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Abstract: Vitamin D secosteroids are intranuclear regulators of cellular growth and suppress the
renin-angiotensin system. The aim of this study was to test the hypothesis that the vitamin D receptor
agonist, paricalcitol (PC), either alone or with enalapril (E) (an angiotensin-converting enzyme
inhibitor), reduces the progression of polycystic kidney disease. Preventative treatment of Lewis
polycystic kidney (LPK) and Lewis control rats with PC (0.2 pug/kg i.p. 5 days/week) or vehicle from
postnatal weeks 3 to 10 did not alter kidney enlargement. To evaluate the efficacy in established
disease, LPK rats received either PC (0.8 pug/kg i.p; 3 days/week), vehicle, E (50 mg/L in water)
or the combination of PC + E from weeks 10 to 20. In established disease, PC also did not alter the
progression of kidney enlargement, kidney cyst growth or decline in renal function in LPK rats.
Moreover, the higher dose of PC was associated with increased serum calcium and weight loss.
However, in established disease, the combination of PC + E reduced systolic blood pressure and
heart-body weight ratio compared to vehicle and E alone (p < 0.05). In conclusion, the combination
of PC + E attenuated cardiovascular disease but caused hypercalcaemia and did not alter kidney cyst
growth in LPK rats.
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1. Introduction

Polycystic kidney diseases (PKD) are a group of inherited conditions associated with
the development of numerous enlarging renal cysts that lead to life-threatening end-stage
kidney disease (ESKD) [1]. Autosomal dominant polycystic kidney disease (ADPKD) is
the most prevalent form of PKD in adults and affects 6.5 million people worldwide [1].
Early-onset hypertension occurs prior to the onset of renal impairment and, in addition
to left ventricular hypertrophy, contributes to increased mortality, with cardiovascular
disease as the most common cause of death for ADPKD patients [2-5]. In ADPKD patients,
hypertension presents on average in their mid-thirties, and they have a greater prevalence
of cardiovascular risk factors compared to the general CKD population [5]. Current medical
management of ADPKD is focused on the treatment of hypertension with renin-angiotensin
inhibitors, such as angiotensin-converting enzyme inhibitors or angiotensin receptor block-
ers, along with dietary and lifestyle modification to reduce sodium intake and maintain a
healthy body mass index, however these interventions only partially slow disease progres-
sion [4,6]. Recently, the vasopressin receptor-2 antagonist, tolvaptan, was introduced as
the only disease modifying drug for ADPKD, but its universal implementation is limited
by off-target adverse effects that include polyuria and idiosyncratic hepatotoxicity. Hence
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additional pharmacological approaches for PKD that have minimal adverse effects and
utilise re-purposed medicines are needed [1,6,7].

The vitamin D group of fat-soluble secosteroids (D1-Ds), are widely utilised in chronic
kidney disease (CKD) for the management of secondary hyperparathyroidism. Aside from
their classical function in maintaining calcium homeostasis, the vitamin D secosteroids
are also intranuclear regulators of cellular growth and differentiation [1,8-10] and in vivo
have been found to have additional renal- and vascular-protective properties, including the
suppression of inflammation, fibrosis [11-16], and blood pressure [1,8,13]. In this regard, vi-
tamin D receptor knockout mice develop severe hypertension [17] and, conversely, vitamin
D receptor agonists (VDRAs) such as paricalcitol lower blood pressure in conjunction with
inhibitors of the renin-angiotensin-aldosterone system (RAAS) in experimental CKD [18].
Data on the role of the vitamin D system on the progression of PKD are limited. In a
hypertensive chronic model of PKD, the Lewis Polycystic Kidney Disease (LPK) rat model,
chronic vitamin D deficiency exacerbated hypertension (as expected) but mildly reduced
kidney cyst growth, suggesting that the vitamin D system may have divergent effects in
PKD [19].

Paricalcitol (19-nor-1,25-dihydoxy vitamin-D,) is 1000-fold more potent than calcitriol
but carries a similar risk of adverse effects, such as hypercalcemia [20]. Based on previous
studies in the LPK rats, we hypothesised that paricalcitol may reduce blood pressure and
proteinuria. However, as chronic vitamin D deficiency caused a mild reduction in kidney
cyst growth in LPK rats, it was important to evaluate whether paricalcitol exacerbated
kidney cyst growth. To our knowledge the role of VDRAs in PKD has not been previously
investigated [21]. Therefore, the aim of this study was to investigate whether VDRAs have
therapeutic effects in PKD and to test the hypothesis that VDRAs reduce the progression of
proteinuria and hypertension in the Lewis Polycystic Kidney Disease rat model of PKD
(LPK rat) [19]. To test this hypothesis, two sequential chronic experiments were performed
to evaluate the preventative (early treatment) and therapeutic (delayed treatment) effects
of paricalcitol on the progression of PKD.

2. Materials and Methods
2.1. Animals

Animals were housed at the animal research facility in the Institute for Clinical Pathol-
ogy at Westmead Hospital under standard conditions (artificial light, light-dark cycle 1800-
0600) with access to water and standard rat chow ad libitum [19]. LPK and Lewis/SSN rats
were obtained from the breeding colony at Westmead Hospital [19]. The LPK rat model is
a genetic ortholog of human nephronophthisis (NPHP)-9 but phenotypically resembles hu-
man autosomal recessive PKD with rapid early and marked cystogenesis between postnatal
weeks 3 to 10, the onset of hypertension at week 6, followed by progressive cystic related
tubulointerstitial disease leading to renal failure and death soon after week 20 [22-24]. All
experiments were conducted according to the Australian Code for the Care and Use of
Animals for Scientific Purposes [25], and the study ethics protocol was approved by the
Western Sydney Local Health District Animal Ethics Committee (Protocol number 4100).

2.2. Experimental Design

To determine the effects of early and delayed treatment paricalcitol on the progression
of early and established PKD in the LPK rat, two experiments were performed. In Experi-
ment 1, LPK (1 = 16) and Lewis (n = 6) rats were treated from postnatal week 3 until week
10 with either vehicle (V) or paricalcitol (PC) at 0.2 ug/kg administered intraperitoneally
(i.p.) 5 days/week with the dose determined by previous studies in rat models of CKD,
to minimise the risk of any adverse effects on serum calcium elevation [26]. Rats were
weighed daily and the average weight per group was used to determine the dose of pari-
calcitol. At week 10, rats were placed in metabolic cages for 16 hours for urine collection
and sacrificed the following day.



J. Cardiovasc. Dev. Dis. 2021, 8, 144

30f12

The design of Experiment 2 was based on the results of Experiment 1 and aimed
to determine whether a higher dose of PC together with a combination of angiotensin
blockade had efficacy in established disease, based on previous studies in models of
hypertension and CKD [11,27]. Enalapril, an angiotensin-converting enzyme inhibitor,
was used for renin-angiotensin blockade. In Experiment 2, LPK and Lewis rats were
treated with either vehicle (V), paricalcitol (PC; 0.8 pg/kg i.p.; 3 days/week), enalapril
(E; 50 mg/L in tap water), or a combination of both paricalcitol and enalapril (PC + E)
from postnatal week 10 until week 20, with dosing based on previous studies [11,15,28,29].
As mentioned, the dose and frequency of PC was modified in Experiment 2 (compared
to Experiment 1) based on previous studies to determine if a higher weekly dose had
an effect on kidney enlargement and also to evaluate the effects on blood pressure and
proteinuria [11,15]. Rats were weighed weekly and water intake was measured twice a
week (as previously described [24]) to ensure that the amount of E consumed was similar
between combined and single treatment groups. Rats were placed in metabolic cages for
16 hours at weeks 13, 16 and 19 to collect urine for analysis of renal function. At sacrifice,
rats were anaesthetized by an intraperitoneal injection of ketamine/xylazine, blood was
collected by cardiac puncture, and both kidneys and heart were removed by surgical
dissection as described in previous studies [23].

2.3. Assessment of Serum Calcium, Phosphate, Albumin and Renal Function

Serum 25-hydroxy (OH) vitamin (Experiment 1 only), corrected calcium, phosphate,
creatinine and albumin were analyzed at the Institute for Clinical Pathology and Medical
research (ICPMR) at Westmead Hospital, as previously described [19]. In Experiment 2,
urine volume, proteinuria, urine calcium and creatinine were additionally analyzed and
creatinine clearance was calculated and corrected for body surface area [19].

2.4. Tail-Cuff Systolic Blood Pressure

Serial measurements of tail-cuff systolic blood pressure were undertaken non-invasively
in conscious rats using a tail-sensor (MacLab, AD Instruments) and tail-cuff inflation at
week 13, 16 and 19 as previously described [23]. The systolic blood pressure was defined
as the appearance of the tail arterial pulse wave with cuff deflation. Five measurements
were undertaken at each session for each rat and the mean calculated.

2.5. Histology

For experiment 2, coronal slices of kidney and heart were immersion-fixed in methyl
carnoy solution and embedded in paraffin. Tissue sections, cut at 4 microns in thickness,
were stained with Periodic-acid Schiff. Because cystic kidney disease in the LPK rat at week
20 is diffuse and very severe, only qualitative analyses of the sections were performed.

2.6. Statistical Analysis

The data was entered into JMP Pro statistical software (Version 15.2, SAS institute)
and Prism (version 9.1.0, GraphPad) and presented as mean and standard deviation.
Comparison between groups was performed by ANOVA followed by post-hoc analysis
with Tukey—Kramer honestly significant difference test. A p value less than 0.05 was
defined as statistically significant.

3. Results
3.1. Effect of Early Treatment with Paricalcitol on Disease Progression in LPK Rats
3.1.1. Renal function, Proteinuria and Serum Calcium

There were no deaths or adverse events. At Week 10, LPK + V rats developed increased
proteinuria and urine volume, and impairment of endogenous creatinine clearance without
significantly increased serum creatinine compared to the Lewis + V rats, and this was not
affected by treatment with PC (Table 1). There was also no change in serum calcium in PC
treated rats at week 10 compared with V (Table 1). There was a significant reduction in 25,
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hydroxy-vitamin D in both LPK rat groups compared with Lewis rats, as expected with
early kidney disease (p < 0.01, Table 1).

Table 1. Effect of early treatment with paricalcitol on renal function and disease progression at week 10.

Lewis + V Lewis + PC LPK+V LPK + PC
(n=3) (n=3) (n=28) (n=28)
Serum Ca (mmol/L) 25+0.1 244+0.1 23+04 23402
Serum Albumin (mg/dL) 27 +2 27 +2 27 +4 28 +4
Serum Creatinine (umol/L) 28 +2 35+ 16 38+7 42 +5
Serum 25-OH vitamin D 133+9 120 £ 13 82+ 14* 95 +14*
Urine volume (mls/16hrs) 5+1 5+1 11+4* 10£3*
CrCl (umol/L/g BW) 784+09 70+28 45+ 15* 34+12*
Urine PCR (mg/mmol Cr) 54407 53+0.8 162.7 £49.1%  147.2 4+ 62.9 *1

1 Abbreviations: LPK, Lewis polycystic kidney rat; V, vehicle; PC, paricalcitol; Ca, corrected calcium; 25-OH
vitamin D, 25-hydroxy vitamin D; CrCl, endogenous creatinine clearance corrected for body weight (BW); PCR,
protein to creatinine ratio. Data expressed as mean =+ standard deviation. * p < 0.01 compared to Lewis + V.

3.1.2. Renal and Cardiac Enlargement

The two-kidney weight to body weight ratio is a surrogate marker of cyst growth and
increased 6-fold in LPK + V rats compared to the Lewis + V rats at week 10. Treatment with
PC did not alter the progression of kidney enlargement (Table 2). Cardiac enlargement,
as determined by the heart-to-body weight ratio which is a surrogate marker for left
ventricular hypertrophy in LPK rats, was 1.3-fold higher in LPK + V rats compared to the
Lewis + V rats and was not affected by PC treatment (Table 2).

Table 2. Effect of early treatment with paricalcitol on renal and cardiac enlargement at week 10.

Lewis + V Lewis + PC LPK+V LPK + PC
n=3) n=23) (n=8) n=8)

Week 10 BW (g) 282 +5 283 + 11 232 +14* 232 +14*

Right KW (g) 1.1+0.1 1.1+0.1 6.7 £0.6* 69+09*

Left KW (g) 1.1 £0.1 1.1£0.1 69+08* 6.8 +0.8%

2KW:BW ratio (%) 0.8+ 0.0 0.8+ 0.0 59+05* 57+05*
HW (g) 0.83 £ 0.05 0.83 £ 0.04 0.94 +£0.07 * 1.00 + 0.05 *
HW:BW ratio (%) 0.29 £+ 0.01 0.29 £+ 0.03 0.40 +0.02 * 0.41 £+ 0.03*

1 Abbreviations: LPK, Lewis polycystic kidney rat; V, vehicle; PC, paricalcitol; BW, body weight; KW, kidney
weight; HW, height weight. Data expressed as mean =+ standard deviation. * p < 0.01 compared to Lewis + V.

3.2. Effect of Delayed Treatment with Paricalcitol on Disease Progression in LPK Rats
3.2.1. General Health of LPK and Lewis Rats

Two LPK rats died in the study. At week 18, one rat in the LPK + V group developed
hemiplegia and was suspected to have suffered a cerebrovascular event and was euthanized
early. At week 19, another rat in the LPK + PC was found dead, with autopsy showing the
likely cause of death was ESKD. Both rats were excluded in the final timepoint analyses.
There was no difference in body weight between Lewis and LPK rats treated with either
V, PC, E or PC + E up to week 16. From week 16 onwards, LPK rats from all groups
were smaller than the PKD-unaffected Lewis rats. LPK rats treated with PC alone or in
combination with E consistently had lower body weights from week 18 onwards (Figure 1,
Table S1).
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Figure 1. Body weight over time in late PKD. Abbreviations: LPK, Lewis polycystic kidney rat; V,
vehicle; PC, paricalcitol; E, enalapril; g, grams. Data represented as mean. * p = <0.05 compared to Lewis
+ V group, # p < 0.05 compared to the LPK + V group. 1 p < 0.05 compared to the LPK + E group.

3.2.2. Water Intake and Urine Output in Lewis and LPK Rats

Water intake was increased in all LPK rat groups compared to Lewis + V (Table 52). At
week 13, 16 and 19, LPK rats urine output was significantly increased compared to Lewis
rats, as expected, probably due to loss of renal concentrating ability (Table S3). There was
no change in urine output between LPK groups (Table S3).

3.2.3. Renal Function, Serum Calcium, Serum Phosphate and Urinary Calcium Excretion

At week 20 renal function, as determined by both serum creatinine and endogenous
creatinine clearance, was significantly impaired in LPK rats compared to the Lewis + V
and this was not affected by treatment with PC, E or a combination of PC + E (Table 3). At
Week 20, LPK rats receiving PC developed a 1.3-fold increase in serum calcium compared
to the LPK + V group (p < 0.01, Table 3). Serum phosphate was elevated in LPK + PC +
E rats compared to LPK + V and LPK + E groups, but there was no significant difference
between any other group (Table 3). The urinary calcium to creatinine ratio was increased
in all LPK groups compared to Lewis controls at week 13 and 19 (Table S4). At week 19,
the urinary calcium to creatinine ratio was increased in LPK + PC compared with LPK + V
and LPK + E (Table 54).

Table 3. Effect of delayed treatment of paricalcitol, enalapril and combination therapy on renal function and serum calcium

in LPK rats at week 20.
Lewis + V LPK+V LPK + PC LPK + E LPK+PC+E
(n=6) (n=7) (n=6) (n=7) n=7)
Serum Ca (mmol/L) 2.7+0.0 27+0.1 36+01* 28 +0.0 36+01%*
Serum POy (mmol/L) 22+04 20+02%* 21+0.2 21+02# 26 0.5
Serum Cr (umol/L) 32+2 144 4+ 33 * 136 £ 15* 124 £ 16* 164 4+ 41*
CrCl (umol/L/g BW) 81+1.5 14+07* 14+03* 1.7 +02* 14 4+03*!

1 Abbreviations: LPK, Lewis polycystic kidney rat; V, vehicle; PC, paricalcitol; E, enalapril; Ca, corrected calcium; PO4, phosphate; CrCl,
endogenous creatinine clearance corrected for body weight (BW). Data expressed as mean =+ standard deviation. * p < 0.01 compared to
Lewis + V. # p < 0.05 compared to LPK + PC + E.
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3.2.4. Progression of Proteinuria

The LPK + V group developed significant proteinuria compared to the Lewis + V
group and this increased between weeks 13 and 19 (Figure 2, Table S5). Treatment with PC
alone caused a delayed reduction in proteinuria by 41% which was detected only at week
19 compared to LPK + V. In contrast, continuous treatment of LPK rats with E consistently
reduced the progression of proteinuria by 46.9%, 53.7% and 69.0% on weeks 13, 16, and 19,
respectively. This reduction was also detectable with the combination of PC + E at weeks
16 and 19, however, the combination of PC + E had no additional anti-proteinuric effect
when compared to E alone (p = 0.09, Figure 2, Table S5).

1500+
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&
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Figure 2. Effect of delayed paricalcitol treatment on the progression of proteinuria in LPK rats.
Abbreviations: U PCR, Urine protein creatinine ratio measured in mg/mmol creatinine; LPK, Lewis
polycystic kidney rat; V, vehicle; PC, paricalcitol; E, enalapril. Data represented as mean. * p < 0.05
compared to Lewis rat, # p < 0.05 vs. LPK + V group, 1 p < 0.05 compared to LPK + PC group.

3.2.5. Kidney Enlargement and Cyst Growth

The 2KW:BW ratio, which is a surrogate measure of kidney cyst growth in LPK rats,
was increased 11.8-fold in the LPK + V group compared to the Lewis + V rats, and delayed
treatment with PC did not affect this increase (Table 4). By light microscopy, LPK rats
developed diffuse and advanced cystic kidney disease with little normal renal parenchyma,
and the progression of these changes was not affected by treatment with either PC, E or PC
+ E (Figure S1). In addition, there were focal areas of intra-tubular crystals present in all
LPK groups (Figure S2).

Table 4. Effect of delayed treatment of paricalcitol, enalapril and combination therapy on renal

enlargement LPK rats at week 20.

Lewis +V LPK+V LPK + PC LPK+E LPK + PC+ E
(n=06) n=7) n=6) n=7 n=7)

Final BW (g) 355 £ 19 302+ 19* 266 £ 12 *# 314 +19* 258 1 238 *#
Right KW (g) 1.13+0.08 1022+179* 857 +1.67* 12.00+1.82* 9.31 £1.60 *
Left KW (g) 112+ 005 1230+190* 10.01+046* 13.0£1.87* 10.74 £2.28 *
2KW:BW (%) 0.63+0.03 744+0.70* 6.99 £ 0.60 * 7.97 £0.90 * 774 +£0.86*
Abbreviations: LPK, Lewis polycystic kidney rat; V, vehicle; PC, paricalcitol; BW, body weight; KW, kidney
weight. Data expressed as mean + standard deviation. * p < 0.01 compared to Lewis + V. # p < 0.05 compared to
LPK + V.

3.2.6. Progression of Hypertension and Cardiac Enlargement

Tail-cuff systolic blood pressure increased in LPK + V rats between weeks 13 and 19
compared to the Lewis + V groups (Figure 3, Table 56). Treatment with PC alone did not
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alter the progression of hypertension in LPK rats (Figure 3, Table S6). In contrast, treatment
with enalapril reduced systolic blood pressure at week 13 (p = 0.0073 compared with LPK
+ V) but this was not sustained for the remainder of the study (p = 0.3651 and p = 0.9995
at weeks 16 and 19 compared with LPK + V, respectively, Figure 3, Table S6). Moreover,
the combination of PC + E led to a sustained attenuation of systolic blood pressure at
both week 13 and week 19 compared to LPK + V (p = 0.0009 and p = 0.0196, respectively)
and was not different to Lewis + V group (p = 0.1008 and p = 0.2987 at week 13 and 19,
respectively, Figure 3, Table S6).

160
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_ *M* " St
:%D 1204 * : - LPK+V
g - -4~ LPK+PC
E it - LPK+E
& *#‘r*‘/’\ —— LPK+PC+E
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Figure 3. Effect of delayed paricalcitol treatment on the progression of hypertension in LPK rats. sBP,
systolic blood pressure; LPK, Lewis polycystic kidney rat; V, vehicle; PC, paricalcitol; E, enalapril.
Data represented as mean. * p < 0.05 compared to Lewis + V; # p < 0.05 compared to LPK + V.
t p <0.01 compared to LPK + PC. § p < 0.01 compared to LPK + E.

The heart-to-body weight (HW:BW) ratio was increased 1.8-fold in the LPK + V group
compared to the Lewis + V group. Treatment with either PC or E did not alter the HW:BW
ratio compared to LPK + V, whereas the combination of PC + E reduced the HW:BW by
17.8% (p = 0.0002, compared to LPK + V rat group; Table 5). By light microscopy, there were
no differences between the LPK rat treatment groups in cardiac histology (Figure S3).

Table 5. Effect of delayed treatment of paricalcitol, enalapril and combination therapy on cardiac
enlargement LPK rats at week 20.

Lewis + V LPK+V LPK + PC LPK+E LPK+PC+E
(n=06) n=7) n=26) n=7 n=7)

HW (g) 0.90 + 0.05 1.36 £0.16* 111 £0.12* 127 +0.07* 095+ 0.12#
HW:BW (%) 0.25 + 0.01 0.45 +0.03 * 0.42 +0.03 * 0.40 +0.02 * 0.37 4+ 0.03 *#!
1 Abbreviations: LPK, Lewis polycystic kidney rat; V, vehicle; PC, paricalcitol; BW, body weight; HW, height

weight. Data expressed as mean + standard deviation. * p < 0.01 compared to Lewis + V. # p < 0.05 compared to
LPK + V.

4. Discussion

In this study we evaluated the effect of early and delayed treatment with paricalcitol
on the long-term progression of a hypertensive model of PKD. The results showed that:
(i) continuous treatment with paricalcitol either in early or established PKD did not have
any disease-modifying effects on renal function or kidney cyst growth; (ii) combination
treatment in the late phase of disease led to a sustained reduction in systolic blood pressure
and cardiac enlargement to a greater extent than enalapril alone; (iii) paricalcitol reduced
proteinuria; however, not to the extent of enalapril therapy; (iv) the above effects of
paricalcitol in late disease occurred at the cost of increased serum calcium, weight loss and
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increase urinary calcium excretion. Taken together, the beneficial effect of PC on blood
pressure and proteinuria in LPK rats are similar to that demonstrated in other models of
hypertension and CKD but without disease-modifying effects and potential for risk of
adverse effects due to elevation in serum calcium [11,30].

Recognition of the non-classical actions of vitamin D metabolites and VDRAs has led
to their evaluation as therapeutic agents for a broad range of chronic conditions including
cancer [10], cardiovascular disease [31], autoimmune disorders [32] and CKD [33,34]. Sev-
eral clinical and experimental studies have suggested that VDRAs provide cardiovascular
protection and reduce blood pressure and proteinuria [35]. However, knowledge regarding
the role of vitamin D signalling in PKD remains incomplete. In LPK rats, chronic dietary
deficiency of vitamin D exacerbated proteinuria but unexpectedly caused a small but
significant reduction in kidney cyst growth [19]. In contrast, in a small longitudinal cohort
study of humans with ADPKD, low levels of 25-OH vitamin D did not predict changes in
total kidney volume or blood pressure [36]. An important disease-specific finding of the
current study was that neither early nor delayed treatment with paricalcitol altered kidney
cyst growth [19].

Hypertension occurs early in PKD due to local hyperactivation of the RAAS with
cyst formation [2]. The results of the current study support these findings by showing
that treatment with paricalcitol in combination with enalapril reduced blood pressure.
The findings demonstrate the known relationship between vitamin D and VDR signalling
on reducing the activity of circulating and local tissue activation of RAAS in PKD [37].
The reduction in cardiac enlargement is likely secondary to this sustained blood pressure
reduction and its protective effects on left ventricular hypertrophy. Given the significant
role of cardiovascular disease in the morbidity and mortality of PKD [5,38], the potential to
further enhance the effects of RAAS blockade with VDRAs holds potential, with the caveat
of provoking hypercalcemia.

Previous observational data suggested that VDRAs were associated with a benefit on
mortality in end-stage kidney failure [39], but caution has been raised in the CKD Stage
3-4 subgroup due to adverse outcomes, particularly hypercalcaemia and augmentation
of fibroblast growth factor 23 (FGF23) levels, as reviewed recently [35]. Relevant to the
former concern, in the current study, delayed treatment with paricalcitol elevated serum
calcium during the period of rapid decline in renal function and markedly reduced body
weight gain. The latter was not due to dehydration (as water intake was similar in all
LPK groups). Unfortunately, food intake was not measured but we hypothesize that
the weight loss was due to anorexia secondary to elevated calcium. Previous studies in
non-CKD models have shown that vitamin D analogs cause hypercalcemia and lead to
anorexia and weight loss [40,41]. In contrast, the dose regimen has been well tolerated
in 5/6 nephrectomised rats [11,12,15,26] suggesting that other factors specific to the LPK
disease model may be responsible for the sensitivity to hypercalcemia. In any case, our
findings suggest that while paricalcitol may have some beneficial effects in PKD, the use
of VDRAs with lower calcaemic-inducing activity may be required in future studies. In
addition, given that serum levels of FGF23 are elevated innately in PKD models [42,43]
and increased by paricalcitol [30], further understanding of the effects of VDRAs on this
endpoint is also needed.

Paricalcitol partially reduced proteinuria compared to control LPK rats. This effect
was independent of blood pressure and kidney size as there was no change to either with
paricalcitol therapy alone. These findings are consistent with human observational studies
and uraemic rat models which show that VDRAs reduce proteinuria, and this may be through
inhibition of podocyte injury and preservation of slit diaphragm proteins [44—46], in addition
to its anti-inflammatory effects [13,14]. Similarly, the combination of paricalcitol and enalapril
therapy in 5/6 nephrectomy rats resulted in a marked reduction in inflammation and fibrosis
through suppression of RAAS and TGF-f gene expression [13]. This anti-inflammatory and
anti-fibrotic action is unique to paricalcitol compared with calcitriol, thought to be due to
differential gene expression [13,47,48]. In the present study, histological disease in the LPK rats
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at week 20 showed advanced cystic kidney disease, and there were no differences between
the treatment groups. However, these data do not exclude the possibility that glomerular
and/or tubulointerstitial disease, either by ultrastructure changes or gene expression, could
have been altered at an earlier time point.

The main strength of the current study is that it has examined both early and delayed
efficacy of paricalcitol in a robust hypertensive model of PKD. There were some limitations
in the current study. First, although the molecular mechanisms of kidney cyst formation
share common features, disease-specific phenotypic differences between the various sub-
types of PKD may be present. In that regard, in this study, the hypothesis was investigated
using a genetic ortholog of NPHP-9 rather than that of ADPKD. It is noteworthy that in a
post-hoc analysis of the HALT-PKD consisting of 864 individuals with ADPKD, levels of
vitamin D metabolites did not predict either change in Ht-TKV and eGFR decline consistent
with the results of this study [42]. In any case, further interventional studies using genetic
orthologs of ADPKD are needed to fully evaluate the role of VDRAs. Second, the dose
of paricalcitol used in the two experiments was different and may not necessarily be
applicable to human disease. In Experiment 2, the dose was increased to 0.8 ug/kg/day
three times per week based on previous studies [11,30]. This elevated serum calcium in
LPK rats and caused weight loss, and our results cannot completely exclude the possibility
that this may have masked a protective effect (if any) on kidney disease. Therefore, further
studies investigating the role of other VDRAs with anti-calcaemic activity in in vitro and
in vivo genetic ortholog models of ADPKD would be helpful [49]. In addition, it would
be interesting to evaluate the effects of combining VDRAs with calcium-sensing receptor
agonists, given that they suppress parathyroid hormone-induced augmentation of renal
cyclic AMP and have been shown to attenuate kidney enlargement as well as serum
calcium [50]. Thirdly, we did not evaluate 1,25-hydroxy vitamin D levels in this study
to verify any additional bioactivity of paricalcitol. Finally, it is also possible that higher
doses of enalapril may have led to a sustained reduction in blood pressure in the delayed
treatment experiment.

5. Conclusions

In conclusion, this study shows that paricalcitol in combination with enalapril leads
to a sustained reduction in blood pressure and attenuates cardiac enlargement in PKD.
Paricalcitol also reduced proteinuria, but this effect was not superior to ACE inhibition.
While these results verify that the protective effects of VDRAs observed in generic models
of CKD also apply to PKD, neither paricalcitol nor the combination with enalapril altered
the progression of kidney cyst growth. In addition, paricalcitol elevated serum calcium
and reduced body weight despite being used at doses similar to other CKD models [11,30],
adding a significant caveat to its potential clinical application for attenuating cardiovascular
disease in PKD.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/jcdd8110144/s1, Table S1: Effect of delayed paricalcitol treatment on body weight (g) over
time. Table S2: Mean water intake (mls/day) in LPK and Lewis rats over the treatment period in the
delayed paricalcitol treatment. Table S3: Effect of delayed paricalcitol treatment on urine volume
(mls) in LPK rats. Table S4: Effect of delayed paricalcitol treatment on urinary calcium excretion
(urine calcium:creatinine ratio) in LPK rats. Table S5: Effect of delayed paricalcitol treatment on
the progression of proteinuria in LPK rats. Table S6: Effect of delayed paricalcitol treatment on the
progression of systolic blood pressure in LPK rats. Figure S1: Effect of delayed treatment (weeks 10
to 20) with paricalcitol, enalapril and combination of paricalcitol with enalapril on progression of
cystic kidney disease in LPK rats. Figure S2: Intra-tubular crystal formation in LPK rats at week 20.
Figure S3: Effect of delayed treatment (weeks 10 to 20) with paricalcitol, enalapril and combination
of paricalcitol with enalapril on cardiac histology in LPK rats.
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