 2. A typical curve indicating sarcomere-length restoration (n = 6). The insertion is a time-course 
curve of the stretch. It is a step function of time, with a very sharp rising edge ( <10 s) and a constant (static) 
stretching level (6%) that lasts (is sustained) during our imaging period, which was typically 4 h (acute effect).
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induce sarcomeric addition, but that it does so in parallel, whereas volume overload causes sarcomeric addition 
both in parallel (lateral surfaces of myofibrils) and in series (e.g., at the ends of myofibrils). Our data suggest that 
mechanisms involved include both utilization of existing sarcomeres as anchors or templates for addition and 
either splitting existing myofibrils for lateral expansion or inserting new sarcomeres into an existing myofibril for 
longitudinal expansion.

The complexity of hypertrophic processes makes it difficult or unfeasible to correlate occurrences under var-
ious levels of in vitro stretch to a particular type of in vivo hypertrophy (i.e., physiologic or pathologic). For 

Figure 3. Sarcomeric addition under longitudinal stretch. (A) Sarcomeric addition in series at the cell end 
during 90 min of stretch: Six new sarcomeres were added to the ends of two myofibrils, three each. (B) Sarcomeric 
addition in parallel using an existing myofibril as a template during 0–70 min of stretch. Scale bars: 15 μ m.
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example, in an in vitro hypertrophic study using a similar stretch model, Sadoshima and coworkers reported 
a 20.1% increase in length along the direction of the stretch (20%) and estimated that the level of stretch was 
still in the physiological range26. Conversely, our study demonstrated that for 3D-aligned neonatal ventricular 
cardiomyocytes, a 10% or larger stretch length caused myofibrillar breakage during our real time, SHG-confocal 

Figure 4. Simultaneous insertion and end addition of sarcomeres under longitudinal stretch. 
Approximately 30 min after the start of stretch, one myofibril increased its length through end addition of 
sarcomeres. During a 120-min period, four new sarcomeres were added. At approximately 100 min, the middle 
of the myofibril broke, and two new sarcomeres inserted during a 90-min period. At approximately 230 min, the 
myofibril broke again the same site. Scale bars: 20 μ m.
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observations. We could not determine whether the breakage was caused only by the stretch or by the combination 
of stretch and laser scanning. However, in our previously conducted experiments using the same cell type and 
similar application of stretch, a 5% stretch could cause major hypertrophic responses at the molecular level28,44,57. 
In addition, our preliminary data showed that even a 4% longitudinal or lateral stretch performed under similar 
conditions could trigger dynamic addition of sarcomeres (data not shown). Consequently, in the current study, 
we elected to consistently use only a 6% stretch (compared to those who used much higher levels) and demon-
strated that under this level of stretch, the cell would elongate accordingly (data not presented) and that the 
length of sarcomeres would initially increase and then go back towards their original length (Fig. 2) as reported58. 
Moreover, our real-time observational studies indicate that earliest the events of sarcomeric addition start during 
the process of sarcomere-length restoration. Since examination of isolated neonatal cardiomyocytes under stretch 
is not a generally accepted cardiac cell damage or rupture model, in our follow-on research, we will explore the 

Figure 5. Sarcomere addition in lateral stretch mode. (A) A new line of sarcomeres was added with a 
template at 100–190 min stretch; arrows indicate the growing of new line of sarcomeres. (B) Sarcomere split at 
position 1 and 2 at 120–160 min stretch. Scale bars: 15 μ m.

Stretch Mode Sarcomeric Addition Mode
Statistical 

Assessments

Longitudinal Stretch Addition at the end Addition at 
the side

Insertion in 
the middle

Two-tailed Fisher’s test: 
P = 0.0070  

Agresti-Caffo 95% 
interval: (0.147, 0.686)

Proportions 5/18 2/18 2/18

Lateral Stretch Myofibrillar splitting Addition at the side
Two-tailed Fisher’s test: 

P = 0.0002  
Agresti-Caffo 95% 

interval: (0.409, 0.963)
Proportions 6/11 3/11

Control 0/10

Table 1.  Observation of sarcomeric addition in longitudinal and lateral stretch modes.
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potential cellular damage/rupture under a high level of cell stretch (e.g., 10%) using an end-to-end connected cell 
culture model, where endogenous connections and distribution of force will be examined.

Our studies revealed an in vivo-like hypertrophic response to change in load that was never previously seen in 
2D models. For example, longitudinal myofibrillar splitting phenomena were observed only in our 3D stretching 
model (Fig. 5B): In cells that did not form a 3D structure, splitting was never observed. Myofibrillar splitting 
has long been assumed to be a mechanism for hypertrophic growth of muscle cells15,59. Signs of splitting were 
observed using electron microscopy in both hypertrophic cardiac60 and skeletal61 muscles. In these observations, 
longitudinal splitting of a myofibril was recognized when a branched myofibril exhibited partially connected 
Z-bands in the separation zone. Based on static images only, a splitting model was proposed for hypertrophic 
growth of skeletal muscle cells62 where myofibrils have an appearance similar to parallel cylindrical bundles, 
which makes myofibril splitting more easily recognized. In the heart, myofibrils (longitudinally connected sar-
comeric sequences) are not long, distinctly separate filaments; rather they have a laterally connected fishnet 
appearance. Thus, it is more difficult to obtain convincing evidence of myofibril splitting from observation of 
static images. Nevertheless, a group did suggest that microtubules acted as the drivers of myofibrillar splitting in 
hypertrophic heart muscles63. Observation through our live-cell imaging system made it possible to demonstrate, 
in real time, the actual splitting of myofibrils in cardiomyocytes. The scanning-range limit of our instrument did 
not, however, let us determine whether the splitting caused by the stretch occurred at the end of a single filament 
or at the intersection of a branched filament.

Although the contrast of our SHG confocal does not allow us to distinguish among layers of myofibrils, its 
resolution (0.55 μ m lateral37 and 1.2 μ m axial64) does allow us to observe sarcomere-addition sites relative to the 
entire cell body. Our experiments show that myofibrillar splitting occurs in the central region of myofibrillar 
bundles, where the myofibrils, upon splitting, are less likely to bind or directly connect to the focal adhesion 
assemblies that mechanically link the extracellular matrix and the cell skeleton. This may be the reason that in 
conventional 2D culture, longitudinal myofibrillar splitting has not been observed.

It has been suggested that an external mechanical load triggers cardiomyocyte hypertrophy through 
outside-inside signaling mediated by integrin β 118,47. We would concur because our in vitro imaging data, com-
bined with our findings on the distribution of integrin β 1, indicate that 3D stretch correlates with integrin expres-
sion. Such would be consistent with the role of this receptor in transducing hypertrophic signals (mechanical or 
chemical) that engender longitudinal myofibrillar splitting.

In addition to myofibrillar splitting, we also observed new myofibril formation immediately beside an existing 
myofibril under lateral stretch. The new myofibril forms by assembling sarcomeres parallel to and in contact with 
an existing myofibril, a process that seems to fit the template model reviewed by Sangers65. However, because most 
of the observed template-based myofibrillogenetic processes in this study occurred in sites away from the cell 
membrane, there was little opportunity for growing myofibrils to use a subsarcolemmal apparatus as a template. 
Instead, they appeared to use an existing myofibril as a template as predicted48. All instances of template-based 
new myofibril formation that we observed, including those under longitudinal stretch, occurred in the same man-
ner. In this template model48, the Z-discs of an existing myofibril served as a template upon which “Z-bodies” 

Figure 6. Mitochondrial clustering during sarcomeric addition measured during stretch. (A) Merged 
images of sarcomeric A-bands from the SHG channel in cyan and mitochondria from the 2 P channel in red 
during 70–100 min; arrows point to a newly added sarcomere; left column is a zoomed region of interest in the 
right column, and scale bars are 1 and 15 μ m. (B) Change of mitochondrial area of the entire cell. (C) Change of 
mitochondrial area in ROI presented in (A). In both (B,C), the area was estimated through image binarization; 
thus the unit is number of pixels with a value of “1,” and the dashed red lines indicate the time-point of addition 
of a new sarcomere (80 min) during 10–120 min.
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sequentially attached and laterally extended to form new Z-discs. This allows other components (e.g., actin and 
myosin filaments) to assemble longitudinally connected sarcomeres. Because the SHG imaging technique cannot 
visualize Z-discs, we cannot use this data to directly prove this particular template model. However, in our real 
time experiments, we observed three template-based processes for the lateral assembly of new myofibrils: 1) sar-
comeres were sequentially added along the template myofibril; 2) sarcomeres were randomly added along the tem-
plate; and 3) all sarcomeres were added at almost the same time (supplementary Video 3). Additional experiments 
will be required to obtain a statistically significant pattern of template-based sarcomeric addition. In addition, 
since SHG allows imaging of only myosin filaments, in our follow-on study, we will transfect Z-disc components 
(e.g., α -actinin) for live-cell imaging of the Z-disc to explore role of the Z-disc in sarcomeric addition.

Another hypertrophic response we observed in neonatal ventricular myocytes during longitudinal stretch is 
sarcomeric addition in series, which served to lengthen a myofibril. Two types of addition were observed. The first 
is sequential sarcomeric addition at the end of a myofibril in close proximity to the cell edge. Ultrastructural stud-
ies on both in vitro and in vivo hypertrophic models have demonstrated that sarcomeric addition in series is most 
likely to occur at the intercalated disc at the cell junctional region between two CMs in contact66. Because our 
observations were conducted on single CMs with free cell edges, our data would indicate that sarcomeric addition 
to the ends of existing myofibrils can occur without the cell being inserted with an intercalated disk or attached to 
other cells. This would suggest that neonatal myocytes, at least, have intrinsic potential to assemble myofilaments 
independent of cell membranes or specialized membrane structures like intercalated disks. The other type of 
sarcomeric addition in series under longitudinal stretch is insertion within an existing myofibril. This insertion 
phenomenon was previously proposed and predicted, but has been difficult to prove in static images. To insert a 
new sarcomere in the middle of the original myofibril, it must be disrupted or cleaved at the future insertion site. 
Thus, when visualized using a static image, insertion sites have been identified as broken myofibrils (possibly even 
artifacts). Some researchers noticed this based on static images obtained from an in vitro stretch assay employing 
high (10%) stretch or an in vivo tissue and proposed that myofibrillar breakage and sarcomeric synthesis may 
occur simultaneously within a hypertrophic cell67. Yu and coworkers reported static images obtained from an in 
vitro stretch assay (employing high (10%) stretch), which they interpreted as an instance of insertion of two sar-
comeres into a “broken” myofibril30. We now show the entire insertion process in real time using a much smaller 
degree (6%) of stretch on the living cells. When followed dynamically, over time, the process of insertion can be 
clearly seen (as shown in supplemental Video 2) to be initiated by a disruption in the mid-region of the myofibril 
at a point where two sarcomeres would subsequently insert. For the particular insertion event shown in Fig. 4, the 
myofibril broke again between the two newly formed sarcomeres. Whether this represents a nucleation site for 
additional new sarcomeres or that the inserted sarcomeres have less integrity under load remains to be explored. 
Several researchers hypothesized sarcomeric insertion at Z-discs68,69 based on static observations of expanded 
Z-discs in hypertrophic hearts. Bishop claimed that this occurred only in overloaded hearts, not in normally 
developing hearts70. But Saetersdal and coworkers did not detect synthesis of sarcomeric proteins around the 
expanded Z-discs in the middle of a myofibril67. We also found that sarcomerogenesis appeared to occur around 
expanded Z-lines during in vivo embryogenesis in rat hearts71. To unequivocally prove that sarcomeric insertion 
occurs at Z-discs, the detailed insertion process in our cell stretch model will require further study using live-cell 
imaging of α -actinin in combination with SHG to simultaneously visualize Z-disc dynamics.

Mitochondria play a key role in sarcomeric addition during hypertrophy. In physiological hypertrophy, the 
volume of mitochondria increases to provide additional energy for the higher workload72. In volume overload 
cardiomyopathy, mitochondrial swelling is frequently observed along with increased production of reactive 
oxygen species, which contribute to activation of hypertrophic signaling cascades73,74. In our model, immediate 
increases in mitochondrial volume were detected by the 2P channel; the increase reached its maximum after sar-
comeric addition started (Fig. 5B,C). Moreover, individual mitochondria formed lines in the direction of stretch, 
suggesting that mitochondrial clustering happens during stretch (Fig. 5A). Both results suggest a role for mito-
chondria in stretch-mediated hypertrophy.

Conclusions
Major modes of sarcomeric addition were observed in real time using a custom-built SHG confocal microscope 
in a live cardiomyocyte culture that was stretched to mimic in vivo mechanical overload. These sarcomeric addi-
tion modes included 1) insertion in the middle or addition at the end of a myofibril; 2) serial addition using an 
existing myofibril as a template; and 3) longitudinal splitting of an existing myofibril. These modes previously 
could be studied based on only static microscopic images obtained from either hypertrophic hearts or cardio-
myocyte cultures that mimic cell hypertrophy. The 3D cell culture system developed on a stretcher and the SHG 
imaging technique are unique tools for real-time analysis of cultured hypertrophic models.

References
1. Barry, S. P., Davidson, S. M. & Townsend, P. A. Molecular regulation of cardiac hypertrophy. Int. J. Biochem. Cell Biol. 40, 2023–2039 

(2008).
2. Sugden, P. H. & Clerk, A. Cellular mechanisms of cardiac hypertrophy. J. Mol. Med. 76, 725–746 (1998).
3. Zak, R. Cardiac-Hypertrophy—Biochemical and Cellular Relationships. Hosp. Pract. 18, 85–97 (1983).
4. Ferrans, V. J. In Growth of the Heart in Health and Disease. (ed. & R. Zak) 187–239 (Raven Press, New York, 1984).
5. Zak, R., Kizu, A. & Bugaisky, L. Cardiac-Hypertrophy—Its Characteristics as a Growth-Process. Am. J. Cardiol. 44, 941–946 (1979).
6. Hill, J. A. Braking Bad Hypertrophy. N. Engl. J. Med. 372, 2160–2162 (2015).
7. Cong, J. et al. Structural and functional changes in maternal left ventricle during pregnancy: a three-dimensional speckle-tracking 

echocardiography study. Cardiovasc Ultrasoun 13, 6 (2015).
8. Berenji, K., Drazner, M. H., Rothermel, B. A. & Hill, J. A. Does load-induced ventricular hypertrophy progress to systolic heart 

failure? Am J Physiol-Heart C 289, H8–H16 (2005).
9. Lorell, B. H. & Carabello, B. A. Left ventricular hypertrophy—Pathogenesis, detection, and prognosis. Circulation 102, 470–479 

(2000).



www.nature.com/scientificreports/

1 1Scientific RepoRts | 6:20674 | DOI: 10.1038/srep20674

10. Weeks, K. L. & McMullen, J. R. The Athlete’s Heart vs. the Failing Heart: Can Signaling Explain the Two Distinct Outcomes? 
Physiology 26, 97–105 (2011).

11. Dorn, G. W., Robbins, J. & Sugden, P. H. Phenotyping hypertrophy—Eschew obfuscation. Circ Res 92, 1171–1175 (2003).
12. Bernardo, B. C., Weeks, K. L., Pretorius, L. & McMullen, J. R. Molecular distinction between physiological and pathological cardiac 

hypertrophy: Experimental findings and therapeutic strategies. Pharmacol Therapeut 128, 191–227 (2010).
13. Weber, K. T., Clark, W. A., Janicki, J. S. & Shroff, S. G. Physiologic versus pathologic hypertrophy and the pressure-overloaded 

myocardium. J. Cardiovasc. Pharmacol. 10 Suppl 6, S37–50 (1987).
14. Gupta, S., Das, B. & Sen, S. Cardiac hypertrophy: Mechanisms and therapeutic opportunities. Antioxidants & Redox Signaling 9, 

623–652 (2007).
15. Anversa, P., Ricci, R. & Olivetti, G. Quantitative Structural Analysis of the Myocardium During Physiologic Growth and Induced 

Cardiac Hypertrophy: A Review. J. Theor. Biol. 7, 1140–1149 (1986).
16. Gerdes, A. M. Cardiac myocyte remodeling in hypertrophy and progression to failure. J Card Fail 8, S264–S268 (2002).
17. Schaub, M. C., Hefti, M. A., Harder, B. A. & Eppenberger, H. M. Various hypertrophic stimuli induce distinct phenotypes in 

cardiomyocytes. J. Mol. Med. 75, 901–920 (1997).
18. Russell, B., Motlagh, D. & Ashley, W. W. Form follows function: how muscle shape is regulated by work. J. Appl. Physiol. 88, 

1127–1132 (2000).
19. Linzbach, A. J. Heart failure from the point of view of quantitative anatomy. Am. J. Cardiol. 5, 370–382 (1960).
20. Richter, G. W. & Kellner, A. Hypertrophy of the Human Heart at the Level of Fine Structure: An Analysis and Two Postulates. J Cell 

Biol 18, 195–206 (1963).
21. Anversa, P., Olivetti, G., Melissari, M. & Loud, A. V. Stereological Measurement of Cellular and Subcellular Hypertrophy and 

Hyperplasia in the Papillary-Muscle of Adult-Rat. J Mol Cell Cardiol 12, 781–795 (1980).
22. Laks, M. M., Morady, F. & Swan, H. J. C. Canine Right and Left Ventricular Cell and Sarcomere Lengths after Banding Pulmonary 

Artery. Circ Res 24, 705–710 (1969).
23. Simpson, P., Mcgrath, A. & Savion, S. Myocyte Hypertrophy in Neonatal Rat-Heart Cultures and Its Regulation by Serum and by 

Catecholamines. Circ Res 51, 787–801 (1982).
24. Hunter, J. J. & Chien, K. R. Mechanisms of disease—Signaling pathways for cardiac hypertrophy and failure. N. Engl. J. Med. 341, 

1276–1283 (1999).
25. Hefti, M. A., Harder, B. A., Eppenberger, H. M. & Schaub, M. C. Signaling pathways in cardiac myocyte hypertrophy. J Mol Cell 

Cardiol 29, 2873–2892 (1997).
26. Sadoshima, J., Jahn, L., Takahashi, T., Kulik, T. J. & Izumo, S. Molecular Characterization of the Stretch-Induced Adaptation of 

Cultured Cardiac-Cells—an In vitro Model of Load-Induced Cardiac-Hypertrophy. J Biol Chem 267, 10551–10560 (1992).
27. Komuro, I. et al. Mechanical Loading Stimulates Cell Hypertrophy and Specific Gene-Expression in Cultured Rat Cardiac 

Myocytes—Possible Role of Protein-Kinase-C Activation. J Biol Chem 266, 1265–1268 (1991).
28. Simpson, D. G. et al. Mechanical Regulation of Cardiac Myofibrillar Structure. Annals of the New York Academy of Sciences: Cardiac 

Growth and Regeneration 752, 131–140 (1995).
29. Gopalan, S. M. et al. Anisotropic stretch-induced hypertrophy in neonatal ventricular myocytes micropatterned on deformable 

elastomers. Biotechnol Bioeng 81, 578–587 (2003).
30. Yu, J. G. & Russell, B. Cardiomyocyte remodeling and sarcomere addition after uniaxial static strain in vitro. J. Histochem. Cytochem. 

53, 839–844 (2005).
31. Dabiri, G. A., Turnacioglu, K. K., Sanger, J. M. & Sanger, J. W. Myofibrillogenesis visualized in living embryonic cardiomyocytes.  

P Natl Acad Sci USA 94, 9493–9498 (1997).
32. Manisastry, S. M., Zaal, K. J. M. & Horowits, R. Myofibril assembly visualized by imaging N-RAP, alpha-actinin, and actin in living 

cardiomyocytes. Exp Cell Res 315, 2126–2139 (2009).
33. Agbulut, O. et al. Green fluorescent protein impairs actin-myosin interactions by binding to the actin-binding site of myosin. J Biol 

Chem 282, 10465–10471 (2007).
34. Plotnikov, S. V., Millard, A. C., Campagnola, P. J. & Mohler, W. A. Characterization of the myosin-based source for second-harmonic 

generation from muscle sarcomeres. Biophys J 90, 693–703 (2006).
35. Liu, H. et al. Myosin filament assembly onto myofibrils in live neonatal cardiomyocytes observed by TPEF-SHG microscopy. 

Cardiovasc Res 97, 262–270 (2013).
36. Liu, H. H. et al. Myofibrillogenesis in live neonatal cardiomyocytes observed with hybrid two-photon excitation fluorescence-second 

harmonic generation microscopy. J Biomed Opt 16, 1260121–1260124 (2011).
37. Wang, Z. H. et al. Pulse splitter-based nonlinear microscopy for live-cardiomyocyte imaging. Multiphoton Microscopy in the 

Biomedical Sciences Xiv 8948, 89482X (2014).
38. Yang, H., Borg, T. K., Liu, H. & Gao, B. Z. Interactive relationship between basement-membrane development and sarcomerogenesis 

in single cardiomyocytes. Exp Cell Res 330, 222–232 (2015).
39. Yang, H., Borg, T. K., Schmidt, L. P. & Gao, B. Z. Laser cell-micropatterned pair of cardiomyocytes: the relationship between 

basement membrane development and gap junction maturation. Biofabrication 6, 045003 (2014).
40. Yang, H., Borg, T. K., Wang, Z., Ma, Z. & Gao, B. Z. Role of the basement membrane in regulation of cardiac electrical properties. 

Ann Biomed Eng 42, 1148–1157 (2014).
41. Senyo, S. E. et al. Mammalian heart renewal by pre-existing cardiomyocytes. Nature 493, 433–436 (2013).
42. Agresti, A. & Caffo, B. Simple and effective confidence intervals for proportions and differences of proportions result from adding 

two successes and two failures. Am Stat 54, 280–288 (2000).
43. Rabinowitz, M. & Zak, R. Mitochondria and Cardiac-Hypertrophy. Circ Res 36, 367–376 (1975).
44. Simpson, D. G., Carver, W., Borg, T. K. & Terracio, L. Role of Mechanical Stimulation in the Establishment and Maintenance of 

Muscle-Cell Differentiation. Int. Rev. Cytol. 150, 69–94 (1994).
45. Sadoshima, J. & Izumo, S. The cellular and molecular response of cardiac myocytes to mechanical stress. Annu. Rev. Physiol. 59, 

551–571 (1997).
46. Frey, N., Katus, H. A., Olson, E. N. & Hill, J. A. Hypertrophy of the heart—A new therapeutic target ? Circulation 109, 1580–1589 

(2004).
47. Zou, Y. Z. et al. Molecular and cellular mechanisms of mechanical stress-induced cardiac hypertrophy. Endocr. J. 49, 1–13 (2002).
48. Russell, B., Curtis, M. W., Koshman, Y. E. & Samarel, A. M. Mechanical stress-induced sarcomere assembly for cardiac muscle 

growth in length and width. J Mol Cell Cardiol 48, 817–823 (2010).
49. Motlagh, D., Senyo, S. E., Desai, T. A. & Russell, B. Microtextured substrata alter gene expression, protein localization and the shape 

of cardiac myocytes. Biomaterials 24, 2463–2476 (2003).
50. Tamura, T., Onodera, T., Said, S. & Gerdes, A. M. Correlation of myocyte lengthening to chamber dilation in the spontaneously 

hypertensive heart failure (SHHF) rat. J Mol Cell Cardiol 30, 2175–2181 (1998).
51. Jalil, J. E. et al. Structural vs. contractile protein remodeling and myocardial stiffness in hypertrophied rat left ventricle. J Mol Cell 

Cardiol 20, 1179–1187 (1988).
52. Yin, F. C. P. Ventricular Wall Stress. Circ Res 49, 829–842 (1981).
53. Shoucri, R. M. Active and passive stresses in the myocardium. Am J Physiol-Heart C 279, H2519–H2528 (2000).



www.nature.com/scientificreports/

1 2Scientific RepoRts | 6:20674 | DOI: 10.1038/srep20674

54. Sussman, M. A., McCulloch, A. & Borg, T. K. Dance band on the Titanic—Biomechanical signaling in cardiac hypertrophy. Circ Res 
91, 888–898 (2002).

55. Guterl, K. A., Haggart, C. R., Janssen, P. M. & Holmes, J. W. Isometric contraction induces rapid myocyte remodeling in cultured rat 
right ventricular papillary muscles. Am J Physiol-Heart C 293, H3707–H3712 (2007).

56. Grossman, W., Jones, D. & Mclaurin, L. P. Wall Stress and Patterns of Hypertrophy in Human Left-Ventricle. J Clin Invest 56, 56–64 
(1975).

57. Simpson, D. G. et al. Mechanical regulation of cardiac myocyte protein turnover and myofibrillar structure. American Journal of 
Physiology-Cell Physiology 39, C1075–C1087 (1996).

58. Mansour, H., de Tombe, P. P., Samarel, A. M. & Russell, B. Restoration of resting sarcomere length after uniaxial static strain is 
regulated by protein kinase C epsilon and focal adhesion kinase. Circ Res 94, 642–649 (2004).

59. Bruno, G. On the mimute structure of cardiac muscle-fibres in hypertrophy of the heart. Arch. per le sc. med. 43, 50–61 (1920).
60. Bishop, S. P. & Cole, C. R. Ultrastructural Changes in Canine Myocardium with Right Ventricular Hypertrophy and Congestive 

Heart Failure. Lab. Invest. 20, 219–229 (1969).
61. Goldspin.G. Proliferation of Myofibrils during Muscle Fibre Growth. J. Cell Sci. 6, 593–603 (1970).
62. Folland, J. P. & Williams, A. G. The adaptations to strength training—Morphological and neurological contributions to increased 

strength. Sports Med. 37, 145–168 (2007).
63. Goldstein, M. A. & Entman, M. L. Microtubules in Mammalian Heart-Muscle. J Cell Biol 80, 183–195 (1979).
64. Shao, Y. et al. 3D Myofibril Imaging in Live Cardiomyocytes via Hybrid SHG-TPEF Microscopy. Proceedings of SPIE 7903, 

79030F79031–79036 (2011).
65. Sanger, J. W., Wang, J., Fan, Y., White, J. & Sanger, J. M. Assembly and dynamics of myofibrils. Journal of biomedicine & biotechnology 

2010, 8586061–8586068 (2010).
66. Adomian, G. E., Laks, M. M., Morady, F. & Swan, H. J. C. Significance of Multiple Intercalated Disk in Hypertrophied Canine Heart. 

J Mol Cell Cardiol 6, 105–110 (1974).
67. Saetersdal, S., Myklebust, R., Skagseth, E. & Engedal, H. Ultrastructural Studies on Growth of Filaments and Sarcomeres in 

Mechanically Overloaded Human Hearts. Virchows Arch B 21, 91–112 (1976).
68. Legato, M. J. Sarcomerogenesis in Human Myocardium J Mol Cell Cardiol 1, 425–437 (1973).
69. Sybers, H. D. & Ashraf, M. Myofibrillar alterations in ischemic myocardium after glucose-insulin-potassium infusion. Recent Adv. 

Stud. Cardiac Struct. Metab. 6, 415–421 (1975).
70. Bishop, S. P. In Cardiac Hypertrophy. (ed. & N. R. Alpert) 107–124 (Academic Press, New York, 1971).
71. Markwald, R. R. Distribution and Relationship of Precursor Z Material to Organizing Myofibrillar Bundles in Embryonic Rat and 

Hamster Ventricular Myocytes. J Mol Cell Cardiol 5, 341–350 (1973).
72. Abel, E. D. & Doenst, T. Mitochondrial adaptations to physiological vs. pathological cardiac hypertrophy. Cardiovasc Res 90, 

234–242 (2011).
73. Gladden, J. D. et al. Novel insights into interactions between mitochondria and xanthine oxidase in acute cardiac volume overload. 

Free Radic. Biol. Med. 51, 1975–1984 (2011).
74. Bayeva, M. & Ardehali, H. Mitochondrial Dysfunction and Oxidative Damage to Sarcomeric Proteins. Curr Hypertens Rep 12, 

426–432 (2010).

Acknowledgements
This research is partially supported by NIH (P20GM103444 and R01HL124782), AHA (14GRNT20520004) and 
the National Natural Science Foundation of China (31171372). The authors would like to thank Dr. Terri Bruce 
of Clemson Light Imaging Facility at Clemson University for help with the confocal microscope and Dr. Yuhong 
Yang of the University of Minnesota for help with the statistical analysis.

Author Contributions
H.Y. conducted the imaging acquisition under stretch, wrote the first draft of the manuscript and prepared the 
movies, L.S. designed the stretcher, Z.W., set up the S.H.G. imaging system, X.Y. prepared the cell culture and 
all figures, Y.S. designed and built the imaging system and was the Co-PI of the CNNSF grant that partially 
supported the research, T.B. established the cell culture model and was the Co-PI of the AHA grant that partially 
supported the research, R.M. summarized the data and revised the manuscript, RR rewrote the discussion and 
was the Co-PI of the NIH grant that partially support the research, BG revised the manuscript and was the Co-PI 
of the three grants.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Yang, H. et al. Dynamic Myofibrillar Remodeling in Live Cardiomyocytes under Static 
Stretch. Sci. Rep. 6, 20674; doi: 10.1038/srep20674 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Dynamic Myofibrillar Remodeling in Live Cardiomyocytes under Static Stretch
	Introduction
	Materials and Methods
	Cell preparation
	A 3D culture model
	Design of the uniaxial cell stretcher
	Live cell imaging
	Immunocytostaining
	Confocal imaging
	Image processing
	Statistical Analysis

	Results
	3D culture stretch model
	Sarcomere-length restoration
	Sarcomeric addition under two stretch modes at 6%
	Mitochondrial accumulation during myofibrillar remodeling

	Discussion
	Conclusions
	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Dynamic Myofibrillar Remodeling in Live Cardiomyocytes under Static Stretch
            
         
          
             
                srep ,  (2016). doi:10.1038/srep20674
            
         
          
             
                Huaxiao Yang
                Lucas P. Schmidt
                Zhonghai Wang
                Xiaoqi Yang
                Yonghong Shao
                Thomas K. Borg
                Roger Markwald
                Raymond Runyan
                Bruce Z. Gao
            
         
          doi:10.1038/srep20674
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep20674
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep20674
            
         
      
       
          
          
          
             
                doi:10.1038/srep20674
            
         
          
             
                srep ,  (2016). doi:10.1038/srep20674
            
         
          
          
      
       
       
          True
      
   




