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Abstract 

Aim: We examined the association between liver fibrosis (LF), assessed either by histology or by 

liver stiffness measurement (LSM), and the presence of early kidney dysfunction (EKD). We also 

investigated the diagnostic performance of LSM for identifying the presence of EKD in patients 

with nonalcoholic fatty liver disease (NAFLD). 

  

Materials and Methods: We studied 214 adults with non-cirrhotic biopsy-proven NAFLD recruited 

from two independent medical centers. Histologic stage of LF was quantified using the Brunt’s 

criteria. Vibration-controlled transient elastography (TE) was performed in 154 patients and defined 

as significant when LSM was ≥8.0 kPa using the M probe (Fibroscan®). EKD was defined by the 

presence of microalbuminuria with an estimated glomerular filtration rate ≥60 ml/min/1.73m2. 

Logistic regression modelling was undertaken to estimate the likelihood of having EKD with 

NAFLD (the LSM-EKD model). 

  

Results: The prevalence of EKD was higher in patients with LF than in those without LF on 

histology (22.14% vs. 4.82%, P<0.001). Similarly, the prevalence of EKD was higher in patients 

with LSM ≥8.0 kPa than in those with LSM <8.0 kPa (23.81% vs. 6.59%, P<0.05), and the area 

under the ROC curve of the LSM-EKD model for identifying EKD was 0.80 (95%CI 0.72-0.89). 

LF, detected by either method, was associated with EKD independently of established renal risk 

factors and potential confounders. 

 

Conclusions: LF is independently associated with EKD in patients with biopsy-proven NAFLD. 

TE-measured LSM is a widely used technique for quantifying LF, which accurately identifies those 

patients with NAFLD, who are at risk of having EKD. 

  

Key-words: Non-alcoholic fatty liver disease, early kidney dysfunction, liver fibrosis, liver 
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Introduction 

Nonalcoholic fatty liver disease (NAFLD) is a major cause of liver-related mortality and increases 

the risk of developing chronic kidney disease (CKD) [1-3]. CKD is a general term for 

heterogeneous diseases affecting both the kidney structure and function and CKD is also often 

associated with an increased risk of cardiovascular events and all-cause mortality [4]. Progression 

to end-stage kidney disease can only be treated with chronic dialysis or renal transplantation, 

causing a considerable economic burden on health services [5]. The early stages of CKD are often 

asymptomatic and may be detected incidentally during the evaluation of other diseases [6]. As the 

early stages of CKD may be reversible, their early detection is clinically important. 

 

In recent years, several studies have examined the association between NAFLD and the risk of 

CKD supporting the conclusion that the presence and severity of NAFLD, diagnosed either by 

imaging or histology, is associated with an increased prevalence and incidence of CKD [1, 7, 8]. 

Although these studies have provided evidence for a strong association between the presence and 

severity of NAFLD and risk of stage 3-5 CKD [7-9], there are currently very few studies that have 

examined the association between NAFLD and the early stages of kidney dysfunction (EKD, 

defined as presence of microalbuminuria with an estimated glomerular filtration [eGFR] ≥60 

ml/min/1.73m2). 

  

Transient elastography (TE) has been extensively used as a non-invasive technique for measuring 

liver fibrosis (LF) and LF may identify a subgroup of patients with NAFLD who are at higher risk 

of liver-related clinical outcomes, including requirement for liver transplantation [10-12]. The 

diagnostic value of liver stiffness measurement (LSM), obtained from TE, in identifying EKD 

among patients with NAFLD is currently uncertain. Therefore, the major aim of our study was to 

examine the association between the severity of LF (assessed invasively by liver histology; or non-

invasively by TE) and the presence of EKD in patients with biopsy-proven NAFLD. Additionally, 
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we have also investigated the diagnostic performance of both LF assessed by histology and LSM 

assessed by TE for predicting the presence of EKD in this patient population. 

  

Materials and Methods 

Study design 

Patients who had undergone liver biopsy were from two medical centers: First Affiliated Hospital 

of Wenzhou Medical University, China and Marmara University School of Medicine, Turkey. Of 

these 742 adult patients who underwent liver biopsy, 214 patients with biopsy-confirmed NAFLD 

were included in the study. As shown in Figure 1, in both centers we excluded patients who had 

any of following criteria: excessive alcohol consumption (>140 g/week for men and >70 g/week for 

women), urinary tract infections, were febrile or were menstruating. Participants with other known 

causes of chronic liver disease (such as viral hepatitis,, autoimmune hepatitis, primary biliary 

cholangitis or Wilson’s disease – these conditions were excluded on the basis of liver biopsy results 

as well as by testing for serological markers of hepatitis A, B and C, anti-mitochondrial antibodies, 

smooth muscle cell antibodies, anti-nuclear antibodies, anti-liver kidney microsomal antibodies and 

levels of caeruloplasmin), prior history of cirrhosis of any etiology, CKD stage 3-5, 

macroalbuminuria (i.e., urinary albumin-to-creatinine ratio >300 mg/g) or other known causes of 

kidney disease were also excluded from the analysis. 

 

Written informed consent was obtained from each subject before their participation in the study. 

Personal information was removed and all study participants were identified only by their health 

examination number. The research protocol in Wenzhou was approved by the ethics committee of 

the First Affiliated Hospital of Wenzhou Medical University. The local Institutional Review Board 

approved the study in Turkey. 

  

Liver biopsy and transient elastography 
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Ultrasound-guided liver biopsy was performed under sedation using a 16-gauge Hepafix needle 

(Gallini, Modena, Italy). All biopsy specimens were placed in formalin solution for fixation, 

embedded in paraffin blocks and stained with hematoxylin eosin and Masson’s trichrome. All liver 

pathology slides from Wenzhou and Istanbul were assessed by a single experienced liver 

pathologist who was blinded to laboratory and clinical data of participants. The histologic stage of 

LF was quantified using the Brunt’s criteria [13] as follows: stage 1, zone 3 peri-sinusoidal fibrosis; 

stage 2, as for stage 1 with portal fibrosis; stage 3, as for stage 2 with bridging fibrosis; and stage 4, 

cirrhosis. By study design, patients with cirrhosis were excluded from the study because these 

patients have a low skeletal muscle mass and a lower serum creatinine level making the accurate 

estimation of eGFR more difficult in this patient group. Patients were then stratified into two groups 

according to their histologic stage of LF: no-LF (stage F=0) and LF (stages F 1 to 3).  

 

Overall, 154 of 214 (72%) patients were also assessed by vibration-controlled transient 

elastography (TE) (Fibroscan®, Echosens, Paris, France). This technique utilizes a probe, which 

generates a pressure wave and an ultrasound wave. The propagation of the pressure wave depends 

on the stiffness of the liver tissue while the propagation of the ultrasound wave is largely affected by 

the amount of adipose tissue. Patients were predicted to have significant LF if they had a LSM ≥8.0 

kPa as measured by the M probe, which has been shown to be equivalent to the Kleiner F ≥2 stage 

on liver histology [10, 14].  

 

Clinical and laboratory data  

Anthropometric and clinical parameters and comorbidities were recorded from all participants. 

Body mass index (BMI) was calculated as weight in kilograms divided by height in meters squared. 

Blood pressure was measured using an automated sphygmomanometer with the subject in a quiet 

environment and in a sitting position for at least 10 min. Hypertension was defined as blood 

pressure ≥130/85 mmHg or the use of any anti-hypertensive drugs. Diabetes was defined by a 
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fasting plasma glucose level ≥7.0 mmol/L or HbA1c ≥6.5%, or the use of antihyperglycemic 

agents. Hyperuricemia was defined as a serum uric acid level >420 μmol/L for men and >360 

μmol/L for women, respectively, or use of allopurinol. Dyslipidemia was defined as any of the 

following criteria: total cholesterol >5.17 mmol/L; triglycerides >1.70 mmol/L; high-density 

lipoprotein cholesterol (HDL-c) <1.0 mmol/L for women and <1.3 mmol/L for men and low-

density lipoprotein cholesterol (LDL-c) ≥3.4 mmol/L, or the use of any lipid-lowering drugs. 

Homeostasis model assessment of insulin resistance (HOMA-IR score) was calculated using fasting 

glucose and insulin measurements as follows: [fasting insulin (mU/ml) × fasting glucose 

(mmol/L)/22.5]. Biochemical laboratory parameters included measurement of albumin, alanine 

aminotransaminase (ALT), aspartate aminotransferase (AST), glucose, blood urea nitrogen, 

creatinine, uric acid, lipids, white blood cell count, red blood cell count and platelet count. All these 

parameters were measured by an automated analyzer (Abbott AxSYM), using standard laboratory 

methods. EKD was defined by the presence of microalbuminuria (i.e., urinary albumin-to-creatinine 

ratio 30-300 mg/g) with an eGFR value ≥60 ml/min/1.73m2 as estimated using the CKD-EPI 

equation [15]. 

 

Statistical analysis 

Data are presented as means ± standard deviation (SD) or frequencies. Baseline clinical and 

biochemical characteristics of the study population were compared using the one-way analysis of 

variance (ANOVA) for continuous variables and the χ2-test for categorical variables. The 

association between LF, assessed either by histology or by TE, and the presence of EKD in patients 

with NAFLD, was tested using both an unadjusted logistic regression model and the following two 

multivariable logistic regression models with pre-specified adjustments: (a) model adjusted for age, 

sex, ethnicity, waist circumference and hip circumference; and (b) model further adjusted for 

hyperuricemia, dyslipidemia, hypertension, diabetes and HOMA-IR score.  
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Additionally, to identify possible predictors of EKD, two logistic regression models: a) LF 

identified by the histology model (named the LFH-EKD model), and b) LF identified by the TE 

model (named the LSM-EKD model) were constructed to generate the probability of having EKD 

for each patient with NAFLD. The two models used the following equation probability = exp(c) / 

(1+ exp(c)), where c is 1.63×LF-histology (stage F 1-3 is 1 or stage F=0 is 0) – 0.84×sex (male =1 

or female =0) + 0.02×age - 3.45 in the LFH-EKD model, or c is 1.43×LF-TE (LSM ≥8 kPa is 1 or 

LSM <8 kPa is 0) - 1.70×sex (male =1 or female =0) + 0.01×age - 2.207 in the LSM-EKD model. 

Moreover, we examined the discrimination in the context of logistic regression analyses using the 

area under the receiver operating characteristic curve (AUROC) by MedCalc version 12.7 

(MedCalc Software, Ostend, Belgium). The optimal cut-off point was identified based on the 

maximal Youden index (sensitivity + specificity - 1). All statistical tests were two-sided and P-

value of <0.05 (two-tailed) was considered statistically significant. The statistical analyses were 

conducted using the SPSS version 22.0 (SPSS, Chicago, IL). 

 

 Results 

Among the 214 patients with biopsy-proven NAFLD included in the study, the prevalence of LF 

and EKD were 15.4% and 61.2%, respectively. Patients in the LF group (assessed by liver biopsy) 

had higher adiposity measures (BMI, waist circumference and hip circumference) and lower eGFR 

levels than those in the non-LF group (all P<0.05). In contrast, no significant differences were 

found in serum uric acid levels, plasma lipid profile and HOMA-IR score between the two groups 

of patients (Supplementary table 1).  

 

Table 1 shows the main clinical and biochemical characteristics of NAFLD patients stratified by 

EKD status. Patients with EKD were more likely to be older, centrally obese and hypertensive, and 

had lower eGFR levels and a greater histologic stage of LF (P<0.05) (Table 1). The mean values of 

systolic and diastolic blood pressure as well as HOMA-IR score were higher in subjects with EKD 
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compared to those without EKD (all P<0.05). Subjects with EKD also had a greater prevalence of 

diabetes and hypertension than those without EKD. 

 

To verify the relationship between LF and EKD, we have evaluated the prevalence of EKD in our 

NAFLD participants. The prevalence of EKD was higher in the LF group than that in the non-LF 

group (22.14% vs. 4.82%, P<0.001). Notably, as shown in Table 2, the histology-measured LF was 

significantly associated with presence of EKD (adjusted-odds ratio 4.33, 95%CI 1.25-15.03; 

P=0.021), even after adjustment for age, sex, ethnicity, waist circumference, hip circumference, 

hypertension, dyslipidemia, hyperuricemia, diabetes and HOMA-IR score.   

 

Overall, 72% (n=154) of patients also underwent a TE examination. The prevalence of TE-

measured significant LF (i.e., defined as LSM ≥8.0 kPa and no less than stage F2 on histology) was 

lower than that measured by liver biopsy (40.90% vs. 61.21%). However, the TE-measured LF 

showed good diagnostic performance for predicting the histologic stage of LF (stage F 1-3) 

(AUROC=0.75, 95% CI 0.68-0.82) (Figure 2A). The association between TE-measured LF and 

EKD was consistent with that observed with liver biopsy results. Notably, compared to those with 

LSM <8.0 kPa, patients with LSM ≥8.0 kPa had a higher prevalence of EKD (23.81% vs. 6.59%, 

P<0.05) (Table 3).  

 

As shown in Table 2, similar to the association between the histology-measured LF and EKD, the 

association between TE-measured LF and risk of EKD remained statistically significant (adjusted 

OR 4.73, 95%CI 1.19-28.48, P=0.03) even after adjustment for age, sex, ethnicity, waist 

circumference, hip circumference, hypertension, dyslipidemia, hyperuricemia, diabetes and 

HOMA-IR score.  

 

To further examine the diagnostic accuracy of: a) LF identified by histology and b) LF identified by 
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TE for identifying EKD, we constructed two different models, i.e. the LFH-EKD model and the 

LSM-EKD model, as specified above in the Statistical analysis section, with three variables (sex, 

age and either LF stage or LSM score) that are widely available in clinical practice. Notably, as 

shown in Figure 2B and 2C, the LSM-EKD model accurately identified the presence of EKD 

(AUROC 0.80, 95%CI 0.72-0.89, P<0.05), and performed slightly better in identifying EKD 

compared to the similar LFH-EKD model. When we used an optimal cutoff point of 0.11 according 

to the best Youden index, the associated sensitivity and specificity for the LSM-EKD model were 

90.5% and 62.4% respectively. 

  

Discussion 

The novel findings of our cross-sectional study are as follows: (a) the severity of LF, assessed by 

either histology or TE, was significantly associated with an increased risk of prevalent EKD (i.e. 

defined as presence of microalbuminuria with an eGFR value ≥60 ml/min/1.73m2) even after 

adjustment for age, sex, ethnicity, adiposity measures, hypertension and other established renal risk 

factors; (b) the significant association between TE-measured LF and risk of EKD was consistent 

with histological data obtained from liver biopsy; and (c) both the LFH-EKD model and the LSM-

EKD model showed good diagnostic performances for accurately identifying EKD. We believe that 

these results are clinically important because TE, i.e., a reliable, non-invasive method for staging 

LF, appears to be also useful for accurately identifying NAFLD patients, who are at increased risk 

of EKD.  

  

Our findings expand the results of some cross-sectional Asian studies that have been recently 

published by other investigators. In a cohort of 1763 Chinese patients with type 2 diabetes from 

Hong Kong, Yeung et al. reported that advanced fibrosis, assessed by TE, was independently 

associated with an increased risk of albuminuria ≥30 mg/g (adjusted odds ratio=1.52, 95%CI: 1.02-

2.28, P=0.039) [14]. Similarly, another study including 1439 Chinese patients reported that 
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increased LSM, assessed by TE, was a potential indicator for CKD (defined as eGFR ≤ 60 

mL/min/1.73 m2) in patients with ultrasound-detected NAFLD [12]. However, it should be noted 

that none of these two studies have used liver biopsy for diagnosing and staging of NAFLD and 

these two studies did not examine the association between the severity of LF and risk of EKD. 

Moreover, in our study, we found that the significant association between the severity of LF 

(assessed by either histology or TE) and risk of EKD persisted after adjustment for age, sex, 

adiposity measures, hypertension, HOMA-IR score and other established risk factors for CKD. 

 

Many risk factors for NAFLD have the potential to influence the development of EKD. Firstly, the 

results of our study show that patients with NAFLD and EKD were more insulin resistant than 

those without EKD. It is known that insulin resistance plays a pivotal role in the development and 

progression of kidney disease by worsening renal hemodynamics [3, 16, 17], which can lead to 

endothelial dysfunction, increased vascular permeability, and sustained glomerular hyperfiltration 

that ultimately result in abnormal urinary albumin excretion. Insulin resistance may also alter renal 

cellular metabolism and stimulate mesangial hyperplasia [18]. Moreover, on a background of 

increased risk for cardiovascular disease as commonly seen in patients with NAFLD, the potential 

for endothelial dysfunction and renovascular damage may also become more prominent [19, 20]. In 

addition, activation of the nuclear factor (NF)-κB pathway in nonalcoholic steatohepatitis (NASH) 

has been shown to increase the transcription of a variety of proinflammatory genes that may further 

amplify systemic chronic inflammation and this mechanism may play a pathogenetic role in the 

development of CKD [21].  Finally, NASH with varying levels of LF exacerbates systemic and 

hepatic insulin resistance, causes atherogenic dyslipidemia, and releases a variety of pro-coagulant, 

pro-oxidant and pro-fibrogenic mediators, which may promote the development and progression of 

CKD [7, 20, 22, 23].  
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Our study has shown that assessment of LSM is useful to accurately identify patients with NAFLD 

at risk of EKD. TE has the advantage of providing quantitative measurements of liver stiffness and 

this reproducible methodology has been validated as a good proxy for LF in different patient 

populations [24]. Although liver biopsy is considered the “gold standard” for staging LF, this 

invasive procedure has potential risks of acute complications and is not liked by patients [25]. 

Consequently, TE is becoming a widely accepted methodology for use in both clinical practice and 

in research [24, 26, 27].  

 

For the cut-off used in our study, we showed that the LSM score had appropriate discriminatory 

power for predicting the histologic stage of LF. In addition, the association between TE-measured 

LF and risk of EKD was consistent with data obtained from liver biopsy. By combining LSM with 

age and sex, our novel LSM-EKD model also showed good performance for identifying EKD. This 

finding is clinically relevant because this LSM-EKD model may be useful to clinicians to screen for 

risk of CKD in patients with NAFLD. 

 

Our study has some important limitations. Firstly, the cross-sectional design of the study does not 

allow us to establish temporal and causal relationships between the severity of LF and the presence 

of EKD. Secondly, we had only a single measurement of both albuminuria and eGFR levels in this 

study. Thirdly, no information about the specific renal pathology associated with NAFLD was 

available in our study. In addition, we excluded patients treated with potentially nephro-toxic drugs. 

However, patients treated with anti-hyperglycaemic or anti-hypertensive drugs that may be 

potentially nephro-protective were included in the study (but the use of these drugs has been 

adjusted for in our multivariable logistic regression models). Finally, it is possible that there may be 

a selection bias because several subjects in our study were excluded due to the stringent exclusion 

criteria. Thus, we suggest that further research is now needed to test the associations we have 

observed between the severity of LF and risk of EKD in other ethnic cohorts and to better 
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investigate the incidence rates of progression of EKD to macroalbuminuria, impaired eGFR and 

end-stage renal disease in patients with NAFLD. 

 

In conclusion, the results of our study show that there is a significant positive association between 

the severity of LF, assessed either by liver biopsy or non-invasively by Fibroscan®, and the 

presence of EKD in patients with non-cirrhotic biopsy-proven NAFLD. This association is 

independent of common renal risk factors, such as age, sex, ethnicity, measures adiposity, 

hypertension, dyslipidemia, hyperuricemia, diabetes and HOMA-IR score. In addition, our results 

also suggest that evaluation of LF, assessed by either histology or by TE, may be useful for 

accurately identifying NAFLD patients who are at increased risk of EKD. We consider that 

identifying NAFLD patients at high risk of EKD may assist referral of these patients to tertiary care 

centers for more careful surveillance (as proposed in Figure 3). 
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LEGEND TO THE FIGURES 

Figure 1. Study flow diagram  

A total of 742 biopsied participants were initially enrolled, whereas 528 participants who did not 

meet the inclusion criteria were excluded from the study. Thus, 214 non-cirrhotic patients with 

biopsy-proven NAFLD were included in the study (154 of these patients also underwent transient 

elastography). 

 

Figure 2. Area under the ROC curve analyses of the diagnostic performance of LSM score for 

identifying liver fibrosis on histology (A), as well as the LSM-EKD model (B) and the LFH-EKD 

model (C) for identifying early kidney dysfunction (EKD) in patients with biopsy-proven NAFLD.  

 

Figure 3. Proposed algorithm for the management of early kidney dysfunction (EKD) in patients 

with NAFLD. 
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TITLES TO THE TABLES 

Table 1. Clinical and biochemical characteristics of patients with biopsy-proven NAFLD, stratified 

by early kidney dysfunction. 

 

Table 2. Association between early kidney dysfunction and liver fibrosis assessed by either biopsy 

or transient elastography (Fibroscan®). 

 

Table 3. Clinical and biochemical characteristics of patients with NAFLD, stratified by liver 

fibrosis assessed by transient elastography. 

 

Supplementary table 1. Clinical and biochemical characteristics of patients with NAFLD, 

stratified by liver fibrosis assessed by liver biopsy.  

 

 

 

  


