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ABSTRACT
Objectives SLE is associated with endothelial cell 
dysfunction (ECD). Understanding how ECD leads to 
neutrophil infiltration into glomeruli is essential to finding 
therapeutic targets for SLE. The aim of this study is to 
determine the effect of SLE serum from patients with 
active disease to induce neutrophil adhesion to and 
chemotaxis towards glomerular endothelial cells and 
factors induced by serum that associate with neutrophil 
chemotaxis.
Methods Patients with SLE had serum collected during 
paired longitudinal visits with lower and higher activity. 13 
patients with SLE (5 SLE, 5 SLE with hypertension (HTN) 
and 3 SLE lupus nephritis (LN) and HTN), and 10 healthy 
controls (5 with and 5 without HTN) were examined. The 
adhesion of neutrophils to serum- treated human renal 
glomerular endothelial cells (HRGECs) or chemotaxis of 
neutrophils towards conditioned media from serum- treated 
HRGECs was determined, and levels of cytokines in this 
conditioned medium were quantified. Pathway analysis of 
cytokines induced by SLE and LN serum that associated 
with neutrophil migration was performed.
Results HRGECs treated with SLE serum induced 
significantly greater neutrophil chemotaxis and adhesion 
compared with control serum. When examining specific 
cohorts, SLE HTN and LN HTN promoted greater neutrophil 
chemotaxis than control serum, while SLE HTN and LN 
HTN promoted greater chemotaxis than SLE serum. 
Serum from active disease visits promoted neutrophil 
chemotaxis and adhesion over paired inactive visits. Levels 
of platelet- derived growth factor- BB, interleukin (IL)-15 
and IL-8 secreted by SLE serum- treated HRGECs positively 
correlated with neutrophil chemotaxis. Pathway analysis 
suggested that LN serum induced pathways important in 
endoplasmic reticulum and oxidative stress.
Conclusions SLE serum induces expression of mediators 
by HRGECs that promote neutrophil chemotaxis and 
adhesion, which increases during disease activity, 
and associates with factors common to pathways of 
endoplasmic reticulum and oxidative stress. These findings 
highlight the potential importance of serum factor- induced 
ECD in SLE and LN.

INTRODUCTION
SLE is a chronic autoimmune disease charac-
terised by humoral autoimmunity, immune 
complex formation and innate and cellular 
immune responses. Lupus nephritis (LN) 

and renal failure in LN are important predic-
tors of mortality in patients with SLE.1–5 The 
most aggressive form of LN is characterised by 
infiltration of neutrophils, fibrinoid necrosis, 
fibrocellular crescent formation and rupture 
of basement membranes.6–8 Therefore, the 
processes that lead to neutrophil infiltration 
into glomeruli are logical targets for therapy.

During homeostasis, the endothelium acts 
as a modulator of inflammatory responses 
such as cellular chemotaxis, rolling, adhe-
sion and transmigration into tissue. When 
activated by inflammatory factors during 
pathology, the endothelium expresses chemo-
kines and cellular adhesion molecules.9 10 
Endothelial cell dysfunction (ECD), the clin-
ical and cellular manifestation of an activated 
endothelium, associates with SLE disease 
activity.11 We have reported that endothe-
lial nitric oxide synthase (eNOS) is essential 
for modulating the formation of crescentic 
and necrotic glomerular lesions in a murine 
model of LN.12 We hypothesised that factors 
in lupus serum would lead to glomerular ECD 
in a LN disease activity- dependent manner. 
Therefore, the first goal of the current study 
was to determine the effects of lupus serum 
on human glomerular endothelial function as 
assessed by neutrophil adhesion to and migra-
tion towards serum- treated human renal 
glomerular endothelial cells (HRGECs). 
The second goal was to determine potential 
factors and pathways leading to these cellular 
ECD phenotypes.

METHODS
Subjects
In a prospective longitudinal cohort, patients 
with SLE were evaluated during standard 
of care visits at the Medical University of 
South Carolina. SLE Disease Activity Index 
(SLEDAI) scores13 were determined at each 
visit. Serum collected at each standard of care 
visit was stored at −80°C. Inclusion criteria 
from this larger cohort into this study were 
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1) presence of four or more American College of Rheu-
matology (ACR) diagnostic criteria for SLE,14 2) serum 
stored from two or more longitudinal, paired visits in 
which the SLEDAI indicating higher and lower disease 
activity differed by a score of ≥4 and 3) no cardiovas-
cular disease by SLE International Collaborating Clinics 
Damage Index elements.15 Patients with SLE were then 
sorted into the following groups: 1) SLE with no nephritis 
(no ACR renal criteria and no visits with a urine protein/
creatinine ratio >0.5 g/g) and no hypertension (HTN), 
2) SLE with no nephritis but with HTN by history and 3) 
SLE with nephritis (active at one visit by SLEDAI renal 
elements or biopsy proven) and HTN. SLE demographic 
data are summarised in table 1. HTN was defined by the 
clinician as values >140/90 mm Hg for patients without 
renal disease and as >130/80 for patients with LN, prior 
to treatment with antihypertensive medications. SLE 
patient clinical data are summarised in table 2 and medi-
cations are summarised in table 3. Healthy controls, 
matched for age, sex and race, were selected if they had 
no cardiovascular disease by history and had a negative 
Connective Tissue Disease Screening Questionnaire.16 

Controls were divided into those with and without HTN. 
Control subject clinical data are summarised in table 4. 
Additional healthy controls without connective tissue 
disease or cardiovascular risk factors/events were selected 
from a convenience population at the Medical University 
of South Carolina as donors for prospective neutrophil 
isolation.

HRGEC cell culture
Primary human renal glomerular endothelial cells 
(HRGECs) (Cat# 4000, ScienCell, Carlsbad, California, 
USA) were cultured according to manufacturer’s protocol. 
Briefly, HRGECs were cultured in fibronectin- coated 
flasks in complete growth media (Cat# 1001, Endothelial 
Cell Medium (ECM)) supplemented with 5% fetal bovine 
serum (FBS), 1% endothelial cell growth supplement and 
1% penicillin/streptomycin solution (ScienCell). Cells 
were incubated at 37°C in a humidified atmosphere in 
the presence of 5% CO2 and subcultured on reaching 
90% confluency. Once confluent, cells were rinsed in 
Dulbecco's phosphate buffered saline (DPBS). Then 10 
mL of DPBS with 1 mL 0.25% trypsin/EDTA (ScienCell) 

Table 1 Subject demographics

Control Control HTN SLE SLE HTN SLE LN HTN

Cohort size (n) 5 5 5 5 3

Age (mean years±SD) 40±12 54±7 36±6 47±14 40±10

Female sex (%) 100 100 100 100 100

African- American (%) 60 100 80 40 66

HTN, hypertension; LN, lupus nephritis.

Table 2 Clinical characteristics—lupus subjects

SLE
(mean±SD)

SLE HTN
(mean±SD)

SLE LN HTN
(mean±SD)

Inactive Active Inactive Active Inactive Active

SLEDAI 2.0±2.0 9.0±1.4 2.0±2.8 10.4±1.5 0.6±1.1 8.0±2.0

Anti- dsDNA antibody 15±18 66±131 44±88 43±88 14±15 17±25

Urine protein/creatinine ratio 0.08±0.02 0.16±0.15 0.16±0.16 0.18±0.09 0.27±0.17 3.36±4.35

C3 complement (mg/dL) 102±20 100±42 114±14 106±7 114±2 105±23

C4 complement (mg/dL±SD) 15±10 12±7 20±11 18±14 22±9 25±9

Antiphospholipid
syndrome (% of total patients)

0% 0% 20% 20% 0% 0%

Systolic blood pressure (mm Hg) 117±11 120±9 140±21 154±20 112±12 122±18

Diastolic blood pressure (mm Hg) 73±8 75±11 88±21 97±21 75±5 74±13

BMI 30±15 31±15 29±7 29±7 31±6 30±5

Blood glucose (mg/dL) 95±18 87±6 105±15 100±25 79±10 85±13

Total cholesterol (mg/dL) 136±6 203±55 138±28 153±42 227±6 239±114

LDL (mg/dL) 77±5 125±23 72±28 80±25 149±14 165±90

HDL (mg/dL) 45±4 62±28 51±16 59±21 46±17 109±65

Triglycerides (mg/dL) 71±10 76±23 74±32 77±25 109±65 141±38

BMI, body mass index; dsDNA, double stranded DNA; HDL, high- density lipoprotein; HTN, hypertension; LDL, low- density lipoprotein; LN, 
lupus nephritis; SLEDAI, SLE Disease Activity Index.
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solution was added. Cells were incubated at 37 °C for 2 
min or until cells were rounded. Trypsin/EDTA and cell 
solution was added to a conical with 5 mL FBS. Flask was 
incubated for another 2 min; 10 mL tyrpsin neutraliza-
tion solution (TNS) solution (ScienCell) was then added 
to flask to collect remaining cells, and then transferred to 
conical with cells and FBS. Centrifuge cells at 1000 rpm 
for 5 min. Cells were counted and checked for viability 
(>90%) using Trypan Blue. Cells were then resuspended 
in complete growth media. HRGECs were used at passage 
3–4. Based on our cell culture experience, this passage 
number was selected for its retention of the endothelial 
cell phenotype (based on CD31 staining, data not shown) 
and for enhanced cell viability.

Neutrophil isolation
Blood from healthy, non- hypertensive controls without 
cardiovascular disease was collected into K2EDTA tubes 
(BD) at room temperature. Less than 1 hour after blood 
was collected, immunomagnetic negative bead selec-
tion was performed using EasySep Neutrophil Isolation 
kit (StemCell Technologies, Cambridge, Massachusetts, 
USA) and Easy 50 magnet (StemCell Technologies) 
according to manufacturer’s protocol. The typical neutro-
phil content (CD66b+CD16+) of the final isolated frac-
tion is 94.0%±3.7% according to manufacturer, and our 
lab confirmed purity by Wright- Giemsa stain. Phosphate- 
buffered saline (PBS) without Ca2+/Mg2+ (Thermo Fisher 

Scientific, Waltham, Massachusetts, USA) supplemented 
with 1 mM EDTA (VWR Life Science, Radnor, Pennsyl-
vania, USA) was added to the RapidSpheres. After isola-
tion of neutrophils, viability >90% was confirmed via 
Trypan Blue Solution and cells were immediately used for 
chemotaxis and adhesion assays. Assays were completed 
within 3 hours of isolation to ensure continued viability 
of neutrophils.

Neutrophil labelling
Neutrophils were labelled with 3 µM Calcein AM solution 
(Thermo Fisher Scientific) per the manufacturer’s instruc-
tions (Gibco, Thermo Fisher Scientific). Calcein AM is a 
cell- permeant dye used to determine cell viability, and in 
live cells the non- fluorescent Calcein AM is converted to a 
green fluorescent form by intracellular esterases. Viability 
of cells (>90%) is further confirmed using Trypan blue. 
For adhesion assays, the dyed cells were passed through 
a 40 µm sterile filter to remove clumps, and washed in 
RPMI-1640 without phenol red.

Neutrophil migration assay
HRGECs were plated at 4×104 cells per well of a 48- well 
fibronectin- coated plate in complete growth media at 
37°C with 5% CO2. On confluence, cells were washed 
three times in ECM. Cells were then cultured with 10% 
serum (SLE or control) in ECM for 3 hours and then 
washed three times in ECM. Cells were serum starved 
overnight in ECM. The resulting conditioned media 
(CM) was then collected and passed through a 0.2 µm 
pore membrane to remove any cellular debris and frozen 
at −80°C for later use.

Transwell membrane chambers with 3 µm pores from 
a 96- well Migration Plate (Corning, Corning, New York, 
USA) were equilibrated in RPMI for 1 hour at 37°C. Then 
RPMI was removed. CM or negative (CM from serum- free 
treatment)/positive (10−7 M interleukin (IL)-8 (R&D 
Systems, Minneapolis, Minnesota, USA)) controls were 
added to the 96- well black- walled receiver wells (Corning); 
1.5×105 neutrophils in ECM were then added to the 
upper chamber of each insert and incubated for 1 hour 
to allow for neutrophil migration toward the conditioned 
medium. Cells that migrated through the membrane 

Table 3 Medications—lupus subjects

SLE SLE HTN SLE LN HTN

Inactive 
(%) Active (%) Inactive (%) Active (%) Inactive (%) Active (%)

On immunosuppressives 40 60 80 80 100 100

On NSAIDs 0 20 40 80 67 67

On ACE inhibitors 0 20 80 60 67 100

On prednisone 40 80 40 20 33 33

Prednisone >10 mg 0 20 0 0 0 33

On Plaquenil 80 100 100 100 67 67

HTN, hypertension; LN, lupus nephritis; NSAID, non- steroidal anti- inflammatory drug.

Table 4 Clinical characteristics—control subjects

Control
(mean±SD)

Control HTN
(mean±SD)

Systolic blood pressure (mm Hg) 114±24 143±13

Diastolic blood pressure (mm Hg) 63±9 81±2

BMI 30±12 46±14

Blood glucose (mg/dL) 102±36 105±17

Total cholesterol (mg/dL) 181±19 209±40

LDL (mg/dL) 118±19 136±35

HDL (mg/dL) 64±5 54±12

BMI, body mass index; HDL, high- density lipoprotein; HTN, 
hypertension; LDL, low- density lipoprotein.
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into the CM were then labelled with Calcein AM and 
incubated for 1 hour at 37°C as described above. Fluo-
rescence intensity was then measured from the bottom of 
the plate at 485 nm excitation, 520 nm emission using a 
fluorescence microplate reader (Biotek HT Synergy). A 
standard curve of Calcein AM- labelled neutrophils (using 
1.5×105, 1.0×105, 5.0×104, 2.5×104, 1.25×104, 0.625×104 
and 0 neutrophils) was created and fluorescence inten-
sity was quantified on the microplate reader. The linear 
equation was then calculated and fluorescence intensity 
of samples could then be input into the linear equation 
to determine neutrophil cell number. The fluorescence 
intensity of migrated neutrophils in the lower chamber 
was measured as described.17 All values were normalised 
to untreated controls.

Cytokine quantification
CM was collected as indicated above for neutrophil chem-
otaxis migration assay. HRGECs were plated at 4×104 cells 
per well of a 48- well fibronectin- coated plate in complete 
growth media at 37°C with 5% CO2. On confluence, cells 
were washed three times in ECM. Cells were then cultured 
with 10% SLE serum (from patients with paired inactive 
and active disease visits, n=7) in ECM for 3 hours and then 
washed three times in ECM. Cells were serum starved 
overnight in ECM. The resulting CM was then collected 
and passed through a 0.2 µm pore membrane to remove 
any cellular debris. CM was stored at −80°C after being 
split into separate vials to be used for either migration 
assays or cytokine quantification, so that cytokine levels 
in CM could be directly correlated with the ability of the 
same CM to promote neutrophil chemotaxis. After collec-
tion, CM was stored at −80°C then shipped on dry ice to 
Eve Technologies for analysis. Human Cytokine Array 
42- Plex with IL-18 (Eve Technologies, Alberta, Canada) 
and Human Supplemental Biomarker Array 10- Plex (Eve 
Technologies) were used to quantify cytokine concen-
trations. Correlation analysis with chemotaxis was then 
assessed. Cytokines of interest were confirmed via ELISA 
(R&D Systems; RayBiotech, Peachtree Corners, Georgia, 
USA).

Neutrophil adhesion assay
HRGECs were cultured in 48 well fibronectin- coated 
plates at 80 000 cells per well in complete growth media 
until confluent. HRGECs were washed, serum starved for 
1 hour in ECM supplemented with 0.5% FBS, washed 
again. Treatments consisting of ECM only, 2.5% serum 
(lupus or control) in ECM or 100 ng/mL TNF- alpha 
(Thermo Fisher Scientific) (positive control) in ECM 
were added to the HRGECs, and cells underwent incu-
bation for 3 hours at 37°C. HRGECs were then washed 
three times with RPMI-1640 (without phenol red); 6×105 
Calcein AM- labelled neutrophils were added to each well 
of the treated HRGECs. Cells were incubated for 20 min 
at 37°C and washed five times with PBS (without Ca2+/
Mg2+). Fluorescence intensity was quantified before 
the first wash and after the fifth wash to determine per 

cent cell adherence, with all values then normalised to 
untreated controls. Fluorescence intensity was measured 
from the top of the plate at 485 nm excitation, 520 nm 
emission using a fluorescence microplate reader (Biotek 
HT Synergy).

Statistical analysis
All samples were assayed in triplicate, and statistical 
analysis was performed using GraphPad Prism Software 
(V.8.4) or SPSS V.24.0. Depending on the distribution of 
the data, unpaired t- test, paired t- test or one- way analysis 
of variance with Tukey’s multiple comparisons were used 
to compare groups, while Spearman’s or Pearson’s corre-
lation testing was performed to determine associations 
between variables. A generalised estimating equation was 
used to determine the association between cytokines and 
migration, accounting for two repeated measures in the 
same subject (during active and inactive disease). Both 
within- subject variables (presence of disease activity) and 
independent variables (cytokine levels in the conditioned 
medium) were modelled with neutrophil migration as 
the response variable.

Pathways analysis
To identify possible pathways leading to and resulting 
from cytokine expression, highly correlated cytokines 
expressed by lupus- serum- stimulated endothelial 
cells were identified. Reactome pathways analysis was 
performed.18 Overrepresentation analysis was performed 
to determine over representation of pathways related to 
the selected cytokines. Probability scores were produced 
and corrected for false discovery rate (FDR) using the 
Benjamani- Hochberg method. Results were filtered for 
pathways described in HomoSapiens. Only pathways with 
FDR p values <0.05 were selected and described.

RESULTS
SLE serum promotes neutrophil chemotaxis to glomerular 
endothelial cells, which is enhanced in patients with 
hypertension, lupus nephritis and disease activity
Chemotaxis of inflammatory cells towards an activated 
endothelium is necessary for inflammation in affected 
tissues. In order to determine whether serum from patients 
with SLE impacts endothelial function, we assessed the 
ability of serum- treated HRGECs to induce chemotaxis of 
neutrophils. In these experiments, HRGECs were treated 
with serum, washed and serum starved, then CM from 
subsequent culture was collected for use in the neutrophil 
chemotaxis assays. CM from HRGECs treated with lupus 
serum induced greater neutrophil migration over that of 
treatment with control serum (figure 1A). When exam-
ining specific clinical phenotypes, CM from cells treated 
with serum from patients with SLE and HTN and SLE 
with LN and HTN promoted greater neutrophil chem-
otaxis than treatment with control serum or SLE without 
HTN serum (figure 1B). The effect of serum from paired 
inactive and active disease visits was then compared 
with determine whether SLE activity- related factors 
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promote neutrophil chemotaxis. CM from HRGECs 
treated with serum from patients during active disease 
visits (mean=2.56, SD=0.96) induced greater chemotaxis 
than that from paired inactive disease visits (mean=2.26, 
SD=0.91) (t=2.46, df=12, p=0.03) (figure 1C).

Cytokines secreted by SLE serum-exposed HRGECs correlate 
with neutrophil chemotaxis
To explore which factors are released by serum- activated 
endothelial cells that may contribute to neutrophil 
migration, we analysed the concentration of candidate 
factors in the CM by a multiplex array. We correlated the 
levels of those factors with the migration of neutrophils 
towards the same CM. Levels of platelet- derived growth 
factor- BB (PDGF- BB) (figure 2A), IL-15 (figure 2B) and 
IL-8 (figure 2C) all positively correlated with neutrophil 
migration. In figure 1, we found that disease activity, HTN 

and renal involvement led to differences in neutrophil 
chemotaxis; however, we did not find differences between 
these groups in the cytokine profiles (online supple-
mental figures 1-3).

Pathways common to highly correlated induced factors are 
important in oxidative stress and endoplasmic reticulum 
stress
To suggest common pathways induced by SLE serum 
during disease activity, we determined which secreted 
factors in the CM from serum- treated endothelial 
cells were highly correlated with each other (figure 3). 
PDGF- BB positively correlated with IL-8 and IL-6, with IL-8 
and IL-6 positively correlating with each other. Growth- 
regulated oncogene alpha (GRO- alpha or CXCL1) posi-
tively correlated with granulocyte macrophage colony 
stimulating factor, PDGF- BB and IL-6 (table 5). To under-
stand further the functional relationships of some of 
these factors, we used the Reactome Knowledgebase to 
ascertain which pathways related to IL-8, PDGF- BB and 
IL-15 may be involved in neutrophil migration.19 The 
most significant pathways were intuitive and included: 
immune system, cytokine signalling, IL-2 family signalling 
(including IL-15 signalling), signalling by PDGF, non- 
integration membrane- ECM interactions, chemokine 
receptors and downstream signal transduction. However, 
a few were of interest that were less intuitive, including: 
activating transcription factor 4 (ATF4), protein kinase 
R- like endoplasmic reticulum kinase (PERK) regulation 

Figure 1 SLE serum promotes neutrophil chemotaxis, 
which is enhanced with hypertension (HTN), lupus nephritis 
(LN) and disease activity. (A) Neutrophil migration towards 
conditioned media from HRGECs treated with control 
(control, control HTN) or SLE with active disease (SLE, SLE 
HTN, SLE LN HTN) serum or B) migration of neutrophils 
to conditioned media from HRGECs treated with serum 
from donor patient groups: control, control with HTN, SLE 
with active disease, SLE with HTN with active disease and 
SLE with LN and HTN with active disease. (C) Migration of 
neutrophils to conditioned media from HRGECs treated with 
serum from patients with SLE during paired inactive and 
active disease visits. Lines represent median values. Results 
are representative of three experiments, with each experiment 
using a different healthy neutrophil donor. Statistical analysis 
was by two- tailed unpaired t- test (A), one- way analysis of 
variance with Tukey’s multiple comparisons (B) and two- tailed 
paired t- test (C). ***P<0.001, **p<0.01, *p<0.05.

Figure 2 Cytokines secreted by SLE serum- exposed 
human renal glomerular endothelial cells (HRGECs) correlate 
with neutrophil chemotaxis. Cytokine array of conditioned 
medium from HRGECs treated with SLE serum collected 
during inactive and active disease (n=7 for paired inactive 
and active disease visits) revealed chemotactic factors (A) 
platelet- derived growth factor- BB (PDGF- BB), (B) interleukin 
(IL)-15 and (C) IL-8 that correlated with neutrophil migration 
to the same conditioned medium. Results are representative 
of two experiments. Statistical analysis was by Spearman’s 
correlation. *P<0.05.

Figure 3 Correlation matrix of factors in conditioned 
medium from SLE from serum- treated human renal 
glomerular endothelial cells (HRGECs). The correlation 
between levels of all cytokines from conditioned medium 
in the experiment from figure 2 was determined and 
displayed as a correlation matrix. Blue boxes reflect positive 
correlations, and the darkness of the box reflects the r value. 
Similarly, red indicates a negative correlation, and darkness 
of the box reflects the r value calculated by Spearman’s 
correlation. GM- CSF, granulocyte macrophage colony 
stimulating factor
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of gene expression and IL-10 signalling (see online 
supplemental data).

SLE serum promotes neutrophil adhesion to HRGECs
One of the hallmarks of endothelial dysfunction is adhe-
sion of circulating neutrophils to the endothelium. 
The impact of lupus serum on endothelial dysfunction 
was determined by examining neutrophil adhesion to 
washed HRGECs after treatment with either control 
or lupus serum. HRGECs treated with lupus serum 
increased neutrophil adhesion over that of control 
serum (figure 4A). While trends were present, no signif-
icant difference was seen between control, control HTN, 
SLE, SLE HTN and SLE LN HTN serum treatment 
(figure 4B). Endothelial cells treated with serum from 
patients during active disease visits (mean=1.97, SD=0.69) 
induced greater neutrophil adhesion than those treated 
with serum from the same patients during paired visits 

with inactive disease (mean=1.543, SD=0.56) (t=3.48, 
df=10, p=0.006) (figure 4C).

DISCUSSION
This study demonstrated that factors in SLE serum can 
induce an inflammatory response that enhances neutro-
phil migration and adhesion in human glomerular 
endothelial cells. Neutrophil migration was shown to 
increase with SLE HTN and LN HTN compared with 
control, and also increased with disease activity, while 
neutrophil adhesion increased with disease activity. 
Chemokine production (IL-8, IL-15 and PDGF- BB) by 
SLE and LN serum- stimulated HRGECs associated with 
migration of neutrophils to the same medium. Taken 
together, these findings suggest that glomerular endothe-
lial cells play an active role in the inflammatory response 
in lupus and LN, and that unique factors in the serum 
induce this response.

A heterogeneity of factors in SLE serum may lead to 
this response. Several reports suggest receptor- mediated 
and redox signalling mechanisms lead to endothelial 
dysfunction.20–26 Our laboratory has published that eNOS 
is uncoupled with addition of lupus serum.17 This uncou-
pling leads to production of reactive oxygen species in 
an animal model of LN and in LN glomerular tissue.12 27 
Therefore, reduction oxidation (redox) signalling may 
be a common intracellular mechanism in endothelial 
cell activation. Factors contained in microparticles and 
immune complexes also lead to endothelial cell activa-
tion.26 Isolated chemokines known to be associated with 
LN can, in combination, induce expression of inflamma-
tory cytokines and growth factors in immortalised glomer-
ular endothelial cells.28

HTN was associated with a serum- induced chemotaxis 
of neutrophils to HRGECs. HTN itself leads to endothelial 
dysfunction. Angiotensin signalling via the angiotensin 
II receptor induces NADPH oxidase- dependent reactive 
intermediate production in endothelial cells and reduces 
the modulating effect of eNOS29 by an uncoupling of the 
eNOS homodimer.30 These combined findings support 
the hypothesis that endothelial dysfunction induced by 
HTN and lupus are either synergistic or share common 
mechanisms.

This study suggests several mechanisms for serum- 
induced neutrophil migration that are biologically plau-
sible in SLE. PDGF- BB is chemotactic for neutrophils 
and monocytes and may act in to induce vascular injury 
in LN.31 While the literature on expression of functional 
PDGF receptors on neutrophils is conflicting,32 endothe-
lial cells express PDGFRB, which signals through phos-
phatidylinositol 3- kinase activation.33 In turn, PDGF- BB 
can act in an autocrine fashion to stimulate endothelial 
production of CCL2/monocyte chemotactic protein-1 
(MCP-1).34 IL-8, on the other hand, is chemotactic to 
neutrophils through neutrophil expression of CCR1 and 
CCR2.35 IL-8 also induces neutrophil oxidative burst and 
extracellular traps formation.36 Urine levels of this factor 

Table 5 Correlation between cytokines expressed by 
HRGECs stimulated with lupus serum

Cytokine 1 Cytokine 2 r value P value

PDGF- BB IL-8 0.96 4.905e-5

PDGF- BB IL-6 0.95 1.080e-4

IL-8 IL-6 0.89 0.001

GRO- alpha GM- CSF 0.86 0.002

GRO- alpha PDGF- BB 0.86 0.003

GRO- alpha IL-6 0.83 0.005

GM- CSF, granulocyte macrophage colony stimulating factor; GRO- 
alpha, growth- regulated oncogene alpha; HRGECs, human renal 
glomerular endothelial cells; IL, interleukin; PDGF- BB, platelet- 
derived growth factor- BB.

Figure 4 SLE serum promotes neutrophil adhesion, which 
is enhanced with disease activity. (A) Neutrophil adhesion to 
human renal glomerular endothelial cells (HRGECs) treated 
with control (control, control hypertension (HTN)) or SLE with 
active disease (SLE, SLE HTN, SLE lupus nephritis (LN) HTN) 
serum or (B) adhesion of neutrophils to HRGECs treated with 
serum from donor patient groups: control, control with HTN, 
SLE with active disease, SLE with HTN with active disease 
and SLE with LN and HTN with active disease. (C) Adhesion 
of neutrophils to HRGECs treated with serum from patients 
with SLE during paired inactive and active disease visits. 
Lines represent median values. Results are representative 
of three experiments, with each experiment using a different 
healthy neutrophil donor. Statistical analysis was by two- 
tailed unpaired t- test (A), one- way analysis of variance with 
Tukey’s multiple comparisons (B) and two- tailed paired t- test 
(C). ***P<0.001, **p<0.01.
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are associated with lack of response to therapy in human 
LN,37 and a polymorphism of IL-8 is associated with poor 
outcome in African- Americans.38 IL-15 acts as a chemo-
kine to several cell types including neutrophils, which 
express the IL- 15Rα chain.39 Levels of IL-15 are elevated 
in humans with lupus.40

This study suggests that LN serum may activate path-
ways known to be involved in oxidative stress and 
endoplasmic reticulum (ER) stress. During ER redox 
imbalance, ER stress can induce dissociation of HSP90 
from PERK, which decreases HSP90 stability and causes 
the dissociation of eNOS from HSP90, leading to eNOS 
uncoupling.41 Furthermore, PERK can phosphorylate 
and activate ATF4 to induce expression of anti- oxidative 
genes.42–44 ATF4 is activated in ER stress in endothelial 
cells and in turn induces expression of chemokines such 
as IL-8 and MCP-145 46 in response to oxidised lipids. 
Thus, the PERK/ATF4 axis plays an important role in 
cellular stress conditions, including oxidative stress which 
greatly impacts the functionality of the endothelium. 
Lastly, IL-10 is known to inhibit nitric oxide production, 
inhibit endothelial cell differentiation and repair and 
may enhance the negative effect of interferon- alpha on 
endothelial function.47

Of note, low- density lipoprotein (LDL) was higher in 
some patients with active disease. While these differences 
did not achieve statistical significance (p=0.37 for total 
cholesterol and p=0.32 for LDL), they are consistent with 
reports by Durcan et al in which LDL levels correlated with 
disease activity.48 Because we did not measure oxidised 
LDL, we cannot determine if LDL may have induced 
endothelial dysfunction through oxidised LDL receptors.

This study has several limitations. First, patients in this 
study were prescribed a variety of medications (table 3). 
This concern is tempered by the fact that, in a separate 
analysis, we found no difference in either neutrophil 
migration or adhesion when examining dosing effects 
of Plaquenil, Prednisone, Lisinopril or CellCept (online 
supplemental figures 4 and 5). However, when examining 
use of immunomodulatory medications (as a group) or 
ACE inhibitors/angiotensin receptor blockers, we found 
increased neutrophil migration with use of both medi-
cation groups and increased neutrophil adhesion for 
immunomodulatory medications (online supplemental 
figures 6 and 7). This is the opposite effect of what we 
anticipated and may indicate a bias from indication. 
It also suggests factors in serum that are important for 
adhesion and migration of neutrophils to the endothe-
lium may not be controlled by these medications. Second, 
this was a retrospective study. However, the samples were 
collected in a prospective, longitudinal manner in a well- 
characterised cohort of patients. In addition, there was an 
association between migration and adhesion and disease 
activity in paired samples from the same patients. This 
reduces some of the variability seen within a population 
in cross- sectional studies and reveals significant differ-
ences even in a limited number of samples in each lupus 
phenotype. Third, the chemokines induced by LN serum 

were analysed as candidates based on the literature, and 
it is possible that pathogenic chemotactic factors were 
not included in the analysis. Fourth, interassay variability 
was introduced using multiple healthy donors of neutro-
phils. However, the migration and adhesion rank order 
remained similar across experiments (data not shown). 
Fifth, the choice of 2.5% serum does not reflect the intra-
vascular environment seen in patients. This concentration 
was chosen, as it was the highest concentration at which 
lupus serum did not induce endothelial cell damage in 
concentration titration experiments (data not shown). 
Finally, we did not compare the effects of serum from 
patients with other renal diseases such as diabetic renal 
disease. While we chose to focus on SLE in this study, 
diabetic and hypertensive renal disease are also known to 
be associated with endothelial dysfunction that improves 
with therapy targeting eNOS dysfunction.49–51

This study established that factors in the serum of 
patients with lupus and LN induce an endothelial cell 
inflammatory phenotype in renal glomerular endothe-
lial cells, which is manifested by neutrophil adhesion 
and migration. It also demonstrates the effect of disease 
activity on this phenotype using paired visit serum samples 
from individual patients during inactive and active disease 
states. This study demonstrates associations between 
migration of neutrophils and serum- induced chemokine 
production in glomerular endothelial cells. Common 
pathways associated with these factors are important in 
ER stress, oxidative stress and uncoupling of eNOS. The 
findings from this study reinforce the importance of 
glomerular endothelial cells in trafficking neutrophils to 
sites of inflammation through generation of pathogenic 
chemotactic factors. They further provide the rationale 
for studying redox- induced pathways and ER stress as 
mechanisms for glomerular inflammation in LN.

Acknowledgements The authors would like to thank Dr John Zhang for his 
helpful scientific input, SCTR Institute and Amy Chamberlain and Claire Tyson for 
coordination/collection of control blood specimens and the MUSC Rheumatology 
Biorepository team for collection and distribution of SLE serum and lupus 
phenotype data.

Contributors JO conceived the idea and directed the project. DR and MM designed 
and performed the experiments, derived the models and analysed the data. DR and 
JO wrote the manuscript in consultation with MM.

Funding This work was supported by funding from the Department of Veterans 
Affairs (CXC001248- 01A2 (Oates)). Data and materials as well as personnel time 
were made possible by the following funding: K08AR002193 (Oates)), NIH NIAMS 
P60AR062755 and NIAMS P30AR072582 (Oates).

Competing interests None declared.
Patient consent for publication Not required.
Ethics approval This study was approved by the Medical University of South 
Carolina Institutional Review Board protocols: Pro00052903 Pro00056002. All 
human subject research was in compliance with the Helsinki Declaration. Subjects 
were enrolled after written informed consent was provided.
Provenance and peer review Not commissioned; externally peer reviewed.
Data availability statement Data are available on reasonable request.

Supplemental material This content has been supplied by the author(s). It has 
not been vetted by BMJ Publishing Group Limited (BMJ) and may not have been 
peer- reviewed. Any opinions or recommendations discussed are solely those 
of the author(s) and are not endorsed by BMJ. BMJ disclaims all liability and 
responsibility arising from any reliance placed on the content. Where the content 

https://dx.doi.org/10.1136/lupus-2020-000418
https://dx.doi.org/10.1136/lupus-2020-000418
https://dx.doi.org/10.1136/lupus-2020-000418
https://dx.doi.org/10.1136/lupus-2020-000418


Russell DA, et al. Lupus Science & Medicine 2020;7:e000418. doi:10.1136/lupus-2020-0004188

Lupus Science & Medicine

includes any translated material, BMJ does not warrant the accuracy and reliability 
of the translations (including but not limited to local regulations, clinical guidelines, 
terminology, drug names and drug dosages), and is not responsible for any error 
and/or omissions arising from translation and adaptation or otherwise.

Open access This is an open access article distributed in accordance with the 
Creative Commons Attribution Non Commercial (CC BY- NC 4.0) license, which 
permits others to distribute, remix, adapt, build upon this work non- commercially, 
and license their derivative works on different terms, provided the original work is 
properly cited, appropriate credit is given, any changes made indicated, and the use 
is non- commercial. See: http:// creativecommons. org/ licenses/ by- nc/ 4. 0/.

ORCID iD
Jim C Oates http:// orcid. org/ 0000- 0002- 5426- 1359

REFERENCES
 1 Almaani S, Meara A, Rovin BH. Update on lupus nephritis. Clin J Am 

Soc Nephrol 2017;12:825–35.
 2 Danila MI, Pons- Estel GJ, Zhang J, et al. Renal damage is the 

most important predictor of mortality within the damage index: 
data from LUMINA LXIV, a multiethnic US cohort. Rheumatology 
2009;48:542–5.

 3 Rijnink EC, Teng YKO, Wilhelmus S, et al. Clinical and 
histopathologic characteristics associated with renal outcomes in 
lupus nephritis. Clin J Am Soc Nephrol 2017;12:734–43.

 4 Appel GB, Cohen DJ, Pirani CL, et al. Long- Term follow- up of 
patients with lupus nephritis. A study based on the classification of 
the world Health organization. Am J Med 1987;83:877–85.

 5 Maroz N, Segal MS. Lupus nephritis and end- stage kidney disease. 
Am J Med Sci 2013;346:319–23.

 6 Weening JJ, D'Agati VD, Schwartz MM, et al. The classification of 
glomerulonephritis in systemic lupus erythematosus revisited. J Am 
Soc Nephrol 2004;15:241–50.

 7 Markowitz GS, D'Agati VD. Classification of lupus nephritis. Curr 
Opin Nephrol Hypertens 2009;18:220–5.

 8 Kiremitci S, Ensari A. Classifying lupus nephritis: an ongoing story. 
ScientificWorldJournal 2014;2014:1–10.

 9 Bendall JK, Douglas G, McNeill E, et al. Tetrahydrobiopterin 
in cardiovascular health and disease. Antioxid Redox Signal 
2014;20:3040–77.

 10 Atehortúa L, Rojas M, Vásquez GM, et al. Endothelial alterations in 
systemic lupus erythematosus and rheumatoid arthritis: potential 
effect of monocyte interaction. Mediators Inflamm 2017;2017:1–12.

 11 Pramanik AB, Bhattacharyya K, Sinha PK, et al. Study of endothelial 
dysfunction and its correlation with disease activity in systemic lupus 
erythematosus patients without conventional cardiovascular risk 
factors. Indian J Rheumatol 2011;6:178–84.

 12 Gilkeson GS, Mashmoushi AK, Ruiz P, et al. Endothelial nitric oxide 
synthase reduces crescentic and necrotic glomerular lesions, 
reactive oxygen production, and MCP1 production in murine lupus 
nephritis. PLoS One 2013;8:e64650.

 13 Romero- Diaz J, Isenberg D, Ramsey- Goldman R. Measures of adult 
systemic lupus erythematosus: updated version of British Isles 
lupus assessment group (bilag 2004), European consensus lupus 
activity measurements (eclam), systemic lupus activity measure, 
revised (slam- r), systemic lupus activity questi. Arthritis Care Res 
2011;63:S37–46.

 14 Hochberg MC. Updating the American College of rheumatology 
revised criteria for the classification of systemic lupus 
erythematosus. Arthritis Rheum 1997;40:1725.

 15 Gladman D, Ginzler E, Goldsmith C, et al. The development and 
initial validation of the systemic lupus international collaborating 
Clinics/American College of rheumatology damage index for 
systemic lupus erythematosus. Arthritis Rheum 1996;39:363–9.

 16 Karlson EW, Sanchez- Guerrero J, Wright EA, et al. A connective 
tissue disease screening questionnaire for population studies. Ann 
Epidemiol 1995;5:297–302.

 17 Jones Buie JN, Pleasant Jenkins D, Muise- Helmericks R, et al. 
L- sepiapterin restores SLE serum- induced markers of endothelial 
function in endothelial cells. Lupus Sci Med 2019;6:e000294.

 18 Fabregat A, Sidiropoulos K, Garapati P, et al. The Reactome pathway 
Knowledgebase. Nucleic Acids Res 2016;44:D481–7.

 19 Jassal B, Matthews L, Viteri G, et al. The reactome pathway 
knowledgebase. Nucleic Acids Res 2020;48:D498–503.

 20 Mai J, Virtue A, Shen J, et al. An evolving new paradigm: endothelial 
cells--conditional innate immune cells. J Hematol Oncol 2013;6:61.

 21 Sumiyoshi K, Mokuno H, Iesaki T, et al. Deletion of the Fc 
receptors gamma chain preserves endothelial function affected by 

hypercholesterolaemia in mice fed on a high- fat diet. Cardiovasc Res 
2008;80:463–70.

 22 Jones Buie JN, Oates JC. Role of interferon alpha in endothelial 
dysfunction: insights into endothelial nitric oxide synthase- related 
mechanisms. Am J Med Sci 2014;348:168–75.

 23 Stark RJ, Koch SR, Choi H, et al. Endothelial nitric oxide synthase 
modulates Toll- like receptor 4- mediated IL-6 production and 
permeability via nitric oxide- independent signaling. Faseb J 
2018;32:945–56.

 24 Urbanski G, Caillon A, Poli C, et al. Hydroxychloroquine partially 
prevents endothelial dysfunction induced by anti- beta-2- GPI 
antibodies in an in vivo mouse model of antiphospholipid syndrome. 
PLoS One 2018;13:e0206814.

 25 Dorosz SA, Ginolhac A, Kähne T, et al. Role of calprotectin as 
a modulator of the IL27- Mediated proinflammatory effect on 
endothelial cells. Mediators Inflamm 2015;2015:1–16.

 26 Atehortúa L, Rojas M, Vásquez G, et al. Endothelial activation 
and injury by microparticles in patients with systemic lupus 
erythematosus and rheumatoid arthritis. Arthritis Res Ther 
2019;21:34.

 27 Oates JC, Mashmoushi AK, Shaftman SR, et al. Nadph oxidase and 
nitric oxide synthase- dependent superoxide production is increased 
in proliferative lupus nephritis. Lupus 2013;22:1361–70.

 28 Dimou P, Wright RD, Budge KL, et al. The human glomerular 
endothelial cells are potent pro- inflammatory contributors in an in 
vitro model of lupus nephritis. Sci Rep 2019;9:8348.

 29 Nickenig G, Harrison DG. The AT(1)- type angiotensin receptor in 
oxidative stress and atherogenesis: part I: oxidative stress and 
atherogenesis. Circulation 2002;105:393–6.

 30 Landmesser U, Dikalov S, Price SR, et al. Oxidation of 
tetrahydrobiopterin leads to uncoupling of endothelial cell nitric oxide 
synthase in hypertension. J Clin Invest 2003;111:1201–9.

 31 Cai Z, Xiang W, Peng X, et al. Microrna-145 involves in the 
pathogenesis of renal vascular lesions and may become a potential 
therapeutic target in patients with juvenile lupus nephritis. Kidney 
Blood Press Res 2019;44:643–55.

 32 Qu J, Condliffe AM, Lawson M, et al. Lack of effect of recombinant 
platelet- derived growth factor on human neutrophil function. J 
Immunol 1995;154:4133–41.

 33 Wang D, Huang HJ, Kazlauskas A, et al. Induction of vascular 
endothelial growth factor expression in endothelial cells by platelet- 
derived growth factor through the activation of phosphatidylinositol 
3- kinase. Cancer Res 1999;59:1464–72.

 34 Au P, Tam J, Duda DG, et al. Paradoxical effects of PDGF- BB 
overexpression in endothelial cells on engineered blood vessels in 
vivo. Am J Pathol 2009;175:294–302.

 35 Miyabe Y, Lian J, Miyabe C, et al. Chemokines in rheumatic diseases: 
pathogenic role and therapeutic implications. Nat Rev Rheumatol 
2019;15:731–46.

 36 Mao Y- M, Zhao C- N, Liu L- N, et al. Increased circulating interleukin-8 
levels in systemic lupus erythematosus patients: a meta- analysis. 
Biomark Med 2018;12:1291–302.

 37 Wolf BJ, Spainhour JC, Arthur JM, et al. Development of biomarker 
models to predict outcomes in lupus nephritis. Arthritis Rheumatol 
2016;68:1955–63.

 38 Rovin BH, Lu L, Zhang X. A novel interleukin-8 polymorphism is 
associated with severe systemic lupus erythematosus nephritis. 
Kidney Int 2002;62:261–5.

 39 Girard D, Boiani N, Beaulieu AD. Human neutrophils express the 
interleukin-15 receptor alpha chain (IL- 15Ralpha) but not the IL- 
9Ralpha component. Clin Immunol Immunopathol 1998;88:232–40.

 40 Aringer M, Stummvoll GH, Steiner G, et al. Serum interleukin-15 
is elevated in systemic lupus erythematosus. Rheumatology 
2001;40:876–81.

 41 Lee H- Y, Zeeshan HMA, Kim H- R, et al. Nox4 regulates the eNOS 
uncoupling process in aging endothelial cells. Free Radic Biol Med 
2017;113:26–35.

 42 Cullinan SB, Diehl JA. Perk- Dependent activation of Nrf2 contributes 
to redox homeostasis and cell survival following endoplasmic 
reticulum stress. J Biol Chem 2004;279:20108–17.

 43 Cullinan SB, Zhang D, Hannink M, et al. Nrf2 is a direct PERK 
substrate and effector of PERK- dependent cell survival. Mol Cell Biol 
2003;23:7198–209.

 44 Dey S, Sayers CM, Verginadis II, et al. Atf4- Dependent induction of 
heme oxygenase 1 prevents anoikis and promotes metastasis. J Clin 
Invest 2015;125:2592–608.

 45 Gargalovic PS, Imura M, Zhang B, et al. Identification of inflammatory 
gene modules based on variations of human endothelial 
cell responses to oxidized lipids. Proc Natl Acad Sci U S A 
2006;103:12741–6.

http://creativecommons.org/licenses/by-nc/4.0/
http://orcid.org/0000-0002-5426-1359
http://dx.doi.org/10.2215/CJN.05780616
http://dx.doi.org/10.2215/CJN.05780616
http://dx.doi.org/10.1093/rheumatology/kep012
http://dx.doi.org/10.2215/CJN.10601016
http://dx.doi.org/10.1016/0002-9343(87)90645-0
http://dx.doi.org/10.1097/MAJ.0b013e31827f4ee3
http://dx.doi.org/10.1097/01.asn.0000108969.21691.5d
http://dx.doi.org/10.1097/01.asn.0000108969.21691.5d
http://dx.doi.org/10.1097/MNH.0b013e328327b379
http://dx.doi.org/10.1097/MNH.0b013e328327b379
http://dx.doi.org/10.1155/2014/580620
http://dx.doi.org/10.1089/ars.2013.5566
http://dx.doi.org/10.1155/2017/9680729
http://dx.doi.org/10.1016/S0973-3698(11)60204-5
http://dx.doi.org/10.1371/journal.pone.0064650
http://dx.doi.org/10.1002/acr.20572
http://dx.doi.org/10.1002/art.1780400928
http://dx.doi.org/10.1002/art.1780390303
http://dx.doi.org/10.1016/1047-2797(94)00096-C
http://dx.doi.org/10.1016/1047-2797(94)00096-C
http://dx.doi.org/10.1136/lupus-2018-000294
http://dx.doi.org/10.1093/nar/gkv1351
http://dx.doi.org/10.1093/nar/gkz1031
http://dx.doi.org/10.1186/1756-8722-6-61
http://dx.doi.org/10.1093/cvr/cvn206
http://dx.doi.org/10.1097/MAJ.0000000000000284
http://dx.doi.org/10.1096/fj.201700410R
http://dx.doi.org/10.1371/journal.pone.0206814
http://dx.doi.org/10.1155/2015/737310
http://dx.doi.org/10.1186/s13075-018-1796-4
http://dx.doi.org/10.1177/0961203313507988
http://dx.doi.org/10.1038/s41598-019-44868-y
http://dx.doi.org/10.1161/hc0302.102618
http://dx.doi.org/10.1172/JCI200314172
http://dx.doi.org/10.1159/000500923
http://dx.doi.org/10.1159/000500923
http://www.ncbi.nlm.nih.gov/pubmed/http://www.ncbi.nlm.nih.gov/pubmed/7706750
http://www.ncbi.nlm.nih.gov/pubmed/http://www.ncbi.nlm.nih.gov/pubmed/7706750
http://www.ncbi.nlm.nih.gov/pubmed/http://www.ncbi.nlm.nih.gov/pubmed/10197615
http://dx.doi.org/10.2353/ajpath.2009.080887
http://dx.doi.org/10.1038/s41584-019-0323-6
http://dx.doi.org/10.2217/bmm-2018-0217
http://dx.doi.org/10.1002/art.39623
http://dx.doi.org/10.1046/j.1523-1755.2002.00438.x
http://dx.doi.org/10.1006/clin.1998.4576
http://dx.doi.org/10.1093/rheumatology/40.8.876
http://dx.doi.org/10.1016/j.freeradbiomed.2017.09.010
http://dx.doi.org/10.1074/jbc.M314219200
http://dx.doi.org/10.1128/MCB.23.20.7198-7209.2003
http://dx.doi.org/10.1172/JCI78031
http://dx.doi.org/10.1172/JCI78031
http://dx.doi.org/10.1073/pnas.0605457103


Russell DA, et al. Lupus Science & Medicine 2020;7:e000418. doi:10.1136/lupus-2020-000418 9

Immunology and inflammation

 46 Gargalovic PS, Gharavi NM, Clark MJ, et al. The unfolded protein 
response is an important regulator of inflammatory genes in 
endothelial cells. Arterioscler Thromb Vasc Biol 2006;26:2490–6.

 47 Cates AM, Holden VI, Myers EM, et al. Interleukin 10 hampers 
endothelial cell differentiation and enhances the effects of 
interferon α on lupus endothelial cell progenitors. Rheumatology 
2015;54:1114–23.

 48 Durcan L, Winegar DA, Connelly MA, et al. Longitudinal evaluation 
of lipoprotein variables in systemic lupus erythematosus reveals 
adverse changes with disease activity and prednisone and more 
favorable profiles with hydroxychloroquine therapy. J Rheumatol 
2016;43:745–50.

 49 Pannirselvam M, Simon V, Verma S, et al. Chronic oral 
supplementation with sepiapterin prevents endothelial dysfunction 
and oxidative stress in small mesenteric arteries from diabetic (db/
db) mice. Br J Pharmacol 2003;140:701–6.

 50 Keller AC, Knaub LA, Scalzo RL, et al. Sepiapterin improves vascular 
reactivity and insulin- stimulated glucose in Wistar rats. Oxid Med Cell 
Longev 2018;2018:1–10.

 51 Thida M, Earl J, Zhao Y, et al. Effects of sepiapterin supplementation 
and NOS inhibition on glucocorticoid- induced hypertension. Am J 
Hypertens 2010;23:569–74.

http://dx.doi.org/10.1161/01.ATV.0000242903.41158.a1
http://dx.doi.org/10.1093/rheumatology/keu431
http://dx.doi.org/10.3899/jrheum.150437
http://dx.doi.org/10.1038/sj.bjp.0705476
http://dx.doi.org/10.1155/2018/7363485
http://dx.doi.org/10.1155/2018/7363485
http://dx.doi.org/10.1038/ajh.2010.27
http://dx.doi.org/10.1038/ajh.2010.27

	Lupus serum induces inflammatory interaction with neutrophils in human glomerular endothelial cells
	Abstract
	Introduction
	Methods
	Subjects
	HRGEC cell culture
	Neutrophil isolation
	Neutrophil labelling
	Neutrophil migration assay
	Cytokine quantification
	Neutrophil adhesion assay
	Statistical analysis
	Pathways analysis

	Results
	SLE serum promotes neutrophil chemotaxis to glomerular endothelial cells, which is enhanced in patients with hypertension, lupus nephritis and disease activity
	Cytokines secreted by SLE serum-exposed HRGECs correlate with neutrophil chemotaxis
	Pathways common to highly correlated induced factors are important in oxidative stress and endoplasmic reticulum stress
	SLE serum promotes neutrophil adhesion to HRGECs

	Discussion
	References


