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Abstact

Background: To evaluate the left ventricular (LV) longitudinal function changes in rabbits after acute occlusion of
the left anterior descending artery (LAD) by two-dimensional speckle tracking imaging (2D-STI).

Methods: Forty-eight New Zealand white rabbits underwent echocardiography examination. EchoPAC was used to
measure LV peak systolic longitudinal strain (LS) of the endocardium, middle myocardium, and epicardium, peak
longitudinal strain rate (LSr), segmental and global longitudinal rotation (LR) degrees. Ligated the LAD and repeated
all measurements after 10 min.

Results: Peak LS and LSr were significantly different between the preoperative and postoperative rabbits among
most LV walls (P < 0.05). In apical four-chamber view, there was significant difference in the degrees of rotation of
the LV lateral wall in preoperative and postoperative rabbits (P < 0.05). In apical three-chamber view, the rotation
degrees of the posterior wall and the LR were significantly lower in the postoperative than in the preoperative

(P < 0.001). In apical two-chamber view, the rotation degrees of the inferior wall and the LR were significantly lower
in the postoperative (P < 0.05).

Conclusions: Left ventricular function was impaired after acute occlusion of LAD. Segmental rotational degrees and
changes in LR could be useful indicators of cardiac function during the early phases of acute myocardial ischemia.
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Background

Acute myocardial ischemia (AMI) is commonly associ-
ated with heart disease and frequently manifests in the
clinic as pericardial discomfort, or chest pain. Diagnosis
of AMI is an important factor in the determination of
patient prognosis; however, in cases of AMI without
myocardial infarction, echocardiogram examination can-
not reveal the abnormal segmental wall activity. Coron-
ary angiography is the most commonly used and
accurate technique for atherosclerosis diagnosis, but it is
invasive and expensive.
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Two-dimensional speckle tracking imaging (2D-STTI)
is a relatively new method of angle-independent quanti-
fication of left ventricular (LV) strain, strain rate and LV
twist [1-4]. The technique’s namesake “speckles” are the
result of the constructive and destructive interference
patterns observed in conventional gray-scale ultrasound
images. Tracking the unique speckle pattern from one
frame to the next allows the investigator or clinician to
track myocardial motion [5].

A normal myocardium consists of endocardium, mid-
dle myocardium, and epicardium fibers. Current 2D—
STI researches on the myocardial function has primarily
focus on the global systolic and/or diastolic function, the
torsion and torsion velocity changes between the apex
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and the base of the heart [6—12]. Few studies have re-
ported the use of 2D-STI to assess the endocardium,
middle myocardium, and epicardium of the LV function
and longitudinal rotation (LR) of the LV. However, some
scholars had noted the different layers of the LV can
make its function more clearly [13]. There was clockwise
LR during the systolic period in the LV of patients with
dilated cardiomyopathy or heart failure [14, 15]. More
importantly, most of these reports have described the
phenomenon in human patients, and few studies have
attempted to investigate LR using animal models.
Therefore, the first aim of our research was the meas-
ure LV peak systolic longitudinal strain (LS) of the endo-
cardium, middle myocardium, and epicardium, peak
longitudinal strain rate (LSr). Second, we phrased a spe-
cific hypothesis which is there have global LR in the LV
of rabbits. In this study, we sought to investigate
whether LR occurs and evaluated early longitudinal
function changes in the LV of rabbits after AMI.

Methods

This study conformed to the Guide for the Care and Use
of Laboratory Animals and was approved by the Ethics
Committee of Changzhou No.2 People’s Hospital
Institutional Animal Care and Use Committee. The
methods carried out in the experiment were in accord-
ance with the approved guidelines. The ARRIVE guide-
lines (Additional file 1) were followed in this study.

Animal preparation

Forty-eight New Zealand white rabbits (males: 28 and fe-
males: 20), weighing 1.5-2.0 kg, were provided by the
Experimental Animal Center of NanJing Medical
University, China. All rabbits were lived in an alone
cage, that the dimensions were 80 cm for length, 60 cm
for width and 60 cm for height. Every day we feed them
3—4 times, and washed the cages 2 times (am: 8:00, and
pm: 15:00). All of the rabbits were healthy, and all of
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them had not examined or treated by veterinarians be-
fore or during the research procedures. All rabbits were
anesthetized with pentobarbital (1.5%, 2 ml/kg, IP), and
ECG leads were connected to each subject. Thoracot-
omy was performed to expose the heart, and a suture
was used to occlude the left anterior descending coron-
ary artery (LAD) for 10 min, following the procedure we
just used the Lidocaine to reduce the pain. We used
Lidocaine just before thoracotomy and begin to closed
thorax. We had taken the subcutaneous injection
method. In general, every rabbit used a piece of
Lidocaine (5 ml: 0.1 g). Afterwards, the thorax was
closed and the rabbits were monitored by ECG to con-
firm ST segment changes and the establishment of the
acute myocardial infarction model.

Conventional two-dimensional Doppler echocardiography
Conventional echocardiography was performed on forty-
eight New Zealand white rabbits using the GE Vivid7
Dimension ultrasound machine. Preoperative and post-
operative LV end-systolic volume (LVESV), end-diastolic
volume (LVEDV), stroke volume (SV) and LV ejection
fraction (LVEF) were recorded in the rabbits, and stand-
ard high frame rate apical four, three and two-chamber
views of three consecutive cardiac cycles were stored for
off-line analysis.

Data analysis for LR behavior of LV

We analyzed the apical four, three and two-chamber
preoperative and postoperative views using 2D—-STTI soft-
ware to obtain the strain, strain rate index and LR (2D—
Strain, EchoPAC PC version 113, GE Healthcare,
Horten, Norway). LR was defined by the global rotation
of the LV cross-section. We sketched the endocardial
contours, and the software automatically created regions
of interest containing the endocardium, middle myocar-
dium, and epicardium, then adjusted the regions of
interest to match the endocardial-myocardial and
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Table 1 The basic information of conventional two-dimensional
doppler echocardiography between preoperative and postoperative
CE==)

HRbpm)  LVEDV(ml)  LVESV(ml)  SV(ml) LVEF(%)
Preoperative 276 £44 161 +136 052+019 109+128 63+9
Postoperative 241 +47 127 +043 057+023 070+026 55+9
P Value <0.001 0.119 0.248 0.057 <0.001

HR heart rate, LVEDV left ventricular end-diastolic volume, LVESV left
ventricular end-systolic volume, SV stroke volume, LVEF left ventricular
ejection fraction

epicardial-myocardial borders. In the apical four-
chamber, three-chamber, two-chamber views, the LV
walls were subdivided into six: septum, lateral, antero-
septum, posterior, anterior, inferior walls. Segmental LR
and global LR of the LV were assessed from the same
echocardiograms using 2D-STI (Fig. 1). All animals
were euthanized once data collection was complete, the
method of euthanized was injected a certain amount of
air (20-50 ml) into the ear vein. All of the rabbits were
anesthetized prior to euthanasia via air embolism.

Statistical analysis

All analysis was performed using SPSS 17.0 (SPSS Inc.,
Chicago, IL, USA). Normal data distribution was assessed
using Kolmogorov-Smirnov’s test. If the data distribution
was normal, the data was compared using a paired ¢-test.
For variables with non-normal distribution, the nonpara-
metric Mann-Whitney test was used. Data was expressed
as the mean + SD. Differences were considered statistically
significant when the p-value was less than 0.05.

Results

Basic information

The values of postoperative LVEF were significantly lower
than the values observed in preoperative rabbits. There
were no significant differences between the preoperative
and postoperative LVEDV, LVESV and SV (Table 1).

Compared LS of the endocardial, middle and epicardial
myocardial layers between preoperative and postoperative
rabbits

In the preoperative and postoperative rabbits, the pattern
of peak systolic LS of the three different myocardial layers
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was: endocardium > middle myocardium > epicardium.
The peak systolic global LS was significantly different be-
tween the preoperative and postoperative rabbits. The
values of the postoperative were lower than preoperative.
The segmental peak systolic LS of the three different
myocardial layers had significant difference between the
preoperative and postoperative rabbits exclude the epicar-
dial and middle myocardial layers of the septal wall. The
values of the postoperative were lower than preoperative.
(Tables 2 and 3, Fig. 2)

Compared LSr in systolic and diastolic period between
preoperative and postoperative rabbits

The global peak LSr in the systolic, early and late dia-
stolic period had significant difference between the pre-
operative and postoperative rabbits. The values of the
postoperative were lower than preoperative. The seg-
mental peak LSr in the systolic, early and late diastolic
period had significant difference between the preopera-
tive and postoperative rabbits exclude the systolic and
early diastolic of the septal. The values of the postopera-
tive were lower than preoperative. (Tables 2 and 4, Fig. 3)

Compared segmental LR with global LR in the LV of
preoperative and postoperative rabbits

In the apical four-chamber view, there were significant
differences in the degrees of rotation of the LV lateral
wall in preoperative and postoperative rabbits. In the
apical three-chamber view, the rotation degrees of the
posterior wall was significantly lower in the postopera-
tive rabbits, and the LR was also significantly lower in
the postoperative than in the preoperative rabbits
(-2.66° + 2.34°, -0.33° + 3.57°, p < 0.001). In the apical
two-chamber view, the degrees of rotation about the infer-
ior wall was significantly lower in the postoperative than
in the preoperative rabbits, and the LR was also signifi-
cantly lower in the postoperative rabbits (-1.96° +3.59°,
0.79° + 3.98°, p = 0.004). (Table 5, Fig. 4)

Discussion

In the research, we had ligated the left anterior descend-
ing coronary artery to make an acute myocardial infarc-
tion model. The main findings of the study were: (1) the
peak systolic LS of different myocardial layers, peak LSr

Table 2 The peak global systolic longitudinal strain of endocardial, middle and epicardial layers, peak global longitudinal strain rate

between preoperative and postoperative (X =+ s)

Varible Peak global systolic longitudinal strain(%) Peak global longitudinal strain rate (S™')

Endocardial Middle Epicardial Systolic Early-diastolic Late-diastolic
Preoperative -16.84 £ 449 —13.88 £ 3.84 -1153+334 -259 +0.71 293 +£1.03 333+ 096
Postoperative —11.79 £ 451 —9.63 £ 3.89 —7.66 £ 3.74 -1.68 £0.77 165+ 1.19 205+ 1.03
P-value <0.001 <0.001 <0.001 <0.001 <0.001 <0.001
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Table 3 The peak segmental systolic longitudinal strain of endocardial, middle and epicardial layers (x + s)
Segmental LV wall Endocardial (%) Middle (%) Epicardial (%)
Preoperative  Postoperative  P-value Preoperative  Postoperative  P-value Preoperative  Postoperative  P-value
Apical 4-CH view Lateral -1538+£790 -855+£658 <0001 -1264+6.77 -670=£542 <0001 =1061+599 -532+462 <0001
Septum -1395+732 -1077+£7.19 0.026 -1127 £ 615 =901 £608 0.054 -925+533 -771+529 0119
Apical 3-CH view  Anteroseptum —1575+ 772 —-803+7.10 <0001 —-1228+6.28 —-635+589 <0001 —-965+526 —513+500 <0.001
Posterior -1733+688 -1097 £821 <0001 -1401 +£605 -884+687 <0001 -—-1146+544 -721+588 0001
Apical 2-CH view  Anterior -1549+707 -751+£746 <0001 -1255+642 -585x6.16 <0001 -1031+£596 -464=+520 <0001
Inferior -1734 +738 -1290 + 869 0.009 -1389 £ 626 -1040+722 0013 -1118 £ 544 -849+6.15 0.020

in the postoperative rabbits were lower than in the pre-
operative. (2) There was LR in the cardiac of the postop-
erative rabbits.

AMI is a common heart disease. In recent years,
the incidence of AMI and its associated mortality
have increased annually. Cell death occurs after ap-
proximately 20 min of severe ischemia, and pro-
gresses in a wave front from the subendocardium into
the subepicardium of the ischemic bed-at-risk. In is-
chemia, the lack of oxygen is caused by a reduction
in coronary flow and towards cell death and necrosis
and or infarction [16]. In order to reduce the mortal-
ity rate, we performed a 10 min LAD ligation in rab-
bits. The acute occlusion of the coronary can damage
the systolic and diastolic function of the cardiac.
From this research, we knew that, the function of the
LV damaged after AMI. After knowing this knowledge,
fighting for the time to re-open the occlusion artery is be-
coming more important.

However, early diagnosis of AMI is difficult. While
coronary angiography can accurately evaluate the degree
of stenosis of coronary artery, the technique is prohibi-
tively invasive and expensive. 2D-STT is a new technique
that is useful for the effective diagnosis of myocardial is-
chemia, myocardial infarction. In acute myocardial in-
farction, 2D-STI can easily and accurately determine
the infarcted area [17-21]. However, few studies have
been performed concerning 2D—-STT’s ability to diagnose
myocardial ischemia in animal models.

Qian FU et al. [22] evaluated changes in the regional LV
myocardial function of rats following acute occlusion of
the left anterior descending coronary artery using 2D-
STL. They concluded that 2D-STI was a non-invasive
technique that can be used to assess the response of re-
gional myocardial function to variations in blood supply
in rats following acute occlusion of the LAD. They also
concluded 2D-STI could be used as a sensitive and reli-
able means to follow the process of LV remodeling.
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Fig. 2 Scatter diagram reveals the peak global systolic longitudinal strain of endocardial, middle and epicardial layers between preoperative and
postoperative rabbits
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Table 4 The peak segmental longitudinal strain rate between preoperative and postoperative (X + s)

Segmental LV wall

Peak longitudinal systolic strain
rate (S

Peak longitudinal early-diastolic strain
rate(S™")

Peak longitudinal late-diastolic strain
rate (S

Preoperative Postoperative P-value

Preoperative Postoperative P-value

Preoperative Postoperative P-value

Apical 4-CH view Lateral
Septum

Apical 3-CH view Anteroseptum
Posterior

Apical 2-CH view Anterior

Inferior

=316+ 119 =216+ 127 <0.001
-282+127 -240+£125 0.100
-3.12+132 =211 +123 <0.001
—353+£158 -227+£119 <0001
—297 €127 -206+125 0003
-339+ 124 -258+143 0001

351245 182+1.77 0.001
261 £159 236+176 0417
295+172 185+149 0.004
331£194 220+ 158 0.006
354215 150%221 <0.001
335+199 2254189 0.005

461 £258 265+ 215 <0.001
345187 267 +1.71 0.023
304+165 193+£138 0.005
404 £169 258+ 147 <0.001
453 £239 226+172 <0.001
484 +246 330+ 218 0.001

An advantage of rabbits as experimental subjects for
myocardial ischemia is that rabbits do not require artifi-
cial ventilation during the LAD ligation experiments.
According to previous studies, rabbits have minimal cor-
onary collateral circulation. Blood flow to the coronary
artery of the rabbit is mainly via the left anterior de-
scending coronary artery, LV branch and the right cor-
onary artery. The LAD perfuses the LV and a small
portion of right ventricle wall, and the LV branch sup-
plies a wider portion of the LV, but the right coronary
artery only perfuses the right ventricular free wall [23].
LAD ligation in the rabbit is, therefore, a good model of
AML

In our studies, we experimented with several methods
of producing an accurate model of AMI in the rabbit.
We observed that ligate the root of the LV branch might
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Fig. 3 Scatter diagram reveals the peak global longitudinal strain
rate between preoperative and postoperative rabbits

lead to sudden death. Ligating the distal end of the LV
branch did not produce a good model of AMI, and
caused papillary muscle and apical myocardial infarction
instead. Therefore, we choose to model of AMI by ligat-
ing LAD. This study presented an innovative evaluation
of the changes in LV function by detecting the three dif-
ferent myocardial layers and LR in the early stages of
AMI in rabbits using the 2D—STI technique. We exam-
ined LV function and LR in preoperative rabbits as a
self-control to minimize the variability between the
groups.

The study reported in this article investigated a rabbit
model of AMI induced following LAD ligation. We used
this model to calculate and compare the LV function.
The values of postoperative LVEF were significantly
lower than the values observed in preoperative rabbits,
and there were no significant differences in the LVEDYV,
LVESV and SV between the preoperative and postopera-
tive rabbits. These values indicated that the ligation of
LAD in rabbits had a significant influence on LV systolic
function.

The pattern of peak systolic LS of the three differ-
ent myocardial layers was: endocardium > middle
myocardium > epicardium. At rest, most left ventricu-
lar wall thickening occurs as a result of endocardial
thickening; the middle myocardium layer contributes

Table 5 The segmental and global longitudinal rotational
between preoperative and postoperative (°, X £ )

Segmental LV wall rotational degrees(®) Preoperative Postoperative P Value
Apical 4-CH view Lateral 323 +£465 107 +474 0.043
Septum -327 £491 164 +389 0.095
Global LR 094 +414 -021+399 0136
Apical 3-CH view Anteroseptuml 039+324 128+321 0.199
Posterior -345+405 -029+4.16 <0001
Global LR -266 234 -033+357 <0.001
Apical 2-CH view Anterior 068 +386 093 + 337 0.725
Inferior —336+£384 029+ 441 <0.001
Global LR —196 £ 359 079 +£398 0.004
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only modestly to thickening; and the contribution of the
epicardium is negligible [24]. According to the different
orientation of myocardial fibres, the wall stress was in a
non-uniform distribution, with decreasing values from
endo- to epicardium. The subendocardial longitudinal fi-
bres have a smaller curvature as the mid-wall circumfer-
ential fibres, also to the subepicardial fibres; thus, the wall
stress will be higher on the longitudinal fibres [20]. The
Peak systolic LS and LSr in the infarcted, peri-infarcted
and remote myocardial regions were significantly de-
creased in the postoperative. From this results, we con-
cluded that the longitudinal LV function of postoperative
rabbits were impaired in the early phase of AML

This study used the LR of the LV to reflect changes in
systolic function following AMI in rabbits. Previous
studies have reported LR in the LV of dilated cardiomy-
opathy patients and other heart failure patients; however,
before our study it was unknown whether LR was asso-
ciated with AMI in rabbits. We observed that the de-
grees of rotation of the LV lateral, posterior and inferior
walls were significantly lower in the postoperative rab-
bits (p < 0.05), and the LR in the apical three and two-
champer views were also significantly lower
(-2.66° + 2.34°, -0.33° + 3.57°, p < 0.001, -1.96° +3.59°,
0.79° + 3.98°, p = 0.004). We concluded that the LR
changes between the preoperative and postoperative rab-
bits were related to the anatomy of rabbit coronary.

The LAD of the left coronary artery perfuses the inter-
ventricular septum, and when it is occluded, the LR of
interventricular septum had no significant differernce
between preoperative and postoperative rabbits, but the
value is decreased. For the reason, we considered it was
related to the collateral circulation, when the LAD was
occluded, the collateral circulation maybe rebuilded.
Why, then, were the LR of the inferior and posterior
walls reduced? Due to the “muscle band”, the inferior
and posterior walls are downstream of the interventricu-
lar septum, and, therefore, they may be influenced by
the upstream muscle. Our results demonstrated that LR

may be related to the condition of the surrounding
muscle. The origin of the LR is unclear. Gallagher KP et
al. [25] performed a research in conscious dogs, and the
found that inner and outer wall thickening during sys-
tole is not uniform and the nonuniformity is sustained
during the greatly altered hemodynamic conditions asso-
ciated with exercise. After the acute occlusion of the
coronary of LAD, according to the distribution of the
myocardial fibre, the subendocardium was affected the
most. When the cardiac contracted, due to AMI, the ori-
ginal balance of the different myocardium layers was dis-
appeared or changed, may resulting in the changes of LR
motion. Also the global LR reversed in the apical 4-ch
and 2-ch views maybe explained by the above reason. By
examining the LR, it can be determined that early AMI
in the LV influenced the function of the heart.

Conclusions

In this study, LV function was impaired in the early
phase after acute occlusion of LAD coronary artery. The
LS of different myocardial layers could reflect the LV
function very conveniently. The LR of LV could be an
important indicator of cardiac function in the early
phases of AMI In the clinical practice, the early detec-
tion of the cardiac dysfunction after AMI can make
these patients have early treatment, and can also evalu-
ate the efficacy of different treatment.

Additional file
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