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ABSTRACT: The isoproterenol (or isoprenaline; 1SO)-induced model of myocardial injury provides a non-surgical means of establishing features
of dilated cardiomyopathy (DCM) in various species, including left ventricular (LV) inflammation, cardiomyocyte hypertrophy, vascular rarefaction,
fibrosis and related dysfunction. However, when established in mice, the progression and severity of the LV fibrosis that manifests in this model can
be affected by the exposure time and/or dosing of 1SO applied, and by strain when an equivalent exposure time and dose are administered. In this
study, we measured the severity of LV fibrosis by biochemical and histological means in 129sv, C57BL/6J and FVVB/N mice exposed to repeated ISO
(25 mg/kg for 5 days) administration at 14-days post-injury. At the time-point studied, these strains of mice underwent a ~2-fold, ~0.7-fold and ~0.3-
fold increase in LV collagen concentration, respectively, compared to their saline-injected controls; whilst 129sv and C57BL/6J mice underwent a
corresponding ~7-fold and ~1-fold increase in picrosirius red-stained interstitial LV collagen deposition, respectively. C57BL/6J mice subjected to
higher dosing of 1ISO (50 or 100 mg/kg for 5 days) underwent a ~1.4-1.6-fold increase in picrosirius red-stained interstitial LV collagen deposition
and some LV systolic dysfunction at day-14 post-injury, but the fibrosis in these mice was still less severe than that measured in 129sv mice given a
lower dose of 1SO. These findings highlight that strain-dependent differences in 1SO-induced LV fibrosis severity can impact on evaluating
pathological features of DCM and the therapeutic effects of anti-fibrotic drugs/strategies in this model.
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1. Introduction

Myocardial fibrosis is a hallmark of several cardiovascular diseases (CVDs) including dilated cardiomyopathy (DCM), and is
characterised by an aberrant over-production of various extracellular matrix (ECM) proteins, primarily collagen [1,2]. Fibrosis
results from a failed wound-healing response to tissue injury [3], and is exacerbated in the heart due to its poor regenerative capacity,
which renders any form of myocardium damage susceptible to heart failure (HF) [4]. DCM is typically defined as left ventricular
(LV) dilation and systolic dysfunction, which results in an impaired ability of the heart to effectively pump blood to other parts of
the body, and is the most commonest cause of HF with reduced ejection fraction (HFrEF) [5]. DCM is often undiagnosed but has
been reported to affect 1:250-1:400 up to 1:2500 of the general population [5,6], and can affect individuals of all ages and races.
However, males are at a greater risk of disease exposure compared to their females counterparts [7]. There are no specific treatments
for DCM. Many available therapies used to treat cardiomyopathies fail to effectively resolve, let alone attenuate the multifactorial
nature of fibrosis and hence, mainly provide symptomatic management of disease progression [8]. Hence, there is an urgent need
to better understand the pathophysiology of DCM, to develop more direct anti-fibrotic therapies that are safe.

There are various animal models that have been established to better understand the pathophysiology of DCM-induced
myocardial fibrosis and related HF [9,10], and/or test novel therapies for the disease, most notably via surgically-induced
myocardial infarction (MI) or ischemia [11,12]/ischemia-reperfusion injury [13]. Temporary or permanent obstruction of blood
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flow from the left coronary artery/and the reperfusion-induced restoration of blood flow leads to significant structural and functional
damage to the myocardium, which leads to the rapid onset of HF. However, whilst these models can be consistently established in
both rodent [11,12] and larger [14,15] animal models, the invasive nature of the procedures involved often lead to ~10-40%
mortality rates post-surgery [12], which can vary depending on the species and strain of animal used, the surgical skills of the
operator and/or the infarct size that develops post-Ml.

To overcome this, a non-surgical means of injecting isoproterenol (or isoprenaline; 1SO) to rats was found to induce
myocardial lesions, over 60 years ago [16,17]. ISO is a synthetic catecholamine and B-adrenergic agonist, that causes severe
oxidative stress in the myocardium, resulting in infarct-like necrosis of the heart muscle [18]. When administered via a single
injection (at doses of 1-100 mg/kg), ISO induces myocardial necrosis within 24 hours [19,20] and myocardial fibrosis after 2—3
weeks [21]. This degree of fibrosis as well as some animal mortality (due to 1SO-induced cardiac arrhythmia or hemodynamic
changes) can be increased by the dosing and frequency of ISO administration [18,20,22-24], but can also be affected by the age
and strain of the species employed, particularly in mice [22—25]. To this extent, Brooks and Conrad [22] demonstrated that once-
daily subcutaneous (s.c) injections of 1SO (100 mg/kg/day) to 8-month old male Swiss-Webster mice for five consecutive days led
to significantly increased left ventricular (LV) cardiomyocyte hypertrophy, fibrosis and limited animal mortality (1/15 mice; ~7%)
after 14-days. However, these mice underwent diastolic dysfunction (elevated LV diastolic pressure) rather than any marked systolic
dysfunction. On the other hand, when applied to 8-10 week-old male 129sv mice, which are more sensitive to Ml-induced LV
rupture [26] and related mortality [27], ISO had to be s.c-injected for five consecutive days at a lower dose of 25 mg/kg for a large
proportion of animals to survive (35/50 survived; 30% mortality rate [25]), but was able to induce several features of DCM including
LV inflammation, oxidative stress, cardiomyocyte hypertrophy, remodelling, fibrosis and systolic dysfunction (reduced ejection
fraction, fractional shortening and global longitudinal strain rate) after 14-days in mice that survived the procedure [25]. This
pointed to the fact that strain-dependent sensitivity to myocardial injury could influence the structural and functional outcomes, as
well as the mortality of the I1SO-induced model of DCM. To this extent, whilst mouse strain-dependent differences in LV
hypertrophy [28], fibrosis [29] and dysfunction [30] to various stressors, and the myocardial wound-healing response to Ml [31]
have previously been documented, the impact of mouse strain on the myocardial fibrosis that develops in the 1SO-induced model
of DCM has not been evaluated.

Hence, in this study, we compared the impact of this repeated 1SO (25 mg/kg)-induced protocol in equivalently-aged adult
129sv mice and more commonly accessible strains, namely C57BL/6J and FVB/N mice. Notably, the C57BL/6 strain is also the
background strain for the majority of mutant mouse models that have been established [32]. However, given that C57BL/6J mice
were more resistant to myocardial injury and related fibrosis compared to their 129sv counterparts, we also determined whether
administering higher doses of 1SO (50 or 100 mg/kg) to age-equivalent C57BL/6J mice could induce a similar phenotype to that
observed in 129sv mice given the lower dose (25 mg/kg) of ISO over five consecutive days.

2. Materials and Methods
2.1. Materials

Isoproterenol (isoprenaline hydrochloride) was purchased from Sigma-Aldrich (15627; St. Louis, MO, USA). Arrane
(Isoflurane) was supplied by Baxter Healthcare (Toongabbie, NSW, Australia).

2.2. Animals

8-12-week old male 129sv mice (provided by the Animal Resource Centre, Perth, Western Australia, Australia), C57BL/6J
and FVB/N mice (provided by the Monash Animal Research Platform (MARP), Monash University, Clayton, Victoria, Australia)
were allowed to acclimatize (in groups of 2—3 mice per cage) for at least 6—7 days prior to experimentation and were maintained
on a 12 h light:12 h dark cycle with free access to standard rodent chow (Barastoc Stockfeeds, Pakenham, Victoria, Australia) and
water. Male mice were used as they are more prone to cardiomyopathy-induced HF [7,33]. The experiments outlined were approved
by the Animal Ethics Committee of Monash University (under MARP/2012/049 or MARP/2023/37326), which adheres to the
Australian Code of Practice for the Care and Use of Laboratory Animals for Scientific Purposes.

2.3. Induction of the ISO-induced Model of Myocardial Fibrosis in Mice

The non-surgical 1SO-induced model of cardiomyopathy was employed [22,25] in age-matched adult 129sv, C57BL/6J and
FVB/N mice, to evaluate the impact of mouse strain on the myocardial injury-induced fibrosis that developed after 14-days. Once
acclimatised, each strain of mice (n = 5 per group) were given once-daily subcutaneous (s.c) injections of 1SO (25 mg/kg body
weight (BW) over 5 consecutive days, then left for a further 9-days for fibrotic healing to occur in the myocardium (given the poor
regenerative capacity of the mammalian heart [34]). In each case, separate sub-groups of each mouse strain (n = 5 per group) were
given once-daily injections of saline (the vehicle for 1SO) over 5 consecutive days, and then also left for a further 9-days (as the
respective control groups).
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In a separate set of experiments, male C57BL/6J mice were s.c-injected with increasing doses of 1SO: 25 mg/kg (n = 8), 50
mg/kg (n = 11) or 100 mg/kg (n = 11) BW; n = 11 per group); or saline (n = 8), once-daily for 5 consecutive days, then left for a
further 9-days for fibrotic healing to occur in the myocardium. A higher number of C57BL/6J mice given the intermediate (50
mg/kg) and higher (100 mg/kg) dose of ISO were incorporated into this latter study, to account for expected animal mortality.

2.4. Echocardiography

As LV functional parameters were previously assessed by transthoracic echocardiography in 129sv mice subjected to the
repeated administration of 1SO (25 mg/kg) detailed above (at day-14 post-injury) [25], echocardiography was only performed on
male C57BL/6J mice repeatedly injected with saline or increasing doses of 1ISO (25-100 mg/kg), at the corresponding 14-day time-
point. Measurements were performed on mice anaesthetised with Aerrane (isoflurane; 2-3% in oxygen, by inhalation via a nose
cone; Baxter Healthcare, Toongabbie, New South Wales, Australia), using a Vevo 2100 ultrasound system (VisualSonics, Toronto,
Canada; housed at the Monash Biomedical Imaging Facility) utilising an ultra-high frequency 30 MHz linear-array transducer for
imaging of mouse cardiac function; as detailed previously [25]. Measures of LV function and myocardial stiffness were determined,
as reported before [25].

2.5. Tissue Collection and Analysis

Following the functional assessment of mice at day-14 post-ISO-induced injury, all mice were weighed and then killed with
an overdose of anaesthetic (Aerrane (Isoflurane; Baxter Healthcare, Brunswick, VIC, Australia); 5% in oxygen, by inhalation). The
heart and then left ventricle (LV) were isolated from all animals. LV tissues were transversely divided into 3 portions: the apical
region for measuring hydroxyproline content, the midzone for fixation in 10% neutral buffered formalin, and the basal region.
Unfixed tissue was immediately snap frozen in liquid nitrogen and stored at —80 <C. To ensure standardization and enable intergroup
comparisons, each assay used the same portion of LV tissue from each animal.

2.6. Hydroxyproline Analysis

The LV apical portion of each mouse was processed as described before [35] for the measurement of hydroxyproline content.
Briefly, LV apical samples were lyophilized to dry weight (for dry weight measurement), rehydrated and hydrolysed in 6M
hydrochloric acid (HCI). LV hydrolysates were then assayed in duplicate against a standard curve of purified trans-4-hydroxy-L-
proline (Sigma-Aldrich, Richmond, CA, USA). Total collagen content was then extrapolated from the hydroxyproline values
determined [35], and in turn, were divided by the dry weight of each corresponding tissue to yield percent collagen content per dry
weight tissue (collagen concentration).

2.7. Histological Analysis

Given the variable levels of LV fibrosis that were detected from the different strains of mice by hydroxyproline analysis,
histological analysis of interstitial LV fibrosis was only determined from 129sv and C57BL/6J mice. Formalin-fixed and embedded
LV sections were cut into serial (5 pm) sections, and stained with 0.1% picrosirius red (Polysciences, Inc, Warrington, PA, USA)
to identify interstitial fibrillar collagen, as detailed previously [23,25]. Whole LV sections were captured using the Aperio AT Turbo
scanner (Leica Biosystems, Nussloch, Germany) and stored as digital high-resolution images on a local server associated with the
instrument. Images were viewed and morphometrically analysed with the Aperio ImageScope v12.1.0.5029 software (Leica
Biosystems).

2.8. Statistical Analysis

All data are expressed as the mean =standard deviation of mean (SD), and were statistically analysed using GraphPad Prism
v9.0.1 (GraphPad Software Inc, San Diego, CA, USA), on group sizes of at least n = 5. The data were analysed by a one-way
ANOVA followed by a Tukey’s post-hoc test to allow for multiple comparisons between the groups analysed. No approaches were
used to reduce unwanted sources of variation by data normalization or to generate normal data. Differences were considered
statistically significant at p < 0.05 and the threshold value was not varied during the study.

3. Results
3.1. The Impact of Mouse Strain on 1SO-induced Myocardial Fibrosis

All mice from each strain evaluated, that were injected with saline (n = 5/5 per strain) or 25 mg/kg I1SO (n = 5/5 per strain)
survived the 14-day protocol. Adult (8—-12-week old) 129sv, C57BL/6J and FVB/N mice subjected to repeated saline (vehicle)-
injections presented with a similar LV collagen concentration (collagen content per dry weight tissue) of ~0.50-0.55% at day-14 (9
days after the fifth injection), as determined by hydroxyproline analysis (Figure 1A). However, when age-matched counterparts
were subjected to repeated ISO (25 mg/kg) administration, 129sv, C57BL/6J and FVB/N mice presented with significantly elevated
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LV collagen concentration levels of 1.52%, 0.95% and 0.67%, respectively, at day-14 post-injury. This corresponded to a ~2-fold,
~0.7-fold and ~0.3-fold increase, respectively, at the time-point studied over respective levels measured in their saline-injected
counterparts (all p < 0.001 vs the strain-respective saline-injected group; Figure 1A). The levels of LV collagen concentration
measured in 1SO-injured C57BL/6J mice were significantly greater than that measured in 1SO-injured FVB/N mice (p < 0.01 vs
ISO-injured FVB/N mice), and in turn, the levels of LV collagen concentration measured in ISO-injured 129sv mice were markedly
greater than that measured in C57BL/6J or FVB/N mice (p < 0.001 vs both ISO-injured C57BL/6J or FVB/N mice; Figure 1A).
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Figure 1. The effects of repeated 1SO (25 mg/kg body weight) administration on myocardial fibrosis in different mouse strains. (A) Shown is the
mean =SD LV % collagen content per dry weight tissue (% LV collagen concentration; as a measure of fibrosis) in adult 129sv, C57BL/6J and
FVB/N mice injected with saline or ISO at day-14 post-injury. (B) Representative images of picrosirius red-stained LV (midzone) tissue sections
from adult 129sv and C57BL/6J mice injected with saline or 1SO, show the histological extent of interstitial LV collagen deposition and
distribution (fibrosis) in each strain at day-14 post-injury. Also shown is the mean +SD % interstitial LV collagen deposition (per fractional area
stained) in each of the groups evaluated. In each case, the data were obtained from n = 5 mice per group; where the white circles within each bar
represent individual data points for each animal analysed per group. * p < 0.05, ** p < 0.01, *** p < 0.001 vs the respective group compared.

Given the modest increase in myocardial collagen concentration that was detected in 1SO-injured FVB/N mice (Figure 1A),
ISO-induced changes in interstitial LV collagen deposition were only further examined histologically in 129sv and C57BL/6J mice,
by morphometric analysis of picrosirius red-stained tissue sections from the LV midzone (Figure 1B). Saline-injected 129sv and
C57BL/6J mice presented with interstitial LV collagen levels of 1-2% of the fractional area stained (Figure 1B). Comparatively,
age-matched 129sv and C57BL/6J mice subjected to repeated 1SO (25 mg/kg)-administration presented with interstitial LV collagen
levels of ~17% and 2.2% of the fractional area stained, respectively, at day-14 post-injury. This represented a ~7-fold and ~1-fold
increase in interstitial collagen deposition, respectively, at the time-point studied over respective levels measured in their saline-
injected counterparts (both p < 0.01 vs the strain-respective saline-injected group; Figure 1B). The magnitude of the changes seen
in interstitial LV collagen deposition (Figure 1B) was greater than that seen by hydroxyproline analysis (Figure 1A), which is
consistent with findings from other studies conducted in the ISO model [23,25] and other models [36] of heart disease characterised
by myocardial fibrosis. A number of factors may contribute to these discrepant findings, which include scale (extrapolation of a
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single tissue section area compared to the volume of apical tissue assessed by hydroxyproline analysis); correction for dry weight
(biochemical analysis accounts for hypertrophy and atrophy, whereas histological analysis does not); the extent to which fine
collagen fibres can be detected; and a tendency for picrosirius red-staining to overestimate collagen [37]. Nevertheless, the findings
from both the biochemical (Figure 1A) and histological (Figure 1B) analysis of LV fibrosis in these strains of mice determined that
129sv mice were more prone to ISO-induced myocardial fibrosis compared to their age-matched C57BL/6J and FVVB/N counterparts.

3.2. The Impact of Higher Doses of ISO Administration on Myocardial Fibrosis and Related Dysfunction in C57BL/6J Mice

To determine if the severity of the 1SO (25 mg/kg)-induced myocardial fibrosis measured in 129sv mice could be provoked by
higher doses of 1SO (50 or 100 mg/kg) administration to C57BL/6 mice, adult (8-12-week old) C57BL6J mice were subjected to
repeated saline or 1SO (25, 50 or 100 mg/kg) injections and maintained until day-14 post-injury (9-days after the fifth ISO injection).
Notably, although all n = 8/8 saline-injected and n = 8/8 low-dose 1SO (25 mg/kg)-injected mice survived the 14-day protocol, only n
=5/11 mice injected with 50 mg/kg ISO and n = 6/11 mice injected with 100 mg/kg 1SO survived the experimental period; indicating
that higher doses of 1ISO administered to C57BL/6J mice could induce up to ~50% mortality.

Given the increased sensitivity of detecting interstitial LV collagen deposition by histological means, only the morphometric
analysis of picrosirius red-stained interstitial collagen was performed in this follow-up study. Compared to the interstitial LV
collagen deposition measured in saline-injected mice (1.2% of the fractional area stained), 1SO-injected mice presented with 2.15%,
3.2% and 3.0% of the fractional area stained at day-14 post-injury, when administered with 25, 50 and 100 mg/kg, respectively (all
p <0.01 vs the level measured in saline-injected control mice; Figure 2). This represented a ~1-fold, ~1.6-fold and ~1.4-fold increase
in interstitial LV fibrosis, respectively, at the time-point studied over respective levels measured in the saline-injected control group.
Interestingly, although the administration of higher doses of 1SO induced increased mortality of C57BL/6J mice, they also caused
some LV systolic dysfunction in the mice that survived the 14-day experimental period, as determined by echocardiography (Table
1). When injected at 50 or 100 mg/kg body weight, 1SO-injured C57BL/6J mice had significantly reduced LV ejection fraction and
significantly increased end-systolic LV volume, with a trend towards an increase in end-diastolic LV volume. These higher doses
of ISO also induced a significant increase in E/A-wave ratio (of ~1.6-1.7; indicative of borderline diastolic dysfunction) in
C57BL/6J mice (Table 1), which would be considered to be just above the normal range; and a trend towards an increased
isovolumetric contraction (IVCT) and relaxation (IVRT) time (Table 1), indicative of these mice having stiffened hearts. The LV
dysfunction measured in C57BL/6J mice, however, was still not as severe as that measured in 129sv mice given repeated 1SO
administration at a lower dose (25 mg/kg) at day-14 post-injury [25].
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Figure 2. The effects of increasing doses of SO administration on myocardial fibrosis in C57BL/6J mice. Representative images of picrosirius
red-stained LV (midzone) tissue sections, from adult C57BL/6J mice injected with saline or ISO (25, 50 or 100mg/kg body weight), show the
histological extent of interstitial LV collagen deposition and distribution (fibrosis) at day-14 post-injury. Also shown is the mean £SD % interstitial
LV collagen deposition (per fractional area stained) in each of the groups evaluated. In each case, the data were obtained from n = 5-8 mice per
group; where the white circles within each bar represent individual data points for each animal analysed per group. * p < 0.05, ** p < 0.01, *** p
< 0.001 vs the respective group compared.
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Table 1. Cardiac functional parameters from 1SO-injured C57BL/6J mice.

Parameter Measured Salinen=8 1ISO (25 mg/kg) n =8 1ISO (50 mg/kg) n =5 1SO (100 mg/kg) n =6
End-diastolic LV mass (mg) 88.7 £2.1 88.9 +£3.1 90.5 5.4 89.9 +2.6
End-systolic LV mass (mg) 93.6 1.6 90.6 +£3.0 93.8 £5.4 93.8 +2.7
End-diastolic LV volume (uL) 55.2 1.9 56.6 +4.4 59.1 £33 59.1 1.2
End-systolic LV volume (uL) 21.3 1.9 304 +2.3* 30523 * 299x14%*
LVPWT (diastole) (mm) 0.8+0.1 0.8+0.1 0.7 £0.1 0.8+0.1
LVPWT (systole) (mm) 1.2+0.1 1.2+0.1 1.2 +0.1 1.3+0.1
Ejection fraction (%) 57.7 £1.3 53.2+2.4 485+1.4* 494 +0.8 *
Fractional shortening (%) 11.6 +£0.6 11.0+19 10.7 +0.8 11.7+16
E/A-wave ratio 1.2+0.1 1.0+0.1 1.7 +0.1* 1.6 +0.1*
Isovolumetric contraction time (ms) 145+10 19.7£16 17.1 15 188 +2.6
Isovolumetric relaxation time (ms) 199+14 23.0+1.1 21.4 +0.8 22.5 +0.7

All data are expressed as the mean =SD; from n = 5-8 mice/group. All cardiac functional parameters included were measured by echocardiography.
LVPWT (diastole), left ventricular posterior wall thickness (at diastole); LVPWT (systole), left ventricular posterior wall thickness (at systole). *
p < 0.05 vs. saline group.

4. Discussion

In line with previous studies which have identified strain-dependent effects on the severity of LV fibrosis and dysfunction in
murine models of CVD [29,30], this study identified that the intensity of ISO-induced myocardial fibrosis and related dysfunction
in mice is also strain-dependent. Adult 129sv mice subjected to repeated 1ISO (25 mg/kg) administration underwent a more marked
progression of LV collagen concentration and interstitial LV collagen deposition after 14-days of injury, compared to that measured
in age-matched C57BL/6 and FVB/N mice. These findings are consistent with other studies demonstrating that 129sv mice are
more sensitive to MI-induced LV rupture [26] and related mortality [27], whereas C57BL/6J mice are more resistant to cardiac and
renal fibrosis [29]. Although FVB/N mice were also reported to be resistant to hepatic fibrosis [29], the current study showed that
FVB/N mice are even more resistant to 1SO-induced myocardial fibrosis compared to their 129sv and C57BL/6J counterparts
(Figure 1). When higher doses of ISO (50 or 100 mg/kg) were repeatedly administered to C57BL/6J mice, these mice were more
susceptible to 1SO-induced mortality, underwent a modest increase in interstitial LV fibrosis, but also underwent some LV systolic
dysfunction (reduced ejection fraction which correlated with an increased end-systolic LV volume and a trend towards an increased
end-diastolic LV volume) after 14-days of injury. Furthermore, C57BL/6J mice subjected to repeated 50 or 100 mg/kg ISO
underwent an increased LV E/A-wave ratio, suggestive that these sub-groups of mice had borderline diastolic dysfunction, although
this elevated 1SO-induced E/A-wave ratio would be considered just above the upper limit of the normal range. Despite this,
C57BL/6J mice subjected to repeated higher dosing of I1SO still did not undergo the degree of insterstitial LV fibrosis or dysfunction
[25] detected in 129sv mice given a lower dose (25 mg/kg) over 5 consecutive days.

It is now well-recognised that the genetic composition of the various mouse strains commonly used for scientific research
purposes underscores how sensitive or resistant each strain is to tissue injury/disease in general, and CVD in particular [29,30].
129s(v) mice have been reported to possess higher vascular tensile stiffness and are less responsive to acetylcholine-induced
vasorelaxation [38], but are more susceptible to MI-induced vascular rupture [26], owing to this strain of mice having high levels
of LV gelatinase activity that destabilise the tensile strength of the infarcted myocardium post-MI. Furthermore, 129sv mice have
two renin genes (compared to C57BL/6 mice only having one) [39], which makes them more prone to undergoing hypertension
and associated myocardial hypertrophy and fibrosis [40]. Comparatively (to C57BL/6 mice), 129sv mice had higher baseline levels
of interstitial LV collagen deposition (~1.5-3% of the fractional area stained), and ~15-25% of the fractional area stained when
subjected to repeated ISO (25 mg/kg) administration [25]; Figure 1B). This in turn led to these mice undergoing significant systolic
dysfunction (reduced ejection fraction, fractional area and abnormal global longitudinal strain rate in conjunction with increased
end-systolic volume; which results from an increased LV afterload post-Ml), an E/A-wave ratio of ~3 (indicative of an elevated
filling pressure in an abnormal heart) and myocardial stiffness (which led to these mice undergoing significantly increased
isovolumetric contraction and relaxation time compared to their saline-injected counterparts) in response to repeated SO (25 mg/kg)
administration [25]. Notably though, the increased sensitivity of these mice to CVD and related mortality [27], led to higher doses
of ISO administration to these mice (50 or 100 mg/kg over 5 consecutive days) causing significantly increased mortality
(unpublished findings by C. S. Samuel). However, the heightened levels of LV fibrosis and dysfunction that can be measured in
this strain of mice (along with the increased LV inflammation, oxidative stress, cardiomyocyte hypertrophy and remodelling these
mice present with post-1SO (25 mg/kg) administration [25]) makes them an ideal choice to be utilised for scientific investigations
that aim to evaluate the pathological consequences of DCM and/or the testing of various therapies that can be employed to treat the
disease. However, this strain of mouse is not always as readily available as other more commonly utilised mouse strains.

To address this, we determined if more accessible murine strains such as C57BL/6J and FVB/N mice could undergo the same
levels of LV fibrosis and dysfunction as their 129sv counterparts, particularly when given higher doses of ISO (to account for these
more commonly accessible strains being more resistant to cardiac injury and related LV fibrosis [34]; Figure 1). However, as
reported, we found that even when consecutively administered at higher doses (50 or 100 mg/kg), 1SO induced significant mortality
of C57BL/6J mice, and in the mice that survived until day-14 post-injury, only induced a modest increase in interstitial LV fibrosis.
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Interestingly though, this modest increase in interstitial LV fibrosis led to mice receiving 50 or 100 mg/kg 1SO to undergo some
systolic dysfunction (reduced ejection fraction in conjunction with increased end-systolic volume) and borderline LV stiffness and
diastolic dysfunction, in the absence of any noticeable changes to LV mass. This suggested that to even induce some level of LV
dysfunction in more cardiac fibrosis-resistant mouse strains, these animals had to be stimulated to undergo higher levels of oxidative
stress and necrosis-induced LV damage that ultimately led to a detectable level of systolic dysfunction, but at the expense of a
higher mortality rate. Although other features of DCM were not investigated in C57BL/6J mice in this study, it is questionable
whether it is worth pursuing studies in these cardiac fibrosis-resistant mouse strains to evaluate the pathological features of DCM
and to test the efficacy of novel therapeutics or therapeutic strategies that can treat the disease (given the limited pathology that can
be detected in fibrosis-resistant mouse strains). Knowing the specific mouse strain employed when doing such experiments is
important, as many experiments are performed on mixed background mice, which could be associated with potential complications
in data outputs.

It should be taken account that there were a few limitations to this study that need to be addressed in the future: (i) only 8-12
week-old adult male mice were used, so the impact of repeated SO administration on the fibrosis that develops in age-matched
female mice and older (12—-24 month old) male versus female mice requires investigation (as ageing is a major risk factor for CVDs).
(ii) The study focused on the myocardial fibrosis that developed in this model after a 14-day period, hence, other features of
cardiomyopathy including LV inflammation, oxidative stress, hypertrophy and remodelling over varying time-points post-1SO
injury could provide further insights into strain and sex-dependent outcomes in this model. (iii) The molecular mechanisms that
underpin the findings acquired were not determined, but should be investigated to identify the main contributors to these strain-
dependent differences.

5. Conclusions

This study identified that the severity of 1ISO-induced myocardial fibrosis and related dysfunction in age-matched adult mice
is strain-dependent. It also determined that the consecutive administration of higher dosing (50 or 100 mg/kg) of 1SO to a more
cardiac fibrosis-resistant mouse strain (C57BL/6J) induced a moderately elevated level of LV fibrosis and related systolic
dysfunction, that was not detectable in mice repeatedly given a lower dose (25 mg/kg). However, this higher dosing of ISO to
C57BL/6J mice led to a high incidence of animal mortality, whilst the aberrant structural and functional consequences measured
were still not as severe as that measured in a cardiac fibrosis-sensitive mouse strain (129sv) given repeated lower dosing of ISO (25
mg/kg). These findings point to ensuring that the correct mouse strain is utilized for studies evaluating the pathological
consequences of 1SO-induced DCM, and particularly for testing novel treatment options for the fibrosis and related dysfunction
that develops in this model.
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