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Vitamin D improves endothelial
dysfunction and restores myeloid
-angiogenic cell function via reduced
e CXCL-10 expression in systemic
e lupus erythematosus

- John A Reynolds?, Sahena Haque3, Kate Williamson2*, David W Ray®, MYvonne Alexander%®
& lan N Brucel’

Patients with systemic lupus erythematosus (SLE) have accelerated cardiovascular disease and
dysfunctional endothelial repair mechanisms. Myeloid angiogenic cells (MACs), derived from circulating
monocytes, augment vascular repair by paracrine secretion of pro-angiogenic factors. We observed that
SLE MACs are dysfunctional and secrete pro-inflammatory cytokines. We also found that the vitamin

D receptor was transiently expressed during MAC differentiation and that in vitro, calcitriol increased
differentiation of monocytes into MACs in both SLE and in a model using the prototypic SLE cytokine,
interferon-alpha. The active form of vitamin D (calcitriol) restored the SLE MAC phenotype towards that
of healthy subjects with reduced IL-6 secretion, and normalised surface marker expression. Calcitriol
also augmented the angiogenic capacity of MACs via the down-regulation of CXCL-10. In SLE patients
treated with cholecalciferol for 12 weeks, the improvement in endothelial function correlated with
increase in serum 25(0OH)D concentrations independently of disease activity. We also show that MACs
were able to positively modulate eNOS expression in human endothelial cells in vitro, an effect further
enhanced by calcitriol treatment of SLE MACs. The results demonstrate that vitamin D can positively
modify endothelial repair mechanisms and thus endothelial function in a population with significant
cardiovascular risk.

Systemic lupus erythematosus (SLE) is an autoimmune, systemic, inflammatory disorder predominantly affecting
women. Patients with SLE have a significantly increased risk of cardiovascular disease which is not explained by
traditional risk factors'. Endothelial dysfunction and the loss of endothelial integrity precede the development of
atherosclerosis? and endothelial dysfunction, assessed by flow-mediated dilatation (FMD), is an established risk
factor for future cardiovascular events in the general population®.

Circulating cells, including myeloid angiogenic cells (MACs), contribute to vascular homeostasis via the par-
acrine secretion of potent angiogenic factors*. In animal models, inhibition of MAC function is associated with
reduced re-endothelialisation following carotid artery injury®. In addition, infusion of peripheral blood-derived
MAGC:s contribute directly to vascular repair post-myocardial infarction®. In vitro models of important MAC
functions such as migration and angiogenesis, offer an opportunity to investigate novel vasculoprotective agents,
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Figure 1. SLE MAC:s are dysfunctional in vitro. (a) Patients with SLE have an increased number of MACs
after 7 days compared to HCs (n =9 controls and n = 30 SLE patients). (b) Representative image of a CFU from
a healthy subject. Scale bar =100 um. The number of CFUs (c) and large colonies (>50 cells) (d) is significantly
lower in SLE patients compared to HCs (n = 27 controls and n = 38 SLE patients). (e) The migratory capacity of
SLE MACs towards SDF-1a is impaired in SLE. The graph shows the relative chemotaxis to SDF-1a compared
to chemokinesis in n = 6 healthy subjects and n = 10 controls. Data show the mean number of MACs (over 3
random field per subject) or CFUs). *P < 0.05, **P < 0.01, ***P < 0.001 by Mann-Whitney U-test (a,c) and
(d), and two-tailed t-test (e).

including vitamin D. In the context of SLE, MACs are dysfunctional due, in part, to effects of interferon-alpha
(IFNa)”®. Furthermore, activated IFN« pathways are associated with both active disease and endothelial dys-
function in SLE patients’, supporting the use of IFN« treatment of MACs as a useful model of SLE.

Epidemiological studies show that vitamin D deficiency is associated with future cardiovascular events in the
general population'® and correlates with the presence of endothelial dysfunction!! and carotid intima-medial
thickness!'?. Of note, LDLR~/~"VDR '~ mice develop increased atherosclerosis independent of raised serum cho-
lesterol levels®. Vitamin D deficiency is highly prevalent in SLE, due in part to the photosensitive nature of the
disease!*"'¢ and we have previously established that in SLE patients, arterial stiffness is associated with vitamin
D status'’.

High dose cholecalficerol supplementation has been shown to improve endothelial function over a short time
course in some populations!®-?!, however the mechanism underpinning the improvements in endothelial func-
tion by vitamin D in SLE is unknown.

In vitro studies do not clearly support a direct positive effect of the active form of vitamin D (calcitriol) on
mature endothelial cells?*?, however, in contrast, myeloid cell function has been shown to be modulated by
calcitriol treatment in vitro®, suggesting that MAC responses may also be targeted by vitamin D. Recently Wong
et al. (2014) demonstrated that the number of circulating CD45-CD117%ScaltFlk1*cells (a putative precursor of
MAC:s) was increased in 6 healthy subjects following treatment with 4,000 IU/day cholecalciferol. Furthermore,
in 2 models of murine vessel wall injury, calcitriol promoted endothelial repair and angiogenesis; a phenomenon
mediated via increased SDF-1 expression in the damaged vessel and increased MAC chemotaxis?.

This study describes the use of in vitro models of MAC function and the effectiveness of calcitriol to restore
SLE MAC:s phenotype, augment the angiogenic capacity of MACs and to positively modulate the paracrine reg-
ulation of endothelial nitric oxide synthase (eNOS). The clinical relevance of these observations is investigated in
terms of improvements in endothelial function in cholecalciferol-treated SLE patients.

Results

MACs from SLE patients are more numerous but show impaired function. MACs were isolated
from blood samples taken from SLE patients and healthy controls (HCs) and cultured for 7 days. The yield of
MAC:s was significantly higher from SLE patients compared to healthy controls (Fig. 1a). The colony-forming
unit (CFU) capacity of MACs was investigated as a global measure of MAC function. CFUs were studied in an
additional cohort of n = 38 SLE patients and n = 27 HCs none of whom received cholecalciferol. The median
(IQR) age was 53 (46, 58) and 43 (28, 55) years respectively Compared to healthy control MACs, we observed an
impaired capacity of SLE MACs to generate colonies in terms of both number (median number 5.4 vs 9.8 per field,
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Figure 2. Calcitriol increases MAC number in SLE and in an IFN-model. (a) IFNa2b decreases the number
of HC MAC:s in a dose-dependent manner (pooled from n = 5 healthy controls). (b) In a model of HC MACs
treated with 0.1 ng/ml IFNa2b, calcitriol increases MAC number in a dose-dependent manner (n= 5 healthy
subjects). The ECs, for this effect is 4.8 nM. (¢) 10 nM calcitriol increases the number of MACs from vitamin D
deficient but not vitamin D replete SLE patients (paired samples of n = 14 deficient patients and n = 8 replete).
(d) The change in SLE MAC number (deficient patients) in response to calcitriol is negatively correlated with
the number of untreated MACs (n = 14 patients). (a,b) show the mean (= SE) relative number of MACs
compared to vehicle control. (¢) shows the mean number of MAC and the bar shows mean for the group. (d)
shows the Spearman correlation coeflicient. *P < 0.05, ***P < 0.001, ****P < 0.0001 by paired t-test.

p=0.0017, Fig. 1¢) and size where the colonies formed were smaller using SLE cells (median number of colonies
>50 cells per colony 0.0vs. 3.0 per field, p = 0.0002). This difference in CFU number remained significant after
adjustment for age (3 [SE] 0.40 [2.49], p=0.002). The migratory capacity of SLE MACs towards SDF-1c was also
significantly impaired when compared to healthy controls (Fig. 1d). On further analysis there was no difference
in migration between MACs from 25(OH)D deficient or replete SLE patients (not shown). These results demon-
strate that whilst MAC number may be increased in this SLE population, the function is globally impaired.

Calcitriol increases the differentiation of myeloid progenitor cells into MACs.  We isolated healthy
MACs and incubated them in the presence of IFNa2b to determine whether this could replicate the SLE phe-
notype in vitro. Of note, a dose-response to IFNa2b (0.01-50 ng/ml) showed a marked relative reduction in the
number of MACs present at day 8 (Fig. 2a), therefore, a low dose of IFN«2b (0.01 ng/ml) was used for further
studies to retain cell viability. IFNa2b (0.01 ng/ml) treatment had no effect on any of the following parameters; i)
the migratory capacity of MACs, ii) the adhesion of MACs to activated endothelium, or iii) the angiogenic capac-
ity of MACs (data not shown), suggesting the abnormal phenotype of SLE MACs cannot be attributed to exposure
of MAG:s to interferon-alpha in isolation.

However, the reduced survival of HC MACs in the presence of IFNa2b in vitro offered a model to investigate
the direct effects of calcitriol, without concerns regarding the heterogeneity of SLE patients. In this model, calci-
triol increased MAC number in a dose-responsive manner (Fig. 2b). This effect was significant at 1 nM concen-
tration with an EC;, of 4.8 nM.

In vitamin D deficient (but not replete) SLE patients, culture with 10nM calcitriol enhanced the expansion
of MACs; the number of MACs (per random field) in deficient patients increased from mean (sd) 159.1 (75.3) to
194.5 (44.6) (p=0.044) (Fig. 2c). The increased cell numbers in response to calcitriol was inversely related to the
number of MACs in the absence of calcitriol (r= —0.697, p=0.007), demonstrating that the increase in MACs in
response to calcitriol is limited by a threshold effect (Fig. 2d).

Calcitriol restores MAC phenotype in SLE. Expression of the VDR in PBMCs was similar to that
detected in HAOECS (Fig. 3a). VDR expression markedly increased in MACs by day 2 (15.6-fold), declined
by day 4 (5.1-fold from baseline), and returned to baseline (PBMC) levels by day 8. The culture of SLE MACs
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Figure 3. Calcitriol modulates MAC phenotype towards reduced differentiation. (a) Immunoblotting of
the VDR shows increased but transient expression in MACs compared to PBMCs and HAoEC:s. (b) Calcitriol
changes the morphology of SLE MACs. Image shows LDL-uptake by cells (red). Scale bar =50 um. (c) qRT-
PCR analysis shows increased expression of surface markers in SLE MACs which return towards HC levels of
expression when cultured with calcitriol (n = 4 healthy and n =5 SLE subjects). (d) Calcitriol reduces secretion
of the pro-inflammatory cytokine IL-6 by SLE MACs (n = 10 subjects). Data in (c,d) show the mean (£+SE).
**P < 0.01, P < 0.001, ***P < 0.0001 by 2-way ANOVA (c) and paired t-test (c).

with calcitriol resulted in a morphological change in appearance, from the typical “fried egg” morphology of
macrophages to a more rounded phenotype (Fig. 3b). In order to determine whether the architectural changes
observed in the cells represent phenotypic shift in the MACs, we performed a gene ontology analysis of the data-
set produced by Kupfer et al. (2013), comparing gene expression in healthy PBMCs in response to 10 nM calcitriol
for 24 hours (see supplement for details)?. There was reduced expression of genes with roles in “haematological
system development and function”. Within this group, there was significant down regulation of genes associated
with phagocyte activation, movement, chemotaxis and inflammatory response.

These data were verified using qRT-PCR and compared to HC MACs, SLE MACs showed significantly
increased expression of the general macrophage marker CD68, and the M2-specfic marker MRC1 (CD206) com-
pared to the HC counterpart. When SLE MACs were incubated in the presence of calcitriol, expression of these
markers returned towards the more normal phenotype observed in HC MAC:s (Fig. 3¢).

Furthermore in the healthy PBMC dataset from Kupfer et al., calcitriol down-regulated the expression of a
number of genes related to macrophage differentiation including IL-6, IL-15, CD40 and MMP-9. To validate
this data, using IL-6 as an exemplar, we measured the secretion of IL-6 by SLE MACs in response to calcitriol
using ELISA. We found that IL-6 secretion by clacitriol-treated SLE MACs was significantly lower compared to
untreated cells (24.9[11.8] vs. 50.7[45.0]pg/ml, p = 0.0002) (Fig. 3d). These data suggest that calcitriol may restore
the activation status of SLE macrophages, towards that of HC, resulting in lower expression of pro-inflammatory
cytokines.

Angiogenic capacity of MACs is increased by calcitriol via down-regulation of CXCL-10. We
confirmed that HC MACs have a pro-angiogenic capacity in vitro using a Matrigel angiogenesis model (see
supplementary data, Fig. S1). The conditioned media from SLE MACs expanded in the presence of calcitriol
(MAC-D) had significantly augmented angiogenic capacity (Fig. 4a). This was not due to the presence of cal-
citriol in the conditioned media, as calcitriol alone did not have an effect on endothelial network formation.
There was no association between the change in MAC number and the increase in angiogenic capacity, suggest-
ing that calcitriol may modify the MAC secretome in order to promote angiogenesis. Bioinformatics analysis of
PBMC response to calcitriol (as described above) demonstrated up-regulation of 8 pro-angiogenic molecules, and
down-regulation of 8 anti-angiogenic molecules (see supplementary data tables S2 and S3).

We postulated that CXCL-10 (IP-10) may be important, as this cytokine was increased in the serum of SLE
patients and has anti-angiogenic functions in an in vitro Human Umbilical Vein Endothelial Cell (HUVEC)
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Figure 4. Calcitriol increases the angiogenic capacity of SLE MACs but not MAC migration or adhesion.
(a) Angiogenic capacity of MACs in the Matrigel model is increased by isolating MACs with calcitriol whilst
calcitriol alone is not pro-angiogenic (n = 8 patients). (b) Calcitriol reduces the expression of CXCL-10 by
SLE MACs (n= 10 patients). (c) Blockade of CXCL-10 increases the angiogenic capacity of SLE MACs and
attenuates the effect of culture with calcitriol (n = 3 experiments). Columns show means (+SE). *P < 0.05,
***P < 0.001 by ratio paired t-tests where indicated.
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Figure 5. MAC regulation of endothelial cell eNOS expression. (a) TNFa down-regulates eNOS transcript
expression in HA0oECs. Calcitriol increased the ability of MAC-conditioned media (MAC-D) to partially
inhibit this down-regulation whilst MACs cultured without vitamin D had no significant effect (MAC).
(b) Representative immunoblot of the change in eNOS expression in HA0EC. (¢) eNOS protein expression
shows the same pattern as the transcript with greatest effect with vitamin D-treated MACs but no effect of
calcitriol in isolation. (a,c) show results from n =3 and n =4 patients respectively. *P < 0.05, **P < 0.01 by ratio
paired t tests.

model?. In keeping with the data above showing reduced expression of IL6 in response to calcitriol, we found
that MACs incubated in the presence of calcitriol (MAC-D), secreted lower concentrations of CXCL-10 (36.0
[91.9] vs. 12.9[36.0]pg/ml, p = 0.0006) (Fig. 4b). An anti-CXCL-10 neutralising antibody was then used to block
the anti-angiogenic effects of CXCL-10 produced by SLE MACs in the angiogenesis model. In the angiogenesis
assay, anti-CXCL-10 antibodies attenuated the pro-angiogenic effect of vitamin D (Fig. 4¢). In other models of
MAC function, SLE MACs expanded in the presence of calcitriol (MAC-D) showed no difference in migration
or adhesion (not shown). These results demonstrate that calcitriol increases the angiogenic capacity of MACs by
the down-regulation of CXCL-10.

Vitamin D-treated SLE MACs modulate eNOS expression. The conditioned media from SLE MACs
had no effect on eNOS expression in resting HAoECs (not shown). Tumour necrosis factor-alpha (TNFa) was
therefore used to activate the endothelial cells and down-regulate eNOS. In the presence of TNFa, MAC media
had a small protective effect on NOS3 expression which was further increased in the presence of MAC-D media
(Fig. 5a). There was a good correlation of expression at the protein level, where MAC-D enhanced eNOS protein
expression compared to SLE MAC:s (Fig. 5b,c). Calcitriol alone had no effect on NOS3 expression (transcript or
protein level).
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Age (years) 46.9 (44.5,57.6) 57.8 (52.7, 64.6) 0.0066
Disease duration (years) 12.7 (6.94, 18.7) 25.1(10.6,31.4) 0.116
Caucasian 16 (72.7%) 17 (94.4%) 0.072
Ethnic Origin 0.406
Caucasian 16 17
Black Caribbean 2 1
Pakistani 2 0
Chinese 1 0
Other 1 0
Waist circumference (cm) 83.5(71.0,91.0) 85.5(76.0, 95.0) 0.596
Hip circumference (cm) 98.5 (88.0, 105) 93.0 (89.5, 104) 0.913
BMI (kg/m?) 25.4(22.0,29.1) 25.0 (21.3,28.8) 0.568
Vitamin D Status
25(0OH)D (ng/ml) 13.1(10.3,16.5) 34.5(30.8,40.2) <0.001
PTH (pg/ml) 47.0 (38.0, 66.0) 37.0 (29.0, 50.0) 0.096
Calcium 2.34(2.24,2.38) 2.36(2.32,2.42) 0.634
Vitamin D supplements 0.005
None 14 6
Low dose 8 5
High dose 0 7
Risk Factors for Vitamin D Deficiency
Self-reported photosensitivity 15 (68.2%) 7 (38.9%) 0.064
Active sun avoidance 14 (63.6%) 10 (55.6%) 0.604
High-factor sunblock use 12 (54.5%) 8 (44.4%) 0.525
Covered arms/legs 9 (40.9%) 1(5.60%) 0.010
Covered face 0 0 —
Malabsorption syndrome 0 0 —
SLE Disease Features
No. ACR criteria 5(4,6) 5(4,6) 0.748
Renal disease (ever) 7(31.8%) 1 (5.60%) 0.039
ANA positive (ever) 21(95.4%) 16 (88.9%) 0.433
Steroids OR immunosuppressant 13 (59.1%) 3(16.7%) 0.006

Table 1. Baseline characteristics of the vitamin D deficient and replete groups. Comparisons between the
groups were made using Mann-Whitey U-tests for continuous data and the Chi-squared test for categorical
data. P < 0.05 was considered to be statistically significant.

In summary, the in vitro data presented, demonstrate that calcitriol modifies the phenotype of SLE MACs,
restoring them towards those of healthy controls, and augments both the angiogenic capacity of MACs and the
paracrine regulation of eNOS.

Vitamin D improves endothelial function in SLE patients. In our clinical cohort we compared vita-
min D deficient (25(OH)D < 20 ng/ml) to vitamin D replete (25(OH)D > 30 ng/ml) patients. Vitamin D deficient
patients were younger (median [IQR] age 46.9 [44.5, 57.6] vs. 57.8 [52.7, 64.6] years respectively, p=0.007), were
more likely to have a history of renal disease (7/22 [71.8%] vs. 1/18 [5.6%], p=0.039) and to be taking corticoster-
oids or other immunosuppressive therapies (13/22 [59.1%] vs. 3/18 [16.7%], p = 0.006) (Table 1). Systolic blood
pressure was higher in the deficient group (median [IQR] 124 [120,135] vs. 139 [133, 150 mmHg], p = 0.023) but
there were no other differences in other cardiovascular risk factors or SLE disease activity (not shown).

Compared to vitamin D replete SLE patients, deficient patients showed a significant increase in 25(OH)D
following 3 months of cholecalciferol treatment (26.8 [18.3, 35.0] vs. —0.62 [—3.99, 2.63]ng/ml, p < 0.0001). The
change in serum 25(OH)D was subject to a threshold effect with a negative correlation between the change in
25(OH)D and the pre-treatment 25(OH)D level (r= —0.675, p < 0.001) (Fig. 6a). Vitamin D treatment had no
clinically significant effect on serum calcium (median [IQR] change of 0.06 [—0.05, 0.15] vs. —0.03 [—0.10, 0.03]
mmol/l, p=0.053).

Cholecalciferol increased the number of MACs over 3 months, with an absence of this effect in the control
group (Fig. 6b). There was a trend towards improvement in endothelial function in the treated group (ED/EI
47.0% to 62.0%, p= 0.190) but not the replete group (ED/EI 46.2% to 38.5%, p = 0.684) (Fig. 6¢). Post-treatment
endothelial function was similar to that of a cohort of healthy controls (ED/EI 62.0% vs. 54.2%). There was a
significant correlation between the change in 25(OH)D (AvitD) and change in endothelial function (AEF in the
treated group (r= 0.650, p=0.006) but not the replete group (Fig. 6d). In an ordered logistic regression model,
AEF was associated with AvitD after adjustment for age (OR 1.12 [1.02, 1.24], p=0.017).
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Figure 6. Vitamin D improves endothelial function in SLE patients. (a) The change in serum 25(OH)D

was strongly inversely correlated with the baseline 25(OH)D (treated patients only). (b) The number of MACs
significantly increased over 3 months in the treated patients but not the control group. (c) There was a non-
significant increase in endothelial function (ED/EI) in the treated group but not the control group. The HC
group (n=9) is shown for comparison. (d) The change in endothelial function correlated with the change in
25(OH)D in the treated group but not in the replete cohort. The Spearman correlation coefficient for each group
is shown. Results show n = 22 deficient and n = 18 replete patients. *P < 0.05, by paired t tests

This was a clinically stable population of SLE patients and as such there was no significant change in the
SLEDAI score in either group (median change of 0 points in both groups). The changes in endothelial function
were therefore independent of SLE disease activity.

Discussion

Cardiovascular disease remains an important cause of morbidity and mortality both in patients with SLE and
other inflammatory diseases. Endothelial repair is a recently recognised phenomenon in which damaged vas-
culature is restored by circulating populations of cells including MACs. In chronic disease states, defects in the
number or function these pro-angiogenic myeloid cells are associated with both prevalent CVD and an increased
risk of a cardiovascular event®®?. Other groups have shown that SLE patients have fewer MACs, which display
impaired global function related in part to the presence of increased levels of [FNa/”?3031,

We have shown that CFUs from SLE patients were both fewer and smaller than in healthy subjects, represent-
ing a global impairment of MAC function, supporting the data by Moonen et al.*®. However, this is the first study
to show increased MAC numbers in SLE, which may be a compensatory change, as SLE MACs exhibit impaired
function in terms of migration and angiogenic capacity. Importantly, this study shows that SLE MACs demon-
strate impaired migratory capacity towards SDF-1a in vitro which may contribute to the impaired endothelial
repair reported in this patient group. This is of interest as Wong et al. (2014) reported that calcitriol increased in
re-endothelialisation and angiogenesis in murine models of endothelial damage. In these experiments, the hom-
ing of MAC:s to sites of vessel injury was SDF-1a-dependent®.

Myeloid cells are known to express functional VDRs and respond to calcitriol in vitro?*. During the early
stages of PBMC culture, we demonstrate a transient increase in the expression of the VDR before returning to
basal levels, suggesting that MAC phenotype and/or function may be modified by local calcitriol concentrations
during the onset of myeloid cell differentiation into MACs. It is not clear whether this change in VDR expression
occurs within individual cells (thus changing their sensitivity to vitamin D) or represents a global shift in the
myeloid cell phenotype during differentiation. The phenotype of SLE MACs was abnormal but was modified by
calcitriol resulting in the normalisation of cell surface markers. Our observation that IL-6 production by MACs
was reduced by calcitriol supports mRNA data from PBMCs? and is of potential clinical relevance given the
increased risk of CVD mortality associated with raised levels of IL-6°%. Although the change in surface makers
and reduced IL-6 expression suggests that disease activity may be modified by calcitriol, this has not yet been
demonstrated. In the randomised controlled trial by Aranow et al. (2015), cholecalciferol supplementation did
not reduce expression of the IFN signature®. In this study, only 16/33 patients receiving vitamin D were replete
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by the end of the study period which may have significantly reduced the power of the study to detect a change in
IFN pathway activation.

The angiogenic capacity of MACs is fundamental to their role in endothelial repair and we identified a number of
pro- and anti-angiogenic factors differentially regulated by calcitriol in PBMCs. Amongst them, CXCL-10 (IP-10)
has been reported to inhibit angiogenesis in a HUVEC Matrigel model?” and in vivo*. Furthermore, CXCL-10
expression is regulated by IFN« and is expressed in the serum of SLE patients, and further increased during dis-
ease flare®>3¢. Our data therefore suggests that vitamin D may exert a vasculoprotective role in SLE by reducing
MAC secretion of CXCL-10.

We did not investigate the effects of calcitriol in MACs from HCs beyond our IFN model. It remains uncertain
if our observations are specific to SLE, or whether they represent a more general effect of calcitriol on MACs.
We propose that further studies should determine whether similar observations are seen in healthy subjects and
indeed other inflammatory diseases.

The number of MACs has previously been associated with endothelial function in SLE patients’. In our study,
the number of MAC:s increased in SLE patients treated with cholecalciferol, but not in vitamin D replete control
patients. Although the number of MACs isolated did not directly correlate with endothelial function, the change
in ED/EI was strongly correlated with the change in 25(OH)D which may suggest that larger changes in vitamin D
levels are needed. One potential mechanism, by which endothelial function may improve, is suggested by our
observation that MACs reduced TNF-mediated eNOS down-regulation in endothelial cells and that this effect
was augmented by calcitriol. A similar association between improvement in endothelial function in vivo and
changes in eNOS expression in vitro has been demonstrated for other vasculoprotective drugs®”.

Our finding that ED/EI improved after cholecalciferol replacement, and correlated with change in 25(OH)D
levels, suggests a clinically relevant role for vitamin D on vascular health in SLE. However, in order to study clin-
ically relevant end-points, a formal clinical trial will be necessary. Our data also suggest that a threshold effect
exists which warrants further study. Similarly, the dose, duration of effect and ideal target serum level of 25(OH)D
for optimal vascular health may not necessarily be the same as those for bone health®. A recent pilot study by
Kamen and Oates (2015) identified a similar effect of cholecalciferol supplementation on endothelial function in
vitamin D deficient SLE patients*’. Importantly, the authors reported that a target 25(OH)D of >32 ng/ml was
needed for 50% of patients to show improvement in FMD, supporting the idea of a threshold effect. Finally, it is
important to determine whether cholecalciferol treatment has any negative effects on vascular health in SLE. This
population has a significant prevalence of CKD and some studies suggest that vitamin D may exacerbate hyper-
calcaemia and promote vascular calcification in this context*!.

In conclusion, we have demonstrated that vitamin D can positively modulate endothelial function in patients
with stable SLE, independently of disease activity, and that SLE MAC function is augmented by calcitriol in
in vitro models. These observations support a role for vitamin D in improving cardiovascular health and reducing
cardiovascular risk in SLE.

Methods

Subject recruitment. Clinically stable SLE patients were recruited from a single centre (Central Manchester
University Hospitals) and healthy control subjects from the University of Manchester. Serum 25(OH)D was
measured by liquid chromatography-mass spectroscopy (LC-MS). Vitamin D deficiency was defined as 25(OH)
D < 20ng/ml and deficient patients were treated with high dose oral cholecalciferol (typically 400,000IU fol-
lowed by 20,0001U weekly) according to regional guidelines under the supervision of their usual physician in an
observational manner. Vitamin D replete (<30 ng/ml) were not treated and acted as a control cohort. SLE disease
activity was measured using the Systemic Lupus Erythematosus Disease Activity Index 2000 (SLEDAI-2K) scor-
ing system.

Measurement of endothelial function. Endothelial function was measured by a single operator using
flow-mediated dilatation (FMD) as described previously*?. Briefly, subjects were fasted overnight and rested in
a temperature-controlled room. A blood pressure cuff was placed on the forearm and inflated to supra-systolic
pressure for 5 minutes. The brachial artery was visualised using a Philips iU-22 ultrasound machine and the
diameter was measured off-line on a frame-by-frame basis for a period of 2 minutes. The mean maximal diam-
eter was calculated using a cubic spline curve. FMD was defined as the % change in diameter between baseline
and mean maximal diameter. Dilatation was also measured in response to sublingual glyceryl trinitrate (GTN).
Endothelial function was expressed as the ratio of endothelial-dependent (FMD) to endothelium-independent
(GTN-mediated) dilatation (ED/EI) in order to correct for differences in baseline arterial diameter and subject age.

MAC isolation from whole blood. MACs were isolated by density separation of 50 ml whole blood in
EDTA on Ficoll-paque PLUS (GE Healthcare Life Sciences, UK). PBMCs were cultured at a density of 1 x 10°
cells/cm? in endothelial cell media with 20% FCS (EGM, Lonza, Switzerland) on human fibronectin for 7 days.
Culture media was changed on day 4. The MAC phenotype was confirmed by Dil-Ac-LDL uptake and UEA-1
lectin binding as described previously’. For functional assays MACs were used after 7 days and conditioned
media obtained at the same time point. SLE MACs were also cultured in the presence of 1, 25(0OH),D; (MAC-D).

Colony Forming Unit (CFU) assay. The CFU assay was performed in a separate SLE and healthy control
cohort and was adapted from that reported by others?>* PBMCs were isolated from 20 ml EDTA blood as described
above. PBMCs were suspended in EGM-2 (with 20% FCS (Lonza, Switzerland) and plated at 2 x 10° cells/cm?
onto human fibronectin-coated wells. After 48 hours, non-adherent cells were removed, washed, and re-plated

SCIENTIFIC REPORTS | 6:22341 | DOI: 10.1038/srep22341 8



www.nature.com/scientificreports/

onto fibronectin. Cultures were maintained for a further 5 days. Colonies were enumerated manually and defined
as a group of central rounded cells with peripheral spindle-shaped cells.

Adhesion assay. MAC adhesion to a TNFa-activated endothelial monolayer was measured. MACs were
detached and labelled using Cell Tracker™ Green CMFDA (Molecular Probes, USA). Confluent monolayers of
human aortic endothelial cells (HAOEC, Promocell, Germany) were treated for 6 hours with 10 ng/ml TNFa.. We
have previously demonstrated that this is sufficient to up-regulate expression of adhesion molecules in this cell
type. MACs were allowed to adhere to the HA0ECs for 1 hour, non-adherent cells removed, and the number of
MAC:s quantified in random fields. Relative adhesion was expressed and the mean number of cells adherent to
TNFa-activated HAoECs compared to resting endothelial cells.

Migration assay. The migration of MACs towards SDF-1a was determined by Transwell® migration assays.
MAC and MAC-D were serum and growth factor-starved for 3 hours and then detached and re-suspended in
basal EBM +1% (w/v) bovine serum albumin. 1 x 106 cells were added to each fibronectin-coated Transwell®
chamber (8 um pore size) and allowed to migrate towards 100 ng/ml SDF-1c or EBM alone for 8 hours. The upper
surface of the membrane was scraped clean and inserts were fixed in 100% ice-cold methanol overnight. Migrated
MACs were stained with Mayer’s Heamulum for 5 minutes, mounted onto glass slides and the number of MACs
was enumerated in 3 random fields per insert. The relative migration was expressed as the number of migrated
cells in chambers containing SDF-1 compared to EBM alone.

Matrigel TM network formation assay. Network formation assays were used to determine the angiogenic
capacity of MAC and MAC-D. 3.5 x 10> HAoECs were plated onto growth factor-reduced Matrigel™ in Ibidi
u-angiogenesis slides, in MAC or MAC-D conditioned media. Endothelial media (EGM) (£10nM 1, 25(OH),D5)
was used as a control. HAOEC networks were allowed to form for 14 hours and a single image obtained from each
well. Networks were quantified in terms of the number of closed loops and the total pixel area (see supplementary
methods).

Real-time PCR analysis. RT-PCR was performed using RNA obtained from PBMCs, MACs and HAoECs.
RNA was isolated from PBMCs, MAC/MAC-D and HA0oECs using the phenol-cholorform method with DNase
1 (Ambion, UK) to remove genomic DNA. 1 pg RNA was reverse transcribed using the Precision nanoscript™
Reverse transcription kit (PrimerDesign Ltd, UK) according to the manufacturer’s protocol. Real-time qPCR
was conducted using the SYBR green method on a 7500 Fast Real-Time PCR System (Applied Biosystems, UK).
All PCR reactions were conducted using the Precision™ Mastermix with low ROX (PrimerDesign Ltd, UK). All
primers were obtained from PrimerDesign (see supplementary Table). Gene expression was normalised to the
geometric mean of CYC1 and ATP5B using the 2-ACt calculation.

Immunoblotting. Protein lysates from MACs and HAOECs were resolved on SDS-PAGE and transferred to
nitrocellulose for blotting. In MACs antibodies against VDR (sc-13133, Santa Cruz, USA) and GAPDH (5174,
Cell Signalling USA) were used. In HAoECs antibodies against eNOS (Cell Signalling, USA) and «-tubulin (Cell
Signalling, USA) were used. HRP-conjugated secondary antibodies were obtained from Jackson Immunoresearch,
USA.

MAC expression of IL-6 and CXCL-10. Cytokines in MAC-conditioned media were measured by colori-
metric ELISA using the IL-6 Human ELISA kit (Abcam, UK) and Human CXCL-10/IP10 ELISA kit (Invitrogen,
USA) respectively, according to the manufacturer’s instructions.

Statistical methods. Patient-level data were compared using the Mann-Whitney U test (and Spearman’s
correlation), whilst data from in vitro models were compared using either a two-tailed t test or paired t test as
appropriate. The laboratory data is presented as mean &= SEM (unless described otherwise) of n > 3 independent
experiments. P < 0.05 was considered to be statistically significant.

Study approval. The study was approved by North West 1 Research Ethics Committee (11/NW/0008). All
study participants provided written informed consent. The study conforms to the tenets of the Declaration of
Helsinki.

References

1. Manzi, S. et al. Age-specific Incidence Rates of Myocardial Infarction and Angina in Women with Systemic Lupus Erythematosus:
Comparison with the Framingham Study. Am. J. Epidemiol. 145, 408-415 (1997).

2. El-Magadmi, M. et al. Systemic lupus erythematosus: an independent risk factor for endothelial dysfunction in women. Circulation
110, 399-404 (2004).

3. Inaba, Y., Chen, J. A. & Bergmann, S. R. Prediction of future cardiovascular outcomes by flow-mediated vasodilatation of brachial
artery: a meta-analysis. Int. J. Cardiovasc. Imaging 26, 631-640 (2010).

4. Reynolds, J. A., Robertson, A. C., Bruce, I. N. & Alexander, M. Y. Improving cardiovascular outcomes in rheumatic diseases:
therapeutic potential of circulating endothelial progenitor cells. Pharmacol. Ther. 142, 231-243 (2014).

5. Endtmann, C. et al. Angiotensin II impairs endothelial progenitor cell number and function in vitro and in vivo: implications for
vascular regeneration. Hypertension 58, 394-403 (2011).

6. Assmus, B. et al. Transcoronary transplantation of progenitor cells after myocardial infarction. N. Engl. J. Med. 355, 1222-1232
(2006).

7. Denny, M.. E. et al. Interferon-{alpha} promotes abnormal vasculogenesis in lupus: a potential pathway for premature atherosclerosis.
Blood 110, 2907-2915 (2007).

8. Thacker, S. G. et al. Type I interferons modulate vascular function, repair, thrombosis, and plaque progression in murine models of
lupus and atherosclerosis. Arthritis Rheum. 64, 2975-2985 (2012).

SCIENTIFICREPORTS | 6:22341 | DOI: 10.1038/srep22341 9



www.nature.com/scientificreports/

9. Lee, P. Y. et al. Type I interferon as a novel risk factor for endothelial progenitor cell depletion and endothelial dysfunction in
systemic lupus erythematosus. Arthritis Rheum. 56, 3759-3769 (2007).

10. Chowdhury, R. et al. Vitamin D and risk of cause specific death: systematic review and meta-analysis of observational cohort and
randomised intervention studies. BMJ 348, g1903 (2014).

11. Oz, E et al. Impact of vitamin D insufficiency on the epicardial coronary flow velocity and endothelial function. Coron. Artery Dis.
24, 392-397 (2013).

12. Reis, J. P. et al. Serum vitamin D, parathyroid hormone levels, and carotid atherosclerosis. Atherosclerosis 207, 589-590 (2009).

13. Schmidt, N., Brandsch, C., Schutkowski, A., Hirche, E & Stangl, G. I. Dietary vitamin D inadequacy accelerates calcification and
osteoblast-like cell formation in the vascular system of LDL receptor knockout and wild-type mice. ] Nutr. 144, 638-646 (2014).

14. Broder, A., Tobin, J. & Putterman, C. Disease-specific definitions of vitamin D deficiency need to be established in autoimmune and
non-autoimmune chronic diseases: a retrospective comparison of three chronic diseases. Arthritis Res. Ther. 12, R191 (2010).

15. Mandal, M. et al. Vitamin D levels in Indian systemic lupus erythematosus patients: association with disease activity index and
interferon alpha. Arthritis Res Ther. 16, R49 (2014).

16. Abou-Raya, A., Abou-Raya, S. & Helmii, M. The effect of vitamin D supplementation on inflammatory and hemostatic markers and
disease activity in patients with systemic lupus erythematosus: a randomized placebo-controlled trial. ] Rheumatol 40, 265-272
(2013).

17. Reynolds, J. A. et al. 25-Hydroxyvitamin D deficiency is associated with increased aortic stiffness in patients with systemic lupus
erythematosus. Rheumatology (Oxford). 51, 544-551 (2012).

18. Chitalia, N. et al. Impact of vitamin D supplementation on arterial vasomotion, stiffness and endothelial biomarkers in chronic
kidney disease patients. PLoS. One. 9, 91363 (2014).

19. Harris, R. A. et al. Vitamin D3 supplementation for 16 weeks improves flow-mediated dilation in overweight African-American
adults. Am ] Hypertens 24, 557-562 (2011).

20. Tarcin, O. et al. Effect of vitamin D deficiency and replacement on endothelial function in asymptomatic subjects. J Clin Endocrinol
Metab 94, 4023-4030 (2009).

21. Sugden, J., Davies, J., Witham, M., Morris, A. & Struthers, A. Vitamin D improves endothelial function in patients with Type 2
diabetes mellitus and low vitamin D levels. Diabet. Med. 25, 320-325 (2008).

22. Molinari, C. et al. lalpha, 25-dihydroxycholecalciferol induces nitric oxide production in cultured endothelial cells. Cell Physiol
Biochem. 27, 661-668 (2011).

23. Bernardi, R. ], Johnson, C. S., Modzelewski, R. A. & Trump, D. L. Antiproliferative effects of lalpha, 25-dihydroxyvitamin D(3) and
vitamin D analogs on tumor-derived endothelial cells. Endocrinology 143, 2508-2514 (2002).

24. Liu, P. T. et al. Toll-like receptor triggering of a vitamin D-mediated human antimicrobial response. Science 311, 1770-1773 (2006).

25. Wong, M. S. et al. Vitamin d promotes vascular regeneration. Circulation 130, 976-986 (2014).

26. Kupfer, S. S., Maranville, J. C., Baxter, S. S., Huang, Y. & Rienzo, A. D. Comparison of cellular and transcriptional responses to
1,25-dihydroxyvitamin d3 and glucocorticoids in peripheral blood mononuclear cells. PLoS. One. 8, €76643 (2013).

27. Bodnar, R. J,, Yates, C. C. & Wells, A. IP-10 blocks vascular endothelial growth factor-induced endothelial cell motility and tube
formation via inhibition of calpain. Circ. Res. 98, 617-625 (2006).

28. Heeschen, C. et al. Profoundly reduced neovascularization capacity of bone marrow mononuclear cells derived from patients with
chronic ischemic heart disease. Circulation 109, 1615-1622 (2004).

29. Hill, J. M. et al. Circulating endothelial progenitor cells, vascular function, and cardiovascular risk. N. Engl. J. Med. 348, 593-600
(2003).

30. Moonen, J. et al. Reduced number and impaired function of circulating progenitor cells in patients with systemic lupus
erythematosus. Arthritis Res. Ther. 9, R84 (2007).

31. Ebner, P. et al. Accumulation of VEGFR-2+4/CD133+cells and decreased number and impaired functionality of CD34+/
VEGFR-2+cells in patients with SLE. Rheumatology. (Oxford) 49, 63-72 (2010).

32. Volpato, S. et al. Cardiovascular disease, interleukin-6, and risk of mortality in older women: the women’ health and aging study.
Circulation 103, 947-953 (2001).

33. Aranow, C. et al. Randomized, Double-Blind, Placebo-Controlled Trial of the Effect of Vitamin D3 on the Interferon Signature in
Patients With Systemic Lupus Erythematosus. Arthritis Rheumatol. 67, 1848-1857 (2015).

34. Angiolillo, A. L. et al. Human interferon-inducible protein 10 is a potent inhibitor of angiogenesis in vivo. J. Exp. Med. 182, 155-162
(1995).

35. Kong, K. O. et al. Enhanced expression of interferon-inducible protein-10 correlates with disease activity and clinical manifestations
in systemic lupus erythematosus. Clin Exp Immunol. 156, 134-140 (2009).

36. Rose, T. et al. IFNalpha and its response proteins, IP-10 and SIGLEC-1, are biomarkers of disease activity in systemic lupus
erythematosus. Ann. Rheum. Dis. 72, 1639-1645 (2013).

37. Pasini, A. F. et al. Nebivolol treatment reduces serum levels of asymmetric dimethylarginine and improves endothelial dysfunction
in essential hypertensive patients. Am. J. Hypertens. 21, 1251-1257 (2008).

38. Chen, H. et al. Short-term withdrawal of simvastatin induces endothelial dysfunction in patients with coronary artery disease: a
dose-response effect dependent on endothelial nitric oxide synthase. Int. J. Cardiol. 131, 313-320 (2009).

39. Manson, J. E. & Bassuk, S. S. Vitamin D Research and Clinical Practice: At a Crossroads. JAMA 313, 1311-1312 (2015).

40. Kamen, D. L. & Oates, J. C. A Pilot Study to Determine if Vitamin D Repletion Improves Endothelial Function in Lupus Patients.
Am. ]. Med. Sci. 350, 302-307 (2015).

41. Lomashvili, K. A., Wang, X. & O’'Neill, W. C. Role of local versus systemic vitamin D receptors in vascular calcification. Arterioscler.
Thromb. Vasc. Biol. 34, 146-151 (2014).

42. Parker, B. et al. Suppression of inflammation reduces endothelial microparticles in active systemic lupus erythematosus. Ann.
Rheum. Dis. 73, 1144-1150 (2014).

43. Asahara, T. et al. Isolation of Putative Progenitor Endothelial Cells for Angiogenesis. Science 275, 964-966 (1997).

Acknowledgements

JAR is a MRC Clinical Training Fellow supported by the North West England Medical Research Council
Fellowship Scheme in Clinical Pharmacology and Therapeutics, which is funded by the Medical Research Council
(grant number G1000417/94909), ICON, GlaxoSmithKline, AstraZeneca and the Medical Evaluation Unit.
The clinical studies were supported by the NIHR Manchester Wellcome Trust Clinical Research Facility. INB
is a National Institute for Health Research (NIHR) Senior Investigator and is funded by the NTHR Manchester
Musculoskeletal Biomedical Research Unit and The NIHR Manchester Wellcome Trust Clinical Research
Facility. INB also acknowledges support from Arthritis Research UK and The Manchester Academic Health
Science Centre. The Bioimaging Facility microscopes used in this study were purchased with grants from BBSRC,
Wellcome and the University of Manchester Strategic Fund. Special thanks go to Peter March for his help with
the microscopy. We are also grateful to Dr ] Berry for her expert assistance in the measurement of 25(OH)D in
the patient population.

SCIENTIFIC REPORTS | 6:22341 | DOI: 10.1038/srep22341 10



www.nature.com/scientificreports/

Author Contributions

J.AR.,D.WR., M.Y.A. and I.N.B. conceived the idea for the study and designed the experiments. J.A.R. principally
performed the experimental work. S.H. and K.W. conducted some of the experimental work and assisted J.A.R.
in other experiments. All authors contributed to the final version of the manuscript.

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: Reynolds, J. A. et al. Vitamin D improves endothelial dysfunction and restores myeloid
angiogenic cell function via reduced CXCL-10 expression in systemic lupus erythematosus. Sci. Rep. 6, 22341;
doi: 10.1038/srep22341 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

M o1 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/

SCIENTIFICREPORTS | 6:22341 | DOI: 10.1038/srep22341 11


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

	Vitamin D improves endothelial dysfunction and restores myeloid angiogenic cell function via reduced CXCL-10 expression in  ...
	Results

	MACs from SLE patients are more numerous but show impaired function. 
	Calcitriol increases the differentiation of myeloid progenitor cells into MACs. 
	Calcitriol restores MAC phenotype in SLE. 
	Angiogenic capacity of MACs is increased by calcitriol via down-regulation of CXCL-10. 
	Vitamin D-treated SLE MACs modulate eNOS expression. 
	Vitamin D improves endothelial function in SLE patients. 

	Discussion

	Methods

	Subject recruitment. 
	Measurement of endothelial function. 
	MAC isolation from whole blood. 
	Colony Forming Unit (CFU) assay. 
	Adhesion assay. 
	Migration assay. 
	Matrigel™ network formation assay. 
	Real-time PCR analysis. 
	Immunoblotting. 
	MAC expression of IL-6 and CXCL-10. 
	Statistical methods. 
	Study approval. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ SLE MACs are dysfunctional in vitro.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Calcitriol increases MAC number in SLE and in an IFN-model.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Calcitriol modulates MAC phenotype towards reduced differentiation.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Calcitriol increases the angiogenic capacity of SLE MACs but not MAC migration or adhesion.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ MAC regulation of endothelial cell eNOS expression.
	﻿Figure 6﻿﻿.﻿﻿ ﻿ Vitamin D improves endothelial function in SLE patients.
	﻿Table 1﻿﻿. ﻿  Baseline characteristics of the vitamin D deficient and replete groups.



 
    
       
          application/pdf
          
             
                Vitamin D improves endothelial dysfunction and restores myeloid angiogenic cell function via reduced CXCL-10 expression in systemic lupus erythematosus
            
         
          
             
                srep ,  (2016). doi:10.1038/srep22341
            
         
          
             
                John A Reynolds
                Sahena Haque
                Kate Williamson
                David W Ray
                M Yvonne Alexander
                Ian N Bruce
            
         
          doi:10.1038/srep22341
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep22341
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep22341
            
         
      
       
          
          
          
             
                doi:10.1038/srep22341
            
         
          
             
                srep ,  (2016). doi:10.1038/srep22341
            
         
          
          
      
       
       
          True
      
   




