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Background: Hyperglycemia, insulin resistance and hypertriglyceridesmia are risk factors for albuminuria in type 2 diabetes. Angiopoietin-like Protein 8(ANGPTL8) is a newly identified liver-derived hormone related to these risk factors. Hence, we aimed to explore the relationship between ANGPTL8 and albuminuria in type 2 diabetes.

Methods: Serum ANGPTL8 levels were determined in groups of control (n = 50) and type 2 diabetic patients with normoalbuminuria (A1, n = 100), microalbuminuria (A2, n = 45), and macroalbuminuria (A3, n = 33).

Results: Serum levels of ANGPTL8 and triglycerides were significantly increased in type 2 diabetic patients with albuminuria as compared with controls (P < 0.001). ANGPTL8 levels were positively correlated with triglycerides, duration of diabetes, and urine albumin-to-creatinine ratio (ACR) and negatively correlated with estimated glomerular filtration rate in type 2 diabetic patients with A2 and A3 (all P < 0.05). Logistic regression analysis indicated that ANGPTL8 had higher odds of having A2 (OR = 2.52, 95% CI 1.16–5.48, P = 0.019) and A3 (OR = 4.89, 95% CI 2.10–11.39, P < 0.001) in type 2 diabetes. Mediation analysis indicated that triglycerides might act as a partial mediator in the relationship between ANGPTL8 and ACR.

Conclusions: Triglycerides might partially mediate the correlation between ANGPTL8 and ACR. Our data provide the evidence for a strong link between ANGPTL8 and albuminuria, indicating that ANGPTL8 may be a new biomarker for diabetic kidney disease in type 2 diabetes.

Trial Registration Number: ChiCTR-EPC-14005273
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INTRODUCTION

Diabetic kidney disease is one of the most common microvascular complications of diabetes, which results in chronic kidney disease in diabetic patients. It is one of the important causes of endstage renal disease and cardiovascular mortality in developed and developing countries (1, 2). The underlying mechanism of diabetic kidney disease is still not entirely clear, therefore, it is of great important to identify novel biomarkers and detailed pathogenesis linked to diabetic kidney disease.

Angiopoietin-like protein 8 (ANGPTL8), also known as betatrophin, lipasin, TD26 and refeeding-induced fat and liver (RIFL), is a secreted protein of 198 amino acids primarily expressed in liver and adipose tissues (3). It is a newly identified endocrine regulator associated with insulin resistance, lipid and glucose metabolism, all of which are thought to be involved in the pathogenesis of diabetic kidney disease in type 2 diabetes (4). Animal studies showed that ANGPTL8 was positively related to triglycerides (TG) levels, TG levels were significantly lower in mice lacking ANGPTL8 than in control mice (5), whereas an overexpression of ANGPTL8 led to an increase in TG levels (6). A previous cohort study with the largest sample size has proved that circulating levels of ANGPTL8 were significantly higher in type 2 diabetic patients than in control subjects with normal glucose tolerance (7), in addition, other studies and meta-analysis have also shown that ANGPTL8 was increased in people with type 2 diabetes (8–15). Furthermore, some studies have reported a positive relationship between blood glucose, homeostasis model assessment of insulin resistance (HOMA-IR) and ANGPTL8 in type 2 diabetic patients (10, 11). Consequently, these findings above motivated us to speculate that increased circulating levels of ANGPTL8 might be positively related to urine albumin-to- creatinine ratio (ACR) and serve as a novel biomarker for diabetic kidney disease in type 2 diabetes.

Thus, the aim of our study was to answer three questions: (1) Whether serum levels of ANGPTL8 are increased in type 2 diabetic patients with albuminuria. (2) Whether increased levels of ANGPTL8 are positively related to albuminuria in type 2 diabetic patients. (3) If the second answer is yes, what factors might mediate the relationship between ANGPTL8 and albuminuria in type 2 diabetes?

MATERIALS AND METHODS

Study Subjects

This was a cross-sectional analysis of baseline data from Guangxi Diabetes and Metabolic Disorders (GDMD) study aimed to investigate the etiology and comorbidities of type 2 diabetes and metabolic syndrome (16). From 2015 to 2016, a total of 228 subjects attending Medical Examination Center of the Affiliated Hospital of Guilin Medical University were selected to participate in this study, the subjects were then classified into four groups: (1) control subjects with normal glucose tolerance and normoalbuminuria (A1, ACR < 30 mg/g, n = 50); (2) type 2 diabetic patients with A1 (n = 100); (3) type 2 diabetic patients with microalbuminuria (A2, ACR between 30 and 300 mg/g, n = 45); (4) type 2 diabetic patients with macroalbuminuria (A3, ACR > 300 mg/g, n = 33). Exclusion criteria were as follows: (1) Control subjects taking any medication known to affect insulin sensitivity, glucose tolerance and lipid metabolism. (2) Angiotensin-converting enzyme inhibitors, angiotensin receptor blocker or insulin use. (3) Use of possible or known drugs affecting TG for more than 3 months or at any time within 6 months before the recruitment. (4) Any evidence of acute inflammatory diseases, acute diabetic complications, liver, heart, kidney and respiratory failure, malignancy. (5) Participants without complete data. The study was approved by the Ethics Committee of Affiliated Hospital of Guilin Medical University, and written informed consent has been obtained from each participant after full explanation of the purpose and nature of our study. This study was registered on the Chinese Clinical Trial Registry (ChiCTR-EPC-14005273).

Measurements

A standard questionnaire was administered to all subjects to record demographic and clinical data. Anthropometric parameters were measured as previously described (17). Participants were instructed to maintain usual physical activity and diet for at least 3 days before the examination. After an overnight fast of 10 h or longer, blood samples were collected to measure blood lipids, HbA1c, fasting insulin, fasting plasma glucose (FPG), and ANGPTL8, blood samples were also drawn at 120 min after a 75 g glucose load to measure glucose in controls subjects. Additionally, two successive early morning urine samples were collected to measure average ACR. Serum levels of ANGPTL8 were quantified using a commercially available ELISA kit (Wuhan Eiaab Science, Wuhan, China) according to the manufacturer's instructions. The measurement of ACR was performed as previously described (18). We calculated estimated glomerular filtration rate (eGFR) using the CKD-EPI equation. The CKD-EPI equation was expressed as GFR = 141 × min(SCr/k,1)α × max(SCr/k,1)−1.209 × 0.993age × 1.018 (if female), where k is 0.7 for females and 0.9 for male, α is −0.329 for females and −0.411 for males—min indicates the minimum of SCr/k or 1, and max indicates the maximum of SCr/k or 1. The homeostasis model assessment of insulin resistance (HOMA-IR) was calculated as previously reported (19).

Statistical Analysis

Statistical analyses were conducted using SPSS 16.0 software. Continuous variables were described as means ± standard deviation, whereas skewed variables (fasting insulin, TG, HOMA-IR and urinary ACR) were log-transformed before statistical analysis. ANOVA and chi-square were performed to compare clinical and biochemical parameters. Correlation analysis and multivariate linear regressions were used to examine the relationship between the investigated variables. Binary logistic regression analysis was performed to estimate the association of duration of diabetes, TG and ANGPTL8 with the odds of albuminuria in type 2 diabetes.

To determine whether the association between ANGPTL8 and ACR was mediated by hyperglycemia, TG, or insulin resistance, mediation analysis was conducted based on the procedures outlined by Baron and Kenny (20). A three-step linear regression model was constructed as follows: (1) Y = cX + e1 (2) M = aX + e2 (3) Y = c′X + bM + e3, where X is the independent variable (ANGPTL8), Y is the dependent variable (ACR), M is the mediator, a is the regression coefficient for the association between ANGPTL8 and mediator, b is the regression coefficient for the association between mediator and ACR, c is the regression coefficient for the association between ANGPTL8 and ACR, and c′ is the effect of ANGPTL8 on ACR while controlling for the indirect effect. An indirect ratio was used to present the strength of mediation: ([a*b]/c). In this analysis, four conditions used to establish mediation were as follows: (1) the independent variable should be significantly associated with the dependent variable; (2) the independent variable should be significantly associated with the mediator; (3) the mediator should be significantly associated with the dependent variable; (4) the relationship between the dependent and independent variable should be attenuated when the mediator is included in the regression model.

RESULTS

Clinical and Laboratory Characteristics

The detailed clinical characteristics of the four groups were presented in Table 1. No significant differences in age, sex, BMI, current smoking, habitual alcohol drinking, total cholesterol (TC), low-density lipoprotein cholesterol (LDL-C) and high-density lipoprotein cholesterol (HDL-C) levels between the three diabetic groups and the control group were observed. Significant differences were found in statin use, NSAID use, systolic blood pressure (SBP), diastolic blood pressure (DBP), TG, fasting plasma glucose, fasting insulin, HOMA-IR, duration of diabetes, HbA1c, eGFR and urinary ACR between the diabetic patients and the control subjects (all P < 0.05). We found that serum levels of ANGPTL8 were significantly increased in type 2 diabetic patients with A1, A2, and A3 compared with control subjects (P < 0.001).


Table 1. Clinical characteristics in control subjects with normal glucose tolerance (NGT), and T2DM patients with A1, A2, and A3.
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Correlation Analysis Between ANGPTL8 and Other Variables

Partial correlation analysis for ANGPTL8 and other parameters in four groups were listed in Table 2. Serum ANGPTL8 levels positively correlated with duration of diabetes in all type 2 diabetic groups (all P < 0.05). In subgroups of type 2 diabetic patients categorized by albuminuria, serum ANGPTL8 levels were positively correlated with TG and ACR and negatively correlated with eGFR in the subgroups of type 2 diabetic patients with A2 and A3, significant correlation was not observed between ANGPTL8 and TG, ACR or eGFR in the subgroups of type 2 diabetic patients with A1. Multivariate linear regression analysis controlling for age, sex and BMI further revealed that duration of diabetes, TG, eGFR and ACR were independently related to serum levels of ANGPTL8 in the subgroups of type 2 diabetic patients with A2 and A3 (all P < 0.05; Table 3).


Table 2. Correlations analysis of variables with circulating ANGPTL8 levels in control subjects with normal glucose tolerance (NGT), and T2DM patients with A1, A2, and A3.
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Table 3. Multivariate regression analysis with ANGPTL8 as dependent variable.
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Mediation Analysis

Mediation analysis indicated that TG partially mediated the significant relationship between ANGPTL8 and ACR in both type 2 diabetic patients with A2 and A3 groups (Figure 1). When we tested the mediator role of TG in the relationship between ANGPTL8 and ACR in type 2 diabetic patients with A2 (Figure 1A), in the first linear regression equation, ANGPTL8 was positively associated with TG (P < 0.05). In the second equation, ANGPTL8 was positively associated with ACR (P < 0.001). In the third equation, when ANGPTL8 and TG were simultaneously included in the model, ANGPTL8 and TG were both positively associated with ACR (both P < 0.05). These data indicated that the effects of ANGPTL8 on ACR were partially mediated by TG. The percentage of total effect (direct plus indirect) mediated by TG was 21.2% (0.362*0.315/0.539). The analysis of the mediator role of TG in the relationship between ANGPTL8 and ACR in type 2 diabetic patients with A3 group showed similar results (Figure 1B), such that TG may be considered as partial mediator. The estimated percentage of total effect mediated by TG was 29.2% (0.394*0.394/0.531). Because HbA1c, fasting plasma glucose and HOMA-IR were not correlated with ANGPTL8 significantly, the mediator role of insulin resistance and hyperglycemia in the association between ANGPTL8 and ACR were not further evaluated.
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FIGURE 1. (A) TG mediation models of the relationship between ANGPTL8 and ACR in type 2 diabetic patients with A2 group. (B) TG mediation models of the relationship between ANGPTL8 and ACR in type 2 diabetic patients with A3 group. *P < 0.05, **P < 0.01.



Associations Between ANGPTL8 and Albuminuria in Type 2 Diabetes

As presented in Table 4, multivariate binary logistic regression without adjustment demonstrated that serum ANGPTL8 levels were significantly related to A2 [odds ratio (OR) 2.49 (95% CI 1.17–5.32), P = 0.019] and A3 [4.51 (95% CI 2.01–10.12), P < 0.001] in type 2 diabetes. Following multiple adjustment with age, sex, and BMI, we observed that the OR for TG, duration of diabetes and ANGPTL8 were all significantly related to A2 and A3 (all P < 0.05), while ANGPTL8 had the highest OR and was significantly correlated with A2 [odds ratio (OR) 2.52 (95% CI 1.16–5.48), P = 0.019] and A3 [4.89 (95% CI 2.10–11.39), P < 0.001] in type 2 diabetes.


Table 4. OR (95% CI) by binary logistic regression models for albuminuria.
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DISCUSSION

The present study demonstrated that serum ANGPTL8 levels were significantly increased in type 2 diabetic patients with A1, A2, and A3 as compared with control subjects. In addition, the study proved a significant and positive relationship between serum levels of ANGPTL8 and ACR and identified TG as a partial mediator in this relationship. Furthermore, our data indicated that serum levels of ANGPTL8 had higher OR for albuminuria in type 2 diabetic patients, suggesting ANGPTL8 to be a new biomarker for albuminuria in type 2 diabetes.

Previous studies have investigated circulating levels of ANGPTL8 in type 2 diabetic patients; however, the results were conflicting (4). Some studies reported unchanged ANGPTL8 in type 2 diabetes, whereas others reported decreased or increased ANGPTL8 levels (4, 21, 22). The reasons for this discrepancy may be due to difference in study design, sample size, race, medicine status, handling of blood samples and use of ELISA kits. A recent meta-analysis of all published studies on ANGPTL8 and type 2 diabetes revealed increased circulating levels of ANGPTL8 in type 2 diabetic patients (15), consistently, our data demonstrated that serum levels of ANGPTL8 were significantly increased in type 2 diabetic patients as compared with control subjects, we also found that serum levels of ANGPTL8 in type 2 diabetic patients with A2 and A3 were significantly higher than in type 2 diabetic patients with A1. In addition, serum ANGPTL8 levels were found to be positively correlated with ACR and negatively correlated with eGFR in the subgroups of type 2 diabetic patients with A2 and A3. Due to the cross-sectional nature of our study, the causal relationship between ACR and ANGPTL8 cannot be elucidated, however, we still investigated this relationship by asking what factors might play an important role in mediating this relationship.

Hyperglycemia and insulin resistance have been considered as crucial risk factors for promoting the development of diabetic kidney disease (23). The relationships between glucose metabolism, insulin resistance and ANGPTL8 have been investigated in previous studies. In newly diagnosed type 2 diabetic patients, Hu et al found that serum ANGPTL8 positively correlated with fasting glucose and 2-h post-OGTT glucose (10), moreover, the results of their study and another research both proved that circulating ANGPTL8 levels were positively associated with indexes of insulin resistance in newly diagnosed type 2 diabetic patients (10, 11). However, in our study, no significant correlation was found between fasting plasma glucose, HOMA-IR and ANGPTL8 in treated type 2 diabetic patients, our results corresponded with the observation by Fenzl et al. (24). Therefore, it is speculated that antidiabetic medication might, at least in part, lead to this obscure relationship between insulin resistance, glucose metabolism and ANGPTL8 in type 2 diabetes. The mediating roles of hyperglycemia and insulin resistance in the relationship between ANGPTL8 and ACR were not evaluated because of these nonsignificant associations.

Aside from hyperglycemia and insulin resistance, lipid metabolism disorders have also been previously linked to the development of diabetic kidney disease (25). TG-rich lipoproteins can degrade glycocalyx, activate monocytes and increase permeability of the glomerular filtration barrier, all of which may contribute to the progression of diabetic kidney disease (25). Consistently, our results proved a positive correlation between TG and ACR. So far, mounting evidence from animal and human studies suggested that ANGPTL8 may play an important role in TG metabolism (10). Mice lacking ANGPTL8 had a significant reduction in plasma TG levels compared with control mice (5), whereas adenovirus-mediated overexpression of ANGPTL8 increased plasma TG levels more than 5-fold (6). Our current data and other epidemiological evidence in type 2 diabetic patients also demonstrated that serum ANGPTL8 levels were significantly and positively associated with TG (26). However, some other studies did not find this significant association in type 2 diabetes (10), the reasons for the inconsistence may be attributed to the fact that some participants in other studies might have been treated with TG-lowering drugs which would affect plasma TG levels, in this study, we excluded subjects with any use of TG -lowering drugs. The mediation analysis indicated that as ANGPTL8 increased, ACR increased, but when the influence of TG was controlled, the correlation between ANGPTL8 and ACR was mitigated, suggesting that TG might partially mediated this significant correlation. Consequently, one possible explanation for the positive correlation between ANGPTL8 and ACR is that ANGPTL8 might be involved in the pathogenesis of albuminuria in type 2 diabetes through increasing TG levels. However, given the cross-sectional design of the study, it is hard to conclude that TG mediates the impact of ANGPTL8 on albuminuria in type 2 diabetes. ANGPTL8 has also been suggested to play a role in cholesterol metabolism (24), however, our results proved that there was no significant relationship between ANGPTL8 and TC, LDL-C or HDL-C, we speculated this discrepancy might be partly due to the statin use in this study.

In our study, logistic regression analysis revealed that longer duration of diabetes, elevated levels of TG and ANGPTL8 were all significantly related to an increased risk of albuminuria in type 2 diabetes, in addition, ANGPTL8 had the highest OR for albuminuria risk among these parameters above, suggesting ANGPTL8 to be a novel biomarker for diabetic kidney disease in type 2 diabetes.

It is noted that there is a lack of association between ANGPTL8 and TG in controls subjects as well as age, however, two other studies have indicated a positive relationship between TG, age and ANGPTL8 in control groups (7, 27), in addition, one study found that ANGPTL8 was positively related to age but not TG (10). The reason for these discrepancies is unclear and probably due to the difference in sample collection (plasma versus serum), sample size, age groups and ethnicity. Future studies are needed to further elucidate this point.

Limitations of our study also deserve comments. First, our study is limited by the cross-sectional design and fails to address the causal relationship between albuminuria and ANGPTL8 in type 2 diabetes. Second, the association between ANGPTL8 and ACR might be related to more than a single mediator parameter (TG), further studies are necessary to determine more potential mediator variables. Third, the sample size of our study is relatively small (particularly in diabetic subgroups with A2 and A3) and it is lack of mechanistic basis, further studies are needed to confirm our findings. Fourth, our research is not the first one to show the involvement of ANGPTL8 in diabetic kidney disease development, previous study has already confirmed that ANGPTL8 is significantly increased in type 2 diabetic patients with different stages of albuminuria (26), however, in this study, we further highlighted the possible mediator role of TG in the relationship between ANGPTL8 and diabetic kidney disease in type 2 diabetic patients, this work might has some potential implications for future research investigating the underlying mechanism for this relationship.

In conclusion, we found that serum ANGPTL8 levels were significantly increased in type 2 diabetic patients with albuminuria, moreover, our data provided the evidence that ANGPTL8 was positively correlated with urine ACR in this population and TG might partially mediated this positive correlation. Our findings suggested of potential role of ANGPTL8 in the pathogenesis of albuminuria in type 2 diabetes.
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Model 1 unadjusted, Model 2 age adjusted, Model 3 sex adjusted, Model 4 BMI adjusted, Model 5 age, sex, and BMI adjusted.
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