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Angiopoietin-like proteins (AnGptL) is a family of eight members known to play an important role 
in metabolic diseases. Of these, ANGPTL5 is suggested to regulate triglyceride metabolism and is 
increased in obesity and diabetes. However, its role in metabolic diseases in adolescents is not well-
studied. In this study, we tested the hypothesis of a positive association between plasma ANGPTL5, 
and obesity, high sensitivity c-reactive protein (HscRp) and oxidized low-density lipoprotein (ox-
LDL) in adolescents. Adolescents (n = 431; age 11–14 years) were randomly selected from middle 
schools in Kuwait. Obesity was classified by the BMI-for-age based on the WHO growth charts. Plasma 
ANGPTL5, HsCRP, and Ox-LDL were measured using ELISA. The prevalence of overweight and obesity 
was 20.65% and 33.18%, respectively. Mean (SD) plasma ANGPTL5 levels were significantly higher in 
obese, compared with overweight and normal-weight adolescents (23.05 (8.79) vs 18.39 (7.08) ng/mL, 
and 18.26 (6.95) ng/ml, respectively). ANGPTL5 was positively associated with both HsCRP (ρ=0.27, 
p < 0.001) and Ox-LDL (ρ = 0.24, p < 0.001). In Conclusion, ANGPTL5 levels are elevated in obese 
adolescents and are associated with cardiovascular disease risk factors, HscRp and ox-LDL. the use of 
ANGPTL5 as a powerful diagnostic and prognostic tool in obesity and metabolic diseases needs to be 
further evaluated.

Childhood obesity has emerged as a major public health problem worldwide. In Arab states in the Gulf region, 
extremely high prevalence of childhood obesity has been reported1. On a sample of 13, 000 school children each 
year, Kuwait Nutritional Surveillance has consistently reported that more than 45% of school children aged 5–19 
are either overweight or obese2. Similarly, a cross-sectional study conducted on 635 public intermediate school 
children reported that one quarter of the children (25.5%) were overweight and over one third (36.5%) were 
classified as obese3. In-door lifestyle, lack of physical activity and changes in the dietary pattern have been impli-
cated as the underlying causes of childhood obesity in the region. According to the World Health Organization 
(WHO), the worldwide prevalence of obesity nearly tripled between 1975 and 2016 and is expected to double in 
the next 25 years. This highlights the importance of dealing with this epidemic. Given the widespread prevalence 
of obesity and its long-term and short-term complications, one approach to the problem is to focus on the key 
molecular pathways involved in the development of childhood obesity. This would help identify potential bio-
markers that might be used to guide preventive and therapeutic interventions.

1Biochemistry and Molecular Biology Department, Dasman Diabetes Institute, Kuwait City, Kuwait. 2School of 
Community & Environmental Health, College of Health Sciences, Old Dominion University, Norfolk, VA, USA. 
3Department of Community Medicine and Behavioural Sciences, Faculty of Medicine, Kuwait University, Kuwait 
City, Kuwait. 4Department of Food Science and Nutrition, College of Life Sciences, Kuwait University, Kuwait City, 
Kuwait. 5Genetics and Bioinformatics Department, Dasman Diabetes Institute, Kuwait City, Kuwait. 6These authors 
contributed equally: Maha M Hammad and Mohamed Abu-Farha. *email: jehad.abubakr@dasmaninstitute.org; 
abdurrahman.ahmad@ku.edu.kw

open

https://doi.org/10.1038/s41598-020-63076-7
http://orcid.org/0000-0002-8974-8255
http://orcid.org/0000-0001-8357-1252
http://orcid.org/0000-0001-7421-3381
http://orcid.org/0000-0002-4766-8839
http://orcid.org/0000-0001-5409-3829
http://orcid.org/0000-0002-5115-3053
mailto:jehad.abubakr@dasmaninstitute.org
mailto:abdurrahman.ahmad@ku.edu.kw


2Scientific RepoRtS |         (2020) 10:6330  | https://doi.org/10.1038/s41598-020-63076-7

www.nature.com/scientificreportswww.nature.com/scientificreports/

Angiopoietin-like protein 5 (ANGPTL5) is a member of the angiopoietin-like proteins (ANGPTLs) family. 
Eight members have been described so far (ANGPTL1 through ANGPTL8), and have been shown to have var-
ious physiological functions in lipid and glucose metabolism, inflammation, hematopoiesis, angiogenesis and 
cancer4–7. They are also differentially expressed in multiple tissues: for example, while ANGPTL3 is exclusively 
expressed in the liver and kidney, ANGPTL7 is expressed in the eye. Other members such as ANGPTL2 and 
ANGPTL4 are more ubiquitously expressed. ANGPTL5, on the other hand, was mainly shown to be expressed 
in adipose tissue, but it was also detected at lower levels in the heart, ovary, testis and skin5,6,8,9. ANGPTLs were 
thought to be orphan ligands until a study showed that ANGPTL1, 2, 5 and 7 can bind to the immune-inhibitory 
receptor human leukocyte immunoglobulin-like receptor B210.

Our group as well as others investigated the levels of different ANGPTLs in disease conditions in adults and 
demonstrated significant differences and associations between certain ANGPTL proteins and obesity, insulin 
resistance, glucose tolerance and inflammation11–19. However, fewer studies examined these proteins and their 
associations with metabolic diseases in childhood and adolescence. Studies in young participants are crucial as 
their samples are less influenced by disease and lifestyle changes. In addition, some members of the ANGPTL 
family, particularly ANGPTL5 and ANGPTL7 are still understudied.

Many studies have reported changes in circulating levels of ANGPTL family proteins members in obesity and 
diabetes, as well as other metabolic diseases. For example, we have shown that levels of ANGPTL8 (also known as 
betatrophin) were significantly elevated in obese, diabetics and people with metabolic syndrome compared with 
individuals without these conditions14–17. A prospective cohort study investigated the serum levels of ANGPTL8 
and ANGPTL3 in Korean Children20. The authors demonstrated that circulating ANGPTL8 levels were posi-
tively associated with triglycerides (TG), whereas ANGPTL3 levels were associated with fasting insulin and the 
homeostasis model assessment of insulin resistance (HOMA-IR). However, the study reported no differences 
in serum levels of ANGPTL8 or ANGPTL3 between normal-weight and overweight children. Previously, we 
have also shown that ANGPTL8 was positively associated with high sensitivity C-reactive protein (HsCRP), a 
well-established marker for inflammation and cardiovascular diseases (CVD)15. Unlike other ANGPTL proteins, 
the role of ANGPTL5 in developing obesity and metabolic diseases remains mostly unknown.

In this study, we aimed to compare the circulating level of ANGPTL5 between obese, overweight and 
normal-weight adolescents, and to investigate the association between ANGPTL5 and well-established CVD 
risk factors, namely HsCRP and oxidized low-density lipoprotein (Ox-LDL). We hypothesize that, like other 
ANGPTL proteins, plasma ANGPTL5 levels are positively associated with obesity, HsCRP, and Ox-LDL.

Materials and Methods
Study participants. This is a cross-sectional study that was conducted in selected public middle schools 
from the State of Kuwait as previously described21,22. Study participants were adolescent in the age range of 
11–14 years.

Blood collection and biochemical analyses. A sample of 5 mL of venous blood was collected in 
gel-containing tubes (SST II Advance, BD Vacutainer) from each child and was analyzed for glucose, complete 
blood count, iron profile, folate, vitamin B12, 25-hydroxyvitamin D, calcium and parathyroid hormone. All the 
blood tests were conducted in a major secondary care hospital where these tests are routinely performed with 
strict quality control measures.

ELISA measurements for ANGPTL5, HsCRP and Ox-LDL. Plasma was obtained from the collected 
blood after centrifugation, aliquoted and then stored at −80 °C. ANGPTL5 concentrations were determined using 
ELISA kit (Cat. # E4440h; Wuhan EIAAB Science, China) with optimal dilution 1:25, HsCRP concentrations 
were determined using ELISA kit (Cat. # HK369; Hycult Biotech) with optimal dilution 1:1000. Finally, Ox-LDL 
concentrations were determined using ELISA kit (Cat. # K 7810; Immundiagnostik AG, Germany) with optimal 
dilution 1:10. All measurements described above followed the manufacturer’s instructions.

Anthropometric measurements and other covariates. Standing height and bodyweight of the study 
participants were measured in a standardized manner, using digital weight and height scale (Detecto, Webb City, 
MO, USA) with the participants standing erect without shoes and wearing light clothes. Data on socioeconomic 
status and other covariates were collected from the parents through a self-administered questionnaire, and from 
the adolescents using face-to-face interview.

Statistical analysis. BMI-for-age z-scores were calculated using WHO growth charts. Obesity was defined 
as BMI-for-age ≥ +3 Standard Deviation (SD), while overweight was defined as BMI-for-age > +2 SD and 
< +3 SD. All measurements are reported as mean (SD) when the data were normally distributed; otherwise, we 
report median (interquartile range: IQR). Although ANGPTL5 was normally distributed across BMI categories, 
the homogeneity of variance assumption was not met. Hence, we used Kruskal-Wallis test followed by Dunn’s 
test as post hoc analysis using Bonferroni adjustment. We used the same approach for Ox-LDL and HsCRP meas-
urements, as these were not normally distributed. The association between ANGPTL5 and each Ox-LDL and 
HsCRP were depicted graphically and Spearman correlation coefficient was calculated. The association between 
ANGPTL5 and overweight or obesity was evaluated using multinomial logistic regression. First, crude odds ratios 
were calculated, then we adjusted for other factors that showed association with overweight and obesity at 20% 
level of significance. However, only self-reported physical condition that limits physical activity was associated 
with overweight and obesity, while all other covariates were not. Therefore, we adjusted for this factor in addition 
to age group (10 years, 12 years, 13 years). Separate analyses were conducted while fitting ANGPTL5, first as a 
continuous variable and then as a categorical variable. Similar analysis was performed with HsCRP and Ox-LDL. 
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We used Wald test to evaluate the statistical significance in these analyses; associations with p < 0.05 were deemed 
to be significant.

ethics statement. The study was approved by The Ethics Committee at Ministry of Health, Kuwait 
(No: 2015/248), the Ethics Committee of the Health Sciences Centre, Kuwait University (No: DR/EC/2338) 
and the Ethical Review Committee at Dasman Diabetes Institute (RA2017-026). Written informed consent 
was obtained from the parents and verbal ascent was obtained from all the study subjects. We certify that 
the work conducted in this research complies with the ethical standards recommended by the Helsinki 
Declaration.

Results
Description of the study group and obesity in school adolescents. The demographic characteris-
tics of the study group are summarized in Table 1. The mean (SD) age was 12.32 (0.85) years and 197 (45.71%) 
were males. Of the 431 participants, 193 (44.78%) were normal-weight, 89 (20.65%) were overweight, and 143 
(33.18%) were obese. Only 6 participants (1.39%) were underweight and these were included in normal-weight 
category in the analysis below. There was no significant difference in the prevalence of obesity or overweight 
between males and females (p = 0.944).

Plasma ANGPTL5 levels are significantly elevated in obese children. We found a significant differ-
ence in ANGPTL5 levels between obese and normal-weight adolescents, as well as between obese and overweight 
participants (p < 0.001). The mean (SD) levels of ANGPTL5 were 18.39 (7.08) ng/mL, 18.26 (6.95) ng/mL and 
23.05 (8.79) ng/mL in normal-weight, overweight and obese adolescents, respectively (Fig. 1). However, levels 
of ANGPTL5 did not differ between overweight and normal-weight groups (p > 0.05). These results remained 
unchanged when we excluded underweight adolescents (n = 6) or when we stratified the analysis by gender. 
Multinomial logistic regression showed that the odds of obesity and overweight was significantly associated with 
ANGPTL5 in univariable analysis and after adjusting for potential confounders (Table 2). This was particularly 
evident when ANGPTL5 was categorized into tertiles (upper tertile OR [95%CI] = 3.59 [2.32, 5.55]; as compared 
to the lower tertile [reference] p < 0.001; Table 2).

Characteristics

Age in years, Mean (SD) 12.32 (0.86)

n %

Gender

   Male 197 45.7

Nationality

   Kuwaiti 310 71.93

   Non-Kuwait 121 28.07

Father’s Educationa

   No formal education up to intermediate school 62 14.69

   Secondary (high school) 108 25.59

   Diploma 87 20.62

   University & above 165 39.10

Mother’s Educationb

   No formal education up to intermediate school 44 10.30

   Secondary (high school) 101 23.65

   Diploma 90 21.08

   University & above 192 44.96

Father’s Incomec (Kuwaiti Dinars)

   Less than 500 36 8.59

   500 to 1000 98 23.39

   1001 to 1500 131 31.26

   1501 to 2000 61 14.56

   More than 2000 52 12.41

   Do not wish to tell 41 9.79

Mother’s Employment Statusd

   Housewife 143 33.81

   Paid employment 208 49.17

   Others 72 17.02

Table 1. Socio-demographic characteristics of 431 adolescents enrolled in the study. aMissing for 9 participants; 
bMissing for 4 participants; cMissing for 12 participants; dMissing for 8 participants.
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Obese children have significantly higher levels of HsCRP. The median (IQR) levels of HsCRP were 
2.57 (0.89–5.60) µg/mL, 0.77 (0.32–1.56) µg/mL, 0.23 (0.04–0.84) µg/mL in obese, overweight and normal-weight 
participants, respectively (Fig. 2). Post hoc analysis showed significant differences in levels of HsCRP between 
each two groups (normal-weight vs overweight, overweight vs obese and obese vs normal-weight [p < 0.01]). 
These results remained unchanged when we excluded underweight adolescents or stratified the analysis by gen-
der. Multinomial logistic regression showed that the odds of obesity and overweight was significantly associated 
with HsCRP in both univariable and multivariable analyses whether HsCRP was fitted as continuous or categor-
ical factor (Table 2).

plasma ox-LDL levels are not associated with obesity in children. The median (IQR) levels of 
Ox-LDL were 188.15 (88.16–485.66) ng/mL, 242.80 (100.13–554.92) ng/mL and 255.72 (119.05–614.92) ng/mL, 
in obese, overweight and normal-weight participants, respectively. There was no significant difference in the lev-
els of Ox-LDL between the different weight groups (p = 0.101). Multinomial logistic regression analysis showed 
no significant association between Ox-LDL and obesity or overweight, neither in univariable nor in multivariable 
analysis (Table 2).

ANGPTL5 correlates with inflammatory markers. We found a positive correlation between ANGPTL5 
and HsCRP levels (Spearman’s rho = 0.27, p < 0.001; Fig. 3). This remained evident even after stratification by 

Figure 1. Distribution of Angiopoietin-like protein (ANGPTL5) in normal weight, overweight and obese 
adolescents.

Overweight  
OR [95%CI]

Obesity  
OR [95%CI] p-value

Overweight  
AOR [95%CI]

Obesity  
AOR [95%CI] p-value

ANGPTL5 (ng/mL) 1.00 [0.96,1.03] 1.08[1.05,1.11] <0.001 1.00 [0.97,1.03] 1.08[1.06,1.10] <0.001

ANGPTL5 (categories)

Lower tertile (<16.0 ng/mL) 1[Ref.] 1[Ref.] <0.001 1[Ref.] 1[Ref.] 0.002

Middle tertile (≥16.0 & 
<22.6 ng/mL) 0.72[0.35,1.46] 1.12[0.47,2.71] 0.75[0.36,1.54] 1.13[0.48,2.67]

Upper tertile (≥ 22.6 ng/mL) 1.02[0.53,1.95] 3.59[2.32,5.55] 1.08[0.60,1.98] 3.49[2.25,5.40]

HsCRP (µg/mL) 1.72[1.25,2.38] 2.45[1.77,3.39] <0.001 1.73[1.25,2.40] 2.45[1.77,3.38] <0.001

HsCRP (categories)

Lower tertile (<0.28 µg/mL) 1[Ref.] 1[Ref.] 0.004 1[Ref.] 1[Ref.] 0.005

Middle tertile (≥0.28 & 
<1.54 µg/mL) 5.04[2.47,10.30] 6.99[3.09,15.84] 5.02[2.50,10.11] 7.22[2.79,18.63]

Upper tertile (≥1.54 µg/mL) 5.23[1.90,14.31] 47.07[15.14,146.35] 5.21[1.94,13.98] 48.49[13.49,168.74]

Ox-LDL ng/mL 1.00[1.00–1.00] 1.00[1.00–1.00] 0.319 1.00[1.00–1.00] 1.00[1.00–1.00] 0.353

Ox-LDL (categories)

Lower tertile (≤138 ng/mL) 1[Ref.] 1[Ref.] 0.237 1[Ref.] 1[Ref.] 0.111

Middle tertile (>138 & 
≤406 ng/mL) 1.23 [0.72,2.12] 0.92[0.46,1.81] 1.28 [0.76,2.13] 0.86[0.47,1.58]

Upper tertile (>406 ng/mL) 0.82[0.46,1.45] 0.70[0.39,1.27] 0.86[0.44,1.69] 0.65[0.36,1.19]

Table 2. Association between overweight/obesity and each ANGPTL5, HsCRP and Ox-LDL in univariable and 
multivariable multinomial logistic regression. ANGPTL5: Angiopoietin-like protein 5; AOR: Adjusted odds 
ratio (adjusted for age, self-reported physical condition that limits physical activity); HsCRP: High sensitivity 
C-reactive protein; OR: Crude odds ratio; Ox-LDL: Oxidized Low-Density Lipoprotein; Ref.: reference value.
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gender. Circulating ANGPTL5 levels were also positively correlated with Ox-LDL levels (Spearman’s rho = 0.24, 
p < 0.001) and this correlation was preserved when the population was stratified into normal-weight (Spearman’s 
rho = 0.27, p < 0.001), overweight (Spearman’s rho = 0.32, p = 0.002), or obese (Spearman’s rho = 0.24, p = 0.005; 
Fig. 4).

Discussion
Childhood obesity presents a major public health challenge due to its main role in the development of cardiovas-
cular diseases and diabetes. One of the main pathways that are dysregulated in cardiovascular diseases and diabe-
tes are the ANGPTL proteins. They have been shown to impact metabolic pathways including lipid and glucose 
metabolism as well as inflammation. Elevated levels of ANGPTL proteins have been linked to obesity, diabetes 
and metabolic syndrome11,13,16,17,19. We recently demonstrated an increase in circulating plasma ANGPTL5 levels 
in obese vs non-obese adults as well as in adults with and without diabetes23. In the current study, we investigated 
the role of ANGPTL5, a less studied member of the ANGPTL protein family, in childhood obesity and its associ-
ation with the metabolic markers HsCRP and Ox-LDL.

Our data showed a significant increase in plasma ANGPTL5 levels in obese children compared with 
normal-weight and overweight children. This finding was further confirmed by multinomial logistic regres-
sion analysis, which showed that adolescents with higher levels of plasma ANGPTL5 were 3.5 times more likely 

Figure 2. Distribution of high sensitivity C-reactive protein (HsCRP) in normal weight, overweight and obese 
adolescents.

Figure 3. Correlation between Angiopoietin-like protein (ANGPTL5) and high sensitivity C-reactive protein 
(HsCRP) in 431 adolescents.
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to be obese after adjusting for multiple potential confounders. The lack of significant difference in the plasma 
ANGPTL5 levels between normal-weight and overweight children may indicate that ANGPTL5 is a late obesity 
marker, and therefore, is not present in higher levels in overweight children. Our findings contrast with the few 
studies that investigated other ANGPTLs family members, namely ANGPTL3 and ANGPTL8 (betatrophin), and 
reported no differences between normal-weight and obese children20,24,25. This suggests that ANGPTL5 could be 
a specific and a more sensitive marker for childhood as well as adult obesity than ANGPTL3 and ANGPTL8. On 
the other hand, this apparent difference could result from the different design of the previous studies, in which 
overweight and obese participants were placed in the same group, and levels of ANGPTLs levels were compared 
with normal-weight children. In our study, the stratification into three categories (normal-weight, overweight 
and obese) allowed us to observe significantly lower levels of ANGPTL5 in overweight subjects compared with 
obese participants. Therefore, any difference in ANGPTL levels between normal-weight and overweight/obese 
children in these studies could have been masked by the overweight group. Another striking difference between 
previous studies and ours is the ethnicity of the study population: while our study subjects were Arabs, previous 
studies were conducted on Asian children. Further studies with larger populations are needed to confirm the role 
of ethnicity in the association between ANGPTL5 and obesity.

Obesity is characterized as a low-grade inflammation condition in which various inflammatory markers are 
increased26–28. HsCRP is a powerful marker for detecting low inflammatory processes and is involved in many 
diseases. It is also regularly used for the diagnosis and prognosis of systemic inflammation29. HsCRP is produced 
in the liver in response to inflammatory signals and cytokines. Elevated CRP levels have been associated with car-
diovascular mortality in adults30, as well as an increased risk of diabetes and insulin resistance in adults, children 
and adolescents31,32. Parallel to the increased plasma ANGPTL5, plasma HsCRP levels were significantly higher 
in obese participants compared with normal-weight and overweight subjects. Multinomial logistic regression 
analysis showed that children with higher levels of HsCRP were 1.7 and 2.4 times more likely to be overweight 
and obese, respectively.

The strong positive association between ANGPTL5 and obesity on one hand, and between HsCRP and obesity 
on the other hand, together with the significant positive correlation between ANGPTL5 and HsCRP, suggest that 
both ANGPTL5 and HsCRP are part of a common pathway involved in the development of obesity. The increase 
in circulating HsCRP levels is thought to be attributed to the infiltration of the expanded adipose tissue by mac-
rophages, which are responsible for the generation of inflammatory signals and the production of cytokines such 
as IL-6. Increased production of inflammatory cytokines subsequently can trigger the production of HsCRP by 
hepatocytes33.

Previous studies have suggested that higher levels of ANGPTL proteins are associated with an increased risk of 
CVD due to their role in regulating key metabolic pathways, such as triglyceride (TG) metabolism. It is possible 
that the increased ANGPTL5 can impact TG metabolism. ANGPTL5 has been previously shown to inhibit TG 
lipolysis alongside ANGPTL3, 4 and 8 through inhibiting the activity of lipoprotein lipase (LPL)4,5,34–38. Studies 
on ANGPTL8 and ANGPTL3 knockout mouse models demonstrated that these ANGPTLs play a key role in the 
metabolic transition between fasting and feeding states39,40. The mechanism of action of ANGPTL8 in the fasted 
and fed state and its interplay with ANGPTL3 and 4 was recently reviewed41. Data from several loss-of-function 

Figure 4. Correlation between Angiopoietin-like protein (ANGPTL5) and Oxidized Low-Density Lipoprotein 
(Ox-LDL) in 431 adolescents.
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studies showed that alleles in ANGPTL3, 4 and 5 are associated with lower plasma levels of TG. In addition, 1% 
of the participants in the Dallas Heart Study and 4% of those with plasma TG in the lowest quartile had a rare 
loss-of-function mutation in one of the three genes36. Furthermore, sequencing ANGPTL5 revealed a signifi-
cant excess of non-synonymous variants in the lowest quartile of TG levels compared with the highest quartile. 
Overall, 3 out of the 7 missense mutations in ANGPTL5 associated with a low plasma TG level significantly 
reduced the secretion of ANGPTL5 protein while the wild-type and I233V ANGPTL5 (the allele containing the 
missense mutation found in the high TG group) did not interfere with protein secretion. However, in this study, 
the low level of expression of ANGPTL5 compared to ANGPTL3 and 4, did not allow for studying the effect 
of ANGPTL5 mutations on LPL-mediated hydrolysis of TG36. It has also been challenging to further explore 
the functional role of ANGPTL5 in regulating TG metabolism because of the lack of a mouse ortholog. Taken 
together, the available data suggest a common role for some ANGPTLs, including ANGPTL5, in the metabolism 
of TG. It also seems that these proteins are not functionally redundant since the sequence variations in the differ-
ent genes contribute independently to plasma TG levels. Another potential mechanism through which ANGPTL 
may increase the risk of CVD is the triggering of inflammation and the oxidation of LDL. Inflammation is the 
initiating trigger for CVD. The two well-established CVD risk factor are HsCRP and Ox-LDL. The strong posi-
tive correlation of ANGPTL5 with both known biomarkers for CVD clearly suggests a role for ANGPTL5 in the 
pathogenesis of CVD.

Finally, it is important to acknowledge that several approaches are being developed to target ANGPTLs 
because of their role in TG metabolism. One example is controlling ANGPTL levels by cooling. The ration-
ale behind this approach comes from the many reported beneficial effects of activating brown adipose tissue 
(BAT) stimulated by cold exposure. The first ANGPTL that was shown to be affected by cold exposure was 
ANGPTL442,43. Cold exposure increased ANGPTL4 expression in adipose tissue of mice and increased serum 
ANGPTL4 levels in healthy men. A more recent paper reported that short-term cooling can elevate the levels 
of ANGPTL3, 4 and 8 in the plasma of young healthy lean men; however, in middle-aged men who were over-
weight and had prediabetes, only the levels of ANGPTL4 were increased with no effect on the levels of ANGPTL3 
and 844. Another emerging approach for targeting ANGPTL proteins is the use of monoclonal antibodies and 
antisense oligonucleotides. Despite being at early stages, and still limited to ANGPTL3, 4 and 8, this strategy 
is expected to have significant therapeutic effects on metabolic diseases45. For example, a recent study showed 
that the ANGPTL8 antisense oligonucleotide can improve adipose lipid metabolism and prevent diet-induced 
non-alcoholic fatty liver disease and hepatic insulin resistance in rodents46.

Our study has several strengths. First, to the best of our knowledge, this is the first study investigating the 
association between ANGPTL5 and obesity and biomarkers for CVD in adolescents. Previous studies are all 
based on adult populations, which may not be relevant to childhood and adolescent obesity. Second, our study is 
based on a reasonably large sample size, representative of the Kuwaiti adolescent population. Third, we employed 
several statistical approaches to robustly show the association between ANGPTL5 and obesity. Fourth, the data 
were adjusted for many potential confounding factors. There are, however, several limitations in this study as well. 
First, we were unable to obtain data on insulin resistance and lipid profile of the participants. Given that the orig-
inal study was designed to analyze the association between vitamin D levels and cognitive function, it was neither 
necessary nor logistically possible to obtain fasting blood samples required for insulin resistance and lipid profile 
analyses. As such we could not evaluate the association of ANGPTL5 with plasma TG levels in this population. 
Second, the cross-sectional design of the study did not allow us to establish causality and requires further inves-
tigation to establish the role of ANGPTL5 in the development of obesity and the nature of its association with 
Ox-LDL and HsCRP. Finally, the antibody in the ELISA kit that we used for measuring ANGPTL5 recognizes 
the full proteins and is not specific for a particular fragment of the protein. Various fragments of the ANGPTL5 
protein could display different functions as displayed by ANGPTL3 for example. Whether ANGPTL5 displays 
such fragment-specific effects remains to be investigated.

In conclusion, we have demonstrated that ANGPTL5 and HsCRP were increased in obese adolescents in 
our population. This increase in ANGPTL5 was associated with an increased obesity risk. ANGPTL5 showed 
strong positive correlation with the well-known CVD risk factors HsCRP and Ox-LDL. These findings highlight 
the importance of ANGPTL5 in adolescent obesity and metabolic diseases and highlights the need for further 
studies to characterize the potential use of ANGPTL5 as a powerful diagnostic and prognostic tool for obesity 
and metabolic diseases.

Data availability
The datasets used and/or analyzed during the current study are available from the corresponding author on 
reasonable request.

Received: 27 October 2019; Accepted: 24 March 2020;
Published: xx xx xxxx

References
 1. Al Hammadi, H. & Reilly, J. Prevalence of obesity among school-age children and adolescents in the Gulf cooperation council 

(GCC) states: a systematic review. BMC Obes. 6, 3, https://doi.org/10.1186/s40608-018-0221-5 (2019).
 2. Ministry of Health, K. https //www.moh.gov.kw/Renderers/ShowPdf.ashx?Id=e63e21b64-78db-46d61-69c64f-d3793c005064 

(2017).
 3. Alrashidi, M., Shahwan-Akl, L., James, J. & Jones, L. Contributing Factors to Childhood Overweight and Obesity in Kuwait. Vol. 3 

(2015).
 4. Abu-Farha, M., Abubaker, J. & Tuomilehto, J. ANGPTL8 (betatrophin) role in diabetes and metabolic diseases. Diabetes Metab.Res.

Rev. 33, 10.1002/dmrr.2919. Epub 2017 Aug 1030, doi:10.1002/dmrr.2919 [doi] (2017).

https://doi.org/10.1038/s41598-020-63076-7
https://doi.org/10.1186/s40608-018-0221-5
http://www.moh.gov.kw/Renderers/ShowPdf.ashx?Id=e63e21b64-78db-46d61-69c64f-d3793c005064


8Scientific RepoRtS |         (2020) 10:6330  | https://doi.org/10.1038/s41598-020-63076-7

www.nature.com/scientificreportswww.nature.com/scientificreports/

 5. Santulli, G. Angiopoietin-like proteins: a comprehensive look. Front.Endocrinol.(Lausanne) 5, 4, https://doi.org/10.3389/
fendo.2014.00004 (2014).

 6. Carbone, C. et al. Angiopoietin-Like Proteins in Angiogenesis, Inflammation and Cancer. Int.J.Mol.Sci. 19, 10.3390/ijms19020431, 
doi:E431 [pii] (2018).

 7. Hato, T., Tabata, M. & Oike, Y. The role of angiopoietin-like proteins in angiogenesis and metabolism. Trends Cardiovasc.Med. 18, 6, 
https://doi.org/10.1016/j.tcm.2007.10.003[doi] (2008).

 8. Miida, T. & Hirayama, S. Impacts of angiopoietin-like proteins on lipoprotein metabolism and cardiovascular events. Curr.Opin.
Lipidol. 21, 70, https://doi.org/10.1097/MOL.0b013e328333269e[doi] (2010).

 9. Zeng, L. et al. Identification of a novel human angiopoietin-like gene expressed mainly in heart. Vol. 48 (2003).
 10. Zheng, J. et al. Inhibitory receptors bind ANGPTLs and support blood stem cells and leukaemia development. Nature 485, 656, 

https://doi.org/10.1038/nature11095[doi] (2012).
 11. Tabata, M. et al. Angiopoietin-like protein 2 promotes chronic adipose tissue inflammation and obesity-related systemic insulin 

resistance. Cell.Metab. 10, 178, https://doi.org/10.1016/j.cmet.2009.08.003[doi] (2009).
 12. Muramoto, A. et al. Angiopoietin-like protein 2 sensitively responds to weight reduction induced by lifestyle intervention on 

overweight Japanese men. Nutr.Diabetes 1, e20, https://doi.org/10.1038/nutd.2011.16[doi] (2011).
 13. Doi, Y. et al. Angiopoietin-like protein 2 and risk of type 2 diabetes in a general Japanese population: the Hisayama study. Diabetes 

Care 36, 98, https://doi.org/10.2337/dc12-0166[doi] (2013).
 14. Abu-Farha, M. et al. Higher plasma betatrophin/ANGPTL8 level in Type 2 Diabetes subjects does not correlate with blood glucose 

or insulin resistance. Sci.Rep. 5, 10949, https://doi.org/10.1038/srep10949[doi] (2015).
 15. Abu-Farha, M. et al. Circulating angiopoietin-like protein 8 (betatrophin) association with HsCRP and metabolic syndrome. 

Cardiovasc.Diabetol. 15, 25, https://doi.org/10.1186/s12933-016-0346-0[doi] (2016).
 16. Abu-Farha, M. et al. Circulating ANGPTL8/Betatrophin Is Increased in Obesity and Reduced after Exercise Training. PLoS One 11, 

e0147367, https://doi.org/10.1371/journal.pone.0147367[doi] (2016).
 17. Abu-Farha, M. et al. Increased ANGPTL3, 4 and ANGPTL8/betatrophin expression levels in obesity and T2D. Lipids Health.Dis. 15, 

181, https://doi.org/10.1186/s12944-016-0337-x[doi] (2016).
 18. Al-Terki, A. et al. Increased Level of Angiopoietin Like Proteins 4 and 8 in People With Sleep Apnea. Front.Endocrinol.(Lausanne) 

9, 651, https://doi.org/10.3389/fendo.2018.00651[doi] (2018).
 19. Barja-Fernandez, S. et al. Plasma ANGPTL-4 is Associated with Obesity and Glucose Tolerance: Cross-Sectional and Longitudinal 

Findings. Mol.Nutr.Food Res. 62, e1800060, https://doi.org/10.1002/mnfr.201800060[doi] (2018).
 20. Chung, H. S. et al. Circulating angiopoietin-like protein 8 (ANGPTL8) and ANGPTL3 concentrations in relation to anthropometric 

and metabolic profiles in Korean children: a prospective cohort study. Cardiovasc.Diabetol. 15, 1, https://doi.org/10.1186/s12933-
015-0324-y[doi] (2016).

 21. Al-Taiar, A., Rahman, A., Al-Sabah, R., Shaban, L. & Al-Harbi, A. Vitamin D status among adolescents in Kuwait: a cross-sectional 
study. BMJ Open 8, e021401, https://doi.org/10.1136/bmjopen-2017-021401 (2018).

 22. Rahman, A. et al. Plasma 25-Hydroxy Vitamin D Is Not Associated with Either Cognitive Function or Academic Performance in 
Adolescents. Nutrients 10, 10.3390/nu10091197, doi:E1197 [pii] (2018).

 23. Alghanim, G. et al. Higher Levels of ANGPTL5 in the Circulation of Subjects With Obesity and Type 2 Diabetes Are Associated 
With Insulin Resistance. Front.Endocrinol.(Lausanne) 10, 495, https://doi.org/10.3389/fendo.2019.00495[doi] (2019).

 24. Battal, F. et al. Investigation of Blood Betatrophin Levels in Obese Children with Non-Alcoholic Fatty Liver Disease. Pediatr.
Gastroenterol.Hepatol.Nutr. 21, 111, https://doi.org/10.5223/pghn.2018.21.2.111[doi] (2018).

 25. Wu, S. et al. Characterisation of betatrophin concentrations in childhood and adolescent obesity and insulin resistance. Pediatr.
Diabetes 17, 53, https://doi.org/10.1111/pedi.12233[doi] (2016).

 26. McArdle, M. A., Finucane, O. M., Connaughton, R. M., McMorrow, A. M. & Roche, H. M. Mechanisms of obesity-induced 
inflammation and insulin resistance: insights into the emerging role of nutritional strategies. Front.Endocrinol.(Lausanne) 4, 52, 
https://doi.org/10.3389/fendo.2013.00052[doi] (2013).

 27. Ouchi, N., Parker, J. L., Lugus, J. J. & Walsh, K. Adipokines in inflammation and metabolic disease. Nat.Rev.Immunol. 11, 85, https://
doi.org/10.1038/nri2921[doi] (2011).

 28. Rocha, V. Z. & Libby, P. Obesity, inflammation, and atherosclerosis. Nat.Rev.Cardiol. 6, 399, https://doi.org/10.1038/
nrcardio.2009.55[doi] (2009).

 29. Schlenz, H. et al. C-reactive protein reference percentiles among pre-adolescent children in Europe based on the IDEFICS study 
population. Int.J.Obes.(Lond) 38(Suppl 2), S26, https://doi.org/10.1038/ijo.2014.132[doi] (2014).

 30. Kravitz, M. S., Pitashny, M. & Shoenfeld, Y. Protective molecules–C-reactive protein (CRP), serum amyloid P (SAP), pentraxin3 
(PTX3), mannose-binding lectin (MBL), and apolipoprotein A1 (Apo A1), and their autoantibodies: prevalence and clinical 
significance in autoimmunity. J.Clin.Immunol. 25, 582, https://doi.org/10.1007/s10875-005-7828-2[doi] (2005).

 31. Syrenicz, A., Garanty-Bogacka, B., Syrenicz, M., Gebala, A. & Walczak, M. Low-grade systemic inflammation and the risk of type 2 
diabetes in obese children and adolescents. Neuro Endocrinol.Lett. 27, 453, doi:NEL270406A18 [pii] (2006).

 32. Wang, X. et al. Inflammatory markers and risk of type 2 diabetes: a systematic review and meta-analysis. Diabetes Care 36, 166, 
https://doi.org/10.2337/dc12-0702[doi] (2013).

 33. Tzotzas, T., Evangelou, P. & Kiortsis, D. N. Obesity, weight loss and conditional cardiovascular risk factors. Obes.Rev. 12, e282, 
https://doi.org/10.1111/j.1467-789X.2010.00807.x[doi] (2011).

 34. Li, C. A tale of two angiopoietin-like proteins. Curr.Opin.Lipidol. 18, 597, https://doi.org/10.1097/MOL.0b013e3282efa4e1[doi] 
(2007).

 35. Mattijssen, F. & Kersten, S. Regulation of triglyceride metabolism by Angiopoietin-like proteins. Biochim.Biophys.Acta 1821, 782, 
https://doi.org/10.1016/j.bbalip.2011.10.010[doi] (2012).

 36. Romeo, S. et al. Rare loss-of-function mutations in ANGPTL family members contribute to plasma triglyceride levels in humans. 
J.Clin.Invest. 119, 70, https://doi.org/10.1172/JCI37118[doi] (2009).

 37. Kersten, S. Regulation of lipid metabolism via angiopoietin-like proteins. Biochem.Soc.Trans. 33, 1059, doi:BST20051059[pii] 
(2005).

 38. Haller, J. F. et al. ANGPTL8 requires ANGPTL3 to inhibit lipoprotein lipase and plasma triglyceride clearance. J Lipid Res 58, 
1166–1173, https://doi.org/10.1194/jlr.M075689 (2017).

 39. Wang, Y. et al. Mice lacking ANGPTL8 (Betatrophin) manifest disrupted triglyceride metabolism without impaired glucose 
homeostasis. Proc Natl Acad Sci USA 110, 16109–16114, https://doi.org/10.1073/pnas.1315292110 (2013).

 40. Wang, Y. et al. Hepatic ANGPTL3 regulates adipose tissue energy homeostasis. Proc Natl Acad Sci USA 112, 11630–11635, https://
doi.org/10.1073/pnas.1515374112 (2015).

 41. Kovrov, O., Kristensen, K. K., Larsson, E., Ploug, M. & Olivecrona, G. On the mechanism of angiopoietin-like protein 8 for control 
of lipoprotein lipase activity. Journal of lipid research 60, 783–793, https://doi.org/10.1194/jlr.M088807 (2019).

 42. Dijk, W. et al. ANGPTL4 mediates shuttling of lipid fuel to brown adipose tissue during sustained cold exposure. eLife 4, 
doi:10.7554/eLife.08428 (2015).

 43. Nahon, K. J. et al. Short-term cooling increases serum angiopoietin-like 4 levels in healthy lean men. Journal of clinical lipidology 12, 
56–61, https://doi.org/10.1016/j.jacl.2017.10.016 (2018).

https://doi.org/10.1038/s41598-020-63076-7
https://doi.org/10.3389/fendo.2014.00004
https://doi.org/10.3389/fendo.2014.00004
https://doi.org/10.1016/j.tcm.2007.10.003[doi]
https://doi.org/10.1097/MOL.0b013e328333269e[doi]
https://doi.org/10.1038/nature11095[doi]
https://doi.org/10.1016/j.cmet.2009.08.003[doi]
https://doi.org/10.1038/nutd.2011.16[doi]
https://doi.org/10.2337/dc12-0166[doi]
https://doi.org/10.1038/srep10949[doi]
https://doi.org/10.1186/s12933-016-0346-0[doi]
https://doi.org/10.1371/journal.pone.0147367[doi]
https://doi.org/10.1186/s12944-016-0337-x[doi]
https://doi.org/10.3389/fendo.2018.00651[doi]
https://doi.org/10.1002/mnfr.201800060[doi]
https://doi.org/10.1186/s12933-015-0324-y[doi]
https://doi.org/10.1186/s12933-015-0324-y[doi]
https://doi.org/10.1136/bmjopen-2017-021401
https://doi.org/10.3389/fendo.2019.00495[doi]
https://doi.org/10.5223/pghn.2018.21.2.111[doi]
https://doi.org/10.1111/pedi.12233[doi]
https://doi.org/10.3389/fendo.2013.00052[doi]
https://doi.org/10.1038/nri2921[doi]
https://doi.org/10.1038/nri2921[doi]
https://doi.org/10.1038/nrcardio.2009.55[doi]
https://doi.org/10.1038/nrcardio.2009.55[doi]
https://doi.org/10.1038/ijo.2014.132[doi]
https://doi.org/10.1007/s10875-005-7828-2[doi]
https://doi.org/10.2337/dc12-0702[doi]
https://doi.org/10.1111/j.1467-789X.2010.00807.x[doi]
https://doi.org/10.1097/MOL.0b013e3282efa4e1[doi]
https://doi.org/10.1016/j.bbalip.2011.10.010[doi]
https://doi.org/10.1172/JCI37118[doi]
https://doi.org/10.1194/jlr.M075689
https://doi.org/10.1073/pnas.1315292110
https://doi.org/10.1073/pnas.1515374112
https://doi.org/10.1073/pnas.1515374112
https://doi.org/10.1194/jlr.M088807
https://doi.org/10.1016/j.jacl.2017.10.016


9Scientific RepoRtS |         (2020) 10:6330  | https://doi.org/10.1038/s41598-020-63076-7

www.nature.com/scientificreportswww.nature.com/scientificreports/

 44. Janssen, L. G. M. et al. Short-Term Cooling Increases Plasma ANGPTL3 and ANGPTL8 in Young Healthy Lean Men but Not in 
Middle-Aged Men with Overweight and Prediabetes. Journal of clinical medicine 8, doi:10.3390/jcm8081214 (2019).

 45. Morelli, M. B., Chavez, C. & Santulli, G. Angiopoietin-like proteins as therapeutic targets for cardiovascular disease: focus on lipid 
disorders. Expert opinion on therapeutic targets 24, 79–88, https://doi.org/10.1080/14728222.2020.1707806 (2020).

 46. Vatner, D. F. et al. Angptl8 antisense oligonucleotide improves adipose lipid metabolism and prevents diet-induced NAFLD and 
hepatic insulin resistance in rodents. Diabetologia 61, 1435–1446, https://doi.org/10.1007/s00125-018-4579-1 (2018).

Acknowledgements
This work was supported by Dasman Diabetes Institute project No. RA MH2017-026 and Kuwait University 
Project No. WF02/13. We would like to thank Dr. Diana Marouco, Scientific Writer for her professional English 
language editing.

Author contributions
MMH: ELISA assays, data preparation and manuscript writing. MA: Study design, data interpretation and 
manuscript writing. AT: Study design, data collection, statistical analysis and manuscript writing. RS: Study 
design, data collection and revision of the manuscript. LS: Study design, data collection and revision of the 
manuscript. NAL: ELISA assays and sample processing. FA: Critical revision of the manuscript. JA: Study design 
and critical revision of the manuscript. AR: Study design, data collection and revision of the manuscript.

competing interests
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to J.A. or A.R.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-63076-7
https://doi.org/10.1080/14728222.2020.1707806
https://doi.org/10.1007/s00125-018-4579-1
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Correlation of circulating ANGPTL5 levels with obesity, high sensitivity C-reactive protein and oxidized low-density lipopr ...
	Materials and Methods
	Study participants. 
	Blood collection and biochemical analyses. 
	ELISA measurements for ANGPTL5, HsCRP and Ox-LDL. 
	Anthropometric measurements and other covariates. 
	Statistical analysis. 
	Ethics statement. 

	Results
	Description of the study group and obesity in school adolescents. 
	Plasma ANGPTL5 levels are significantly elevated in obese children. 
	Obese children have significantly higher levels of HsCRP. 
	Plasma Ox-LDL levels are not associated with obesity in children. 
	ANGPTL5 correlates with inflammatory markers. 

	Discussion
	Acknowledgements
	Figure 1 Distribution of Angiopoietin-like protein (ANGPTL5) in normal weight, overweight and obese adolescents.
	Figure 2 Distribution of high sensitivity C-reactive protein (HsCRP) in normal weight, overweight and obese adolescents.
	Figure 3 Correlation between Angiopoietin-like protein (ANGPTL5) and high sensitivity C-reactive protein (HsCRP) in 431 adolescents.
	Figure 4 Correlation between Angiopoietin-like protein (ANGPTL5) and Oxidized Low-Density Lipoprotein (Ox-LDL) in 431 adolescents.
	Table 1 Socio-demographic characteristics of 431 adolescents enrolled in the study.
	Table 2 Association between overweight/obesity and each ANGPTL5, HsCRP and Ox-LDL in univariable and multivariable multinomial logistic regression.




