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Abstract

Prochemerin is the inactive precursor of the adipokine chemerin. Proteolytic processing 

is obligatory for the conversion of prochemerin into active chemerin and subsequent 

regulation of cellular processes via the chemokine-like receptor 1 (CMKLR1). Elevated 

plasma or serum chemerin concentrations and differential processing of prochemerin 

have been reported in obese humans. The impact of these changes on CMKLR1 

signalling in humans is unknown. The objective of this pilot study was to develop a 

cellular bioassay to measure CMKLR1 activation by chemerin present in human serum 

and to characterise how obesity modifies serum activation of CMKLR1 under fasted  

and fed conditions. Blood samples were collected from control (N = 4, BMI 20–25) and 

obese (N = 4, BMI >30) female subjects after an overnight fast (n = 2) and at regular 

intervals (n = 7) following consumption of breakfast over a period of 6 h. A cellular 

CMKLR1-luminescent reporter assay and a pan-chemerin ELISA were used to determine 

CMKLR1 activation and total chemerin concentrations, respectively. Serum total 

chemerin concentration (averaged across all samples) was higher in obese vs control 

subjects (17.9 ± 1.8 vs 10.9 ± 0.5 nM, P < 0.05), but serum activation of CMKLR1 was 

similar in both groups. The CMKLR1 activation/total chemerin ratio was lower in obese 

vs control subjects (0.33 ± 0.04 vs 0.58 ± 0.05, P < 0.05). After breakfast, serum total 

chemerin or CMKLR1 activation did not differ from baseline values. In conclusion, the 

unexpected observation that obese serum activation of CMKLR1 did not match increased 

total chemerin concentrations suggests impaired processing to and/or enhanced 

degradation of active chemerin in serum of obese humans.

Introduction

After characterisation as an adipokine by our group 
in 2007, research concerning chemerin and its 
relationship to obesity has risen steadily. Chemerin is 
secreted as an inactive precursor prochemerin, which 
undergoes processing at distinct sites on the C-terminus 
by proteases of the inflammatory, coagulation and 
fibrinolytic cascades to become biologically active 

chemerin (herein active chemerin) (1, 2, 3, 4). Several 
isoforms of active chemerin can be produced that vary 
in their C-terminal amino acid, their ability to bind 
and activate the chemokine-like receptor 1 (CMKLR1) 
as well as their capacity to facilitate their distinctive 
inflammatory, immune and metabolic processes (1, 2, 
3, 4, 5, 6, 7, 8, 9, 10).
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The established biological functions of chemerin 
including the recruitment of immune cells to sites of 
inflammation (3, 9, 11) and the regulation of adipogenesis, 
lipolysis and glucose metabolism (12, 13, 14, 15, 16, 
17) have implicated chemerin as a target of interest 
in the pathophysiology of obesity and the metabolic 
syndrome. In line with a reputed role for chemerin in 
obesity, total chemerin concentrations are elevated in 
murine and human obesity, are correlated to markers of 
adiposity including body mass index (BMI), waist-to-hip 
ratio (WHR) and fat mass and decline after surgical, diet 
and activity-based weight loss (13, 14, 18, 19, 20, 21, 
22). Independent observations in humans, animals and 
cell models further support adipose tissue/adipocytes as 
a significant and modifiable source of circulating total 
chemerin (pro and active chemerin) (14, 18, 19, 23, 24, 
25, 26, 27). The exact role, beneficial or detrimental, 
that chemerin plays in obesity is complicated by the 
fact that both pro- (28, 29, 30) and anti-inflammatory 
effects (5, 31, 32, 33) have been described for chemerin/
CMKLR1 signalling. Furthermore, the biological effects 
of chemerin are not exclusively dependent upon total 
circulating concentrations. Rather, the mechanisms by 
which prochemerin is activated, the relative abundance 
of chemerin isoforms and their activity at CMKLR1 are 
important determinants of biological function (1, 2, 4, 6, 
8, 19). Accordingly, a significant limitation of the majority 
of previous studies has been a reliance on quantifying 
total but not active chemerin. As such, much of the 
clinical chemerin research to date has inferred a role for 
elevated chemerin in obesity and metabolic disorders 
based on the assumption that parity exists between 
total and active chemerin concentrations. However, 
this assumption is not supported by in vitro or in vivo 
studies that demonstrated a large discrepancy between 
total and active chemerin under a TNF-mediated acute 
inflammatory response and in synovial fluid of arthritic 
patients (18, 19, 34). A disparity between total and active 
chemerin is further supported by a recent human study 
that discovered elevated concentrations of shorter and 
previously uncharacterised chemerin isoforms in plasma 
of obese humans compared to lean controls (23). How 
these novel degraded chemerin isoforms influence 
CMKLR1 activation and the biological processes that 
ensue in obesity remains unknown. The objective of 
our study was to utilise a cellular bioassay to measure 
CMKLR1 activation by chemerin present within human 
serum samples to address whether CMKLR1 activation 
parallels total chemerin concentrations in obese and 
normal weight humans under fed and fasted conditions.

Materials and methods

Subjects

The study was open to men and women, ages 
18–55  years, with a BMI of 20–25 (control weight, 
n = 4) or BMI >30 (obese, n = 4). Subjects were recruited 
through the Izaak Walton Killam (IWK) Health Centre. 
Exclusion criteria included subjects taking medications 
associated with enhanced chemerin production (insulin 
and metformin) (26) or inhibition of degradation (ACE 
inhibitors) (6, 35). Additionally, subjects with renal 
impairment (creatinine clearance <60 mL/min), type 
2 diabetes mellitus or who have previously undergone 
gastric bypass surgery were excluded as these conditions 
may influence chemerin concentrations independent of 
obesity (36). The IWK Research Ethics Board approved 
the experimental protocol (Project # 1013395), and all 
participants gave their written informed consent before 
their inclusion in the study.

Clinical procedures

Subjects fasted overnight (10–12 h) prior to their arrival 
to the Clinical Research Unit of the IWK Health Centre 
at approximately 06:00 h on the study day. All subjects 
remained in the unit for the duration of the study. Upon 
admission, subjects were assessed for anthropometric 
measures of body fat including BMI, WHR and waist 
circumference in addition to their systolic (SBP) and 
diastolic (DBP) blood pressure and heart rate. A saline lock 
was subsequently placed, and fasted blood samples were 
collected at 07:00 h (baseline 1) and 08:00 h (baseline 
2). Immediately after collection of the second sample 
at 08:00 h, subjects were offered a selection of breakfast 
foods (fruit cups, fresh fruit, assorted bagels, muffins and 
cereals, yogurt, cheese and hard-boiled eggs), beverages 
(fruit juices, milk, tea and coffee) and condiments 
(cream cheese, peanut butter and sugar). Subjects chose 
from these breakfast items without any restrictions and 
were allowed to consume breakfast over a 30-min period. 
Blood samples were subsequently taken at 08:30, 09:00, 
09:30, 10:00, 11:00, 12:00 and 13:00 h. Two samples 
(4 mL each) were collected at each time point and placed 
into a 3.2% sodium citrate tube for plasma preparation 
and an uncoated tube for serum. Based on reported 
time for maximal activation of chemerin in serum 
(9), blood samples taken for serum were left to clot at 
room temperature for 2 h after collection. All samples 

http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/
http://dx.doi.org/10.1530/EC-16-0065


This work is licensed under a Creative Commons 
Attribution-NonCommercial 4.0 International 
License.

DOI: 10.1530/EC-16-0065
http://www.endocrineconnections.org� © 2016 The authors

Published by Bioscientifica Ltd

Research J Toulany et al. Impaired serum activation of 
CMKLR1 in obesity

72–81 5:72
En

d
o

cr
in

e 
C

o
n

n
ec

ti
o

n
s

were centrifuged at 2500 g for 5 min at 4°C, aliquoted 
and stored at −70°C until the appropriate analysis  
was performed.

Quantifying CMKLR1 activation using the  
CMKLR1 bioassay

The CMKLR1 bioassay methods were based on our 
previously reported protocol for measuring CMKLR1 

activation by chemerin in serum and adipocyte media 
samples (18, 19). Briefly, a genetically modified HEK293 
cell line (HTLA) that constitutively expresses a fusion 
protein comprised a tobacco etch virus (TEV) protease 
linked to human β-arrestin2, and a transcriptional-
transactivator (tTA)-dependent luciferase reporter gene 
was transiently transfected with a plasmid-expressing 
human CMKLR1 fused to a tTa via a TEV protease 
recognition sequence (37). A batch transfection 

Table 1  Baseline subject characteristics.

Parameter Normal weight (BMI 20–25) Obese (BMI >30) Ref. range

Physical characteristics
Age (years) 30.8 ± 11.6 39 ± 8.0 NA
Weight (kg) 66.8 ± 12.1 106.0 ± 18.6* NA
Height (cm) 170.2 ± 9.8 163.5 ± 6.0 NA
Waist-to-hip ratio (WHR) 0.81 ± 0.03 0.87 ± 0.05 ≥0.85a

Body mass index (BMI) (kg/m2) 23.0 ± 1.3 38.8 ± 7.5* ≥30b

Cardiovascular and renal
Heart rate (beats/min) 74 ± 3 72 ± 20 NA
Systolic BP (mm/Hg) 116.8 ± 9.8 125.3 ± 14.6 NA
Diastolic PB (mm/Hg) 72.0 ± 8.5 78.5 ± 14.3 NA
Creatinine (µmol/L) 59.0 ± 8.5 58.8 ± 7.5 <98
eGFR (mL/min) 117.7 ± 21.1 99.4 ± 19.8 ≥90

Metabolism/inflammation
Insulin (pmol/L) 69 ± 22 118 ± 118 ≤209
Glucose (mmol/L) 4.65 ± 0.48 5.53 ± 0.96 3.3–5.6
Triglycerides (mmol/L) 0.78 ± 0.17 1.85 ± 1.08 0.5–1.6
Free fatty acids (µmol/L) 573 ± 168 490 ± 239 100–900
Cholesterol (mmol/L) 3.93 ± 0.43 4.55 ± 0.87 2.9–5.7
Hs-CRP (mg/L) 8.25 ± 11.6 8.23 ± 6.17 0–5.0
PAI (ng/mL) 4.48 ± 0.44 9.49 ± 2.26* NA

Immunological
White blood cells (×109/L) 6.67 ± 1.77 5.65 ± 1.05 4.0–11
Abs neutrophils (×109/L) 3.90 ± 1.11 3.33 ± 1.24 1.5–8.0
Abs lymphocytes (×109/L) 1.80 ± 0.71 1.80 ± 0.29 1.5–5.0
Abs monocytes (×109/L) 0.63 ± 0.14 0.38 ± 0.10* 0.0–1.0
Abs eosinophils (×109/L) 0.30 ± 0.13 0.15 ± 0.06 0.0–0.5
% Neutrophils 59.2 ± 4.0 57.2 ± 10.9 44–79
% Lymphocytes 26.5 ± 5.3 33.3 ± 10.5 28–48
% Monocytes 9.4 ± 1.2 6.7 ± 1.2* 1.0–9.0
% Eosinophils 4.5 ± 2.3 2.3 ± 0.83 0.0–5.0
% Basophils 0.37 ± 0.06 0.43 ± 0.29 0.0–1.0

Haematological
Red blood cells (×1012/L) 4.17 ± 0.39 4.27 ± 0.31 4.1–5.1
Haemoglobin (g/L) 128.3 ± 9.1 112.3 ± 10.6* 120–160
Haematocrit (L/L) 0.39 ± 0.03 0.35 ± 0.03 0.36–0.46
Mean corpuscular volume (fL) 92.4 ± 3.6 82.3 ± 1.9* 77–102
Mean corpuscular haemoglobin (pg) 30.8 ± 1.0 26.3 ± 0.9* 26.0–35.0
Mean corpuscular haemoglobin concentration (g/L) 334 ± 10 320 ± 15 320–370
Red cell distribution width (%) 12.6 ± 0.3 15.3 ± 0.2* 12.2–14.3
Platelet count (×109) 225 ± 61 258 ± 45 186–353
Mean platelet volume (fL) 10.9 ± 0.4 10.6 ± 1.2 6.8–11.2

All of the above parameters were measured in the 1st morning baseline plasma or serum samples after an overnight fast. All values are listed as the 
mean ± s.d. mean (n = 4 per group). The typical reference values for various parameters are shown in the right hand column.
aA WHR ≥0.85 was used as the cutoff to define central obesity. bA BMI of ≥30 kg/m2 to define obesity. The estimated glomerular filtration rate (eGFR) 
was determined from the measured serum creatinine concentration using the Cockcroft–Gault equation with correction for ideal body weight. *The 
values were significantly different (P < 0.05) compared to the control group by both unpaired t-test.
NA, not applicable; PAI-1, plasminogen activator inhibitor 1.
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mixture was prepared containing (per well) 40 µL  
Opti-MEM, 200 ng human CMKLR1-tTA plasmid, 200 ng 
β-galactosidase reference plasmid and 2 × 104 HTLA 
cells (at passage 5–20) in 160 µL DMEM supplemented 
with 0.4 µL of 1 mg/mL polyethylenimine (PEI) and 
added to a 96-well plate. After 24 h, the transfection 
mix was aspirated and replaced with 50 µL of diluted 
(1:10 with optimum) human serum. To match the 
sample compositions, recombinant human chemerin157 
(R&D Systems) 50 µL standards were prepared in heat-
inactivated bovine serum diluted 1:10 in Opti-MEM  
(0.1, 0.3, 0.6, 1, 3, 6, 10 and 30 nM final concentrations). 
In this assay, activation of CMKLR1 leads to the 
recruitment of the β-arrestin2-TEV protease to the 
C-terminus of the CMKLR1-tTA fusion protein, resulting 
in tTa cleavage and migration of free tTa to the nucleus 
where it transcribes the luciferase reporter gene. After 
16 h, the serum or standards were aspirated and the cells 
were incubated for 5 min with shaking (1000 rev min−1) in 
100 µL reporter lysis buffer (RLT; Promega) followed by a 
single rapid freeze/thaw cycle. To quantify the luciferase 
activity, 10 µL of lysate or RLT blank was transferred to 
a 96-well white luminometer plate. Eighty microlitres 
of luciferase assay reagent (Promega) was injected into 
each well, and the luminescence was monitored for 
10 ms using a Biotek synergy HT plate reader (Biotek). 
For the β-galactosidase assay, 30 µL of lysate or blank was 
transferred to a clear 96-well plate and incubated with 
30 µL of 2× β-galactosidase assay buffer (200 mM NaPO4 
pH 7.3, 2 mM MgCl2, 100 mM 2-mercaptoethanol and 
1.33 mg/mL ortho-nitrophenyl-β-galactoside (ONPG)) 
for 15 min at 37°C. The reaction was stopped by the 
addition of 100 µL of 1 M Na2CO3, and the absorbance at 
420 nm was measured. The luciferase and β-galactosidase 
measurements were corrected for the respective blanks. 

Activation of the receptor by each standard and sample 
was expressed as the fold-change in luciferase/β-
galactosidase activity relative to the 1:10 diluted blank 
serum sample. Each standard was assayed in duplicate, 
and each sample was assayed in triplicate.

Using GraphPad Prism (GraphPad Software), 
the concentration of each chemerin157 standard was 
plotted against the corresponding fold-change in 
luciferase/β-galactosidase activity. The standards were 
fit to a 4-phase logarithmic nonlinear regression curve 
(log (agonist) vs normalised response), and the level of 
CMKLR1 receptor activation (expressed as chemerin157 

Table 2  Serum CMKLR1 bioassay performance.

Serum chemerin standards

Chemerin157 standards  
(nM) 

Predicted chemerin concentrations

Accuracy
Inter-assay  

% CV
Intra-assay  

% CV

0.10 142.8% 51.4% 26.8%
0.30 102.8% 13.6% 12.6%
0.60 97.7% 13.8% 5.6%
1.00 97.8% 4.5% 12.8%
3.00 102.2% 35.9% 14.5%
6.00 79.2% 47.2% 21.2%
10.00 64.6% 55.2% 46.8%
30.00 56.6% 98.5% 61%

The assay performance values were based on 4 independent 
experimental replicates with each standard measured in duplicate.

Figure 1
CMKLR1 bioassay performance. Panels A and B are representative of two 
independent CMKLR1 bioassay standard curves of chemerin157 in bovine 
serum diluted 1:10 in optimum media. Representative serum samples 
diluted 1:10 from 2 subjects with BMI 20–25 and BMI >30 show that the 
luciferase/β-galactosidase values fall within the most accurate and 
reproducible portion of the curve.
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equivalents) in each sample was interpolated based on 
its luciferase/β-galactosidase activity.

Total chemerin measurements

Total chemerin was quantified using a human  
pan-chemerin ELISA (LOT # 1316723, R&D Systems) 
according to the manufacturer’s instructions and our 
previously reported methods (38). A dose-response curve 
using a best fit of a 4-parameter logistic equation was used 
to calculate the total chemerin concentration.

Quantification of other factors in plasma and serum

The 1st baseline sample was used for the baseline complete 
blood cell count, metabolic/inflammatory and serum 

creatinine analysis. These assays were performed in the 
IWK clinical chemistry facility using standard methods. 
In addition, we used commercially available analytical kits 
to quantify glucose, free fatty acids (FFA), high-sensitivity 
C-reactive protein (hs-CRP), cholesterol, triglycerides 
(Cayman Chemical) and insulin (Millipore) in all samples 
in order to compare changes in these parameters in the 
post-prandial vs baseline period. A commercially available 
ELISA assay was used for measures of plasminogen activator 
inhibitor-1 (PAI-1) in the baseline samples (Abcam). The 
manufacturer’s instructions were followed for all assays.

Data and statistical analysis

The primary outcome was to compare the average 
CMKLR1 activation, total chemerin and CMKLR1 

Figure 2
The effect of obesity on serum total chemerin 
and serum activation of CMKLR1. Serum total 
chemerin (A), serum activation of CMKLR1 
expressed as chemerin157 equivalents (C) and 
CMKLR1 activation/total chemerin (E) were 
measured in 4 obese (BMI >30) and 4 normal 
weight females (BMI 20–25) after an overnight 
fast (baseline, BL), which was followed by 
breakfast (BF) consumed over 30 min and then 
intermittent sample measurements over a 5.5-h 
duration in the post-breakfast period. The 
between-group statistical analysis was performed 
on the average data for all time points combined 
(B, D, F). **P < 0.01 and ***P < 0.001 compared to 
the BMI >30 group, unpaired t-test.
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activation/total chemerin ratios between the obese 
and control groups. For these variables, the average of  
9 samples over time in plasma and serum in each patient 
was calculated. The average values were compared using 
an unpaired 2-tailed t-test. The secondary outcome 
was to evaluate for differences in average CMKLR1 
activation, total chemerin and CMKLR1 activation/
total chemerin ratios in the baseline vs post-prandial 
period within each group. For this analysis, the average 
of the two baseline measures were compared to the 
maximum and minimum values for CMKLR1 activation, 
total chemerin and CMKLR1 activation/total chemerin 
that were observed in the post-prandial period. A one-
way analysis of variance with Bonferroni post hoc test 
was used. Differences between groups were considered 
significant when P < 0.05. SPSS, version 23 was used for 
statistical analysis.

Results

Subject characteristics

The 1st eight subjects that applied for entry into the study 
met the inclusion criteria and were enrolled after their 
initial screening visit. No subjects were excluded based on 
the predetermined exclusion criteria. Individual subject 
characteristics are summarised in Table 1. All subjects were 
female and were categorised as either normal weight (n = 4) 
with BMIs between 20 and 25 or obese (n = 4) with BMIs 
>30. As per the study inclusion criteria, weight and BMI 
were significantly higher in the obese vs control group. 
Age, height, WHR, cardiovascular and renal parameters 

were similar between groups. High-sensitivity C-reactive 
protein was more than two-fold higher than the upper 
normal values for one normal weight and 2 obese subjects, 
but did not differ between groups. Plasminogen activator 
inhibitor-1 (PAI-1) was significantly higher in the BMI 
>30 group. Immune cell counts fell with the normal 
reference range for both groups, although absolute and 
percent monocyte counts were significantly lower in 
the BMI >30 group. Haemoglobin, mean corpuscular 
volume and mean corpuscular haemoglobin were lower 
and red cell distribution width was higher in the obese 
vs normal weight groups and was suggestive of mild 
iron-deficiency anaemia. After breakfast, both groups 
displayed a significant rise in insulin concentration (after 
1.5–2 h) and a later reduction in free fatty acids (2.5–5 h) 
(Supplementary Fig.  1 and Supplementary Table  1, see 
section on supplementary data given at the end of this 
article). In the post-prandial period, significant increases 
in glucose, triglycerides and cholesterol were observed in 
the normal weight but not obese group.

CMKLR1 bioassay performance

The CMKLR1 bioassay accuracy and inter- and  
intra-assay coefficients of variation for each standard 
curve chemerin concentration are shown in Table  2.  
The lower limit for the quantification of CMKLR1 
activation occurred at approximately 100 pM 
chemerin157, but the standard curve typically 
overestimated the actual chemerin157 concentrations 
in this range, and the inter-assay and intra-assay  
CVs were unacceptably high. Between the 

Table 3  Post-prandial changes in serum total chemerin and CMKRL1 activation.

Parameter Baseline Maximum Minimum tmax (h) tmin (h)

Serum total chemerin (nmol/L)
Normal weight 10.4 ± 1.1 13.5 ± 1.4 8.69 ± 0.61 1.75 (1.5–3.0) 1.75 (1.5–5.0)
Obese 17.0 ± 3.1 22.9 ± 3.4 13.2 ± 2.2 4.5 (3.0–6.0) 4.0 (1.5–6.0)

Serum CMKLR1 activation (expressed as nmol/L chemerin157 equivalents)
Normal weight 6.03 ± 1.28 7.45 ± 0.97 5.24 ± 0.98 4.0 (2.5–6.0) 2.0 (1.5–5.0)
Obese 5.70 ± 1.74 6.51 ± 1.99 5.34 ± 1.82 3.0 (2.0–4.0) 2.5 (2.0–6.0)

Serum CMKLR1 activation/total chemerin ratio
Normal weight 0.583 ± 0.136 0.710 ± 0.154 0.436 ± 0.091* 4.0 (3.0–6.0) 1.75 (1.5–2.0)
Obese 0.333 ± 0.087 0.423 ± 0.145 0.259 ± 0.056 4.0 (2.0–6.0) 2.25 (1.5–2.5)

Plasma total chemerin (nmol/L)
Normal weight 10.3 ± 1.2 11.5 ± 1.2 7.56 ± 0.42 4.25 (1.5–6) 4.0 (2.5–5.0)
Obese 14.0 ± 3.6 17.5 ± 2.0 12.2 ± 3.0 3.0 (2.5–6.0) 3.0 (1.5–6.0)

tmax and tmin = the time at which the maximum and minimum values occurred, respectively. Baseline, maximum and minimum values are expressed as 
mean ± s.d. and tmax and tmin as median with lower and upper values in brackets. For each parameter, the average of the two baseline samples was 
compared to the maximum (or minimum) value obtained in the post-feeding period using a one-way repeated-measures ANOVA, followed by 
Bonferroni post hoc comparison.
*P < 0.05 compared to baseline.
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concentrations of 0.3–1.0 nM, the assay was highly 
accurate and the inter- and intra-assay coefficients  
were in the acceptable range (<15%). The assay 
performance progressively deteriorated with increasing 
chemerin concentrations at above 3.0 nM. Two 
representative standard curves along with samples 
from two normal weight and two obese subjects 
demonstrated that a 1:10 dilution of serum samples 
provided predicted chemerin values within the most 
accurate and reproducible range (0.3–1.0 nM) of the 
standard curve (Fig. 1).

Total chemerin was elevated in the serum of  
obese females but did not lead to greater  
CMKLR1 activation

Serum total chemerin concentrations (measured by a 
pan-chemerin ELISA) were consistently higher in the 
obese vs normal weight group, and this was reflected by a 
significant 1.6-fold higher average total chemerin over the 
entire sampling duration (Fig. 2A and B). In comparison, 
CMKLR1 activation (expressed as chemerin157 equivalents) 
in the bioassay was similar between groups (Fig. 2C and 
D). In matched samples, the average apparent chemerin157 
concentration determined by the CMKLR1 bioassay 
ranged between 43% and 66% (normal weight group) 
and 25% and 45% (obese group) of serum total chemerin 
concentrations. Consistent with this, the average ratio of 
CMKLR1 activation to total chemerin concentrations was 
significantly higher in the normal weight vs obese groups 
(Fig. 2E and F). Reflecting a small degree of fluctuation in 
serum total chemerin and CMKLR1 activation over time, 
the maximum and minimum values for total chemerin 
and CMKLR1 activation after feeding did not differ from 
baseline in the normal weight and obese groups (Table 3). 
The times at which the maximum (tmax) and minimum 
(tmin) values were observed were also highly variable 
(Table  3). With respect to the CMKLR1 activation/total 
chemerin ratio, a significant nadir was observed in the 
normal weight but not obese group at between 1.5 and 
2 h after breakfast.

Assessment of plasma total chemerin and plasma 
activation of CMKRL1

Similar to serum, plasma total chemerin was significantly 
increased in obese vs normal weight subjects (Fig.  3A 
and B) and did not differ in the post-prandial period vs 
baseline in either group (Table 3). When data from all eight 
subjects were combined, the mean serum total chemerin 
concentration (14.4 ± 3.9) was significantly higher 
than the mean plasma total chemerin concentration 
(11.9 ± 3.3), P = 0.01 paired t-test. We attempted to 
measure CMKLR1 activation by plasma samples using 
the CMKLR1 bioassay. During assay development, it was 
determined that a 1:20 dilution of bovine plasma with 
3.2% Na citrate provided optimal signal to background 
and generated chemerin standard curves with similar 
assay performance characteristics as observed for 1:10 
diluted serum standards. However, when the subject 
plasma samples were diluted to 1:20, the level of CMKLR1 
activation was at or below the lower limit of quantification 

Figure 3
The effect of obesity on plasma total chemerin concentration. Plasma 
total chemerin (A) was measured in 4 obese (BMI >30) and 4 normal 
weight females (BMI 20–25) after an overnight fast (baseline, BL), which 
was followed by breakfast (BF) consumed over 30 min and then 
intermittent sample measurements over a 5.5-h duration in the 
post-breakfast period. The between-group statistical analysis was 
performed on the average data for all time points combined (B). 
**P < 0.01 compared to the BMI >30 group, unpaired t-test.
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in the assay. Therefore, these data are not presented, and 
firm conclusions regarding the activation of CMKLR1 by 
plasma chemerin were not possible.

Discussion

Previous studies examining total chemerin 
concentrations in humans and animals have resulted 
in the hypothesis that chemerin is relevant to obesity 
and obesity-associated comorbidities (12, 39, 40, 41, 
42). However, by focusing solely on total chemerin, 
the majority of these studies have not accounted for 
chemerin processing to active forms and subsequent 
activation of CMKLR1. Thus, the biological significance 
of elevated chemerin in the context of human obesity 
remains unclear. Our proof-of-concept study has 
advanced understanding in this area by adopting a 
CMKLR1 cellular-reporter gene assay (18, 19, 37) to 
determine if CMKLR1 activation by human serum 
paralleled total chemerin concentrations and if this 
relationship differed in lean and obese subjects.

As expected, obese subjects had significantly 
increased serum total chemerin. Unexpectedly, this did 
not result in proportionally greater activation of CMKLR1 
in the bioassay. The importance of this result is that 
functional alterations in chemerin/CMKLR1 signalling 
in obesity, whether pro-or anti-inflammatory may be 
less than expected based on measures of total chemerin 
alone. A possible explanation for the observed disparity 
between total chemerin concentrations and CMKLR1 
activation by serum is that prochemerin is degraded to 
shorter chemerin products that were detected by the 
pan-chemerin ELISA but did not activate CMKLR1. 
Supporting the latter argument, Chang and coworkers 
demonstrated increased plasma total chemerin in obesity 
using the pan-chemerin ELISA assay, but using isoform-
specific ELISAs did not demonstrate significant changes in 
high-activity chemerin157, low-activity chemerin155 and 
inactive prochemerin (23). Furthermore, the combined 
concentrations of chemerin155, chemerin157 and 
prochemerin only accounted for 57% of total chemerin 
detected by the pan-chemerin ELISA. The remaining 43% 
was attributed to chemerin isoforms that underwent 
further C-terminal processing, resulting in shorter 
proteins. As the ability of chemerin to activate CMKLR1 
depends primarily on the 9 C-terminal (149–157) residues 
(43), these shorter chemerin proteins would be predicted 
to be inactive. Additionally, it is plausible that these 
peptides may act as competitive antagonists for the active 

chemerin forms. However, both of these possibilities 
remain to be tested experimentally.

In addition to increased degradation, there could be 
reduced conversion of prochemerin to active chemerin 
isoforms. In one pathway, prochemerin is converted to 
chemerin157 via a two-step process involving cleavage 
of amino acids 159–163 by plasmin or tryptase to 
form chemerin158, an isoform with low activity 
following removal of the C-terminal lysine by plasma 
carboxypeptidase B or N to form chemerin157 (1, 4). In 
obese humans, increased circulating concentrations 
of PAI-1, a serine protease inhibitor that blocks the 
enzymatic conversion of plasminogen to plasmin, have 
been well documented (44). Consistent with this, baseline 
PAI-1 was elevated in our obese subjects, suggesting that 
the plasmin/carboxypeptidase pathway of chemerin157 
formation could be less active.

We report the novel observation that within subjects, 
total chemerin was elevated (21%) in serum compared to 
plasma. There are at least two possible explanations for this. 
Platelets store prochemerin and secrete it upon activation 
(1). Therefore, it is possible that platelet activation 
during blood clotting increases prochemerin release and 
total chemerin concentrations in serum vs plasma. The 
chemerin ELISA demonstrates lower reactivity towards 
prochemerin, chemerin158 and chemerin155 compared to 
chemerin157 (23). Thus, it is also possible that the ELISA 
assay underestimates total chemerin concentrations 
in plasma, where prochemerin predominates while 
providing more accurate determinations in serum where 
chemerin157 concentrations are higher.

We previously observed that serum chemerin 
concentrations in mice oscillated with time of day, 
and the pattern of oscillation was altered with obesity 
(18). Other studies have demonstrated that short-term 
or long-term changes in nutritional status (fasting and 
re-feeding) affected chemerin mRNA expression and 
chemerin protein secretion from adipocytes and/or 
serum chemerin concentrations (22, 45). These latter 
effects may have been related to insulin stimulation of 
prochemerin secretion by adipocytes (26, 45). Despite 
these observations, the majority of clinical experimental 
studies have assessed plasma or serum chemerin 
concentrations in a single sample after an overnight 
fast and have thus not accounted for potential effects 
of time of day or nutritional effects on chemerin. To 
begin to address this gap in understanding, the clinical 
sampling procedures of our pilot study were designed to 
assess if serum total chemerin and CMKLR1 activation 
change acutely in association with insulin secretion 
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after breakfast. The observation of similar values for 
serum total chemerin and CMKLR1 activation in the 
post-prandial vs baseline periods suggested that the 
post-prandial insulin response did not appreciably affect 
serum chemerin concentrations and CMKLR1 activation. 
Furthermore, if insulin stimulation of adipose tissue 
chemerin production was linked to serum total chemerin, 
the rise and fall of chemerin should have been delayed 
relative to the insulin response and occurred over a 
narrow time range such as that observed for free fatty 
acid concentrations. This was not observed. Our results 
agreed with the findings of Bauer and coworkers in which 
a similar acute insulin increase produced by a fasting oral 
glucose tolerance test did not increase serum chemerin 
over a period of 1–2 h (46). Our results also expanded on 
these earlier findings by evaluating a typical breakfast, 
evaluating more time points over a longer duration and 
showing that immunodetectable chemerin and CMKLR1 
activation are similarly unaffected. Our findings differed 
from those of Tan and coworkers, which demonstrated 
an approximate 2-fold increase in plasma chemerin 4 h 
after initiating a hyperinsulinaemic normoglycemic 
clamp (26). As the peak insulin concentrations observed 
in our study were similar to those in the study by Tan 
and coworkers, our data reaffirm that insulin regulation 
of chemerin is most likely to occur in conditions when 
there are sustained rather than acutely elevated insulin 
concentrations.

There are a number of limitations to our study. The 
bioassay provided a measure of CMKLR1 activation 
expressed as chemerin157 equivalents but did not measure 
the ‘true’ chemerin157 concentration and we were unable 
to reference the CMKLR1 bioassay results to purified 
prochemerin or other chemerin isoforms. Based on the 
generation of multiple chemerin isoforms by adipocytes 
and the presence of multiple chemerin isoforms in plasma 
(5, 23), there are also likely to be multiple chemerin forms 
in serum, which may be active or inactive to varying 
degrees and/or activate the CMKLR1 bioassay with a 
differing stoichiometry than chemerin157. Furthermore, 
it is unknown if there could be interactions between 
multiple chemerin isoforms in human serum that could 
influence the activation of the receptor compared to 
chemerin157 alone.

A second limitation is that the CMKLR1 bioassay only 
assesses one aspect of CMKLR1 activation and signalling, 
that being the β-arrestin2-mediated pathway. Emerging 
research supports that chemerin/CMKLR1 signalling is 
complex and not completely defined (47). The pleiotropic 
functions of chemerin involves classical CMKLR1 

signalling via Gαi/o proteins as well as β-arrestin2 with 
the involvement of several intracellular effector pathways 
including intracellular calcium, p38 mitogen-activated 
protein kinases (MAPKs), extracellular signal-related 
kinases (ERK1/2) and phosphoinositide-3-kinase/protein 
kinase B (PI3K/AKT) and the RhoA/Rock pathway (3, 47, 
48, 49). Although we can conclude that the CMKLR1 
β-arrestin2 pathway is activated by human serum, we 
cannot currently make inferences regarding biased ligand 
signalling, activation of specific downstream effector 
molecules and the resulting impacts on cellular functions 
and/or CMKLR1 internalisation and desensitisation.

A third limitation was that we assessed the activation 
of CMKLR1 and not other chemerin receptors. In addition 
to CMKLR1, chemerin binds G-protein receptor 1 (GPR1) 
and the non-signalling chemokine C–C motif receptor-
like 2 (CCRL2) (30, 37). The majority of chemerin 
functions have been attributed to CMKLR1 signalling 
(50). However, recent studies have confirmed functional 
human GPR1 signalling, which mediates chemotaxis of 
human gastric adenocarcinoma cells (47). Future studies 
that compare β-arrestin2 and Gαi/o protein-based CMKLR1 
and GPR1 bioassays along with signalling reporter 
assays for the downstream pathways (as described by 
Rourke and coworkers (47)) will be important to further 
delineate the mechanisms of chemerin signalling and 
determine whether β-arrestin2 vs Gαi/o biased signalling 
can be influenced by the variation in chemerin isoforms 
produced in normal weight vs obese subjects. Our results 
also cannot account for potential effects of CCRL2, 
which binds and increases local levels of active chemerin 
facilitating chemerin interactions with CMKLR1 on 
neighbouring cells (30).

Although the small number of subjects was a 
limitation, this was offset by the repeated sampling 
procedures used for the primary analysis. Furthermore, the 
mean differences in plasma total chemerin between obese 
and normal weight subjects were similar to historical data, 
providing confidence in our primary analyses (38, 46, 51). 
Given the small sample size, we conducted a conservative 
comparison of post-feeding minimum and maximum 
values to baseline for our secondary analysis. The relatively 
stable serum total chemerin concentrations and CMKLR1 
activation during early daytime hours observed in our 
study is consistent with the results of Tan and coworkers 
in which plasma chemerin concentrations measured at 
30 min to 4-h intervals over 24 h in a small group of control 
subjects demonstrated little fluctuation (26). However, it 
is possible that we missed significant changes, given the 
30- to 60-min frequency of sampling and that we were 
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only able to sample for part of the day. Nonetheless, the 
pilot data provide the basis for sample size determinations 
for future studies aimed at conducting a more robust two-
way mixed analysis of variance to assess the effects of time 
and obesity on chemerin concentrations and CMKLR1 
and GPR1 activation.

The inability to measure CMKLR1 activation by 
plasma was a limitation. Plasma should better represent 
circulating active chemerin isoforms, whereas serum 
activation of CMKLR1 accounts for active chemerin that is 
formed during the coagulation process. It is possible that 
the relationships between time and obesity on CMKLR1 
activation by plasma could differ from those observed 
for serum. The ability to detect CMKLR1 activation 
by serum but not plasma was likely the result of lower 
concentrations of active chemerin157 in plasma (10, 23) 
and is consistent with previous studies demonstrating 
that serum- but not plasma-mediated chemotaxis of 
CMKLR1-expressing β-lymphoma cells (9).

The literature, although mixed, suggests that gender 
has small or insignificant effects on plasma or serum total 
chemerin (52, 53, 54, 55, 56, 57). Furthermore, Chang 
and coworkers, did not observe an effect of gender on the 
plasma concentration of specific chemerin isoforms (23). 
However, as only women enrolled in the study, we cannot 
identify or rule out gender differences in serum activation 
of CMKLR1.

Our study included healthy obese subjects only. The 
assessment of whether the relationship between total 
chemerin and CMKLR1 activation changes with more 
severe obesity coupled with comorbidities remains to be 
determined.

In summary, our study is the first to identify a 
disparity between serum total chemerin and CMKLR1 
activation in obesity, in that obese subjects displayed 
increased immunodetectable chemerin that did not 
lead to a comparable increase in ex vivo CMKLR1 
activation. These results affirm our position that 
inferences regarding chemerin signalling or function 
based solely on measures of serum total chemerin 
concentrations should be made with extreme caution. 
Ideally, future clinical studies should include measures 
of total chemerin or specific chemerin isoforms (using 
isoform-specific antibodies or mass spectrometry) 
combined with bioassay measures of CMKLR1 and/or 
GPR1 activation.

Supplementary data
This is linked to the online version of the paper at http://dx.doi.org/10.1530/
EC-16-0065.

Declaration of interest
The authors declare that there is no conflict of interest that could be 
perceived as prejudicing the impartiality of the research reported.

Funding
The work was supported by the Dalhousie Pharmacy Endowment Fund 
Operating Grant and a Dalhousie University, Faculty of Health Professions 
Research Development Grant.

Author contribution statement
J T performed the research, generated experimental data, analysed 
the data and co-wrote the manuscript. S D P conceived and designed  
the research and co-wrote the manuscript. K S served as the clinical 
study Co-ordinator/Pharmacist and recruited and assessed study subjects 
and edited the manuscript. C J S conceived and designed the research 
and edited the manuscript. S M supervised the clinical procedures as the 
study physician and edited the manuscript. K B G was the study’s Principal 
Investigator, conceived and designed the research, analysed data and  
co-wrote the manuscript.

Acknowledgements
The authors express their sincere thanks to the subjects who volunteered 
their time to participate in the clinical study. They would like to sincerely 
thank Catherine Brown (Clinical Operations Coordinator, Canadian 
Centre for Vaccinology) and her staff for organising and conducting the 
clinical sampling procedures. They are grateful to Nichole McMullen,  
Dr Alexandra Roman and Yan Wang for their assistance with technical 
aspects of the project and Dr Gilad Barnea (Brown University) who 
provided the HTLA cells and the CMKLR1-tTA expression plasmids that 
were used in the CMKLR1 bioassay.

References

	 1	 Du XY, Zabel BA, Myles T, Allen SJ, Handel TM, Lee PP, Butcher EC 
& Leung LL. Regulation of chemerin bioactivity by plasma 
carboxypeptidase N, carboxypeptidase B (activated thrombin-
activable fibrinolysis inhibitor), and platelets. Journal of Biological 
Chemistry 2009 284 751–758. (doi:10.1074/jbc.M805000200)

	 2	 Wittamer V, Bondue B, Guillabert A, Vassart G, Parmentier M & 
Communi D. Neutrophil-mediated maturation of chemerin: a link 
between innate and adaptive immunity. Journal of Immunology 2005 
175 487–493. (doi:10.4049/jimmunol.175.1.487)

	 3	 Wittamer V, Franssen JD, Vulcano M, Mirjolet JF, Le Poul E, 
Migeotte I, Brezillon S, Tyldesley R, Blanpain C, Detheux M, et al. 
Specific recruitment of antigen-presenting cells by chemerin, a 
novel processed ligand from human inflammatory fluids. Journal of 
Experimental Medicine 2003 198 977–985. (doi:10.1084/jem.20030382)

	 4	 Zabel BA, Allen SJ, Kulig P, Allen JA, Cichy J, Handel TM & 
Butcher EC. Chemerin activation by serine proteases of the 
coagulation, fibrinolytic, and inflammatory cascades. Journal of 
Biological Chemistry 2005 280 34661–34666. (doi:10.1074/jbc.
M504868200)

	 5	 Dranse HJ, Muruganandan S, Fawcett JP & Sinal CJ. Adipocyte-
secreted chemerin is processed to a variety of isoforms and influences 
MMP3 and chemokine secretion through an NFkB-dependent 
mechanism. Molecular and Cellular Endocrinology 2016 436 114–129. 
(doi:10.1016/j.mce.2016.07.017)

	 6	 Guillabert A, Wittamer V, Bondue B, Godot V, Imbault V, 
Parmentier M & Communi D. Role of neutrophil proteinase 3 and 

http://dx.doi.org/10.1530/EC-16-0065
http://dx.doi.org/10.1530/EC-16-0065
http://dx.doi.org/10.1530/EC-16-0065
http://dx.doi.org/10.1074/jbc.M805000200
http://dx.doi.org/10.4049/jimmunol.175.1.487
http://dx.doi.org/10.1084/jem.20030382
http://dx.doi.org/10.1074/jbc.M504868200
http://dx.doi.org/10.1074/jbc.M504868200
http://dx.doi.org/10.1016/j.mce.2016.07.017
http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/


This work is licensed under a Creative Commons 
Attribution-NonCommercial 4.0 International 
License.

DOI: 10.1530/EC-16-0065
http://www.endocrineconnections.org� © 2016 The authors

Published by Bioscientifica Ltd

Research J Toulany et al. Impaired serum activation of 
CMKLR1 in obesity

80–81 5:80
En

d
o

cr
in

e 
C

o
n

n
ec

ti
o

n
s

mast cell chymase in chemerin proteolytic regulation. Journal of 
Leukocyte Biology 2008 84 1530–1538. (doi:10.1189/jlb.0508322)

	 7	 Kulig P, Kantyka T, Zabel BA, Banas M, Chyra A, Stefanska A, 
Tu H, Allen SJ, Handel TM, Kozik A, et al. Regulation of chemerin 
chemoattractant and antibacterial activity by human cysteine 
cathepsins. Journal of Immunology 2011 187 1403–1410. (doi:10.4049/
jimmunol.1002352)

	 8	 Yamaguchi Y, Du XY, Zhao L, Morser J & Leung LL. Proteolytic 
cleavage of chemerin protein is necessary for activation to the 
active form, Chem157S, which functions as a signaling molecule in 
glioblastoma. Journal of Biological Chemistry 2011 286 39510–39519. 
(doi:10.1074/jbc.M111.258921)

	 9	 Zabel BA, Silverio AM & Butcher EC. Chemokine-like receptor 
1 expression and chemerin-directed chemotaxis distinguish 
plasmacytoid from myeloid dendritic cells in human blood. Journal of 
Immunology 2005 174 244–251. (doi:10.4049/jimmunol.174.1.244)

	10	 Zhao L, Yamaguchi Y, Sharif S, Du XY, Song JJ, Lee DM, Recht LD, 
Robinson WH, Morser J & Leung LL. Chemerin158K protein is the 
dominant chemerin isoform in synovial and cerebrospinal fluids but 
not in plasma. Journal of Biological Chemistry 2011 286 39520–39527. 
(doi:10.1074/jbc.M111.258954)

	11	 Parolini S, Santoro A, Marcenaro E, Luini W, Massardi L, Facchetti F, 
Communi D, Parmentier M, Majorana A, Sironi M, et al. The role of 
chemerin in the colocalization of NK and dendritic cell subsets into 
inflamed tissues. Blood 2007 109 3625–3632. (doi:10.1182/blood-
2006-08-038844)

	12	 Bozaoglu K, Bolton K, McMillan J, Zimmet P, Jowett J, Collier G, 
Walder K & Segal D. Chemerin is a novel adipokine associated with 
obesity and metabolic syndrome. Endocrinology 2007 148 4687–4694. 
(doi:10.1210/en.2007-0175)

	13	 Ernst MC, Haidl ID, Zuniga LA, Dranse HJ, Rourke JL, Zabel BA, 
Butcher EC & Sinal CJ. Disruption of the chemokine-like receptor-1 
(CMKLR1) gene is associated with reduced adiposity and glucose 
intolerance. Endocrinology 2012 153 672–682. (doi:10.1210/en.2011-
1490)

	14	 Ernst MC, Issa M, Goralski KB & Sinal CJ. Chemerin exacerbates 
glucose intolerance in mouse models of obesity and diabetes. 
Endocrinology 2010 151 1998–2007. (doi:10.1210/en.2009-1098)

	15	 Goralski KB, McCarthy TC, Hanniman EA, Zabel BA, Butcher EC, 
Parlee SD, Muruganandan S & Sinal CJ. Chemerin, a novel adipokine 
that regulates adipogenesis and adipocyte metabolism. Journal 
of Biological Chemistry 2007 282 28175–28188. (doi:10.1074/jbc.
M700793200)

	16	 Roh SG, Song SH, Choi KC, Katoh K, Wittamer V, Parmentier M & 
Sasaki SI. Chemerin-A new adipokine that modulates adipogenesis via 
its own receptor. Biochemical and Biophysical Research Communications 
2007 362 1013–1018. (doi:10.1016/j.bbrc.2007.08.104)

	17	 Sell H, Laurencikiene J, Taube A, Eckardt K, Cramer A, Horrighs A, 
Arner P & Eckel J. Chemerin is a novel adipocyte-derived factor 
inducing insulin resistance in primary human skeletal muscle cells. 
Diabetes 2009 58 2731–2740. (doi:10.2337/db09-0277)

	18	 Parlee SD, Ernst MC, Muruganandan S, Sinal CJ & Goralski KB. Serum 
chemerin levels vary with time of day and are modified by obesity 
and tumor necrosis factor-{alpha}. Endocrinology 2010 151 2590–2602. 
(doi:10.1210/en.2009-0794)

	19	 Parlee SD, McNeil JO, Muruganandan S, Sinal CJ & Goralski KB. 
Elastase and tryptase govern TNFalpha-mediated production of active 
chemerin by adipocytes. PLoS ONE 2012 7 e51072. (doi:10.1371/
journal.pone.0051072)

	20	 Ress C, Tschoner A, Engl J, Klaus A, Tilg H, Ebenbichler CF, Patsch JR 
& Kaser S. Effect of bariatric surgery on circulating chemerin 
levels. European Journal of Clinical Investigation 2010 40 277–280. 
(doi:10.1111/j.1365-2362.2010.02255.x)

	21	 Sell H, Divoux A, Poitou C, Basdevant A, Bouillot JL, Bedossa P, 
Tordjman J, Eckel J & Clement K. Chemerin correlates with markers 
for fatty liver in morbidly obese patients and strongly decreases 

after weight loss induced by bariatric surgery. Journal of Clinical 
Endocrinology and Metabolism 2010 95 2892–2896. (doi:10.1210/
jc.2009-2374)

	22	 van Herpen NA, Sell H, Eckel J, Schrauwen P & Mensink RP. 
Prolonged fasting and the effects on biomarkers of inflammation and 
on adipokines in healthy lean men. Hormone and Metabolic Research 
2013 45 378–382. (doi:10.1055/s-0032-1330015)

	23	 Chang SS, Eisenberg D, Zhao L, Adams C, Leib R, Morser J & Leung L. 
Chemerin activation in human obesity. Obesity 2016 24 1522–1529. 
(doi:10.1002/oby.21534)

	24	 Maghsoudi Z, Kelishadi R & Hosseinzadeh-Attar MJ. Association of 
chemerin levels with anthropometric indexes and C-reactive protein 
in obese and non-obese adolescents. ARYA Atherosclerosis 2015 11 
102–108.

	25	 Sell H & Eckel J. Chemotactic cytokines, obesity and type 2 diabetes: 
in vivo and in vitro evidence for a possible causal correlation? 
Proceedings of the Nutrition Society 2009 68 378–384. (doi:10.1017/
s0029665109990218)

	26	 Tan BK, Chen J, Farhatullah S, Adya R, Kaur J, Heutling D, 
Lewandowski KC, O’Hare JP, Lehnert H & Randeva HS. Insulin and 
metformin regulate circulating and adipose tissue chemerin. Diabetes 
2009 58 1971–1977. (doi:10.2337/db08-1528)

	27	 Yang S, Wang Q, Huang W, Song Y, Feng G, Zhou L & Tan J. Are 
serum chemerin levels different between obese and non-obese 
polycystic ovary syndrome women? Gynecological Endocrinology 2016 
32 38–41. (doi:10.3109/09513590.2015.1075501)

	28	 Berg V, Sveinbjornsson B, Bendiksen S, Brox J, Meknas K & 
Figenschau Y. Human articular chondrocytes express ChemR23 and 
chemerin; ChemR23 promotes inflammatory signalling upon binding 
the ligand chemerin (21–157). Arthritis Research and Therapy 2010 12 
R228. (doi:10.1186/ar3215)

	29	 Graham KL, Zabel BA, Loghavi S, Zuniga LA, Ho PP, Sobel RA & 
Butcher EC. Chemokine-like receptor-1 expression by central nervous 
system-infiltrating leukocytes and involvement in a model of 
autoimmune demyelinating disease. Journal of Immunology 2009 183 
6717–6723. (doi:10.4049/jimmunol.0803435)

	30	 Zabel BA, Nakae S, Zuniga L, Kim JY, Ohyama T, Alt C, Pan J, 
Suto H, Soler D, Allen SJ, et al. Mast cell-expressed orphan receptor 
CCRL2 binds chemerin and is required for optimal induction of 
IgE-mediated passive cutaneous anaphylaxis. Journal of Experimental 
Medicine 2008 205 2207–2220. (doi:10.1084/jem.20080300)

	31	 Bondue B, Vosters O, de Nadai P, Glineur S, De Henau O, Luangsay S, 
Van Gool F, Communi D, De Vuyst P, Desmecht D, et al. ChemR23 
dampens lung inflammation and enhances anti-viral immunity in 
a mouse model of acute viral pneumonia. PLoS Pathogens 2011 7 
e1002358. (doi:10.1371/journal.ppat.1002358)

	32	 Cash JL, Hart R, Russ A, Dixon JP, Colledge WH, Doran J, 
Hendrick AG, Carlton MB & Greaves DR. Synthetic chemerin-
derived peptides suppress inflammation through ChemR23. 
Journal of Experimental Medicine 2008 205 767–775. (doi:10.1084/
jem.20071601)

	33	 Luangsay S, Wittamer V, Bondue B, De Henau O, Rouger L, Brait M, 
Franssen JD, de Nadai P, Huaux F & Parmentier M. Mouse ChemR23 
is expressed in dendritic cell subsets and macrophages, and mediates 
an anti-inflammatory activity of chemerin in a lung disease 
model. Journal of Immunology 2009 183 6489–6499. (doi:10.4049/
jimmunol.0901037)

	34	 Zhao RJ & Wang H. Chemerin/ChemR23 signaling axis is involved 
in the endothelial protection by K(ATP) channel opener iptakalim. 
Acta Pharmacologica Sinica 2011 32 573–580. (doi:10.1038/
aps.2011.19)

	35	 John H, Hierer J, Haas O & Forssmann WG. Quantification of 
angiotensin-converting-enzyme-mediated degradation of human 
chemerin 145–154 in plasma by matrix-assisted laser desorption/
ionization-time-of-flight mass spectrometry. Analytical Biochemistry 
2007 362 117–125. (doi:10.1016/j.ab.2006.12.001)

http://dx.doi.org/10.1530/EC-16-0065
http://dx.doi.org/10.1189/jlb.0508322
http://dx.doi.org/10.4049/jimmunol.1002352
http://dx.doi.org/10.4049/jimmunol.1002352
http://dx.doi.org/10.1074/jbc.M111.258921
http://dx.doi.org/10.4049/jimmunol.174.1.244
http://dx.doi.org/10.1074/jbc.M111.258954
http://dx.doi.org/10.1182/blood-2006-08-038844
http://dx.doi.org/10.1182/blood-2006-08-038844
http://dx.doi.org/10.1210/en.2007-0175
http://dx.doi.org/10.1210/en.2011-1490
http://dx.doi.org/10.1210/en.2011-1490
http://dx.doi.org/10.1210/en.2009-1098
http://dx.doi.org/10.1074/jbc.M700793200
http://dx.doi.org/10.1074/jbc.M700793200
http://dx.doi.org/10.1016/j.bbrc.2007.08.104
http://dx.doi.org/10.2337/db09-0277
http://dx.doi.org/10.1210/en.2009-0794
http://dx.doi.org/10.1371/journal.pone.0051072
http://dx.doi.org/10.1371/journal.pone.0051072
http://dx.doi.org/10.1111/j.1365-2362.2010.02255.x
http://dx.doi.org/10.1210/jc.2009-2374
http://dx.doi.org/10.1210/jc.2009-2374
http://dx.doi.org/10.1055/s-0032-1330015
http://dx.doi.org/10.1002/oby.21534
http://dx.doi.org/10.1017/s0029665109990218
http://dx.doi.org/10.1017/s0029665109990218
http://dx.doi.org/10.2337/db08-1528
http://dx.doi.org/10.3109/09513590.2015.1075501
http://dx.doi.org/10.1186/ar3215
http://dx.doi.org/10.4049/jimmunol.0803435
http://dx.doi.org/10.1084/jem.20080300
http://dx.doi.org/10.1371/journal.ppat.1002358
http://dx.doi.org/10.1084/jem.20071601
http://dx.doi.org/10.1084/jem.20071601
http://dx.doi.org/10.4049/jimmunol.0901037
http://dx.doi.org/10.4049/jimmunol.0901037
http://dx.doi.org/10.1038/aps.2011.19
http://dx.doi.org/10.1038/aps.2011.19
http://dx.doi.org/10.1016/j.ab.2006.12.001
http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/


This work is licensed under a Creative Commons 
Attribution-NonCommercial 4.0 International 
License.

DOI: 10.1530/EC-16-0065
http://www.endocrineconnections.org� © 2016 The authors

Published by Bioscientifica Ltd

Research J Toulany et al. Impaired serum activation of 
CMKLR1 in obesity

En
d

o
cr

in
e 

C
o

n
n

ec
ti

o
n

s
81–81 5:81

	36	 Rutkowski P, Sledzinski T, Zielinska H, Lizakowski S, Goyke E,  
Szrok-Wojtkiewicz S, Swierczynski J & Rutkowski B. Decrease of serum 
chemerin concentration in patients with end stage renal disease after 
successful kidney transplantation. Regulatory Peptides 2012 173 55–59. 
(doi:10.1016/j.regpep.2011.09.005)

	37	 Barnea G, Strapps W, Herrada G, Berman Y, Ong J, Kloss B, Axel R & 
Lee KJ. The genetic design of signaling cascades to record receptor 
activation. PNAS 2008 105 64–69. (doi:10.1073/pnas.0710487105)

	38	 Parlee SD, Wang Y, Poirier P, Lapointe M, Martin J, Bastien M, 
Cianflone K & Goralski KB. Biliopancreatic diversion with duodenal 
switch modifies plasma chemerin in early and late post-operative 
periods. Obesity 2015 23 1201–1208. (doi:10.1002/oby.21084)

	39	 Dong B, Ji W & Zhang Y. Elevated serum chemerin levels are 
associated with the presence of coronary artery disease in patients 
with metabolic syndrome. Internal Medicine 2011 50 1093–1097. 
(doi:10.2169/internalmedicine.50.5025)

	40	 Lehrke M, Becker A, Greif M, Stark R, Laubender R, von Ziegler F, 
Lebherz C, Tittus J, Reiser M, Becker C, et al. Chemerin is 
associated with markers of inflammation and components of the 
metabolic syndrome but does not predict coronary atherosclerosis. 
European Journal of Endocrinology 2009 161 339–344. (doi:10.1530/
EJE-09-0380)

	41	 Tonjes A, Fasshauer M, Kratzsch J, Stumvoll M & Bluher M. Adipokine 
pattern in subjects with impaired fasting glucose and impaired 
glucose tolerance in comparison to normal glucose tolerance 
and diabetes. PLoS ONE 2010 5 e13911. (doi:10.1371/journal.
pone.0013911)

	42	 Yang M, Yang G, Dong J, Liu Y, Zong H, Liu H, Boden G & Li L. 
Elevated plasma levels of chemerin in newly diagnosed type 2 
diabetes mellitus with hypertension. Journal of Investigative Medicine 
2010 58 883–886. (doi:10.2310/JIM.0b013e3181ec5db2)

	43	 Wittamer V, Gregoire F, Robberecht P, Vassart G, Communi D & 
Parmentier M. The C-terminal nonapeptide of mature chemerin 
activates the chemerin receptor with low nanomolar potency. 
Journal of Biological Chemistry 2004 279 9956–9962. (doi:10.1074/jbc.
M313016200)

	44	 Barnard SA, Pieters M & De Lange Z. The contribution of different 
adipose tissue depots to plasma plasminogen activator inhibitor-1 
(PAI-1) levels. Blood Reviews 2016 30 421–429. (doi:10.1016/j.
blre.2016.05.002)

	45	 Stelmanska E, Sledzinski T, Turyn J, Presler M, Korczynska J & 
Swierczynski J. Chemerin gene expression is regulated by food 
restriction and food restriction-refeeding in rat adipose tissue but 
not in liver. Regulatory Peptides 2013 181 22–29. (doi:10.1016/j.
regpep.2012.12.001)

	46	 Bauer S, Bala M, Kopp A, Eisinger K, Schmid A, Schneider S, 
Neumeier M & Buechler C. Adipocyte chemerin release is induced 
by insulin without being translated to higher levels in vivo. European 
Journal of Clinical Investigation 2012 42 1213–1220. (doi:10.1111/
j.1365-2362.2012.02713.x)

	47	 Rourke JL, Dranse HJ & Sinal CJ. CMKLR1 and GPR1 mediate 
chemerin signaling through the RhoA/ROCK pathway. Molecular 

and Cellular Endocrinology 2015 417 36–51. (doi:10.1016/j.
mce.2015.09.002)

	48	 Graham KL, Zhang JV, Lewen S, Burke TM, Dang T, Zoudilova M, 
Sobel RA, Butcher EC & Zabel BA. A novel CMKLR1 small  
molecule antagonist suppresses CNS autoimmune inflammatory 
disease. PLoS ONE 2014 9 e112925. (doi:10.1371/journal.
pone.0112925)

	49	 Yoshimura T & Oppenheim JJ. Chemokine-like receptor 1 
(CMKLR1) and chemokine (C-C motif) receptor-like 2 (CCRL2); 
two multifunctional receptors with unusual properties. 
Experimental Cell Research 2011 317 674–684. (doi:10.1016/j.
yexcr.2010.10.023)

	50	 Rourke JL, Dranse HJ & Sinal CJ. Towards an integrative approach to 
understanding the role of chemerin in human health and disease. 
Obesity Reviews 2013 14 245–262. (doi:10.1111/obr.12009)

	51	 Catalan V, Gomez-Ambrosi J, Rodriguez A, Ramirez B, Rotellar F, 
Valenti V, Silva C, Gil MJ, Salvador J & Fruhbeck G. Increased levels 
of chemerin and its receptor, chemokine-like receptor-1, in obesity 
are related to inflammation: tumor necrosis factor-alpha stimulates 
mRNA levels of chemerin in visceral adipocytes from obese patients. 
Surgery for Obesity and Related Diseases 2013 9 306–314. (doi:10.1016/j.
soard.2011.11.001).

	52	 Bozaoglu K, Segal D, Shields KA, Cummings N, Curran JE, 
Comuzzie AG, Mahaney MC, Rainwater DL, Vandeberg JL, 
Maccluer JW, et al. Chemerin is associated with metabolic syndrome 
phenotypes in a Mexican American Population. Journal of Clinical 
Endocrinology and Metabolism 2009 94 3085–3088. (doi:10.1210/
jc.2008-1833)

	53	 Chakaroun R, Raschpichler M, Kloting N, Oberbach A, Flehmig G, 
Kern M, Schon MR, Shang E, Lohmann T, Dressler M, et al.  
Effects of weight loss and exercise on chemerin serum 
concentrations and adipose tissue expression in human obesity. 
Metabolism 2012 61 706–714. (doi:10.1016/j.metabol.2011.10.008).

	54	 El-Mesallamy HO, El-Derany MO & Hamdy NM. Serum omentin-1 
and chemerin levels are interrelated in patients with Type 
2 diabetes mellitus with or without ischaemic heart disease. 
Diabetic Medicine 2011 28 1194–1200. (doi:10.1111/j.1464-
5491.2011.03353.x)

	55	 Hu W & Feng P. Elevated serum chemerin concentrations are 
associated with renal dysfunction in type 2 diabetic patients. Diabetes 
Research and Clinical Practice 2011 91 159–163. (doi:10.1016/j.
diabres.2010.11.016)

	56	 Takahashi M, Inomata S, Okimura Y, Iguchi G, Fukuoka H, Miyake K, 
Koga D, Akamatsu S, Kasuga M & Takahashi Y. Decreased serum 
chemerin levels in male Japanese patients with type 2 diabetes: sex 
dimorphism. Endocrine Journal 2013 60 37–44. (doi:10.1507/endocrj.
EJ12-0201)

	57	 Weigert J, Obermeier F, Neumeier M, Wanninger J, Filarsky M, 
Bauer S, Aslanidis C, Rogler G, Ott C, Schaffler A, et al. Circulating 
levels of chemerin and adiponectin are higher in ulcerative colitis and 
chemerin is elevated in Crohn’s disease. Inflammatory Bowel Diseases 
2010 16 630–637. (doi:10.1002/ibd.21091)

Received in final form 18 October 2016
Accepted 8 November 2016
Accepted Preprint published online 8 November 2016

http://dx.doi.org/10.1530/EC-16-0065
http://dx.doi.org/10.1016/j.regpep.2011.09.005
http://dx.doi.org/10.1073/pnas.0710487105
http://dx.doi.org/10.1002/oby.21084
http://dx.doi.org/10.2169/internalmedicine.50.5025
http://dx.doi.org/10.1530/EJE-09-0380
http://dx.doi.org/10.1530/EJE-09-0380
http://dx.doi.org/10.1371/journal.pone.0013911
http://dx.doi.org/10.1371/journal.pone.0013911
http://dx.doi.org/10.2310/JIM.0b013e3181ec5db2
http://dx.doi.org/10.1074/jbc.M313016200
http://dx.doi.org/10.1074/jbc.M313016200
http://dx.doi.org/10.1016/j.blre.2016.05.002
http://dx.doi.org/10.1016/j.blre.2016.05.002
http://dx.doi.org/10.1016/j.regpep.2012.12.001
http://dx.doi.org/10.1016/j.regpep.2012.12.001
http://dx.doi.org/10.1111/j.1365-2362.2012.02713.x
http://dx.doi.org/10.1111/j.1365-2362.2012.02713.x
http://dx.doi.org/10.1016/j.mce.2015.09.002
http://dx.doi.org/10.1016/j.mce.2015.09.002
http://dx.doi.org/10.1371/journal.pone.0112925
http://dx.doi.org/10.1371/journal.pone.0112925
http://dx.doi.org/10.1016/j.yexcr.2010.10.023
http://dx.doi.org/10.1016/j.yexcr.2010.10.023
http://dx.doi.org/10.1111/obr.12009
http://dx.doi.org/10.1016/j.soard.2011.11.001
http://dx.doi.org/10.1016/j.soard.2011.11.001
http://dx.doi.org/10.1210/jc.2008-1833
http://dx.doi.org/10.1210/jc.2008-1833
http://dx.doi.org/10.1016/j.metabol.2011.10.008
http://dx.doi.org/10.1111/j.1464-5491.2011.03353.x
http://dx.doi.org/10.1111/j.1464-5491.2011.03353.x
http://dx.doi.org/10.1016/j.diabres.2010.11.016
http://dx.doi.org/10.1016/j.diabres.2010.11.016
http://dx.doi.org/10.1507/endocrj.EJ12-0201
http://dx.doi.org/10.1507/endocrj.EJ12-0201
http://dx.doi.org/10.1002/ibd.21091
http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/
http://creativecommons.org/licenses/by-nc/4.0/

	Abstract
	Introduction
	Materials and methods
	Subjects
	Clinical procedures
	Quantifying CMKLR1 activation using the 
CMKLR1 bioassay
	Total chemerin measurements
	Quantification of other factors in plasma and serum
	Data and statistical analysis

	Results
	Subject characteristics
	CMKLR1 bioassay performance
	Total chemerin was elevated in the serum of 
obese females but did not lead to greater 
CMKLR1 activation
	Assessment of plasma total chemerin and plasma activation of CMKRL1

	Discussion
	Declaration of interest
	Funding
	Author contribution statement
	Acknowledgements
	References

