< ..
P hiomedicines @\py

Systematic Review

The Visceral Adiposity Index in Non-Alcoholic Fatty Liver
Disease and Liver Fibrosis—Systematic Review and
Meta-Analysis

2

Abdulrahman Ismaiel 10, Ayman Jaaouani “‘*/, Daniel-Corneliu Leucuta 3,#(), Stefan-Lucian Popa 1

and Dan L. Dumitrascu 1

2nd Department of Internal Medicine, “Iuliu Hatieganu” University of Medicine and Pharmacy,

400006 Cluj-Napoca, Romania; abdulrahman.ismaiel@yahoo.com (A.L); popa.stefan@umfcluj.ro (S.-L.P.);
ddumitrascu@umfcluj.ro (D.L.D.)

Faculty of Medicine, “Iuliu Hatieganu” University of Medicine and Pharmacy, 400006 Cluj-Napoca, Romania;
ayman.jaaouani.aj@gmail.com

Department of Medical Informatics and Biostatistics, “Iuliu Hatieganu” University of Medicine and
Pharmacy, 400349 Cluj-Napoca, Romania

*  Correspondence: dleucuta@umfcluj.ro; Tel.: +40-26-459-7256 (ext. 2502)

Abstract: (1) Background: In order to avoid a liver biopsy in non-alcoholic fatty liver disease (NAFLD),
several noninvasive biomarkers have been studied lately. Therefore, we aimed to evaluate the visceral
adiposity index (VAI) in NAFLD and liver fibrosis, in addition to its accuracy in predicting NAFLD
and NASH. (2) Methods: We searched PubMed, Embase, Scopus, and Cochrane Library, identifying
observational studies assessing the VAI in NAFLD and liver fibrosis. QUADAS-2 was used to
check for evaluate the quality of included studies. The principal summary outcomes were mean difference
updates (MD) and area under the curve (AUC). (3) Results: A total of 24 studies were included in our review.
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VAI levels were significantly increased in NAFLD (biopsy-proven and ultrasound-diagnosed), simple
steatosis vs. controls, and severe steatosis vs. simple steatosis. However, no significant MD was
found according to sex, liver fibrosis severity, simple vs. moderate and moderate vs. severe steatosis,
pediatric NAFLD, and NASH patients. The VAI predicted NAFLD (AUC 0.767) and NASH (AUC
0.732). (4) Conclusions: The VAI has a predictive value in diagnosing NAFLD and NASH, with
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Publisher’s Note: MDPT stays neutral Nonalcoholic fatty liver disease (NAFLD) is a multi-system disease, being mainly a
with regard to jurisdictional claims in  liver pathology involving excessive hepatic fat accumulation unrelated to alcohol consump-
published maps and institutional affil-  tion or other secondary causes of hepatic steatosis [1]. It is an emerging cause of concern
iations. and increasing clinical burden, imposing a public health challenge. NAFLD is the most

common chronic liver disease and is predicted to be the most common indication for a liver
transplant in Western countries by 2030, owing to a prevalence of 25% worldwide [2,3]. As
- of today, no therapies are approved for the management of NAFLD.

NAFLD includes a spectrum ranging from non-alcoholic fatty liver (NAFL), which can
progress to non-alcoholic steatohepatitis (NASH), being associated with lower survival rates
as demonstrated in long-term longitudinal studies and likely to progress, if left without
intervention, to cirrhosis, liver failure, and hepatocellular carcinoma (HCC) [4-6]. Moreover,
Attribution (CC BY) license (https:// NAFLD is also associated with extra-hepatic complications, including a significant increase
creativecommons.org, licenses /by / in overall mortality from cardiovascular causes, as well as an increased incidence of type 2
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Obesity, a modifiable risk factor also common among NAFLD patients, is highly asso-
ciated with lipodystrophy, adipose tissue dysfunction, metabolic syndrome (MetS), T2DM,
and hepatic steatosis. Moreover, MetS is more prevalent among NAFLD patients than
those without it [9]. NAFLD is more often being recognized as the hepatic manifestation
of MetS, involving an interplay of adipokines released from excess visceral adipose tissue
(VAT), cytokines, and inflammatory factors secreted from the macrophages residing in VAT,
resulting in a chronic state of inflammation and decreased hepatic insulin extraction, all
leading to insulin resistance [10-14].

Currently, histopathological sampling is the gold standard for differentiating NAFL
from NASH as well as for liver fibrosis staging [15]. However, the procedure is invasive,
with exposed sampling errors and inter-observer variability [16]. Hence, it is a critical
matter to identify NAFLD using rapid, cheap, noninvasive methods with low risks for
such a prevalent condition in order to evaluate the risk and prevent disease progression,
and thereby complications. The current guidelines agree that risk stratification can be
performed by noninvasive methods. However, no acceptable noninvasive techniques were
found to differentiate between bland steatosis and steatohepatitis.

In this context, the accuracy of several anthropometric indicators, biomarkers, and
complex models have been evaluated in predicting NAFLD and quantifying liver fibro-
sis [17]. The current guidelines recommend several noninvasive biomarkers and scores
for predicting hepatic steatosis and steatohepatitis, such as the fatty liver index (FLI) and
the NAFLD liver fat score [18,19]. Moreover, increased cytokeratin-18 was found to have
a good predictive value for NASH from normal livers; however, it was not able to differ-
entiate NASH from simple steatosis. Noninvasive scores of advanced fibrosis include the
NAFLD fibrosis score (NFS), the fibrosis-4 index (FIB-4), the AST/ALT ratio index, and
serum biomarkers such as the ELF panel, FibroMeter, FibroTest, and HepaScore [20].

Nevertheless, the current NAFLD diagnosis guidelines lack any recommendations
regarding the visceral adiposity index (VAI), a scoring system based on body mass index,
triglycerides, high-density lipoproteins (HDLs), and waist circumferences (WCs), probably
due to inconclusive and insufficient data [21]. The VAI indirectly reflects the visceral
adiposity function and is also related to insulin resistance [22]. The VAI has been recently
studied as a screening tool for MetS and high-risk ‘patients” detection [23]. It has been
shown to be performant in accurately screening for MetS, making the VAI more relevant to
be studied in NAFLD.

Therefore, we conducted a systematic review and meta-analysis aiming to assess the
VAI in NAFLD, including hepatic steatosis and NASH, as well as quantifying liver fibrosis.
We also evaluated whether the VAI can differentiate between different hepatic steatosis
grades and simple steatosis from NASH.

2. Materials and Methods

This systematic review and meta-analysis were written as per the Preferred Reporting
Items for Systematic Reviews and Meta-Analyses (PRISMA) 2020 statement [24]. The study
was registered in INPLASY (International Platform of Registered Systematic Review and
Meta-analysis Protocols); registration number (INPLASY2021120056) [25].

2.1. Data Sources and Search Strategy

We conducted a computerized search in PubMed, Embase, Scopus, and Cochrane
Library electronic databases in order to identify observational studies assessing the VAI in
NAFLD and liver fibrosis. The used search string is described in Supplementary Materials.
Moreover, we performed a manual search for relevant missed publications through screen-
ing the references of included articles. The literature search was conducted from inception
till the 19 October 2021 by two investigators (A.L. and D.C.L.) independently. In the case of
discrepancies, a consensus was reached through discussion. We did not apply any filter or
restrictions to duration, country, or language during the search. The titles and abstracts
were then screened for eligibility, followed by full-text assessment of articles fulfilling our
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inclusion and exclusion criteria. Data extraction was performed by one investigator (A.].)
and verified by another (S.L.P.), while any discrepancies were resolved by confronting the
source article. The extracted data included author names, publication year, country, design
of the study, studied population, total sample size, NAFLD percentage, mean age, sex
distribution, body mass index (BMI), NAFLD diagnosis technique, mean =+ SD or median
(interquartile range), area under receiver operating characteristic (AUROC) curve, and
main study outcome, which were collated and presented in the manuscript text.

2.2. Eligibility Criteria

The inclusion criteria of original articles in our systematic review and meta-analysis
were as follows: (1) observational cohort, cross-sectional, or case—control studies assessing
the VAI in NAFLD and liver fibrosis; (2) hepatic steatosis confirmed histologically through
a liver biopsy, or evaluated by imagistic techniques such as ultrasonography, computed
tomography (CT), and magnetic resonance imaging (MRI), or by noninvasive biomarkers
and scores; (3) liver fibrosis confirmed histologically, or assessed by transient elastography
(FibroScan), or noninvasive biomarkers and scores; (4) human studies with no restric-
tions to gender, race, or ethnicity; and (5) studies published in English, German, French,
or Romanian.

The exclusion criteria were as follows: (1) the presence of secondary causes of hepatic
steatosis, significant alcohol consumption based on each study definition or any other cause
of chronic liver disease (CLD); (2) liver cirrhosis of any etiology or end-stage liver disease
patients who underwent or were awaiting liver transplantation; (3) hepatitis virus of any
etiology; (4) HIV infection or use of antiretroviral therapy; (5) polycystic ovarian syndrome;
and (6) editorials, letters, short surveys, commentaries, case reports, conference abstracts,
review articles, practice guidelines, and abstracts published without a full article.

2.3. Risk of Bias Assessment in Individual Studies

Quality assessment of all included studies, evaluating the risk of bias and internal
validity, was performed in a similar manner using the Quality Assessment of Diagnostic
Accuracy Studies 2 (QUADAS-2) tool by two investigators (A.L. and D.C.L.) indepen-
dently [26]. A consensus was reached through discussion in the presence of disagreement
between the evaluations of the two investigators. The items assessed in the quality assess-

ment tool were answered by either “yes”, “no”, or “unclear”. The eligibility of the studies
was not affected by the methodological quality assessment results.

2.4. Summary Measures and Synthesis of Results

The data analyses of the systematic review and meta-analysis were performed using
R with the Metafor package (OpenMeta [Analyst]) [27,28]. The principal summary out-
comes of the VAI in NAFLD and liver fibrosis were the mean difference (MD) of the VAI
and the area under the curve (AUC) evaluating the accuracy of the VAI. Between-study
heterogeneity was evaluated by a x?-based Q-test and I2. As per the recommendations
of the Cochrane Handbook for identifying and measuring heterogeneity, we estimated
12 values of 0 to 40% as not important; 30 to 60% as moderate heterogeneity; 50 to 90%
as substantial heterogeneity; and 75 to 100% as considerable heterogeneity. In studies
reporting medians and interquartile ranges (IQRs), we calculated the mean and standard
deviation (SD) based on them. The standard error of the AUC was calculated from the
confidence interval (CI) and the point estimate. For the one study where the authors
did not report the confidence intervals for the ROC curve, we proceeded to extract the
data of the ROC curves using WebPlotDigitizer, version 4.5 (c 2010-2021 Ankit Rohatgi
https:/ /apps.automeris.io/wpd/ accessed on 1 November 2021), and we then computed
the standard error of the mean with pROC package version 1.17.0.1 [29] using the method
of Obuchowski [30]. We combined the statistics (means and standard deviations) of the
groups in studies with several subgroups of NAFLD patients or control subjects, to get the
statistic for the entire set of subjects (when this was missing), according to the Cochrane
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Handbook recommendations. Subgroup analysis was conducted according to the diagnosis
method of NAFLD, adults, pediatrics, the severity of hepatic steatosis, NASH, liver fibrosis
grading, diabetic/prediabetic NAFLD patients, and sex, depending on the available values
from the extracted data from included studies. For all meta-analyses, we used restricted
maximum likelihood random-effects models. We reported the data from each study as the
estimated MD with 95% CI, lower bound, upper bound, standard error, and p-value, or
the estimated AUC with 95% CI, lower bound, upper bound, standard error, and p-value.
Statistical significance was considered to be achieved if the p-value was <0.05. The analyses
were conducted if at least two studies reported the same outcome with available mean and
SD, median (IQR), or AUC with lower and upper CI levels of the VAL

2.5. Publication Bias, Sensitivity Analyses, and Meta-Regression

For meta-analyses that included more than 10 studies, we checked for publication bias
with funnel plots and the Egger test; in the case of high heterogeneity, we did a sensitivity
analysis and meta-regression analyses to explore the heterogeneity. The sensitivity analysis
assessed the leave-one-out effect on heterogeneity and effect estimate, excluding high-
leverage studies or outliers, which were identified with dmetar package version [31].

A random-effects metaregression was performed, using the Knapp-Hartung method
to compute confidence intervals and p-values. Several models were built that accounted for
the year of publication and for the most important QUADAS-2 bias domains identified in
the risk of bias assessment of the studies. We used one variable per model to prevent over-
fitting since the two metaregressions had 12 and 14 included (number of studies divided
by ten to find how many variables to use in the model), and only one multivariate model
that included two variables, thus with some degree of overfitting. For the multivariate
model, we checked for the presence of multicollinearity with variance inflation factors. The
sensitivity analyses and metaregressions were performed in R environment for statistical
computing and graphics, version 4.0.2 (R Foundation for Statistical Computing, Vienna,
Austria), using the meta R package [32,33].

3. Results
3.1. General Results

The initial search yielded one hundred and eighty-nine articles (PubMed = 36 articles,
EMBASE =70 articles, Scopus = 34 articles, and Cochrane Library =49 articles), as shown in
Figure 1. A total of forty-three studies were detected as duplicates and removed. After the
removal of duplicates, one hundred and forty-six articles were evaluated for inclusion and
exclusion criteria fulfillment by assessing the titles and abstracts. After the first screening
was performed, we excluded a total of 90 articles as follows: (1) two reviews, (2) eleven
conference abstracts and papers, (3) five letters, editorials, and notes, and (4) tseventy-two
irrelevant studies to this review topic. We were not able to retrieve one article. Subsequently,
we performed a thorough reading and evaluation of the full texts for further eligibility
assessment for the remaining fifty-five articles. Of these articles, thirty-one were excluded
with reasons as follows: (1) eleven articles were conference abstracts [34—44], (2) three
articles were letters, editorials, and notes [45-47], (3) four did not involve NAFLD pa-
tients [48-51], (4) two studies involved HIV patients [52,53], (6) one study involved patients
with gastroenteropancreatic neuroendocrine tumors [54], (7) two studies involved patients
with polycystic ovarian syndrome [51,55], (8) six were interventional studies [56-61], and
(9) two articles were published in Chinese and Portuguese [62,63]. The total number of arti-
cles included in the qualitative synthesis was twenty-four studies, out of which twenty-two
studies were included in the quantitative synthesis [36,42,44,55,64-83].
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Figure 1. PRISMA flow diagram—identification, screening, and inclusion phases of our systematic
review and meta-analysis.

3.2. Study Characteristics

A summary of the main characteristics of the included studies is presented in Supple-
mentary Table S1. This systematic review and meta-analysis included a total number of
70,519 individuals. The sex distribution was higher for males (females—28,248 (40.1%),
males—42,271 (59.9%)). NAFLD was present in 25,429 subjects (36%) of the total study
sample. Nine studies were conducted in Europe (Italy n = 3, Spain n = 1, Turkey n = 2,
Serbia n = 1, France n = 1, and Bulgaria n = 1), three in the Middle East (Iran n = 2, Egypt
n = 1), three in Asia (China n =7, Japan #n = 1), and two in both North America (USAn =1,
Mexico n = 1) and Australia (n = 2).

3.3. Definition of NAFLD

Hepatic steatosis was assessed using ultrasonography for diagnosing NAFLD in most stud-
ies (n = 15) [36,55,64,67,68,70,73,75-77,79-83], while five studies used a biopsy [42,44,65,66,78].
Moreover, two studies used both [69,72]. Finally, one study used abdominal CT according
to the liver/spleen attenuation ratio [71], and one study used proton magnetic resonance
spectroscopy (H-MRS) in combination with steatosis biomarkers [74].

3.4. The VAI and NAFLD

The VAI was evaluated in a total of fourteen studies comparing values in NAFLD
patients with control subjects [44,65,67,68,70,71,74,76-78,80-83]. Figure 2 summarizes
the obtained meta-analysis results. The pooled analysis of included studies that assess
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the VAI in adult and pediatric NAFLD patients vs. control subjects showed an over-
all MD of 1.125 (95% CI 0.560-1.690). Considerable heterogeneity was reported with
an I? = 99% and a p-value < 0.001. Moreover, subgroup analysis was conducted in
adults [44,65,67,68,70,71,74,77,78,80,82,83] and pediatrics [76,81] separately, with an MD of
1.1227 (95% C1 0.584-1.869) with considerable heterogeneity (12 =98.83% and a p-value < 0.001),
and an MD of 0.443 (95% CI -0.052-0.938) with substantial heterogeneity (I? = 56.26% and a
p-value = 0.131), respectively.

Studies Estimate (95% C.I.)
Musso 2012 0.025 (-0.115, 0.165) -
Vongsuvanh 2012 1.154 (0.777, 1.531) ——
Feng 2014 0.448 (0.273, 0.623) -
Keating 2017 0.900 (0.331, 1.469) —
Eremic-Kojic 2018 0.150 (-1.110, 1.410)
Ebrahimi 2019 0.987 (0.251, 1.723) —_——
Fu 2019 0.200 (-0.223, 0.623) — -
Villanueva-Ortega 2019 0.834 (0.126, 1.542) —_—
Coccia 2020 1.784 (0.365, 3.203) e
Zaki 2020 3.600 (3.204, 3.996) —a—
Li 2021 0.280 (0.158, 0.402) E 3
Lin 2021 2.767 (2.264, 3.269) —
Sheng 2021 0.853 (0.814, 0.893) -
Vural Keskinler 2021 1.895 (1.051, 2.738) —
Overall (1*2=99 % , P<0.001) 1.125 (0.560, 1.690) <>
I T : T 1
-4 -2 0 2 4
VAI (Adults & Pediatrics): NAFLD vs. Controls
Studies Estimate (95% C.I.)
Musso 2012 0.025 (-0.115, 0.165) L 3
Vongsuvanh 2012 1.154 (0.777, 1.531) ——
Feng 2014 0.448 (0.273, 0.623) -
Keating 2017 0.900 (0.331, 1.469) —
Eremic-Kojic 2018 0.150 (-1.110, 1.410)
Ebrahimi 2019 0.987 (0.251, 1.723) —_—
Fu 2019 0.200 (-0.223, 0.623) o
Coccia 2020 1.784 (0.365, 3.203) E—
Zaki 2020 3.600 (3.204, 3.996) —.
Lin 2021 2.767 (2.264, 3.289) —_—
Sheng 2021 0.853 (0.814, 0.893) -
Vural Keskinler 2021 1.895 (1.051, 2.738) —
Overall (12=98.83 % , P<0.001) 1.227 (0.584, 1.869) <>
T T T 1

Studies Estimate (95% C.I.)
Villanueva-Ortega 2019 0.834 (0.126, 1.542)
Li 2021 0.280 (0.158, 0.402)

Overall (1*2=56.26 % , P=0.131) 0.443 (-0.052, 0.938)

2 0 2
VAI (Pediatrics): NAFLD vs. Controls

Figure 2. The VAI in NAFLD patients (adults and pediatrics) vs. controls, NAFLD patients (adults)
vs. controls, and NAFLD patients (pediatrics) vs. controls.

We also evaluated the VAI in NAFLD patients vs. controls according to the hepatic
steatosis diagnosis method as outlined in Figure 3, including a liver biopsy [44,65,78,82]
in four studies with an MD of 1.100 (95% CI 0.203-1.997) with considerable heterogeneity
(I> = 93.27% and a p-value < 0.001), and ultrasonography in adult and pediatric NAFLD
patients [67,68,70,76,77,80,81,83] in eight studies with an MD of 1.262 (95% CI 0.383-2.142)
with considerable heterogeneity (I> = 98.83% and a p-value < 0.001), as well as for adult
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NAFLD patients [67,68,70,77,80,83] in six studies with an MD of 1.501 (95% CI 0.388-2.614)
with considerable heterogeneity (I> = 99.18% and a p-value < 0.001).

Studies Estimate (95% C.I.)
Musso 2012 0.025 (-0.115, 0.165) =
Vongsuvanh 2012 1.154 (0.777, 1.531) ——
Coccia 2020 1.784 (0.365, 3.203) —_——
Vural Keskinler 2021 1.895 (1.051, 2.738) ——
Overall (1*2=93.27 % , P< 0.001) 1.100 (0.203, 1.997) —— T
I T ‘ T 1
4 2 0 2 4
VAIl: NAFLD (Biopsy-proven) vs. Controls
Studies Estimate (95% C.I.)
Feng 2014 0.448 (0.273, 0.623) -+
Eremic-Kojic 2018 0.150 (-1.110, 1.410)
Ebrahimi 2019 0.987 (0.251, 1.723) —_—
Villanueva-Ortega 2019 0.834 (0.126, 1.542) —_—
Zaki 2020 3.600 (3.204, 3.99%96) — -
Li 2021 0.280 (0.158, 0.402) L 3
Lin 2021 2.767 (2.264, 3.269) —_—
Sheng 2021 0.853 (0.814, 0.883) -
Overall (1*2=99.42 % ,P< 0.001) 1.262 (0.383, 2.142) —_—
T T ‘ T 1
4 2 1] 2 4
VAI (Adults & Pediatrics): NAFLD (Ultrasound-diagnosed) vs. Controls
Studies Estimate (95% C.I.)
Feng 2014 0.448 (0.273, 0.623) -+
Eremic-Kojic 2018 0.150 (-1.110, 1.410) -
Ebrahimi 2019 0.987 (0.251, 1.723) ——
Zaki 2020 3.600 (3.204, 3.996) —-
Lin 2021 2.767 (2.264, 3.269) —a
Sheng 2021 0.853 (0.814, 0.883) -
Overall (1*2=99.18 % , P< 0.001) 1.501 (0.388, 2.614) —— T
f T T 1

) 4

2 0 2
VAl (Adults): NAFLD (Ultrasound-diagnosed) vs. Controls

Figure 3. The VAl in biopsy-proven NAFLD vs. controls, ultrasound-diagnosed NAFLD (adults and
pediatrics) vs. controls, and ultrasound-diagnosed NAFLD (adults) vs. controls.

3.5. The VAI and NASH

The VAI was evaluated in two studies comparing values in NAFLD patients with
control subjects [44,78]. Figure 4 summarizes the obtained meta-analysis results. The pooled
analysis of included studies assessing the VAI in NASH patients vs. control subjects showed
an overall MD of 0.855 (95% CI—0.771-2.482) [44,78]. Considerable heterogeneity was
reported with an I? = 97.59% and a p-value < 0.001. Moreover, we evaluated the VAI in simple
steatosis vs. NASH patients in five studies reporting an overall MD of —0.386 (95% CI—0.970-
0.197) with substantial heterogeneity (12 =7251% and a p-value = 0.026) [36,44,65,78,82].

3.6. The VAI and Hepatic Steatosis Severity

A total of four studies compared VAI values in simple steatosis with control sub-
jects [44,69,77,78]. Moreover, simple vs. moderate, moderate vs. severe, and simple vs.
severe hepatic steatosis were evaluated in three studies [44,69,77] as outlined in Figure 5,
summarizing the obtained meta-analysis results. The pooled analysis of included studies
assessing VAI in simple steatosis patients vs. control subjects showed an overall MD of
1.073 (95% CI 0.212-1.934). Considerable heterogeneity was reported with an I? = 95.9%
and a p-value < 0.001. Furthermore, we evaluated the VAI in simple steatosis vs. moderate
steatosis reporting an overall MD of —0.980 (95% CI—2.039-0.080) with considerable hetero-
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geneity (I? = 64.42% and a p-value = 0.047), moderate steatosis vs. severe steatosis reporting
an overall MD of —0.018 (95% CI—0.858-0.822) without important heterogeneity (I = 0%
and a p-value = 0.688), and simple steatosis vs. severe steatosis with a MD of —0.939 (95%
CI—1.513-0.365) without important heterogeneity (1> = 0% and a p-value = 0.612).

Studies Estimate (95% C.I.)

Musso 2012
Vongsuvanh 2012

[=)

.040 (-0.141, 0.221)
.700 (1.229, 2.171)

[

Overall (1*2=97.59 % , P< 0.001) 0.855 (-0.771, 2.482)

-4 0 2 4
VAI: NASH vs. Controls

Studies Estimate (95% C.I.)

Musso 2012 -0.030 (-0.223, 0.163)

Vongsuvanh 2012 -0.400 (-0.999, 0.199) —-—

Ercin 2015 0.210 (-0.568, 0.988) T

Coccia 2020 -2.020 (-3.318, -0.722) —_— |

Vural Keskinler 2021 -0.600 (-1.901, 0.701) . B

Overall (1*2=72.51 % , P=0.026) -0.386 (-0.970, 0.197) -<=r
r T - T 1
-4 4

2 0 2
VAI: Simple Steatosis vs. NASH

Figure 4. The VAI in NASH patients vs. controls and simple steatosis vs. NASH patients.

Studies Estimate (95% C.I.)
Musso 2012 0.010 (-0.150, 0.170)
Vongsuvanh 2012 0.800 (0.356, 1.244) N
Fedchuk 2014 1.600 (1.186, 2.014) .-
Lin 2021 1.950 (1.478, 2.422) B
Overall (1*2=95.9 % , P<0.001) 1.073 (0.212, 1.934) —
r T T 1
4 2 0 2 4
VAI: Simple Steatosis vs. Controls
Studies Estimate (95% C.I.)
Fedchuk 2014 -1.300 (-2.996, 0.396) — .
Vongsuvanh 2012 -0.200 (-0.897, 0.497) N
Lin 2021 -1.750 (-2.824, -0.676) —8—
Overall (1*2=64.42 % , P=0.047) -0.980 (-2.039, 0.080) e ———
r T T 1
4 2 0 2 4
VAI: Simple S! is vs. Mod S
Studies Estimate (95% C.I.)
Vongsuvanh 2012 -0.400 (-1.611, 0.811) —
Fedchuk 2014 0.400 (-1.383, 2.183) ]
Lin 2021 0.290 (-1.252, 1.832) —_—
Overall (1*2=0 % , P=0.688) -0.018 (-0.858, 0.822) ~<1>
r T T T 1
-4 -2 0 2 4
VAI: Mod S is vs. Severe S i
Studies Estimate (95% C.I.)
Vongsuvanh 2012 -0.600 (-1.752, 0.552) o=
Fedchuk 2014 -0.900 (-1.675, -0.125) —i—
Lin 2021 -1.460 (-2.736, -0.184) i
Overall (12=0 % , P=0.612) -0.939 (-1.513, -0.365) -
r T : T 1
4 2 0 2 ]
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Figure 5. The VAI in simple steatosis vs. controls, simple steatosis vs. moderate steatosis, moderate
steatosis vs. severe steatosis, and simple steatosis vs. severe steatosis.
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3.7. The VAI and Liver Fibrosis

The VAI was evaluated in a total of three studies comparing FO-F1 vs. F2-F4 [36,42,44]
and another two comparing FO-F2 vs. F3-F4 [44,69]. Figure 6 summarizes the obtained
meta-analysis results. The pooled analysis of included studies assessing VAI in FO-F1 vs.
F2-F4 showed an overall MD of —0.569 (95% CI—1.196-0.059). Considerable heterogeneity
was reported with an 12 = 70.97% and a p-value = 0.023. Moreover, a pooled analysis of
included studies evaluating the VAI in FO-F2 vs. F3-F4 showed an overall MD of —0.415
(95% CI—1.160-0.329). No important heterogeneity was reported with an I> = 0% and a
p-value = 0.327.

Studies Estimate (95% C.I.)

Petta 2011 -1.100 (-1.578, -0.622) —l—

Vongsuvanh 2012 -0.470 (-1.190, 0.249) —‘.—7

Ercin 2015 -0.070 (-0.649, 0.509) ——

Overall (1*2=70.97 % , P=0.023) -0.569 (-1.196, 0.059) <>
r T T 1
-4 0 - 4 4

VAI: FO-F1 vs. F2-F4

Studies Estimate (95% C.I.) H

Vongsuvanh 2012 ~0.055 [-1.091; 0.981) —~—.—

Fedchuk 2014 -0.800 (-1.869, 0.269) +—

Overall (1*2=0 % , P=0.327) -0.415 (-1.160, 0.329) <<:ﬁ

I T T T
4 2 0 2 4
VAI: FO-F2 vs. F3-F4

Figure 6. The VAl in liver fibrosis—F0-F1 vs. F2-F4 and FO-F2 vs. F3-F4.

3.8. The VAI and Diabetic/Prediabetic NAFLD Patients

A total of two studies reported values of the VAI in diabetic and prediabetic patients
with NAFLD [67,73]. Figure 7 summarizes the obtained meta-analysis results. The pooled
analysis of included studies assessing the VAI in diabetic/prediabetic NAFLD patients
showed an overall MD of —1.234 (95% CI—1.718- —0.750). No important heterogeneity
was reported with an I? = 0% and a p-value = 0.465.

Studies Estimate (95% C.I.)
Ebrahimi 2019 ~0.896 (-1.924, 0.132) — .
Karamfilova 2019 ~1.330 (-1.878, -0.782) ——
Overall (1*2=0 % , P=0.465) -1.234 (-1.718, -0.750) g
T T T 1

-2 0 2
VAI: NAFLD - Diabetic/Prediabetic vs. Non-diabetic

Figure 7. The VAl in type 2 diabetes mellitus/prediabetic NAFLD patients vs. non-diabetic NAFLD
patients.

3.9. The VAI and Males and Females

Two studies reported values of the VAI in male and female NAFLD patients [72,80,81].
Figure 8 summarizes the obtained meta-analysis results. The pooled analysis of included
studies assessing the VAI in male and female NAFLD patients showed an overall MD of
—1.092 (95% CI—2.597-0.413). Substantial heterogeneity was reported with an I? = 87.46%
and a p-value < 0.001.
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Studies Estimate (95% C.I.)

Izadi 2018 -2.340 (-3.616, -1.064)
Villanueva-Ortega 2019 -1.430 (-2.721, -0.139)
Sheng 2021 0.147 (0.058, 0.236)

Overall (1*2=87.46 % , P<0.001) -1.092 (-2.597, 0.413)

VZVAI NAFLD - M:Ies vs. Females2
Figure 8. VAI in male vs. female NAFLD patients.

3.10. VAl in Predicting NAFLD and NASH

A total of six studies evaluated the VAI in predicting NAFLD and two studies in pre-
dicting NASH. Figure 9 summarizes the results obtained in the meta-analysis. The pooled
studies for the analysis evaluating the VAI in predicting NAFLD demonstrated an overall
AUC of 0.767 with a 95% CI of 0.692-0.841, I? = 99.33, and p-value < 0.001 [64,71,75,80,82,83].
VAI predicted NASH with an overall AUC of 0.732 with a 95% CI of 0.669-0.795, I2=0,and
p-value of 0.375 [66,82].

Studies Estimate (95% C.I.)
Li 2017 0.747 (0.736, 0.758) =
Fu 2019 0.621 (0.518, 0.724) |
Cen 2020 0.752 (0.745, 0.759) -]
Zaki 2020 0.920 (0.873, 0.967) —a—
Sheng 2021 0.800 (0.791, 0.809) |
Vural Keskinler 2021 0.720 (0.617, 0.823) T
Overall (1"2=99.33 % , P< 0.001) 0.767 (0.692, 0.841) <>
T T T : T 1
0 02 04 06 08 1
AUC: NAFLD
Studies Estimate (95% C.I.)
Diez-Rodriguez 2014 0.710 (0.630, 0.790) 4
Vural Keskinler 2021 0.769 (0.666, 0.872) ——
Overall (1*2=0 % , P=0.375) 0.732 (0.669, 0.795) —

AUC: NASH
Figure 9. Accuracy of the VAI in predicting NAFLD and NASH.

3.11. Publication Bias, Sensitivity Analyses, and Meta-Regression

We performed several analyses, but only two analyses had more than 10 items to allow
for a formal study of publication bias, sensitivity analysis, and meta-regression.

Supplementary Figure S1 outlines the results of the funnel plot for the VAI, comparing
adult and pediatric NAFLD patients with controls, reporting the results of the publication
bias test of p = 0.696. Alongside it, Supplementary Figure S2 outlines the results of the
funnel plot for the VAI, comparing only adult NAFLD patients with controls, reporting the
results of the publication bias test of p = 0.565.

Since the results had high heterogeneity in all subjects (adults and children group), as
well as in the children-only group comparing NASH with controls regarding the means
of the VAI, we performed a leave-one-out analysis (Supplementary Figures S3 and S4).
No matter what study was removed, the results remained statistically significant, but the
heterogeneity remain high too (I> above 95%). Although there were several outliers (some
diminishing the MD—Musso and Li for the adults and children group [76,78]—and two
increasing the MD—Zaki and Lin [77,83]), only Zaki was an influential point, in both
meta-analyses [83]. Nevertheless, the heterogeneity after removing it did not diminish
greatly (96% or 95%), and the result remained statistically significant, MD = 0.98 (95% CI
0.48-1.49), and preserved the same direction. Moreover, we tried to exclude both the Zaki
and Lin studies to see if the result was robust, and it was: MD = 0.97 (95% CI 0.51-1.43)—for
all subjects, I = 97.4% (p < 0.001); MD = 1 (95% CI 0.33-1.68)—for children-only group,
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p = 0.004, maintaining the same direction and being statistically significant, I* = 97.4%
(p < 0.001). The removal of the Musso or Li studies would have given more weight to the
observed difference and thus sustain our findings. In conclusion, the heterogeneity is high,
but the results seem robust.

In order to check the source of the unaccounted heterogeneity, we built several metare-
gression models adjusting for publication year, risk of bias in patient selection, risk of
bias in standard test quality, and a multivariate model including the publication year and
patient selection quality for studies on adults and children, as well as for studies on adults
only (Supplementary Tables S3 and S4). The patient risk of bias in selection quality and the
risk of bias in standard test quality were selected for metaregression after observation using
the QUADAS-2 tool while assessing the risk of bias, as these were the domains of the tool
with the highest variability (the other domains were without bias or rarely with biased).
We did not find any statistically significant associations. Nevertheless, the more recent the
publication year of the study the bigger the mean difference of the VAI between NASH and
controls, in both univariate and multivariate models in studies on children as well as in
the multivariate model in studies on adults and children, being closer to the significance
level (p-values below 0.11). The higher the risk of bias concerning the standard test (studies
not using a liver biopsy), the higher the mean difference of the VAI between NASH and
controls, especially in the multivariate model, but not reaching the significance level.

3.12. Bias Evaluation

The risk of bias in individual studies was evaluated using the QUADAS-2 tool as
outlined in Supplementary Figure S5 and Table S2. There were several issues regarding the
bias present in the reviewed studies: about 60% of studies did not use the same reference test
for all subjects included in their study; several studies did not have a complete description of
how the reference test was performed; and information regarding the biopsy sample details
and histological evaluation was not completely described in all studies that performed a
liver biopsy. Therefore, the reference standard, its conduct, or its interpretation could have
introduced bias. Furthermore, almost half of the studies had a high risk of bias regarding
patient selection. Moreover, in 80% of the studies, the included patients might not match
the review questions, posing a problem regarding their applicability. It was not clear if
the reference standard results were interpreted without knowledge of the results of the
index test in all the assessed studies, but this is highly unlikely to have been the case.
Likewise, 20% of the studies had unclear applicability, raising concern that the index test,
its conduct, or interpretation might differ from the review question. Moreover, the test
operators’ training and the withholding of an eventual treatment during the diagnostic
tests were not specified in most studies.

4. Discussion

Lately, several scores and biomarkers have been studied in order to avoid a liver biopsy,
an invasive procedure that is currently the current gold standard with which to diagnose
NAFLD and liver fibrosis. In our systematic review and meta-analysis, we evaluated
VAl values in NAFLD according to diagnosis method, sex, and the presence of T2DM, in
addition to NASH, quantifying liver fibrosis and hepatic steatosis severity. We also assessed
the accuracy of the VAl in predicting NAFLD and NASH. We included twenty-four articles
with a total population of 70,519 in our qualitative synthesis, out of which 22 studies were
included in our quantitative synthesis. We reported that the VAl is significantly increased
in adult NAFLD patients, whether biopsy-proven or ultrasound-diagnosed, in contrast
with the pediatric population, where there was no significant association between the VAI
and NAFLD. Additionally, the VAI was able to discriminate between simple steatosis and
controls, as well as severe steatosis and simple steatosis. Diabetic or prediabetic NAFLD
patients presented significantly different VAI values compared to NAFLD non-diabetic
patients. However, it was not able to differentiate between NASH and controls, NASH
and simple steatosis, liver fibrosis severity, simple and moderate, as well as moderate and
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severe steatosis. Furthermore, no significantly different VAI values were reported between
sexes in NAFLD patients. Compared to other studied noninvasive markers, our results
showed that the VAI has a good predictive value in diagnosing NAFLD and NASH.

It is worthwhile to highlight that a consensus of experts suggested changing the name
NAFLD to metabolic-dysfunction-associated fatty liver disease (MAFLD), a shift in the
paradigm and the underlying pathogenesis towards a more general term that does not
specifically address NAFLD. The diagnostic criteria of MAFLD consists of hepatic steatosis
combined with one of the following three elements: overweight/obesity, the presence of
T2DM, and evidence of metabolic dysregulation, which is different from NAFLD; therefore,
our study results reflect findings associated with NAFLD solely [84,85].

We reported several results that need to be further developed. Firstly, the prevalence
of NAFLD in our study was 36%, with a gender distribution of almost 60% males and 40%
females. The latter can be explained by the fact that some studies were male exclusive. Our
study involved populations from diverse ethnicities and backgrounds, making our results
more generalizable and reliable. The current guidelines recommend using a liver biopsy
for the diagnosis and grading of NAFLD, NASH, and liver fibrosis [15]. However, most
included studies in our review used ultrasonography, while only five used liver biopsies.

The mechanism explaining the relationship between the VAI and NAFLD is simple.
In the study conducted by Kim et al., the authors reported that larger areas of visceral
adipose tissue were longitudinally associated with a higher risk of incident NAFLD over
4 years, and that the distribution of fat exerts greater effects on NAFLD than the content
itself. VAl is a simple and easy-to-calculate indirect marker of visceral adipose tissue based
on BMI, WC, triglycerides, and HDL, parameters that describe and relate to adipose tissue
dysfunction maldistribution [86].

We reported a significant increase in VAI values in NAFLD (biopsy-proven and
ultrasound-diagnosed) adult patients. However, this association was not found in pediatric
NAFLD patients. Al-Daghri et al. found that BMI was superior to the VAI, describing the
association with insulin resistance, adipokines, and subclinical inflammation [87]. In fact,
this could be explained by the fact that visceral adipose tissue and inflammation markers
do not correlate with insulin sensitivity in children [88]. Furthermore, the current version
of the VAI fails to factor in the physiological changes that the pediatric population go
through; the use of the VAI on children equates to considering them as “small adults”.
The numerical constants used in the VAI mathematical formula are based on the healthy
Caucasian adult population. Amato et al. (designers of the VAI) state that the index should
not be used in non-Caucasian and pediatric populations in its current version [89]. In an
effort to remediate this, Hernandez et al. designed the pediatric metabolic index (PMI),
which correlates with the homeostatic model assessment of insulin resistance (HOMA-IR),
the Matsuda insulin resistance index, and transaminases. This novel index should be
further evaluated [90].

Moreover, we found that VAI values were significantly higher in patients with simple
steatosis compared with controls and in severe steatosis compared with simple steatosis.
However, we were not able to find any significant mean differences between simple and
moderate steatosis, as well as moderate and severe steatosis. This can be attributed to the
fact that VAl is an indirect surrogate marker for visceral adiposity and does not directly
reflect the process involved in hepatic steatosis, fibrosis, and NASH. A study conducted
by Fedchuk et al. included the VAI, the FLI, the NAFLD liver fat score (NAFLD-LFS),
the hepatic steatosis index (HSI), and the triglyceride-glucose index (TryG). The outcome
was that aside from the VAI, all markers showed a linear trend with histological steatosis
grading, albeit with a weak-to-moderate correlation with the histological amount of liver
steatosis. Only the FLI and NAFLD indexes were able to discriminate between moderate
and mild steatosis. However, none of these indexes were able to distinguish between
moderate and severe steatosis. In detecting the highest grade of steatosis all did poorly,
with the NAFLD-LFS having the highest AUROC (0.72). All markers were confirmed
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to lack the ability to predict more severe steatosis grades vs. no/mild in comparison to
ultrasound as well, with the FLI having the highest AUROC (0.69) [69].

In our meta-analysis, we found no significant MD in VAI values related to liver fibrosis
severity. However, other biomarkers were found to be related to fibrosis severity, including
the NFS with an AUROC of 0.81-0.88, which was able to predict advanced fibrosis in
77% and exclude significant fibrosis in 92.5%. FibroTest, which is a combination of serum
biomarkers, had an AUROC of 0.86 in predicting F2 to F4, and was more performant
in detecting F3-F4. Similarly, a meta-analysis conducted by Vali et al. showed that Fi-
broTest had an acceptable diagnostic performance, AUC > 0.80, only in detecting cirrhosis,
demonstrated by the test’s high negative predictive value (NPV) of 0.90 and 0.98, value for
advanced fibrosis in other chronic liver diseases, and was better used to rule out advanced
liver fibrosis [91,92]. The fatty liver index (FLI) had an AUROC of 0.85. FIB-4 was designed
to predict advanced fibrosis in patients with HCV and HIV coinfection, where the index
had an AUROC of 0.86. Moreover, the aspartate aminotransferase (AST)-to-platelet ratio
was found to be best used in ruling out advanced fibrosis, with an AUROC that varied
depending on the studies in a range from 0.67 to 085. Likewise, the BARD FIB-4’s score
performance varied depending on the studies, ranging from 0.67-0.865, and was found to
be better in ruling out advanced fibrosis and cirrhosis as well in combination with another
noninvasive fibrosis models. The enhanced liver fibrosis (ELF) panel of multiple biomark-
ers was found to have an AUROC of 0.90, the highest among the indices, in predicting
advanced fibrosis F3 and F4. However, it had a lower AUROC (0.76) in predicting F2 to F4
diagnosis [91].

We reported the accuracy of the VAI in predicting NAFLD, with an AUC of 0.767. In
comparison to the VAI, the accuracy of other noninvasive scores in predicting NAFLD
has been evaluated, including the FLI and HSI, which had an AUROC of 0.84 and 0.81,
respectively. Moreover, the NAFLD-LFS was reported to have an AUROC of 0.86-0.87.
SteatoTest, a noninvasive score composed of a panel of specialized tests, was found to have
an AUROC of 0.79-0.80 in predicting biopsy-proven hepatic steatosis [93].

Although we found no significant difference in VAI values between NASH patients
and controls, as well as NASH patients and simple steatosis, we were able to assess its
accuracy in predicting NASH, reporting an AUC of 0.732. A recent meta-analysis conducted
by Ismaiel et al. reported that FIB-4 (AUC 0.729) was better in predicting NASH than the
NAFLD fibrosis score (NFS) (AUC 0.687) [94]. Moreover, Lee et al. evaluated cytokeratin 18
(CK-18), an intermediate filament released upon hepatocytes” death, in predicting NASH.
The authors reported an AUC of 0.82 for CK-19 (M65), while CK-18 (M30) had an AUC
of 0.75 [93]. Thus, VAI performed poorly only in comparison to CK-18 (M65 and M30) in
predicting NASH. Conversely, the shortcomings of CK-18 impede its roll-out and usage
in clinical settings, and those include its commercial unavailability, low sensitivity, and
variability in suggested cut-offs and diagnostic accuracy among studies [95].

There were no signs of publication bias, nor in the funnel plot, nor in the formal
statistical test for publication bias.

Several meta-analyses had high heterogeneity, but only two allowed a closer inspection
of its effect and possible causes, having a sufficient number of included studies. When
comparing NASH with controls regarding the means of the VAI in all subjects (adults
and children group), as well as in the children-only group, the results were robust after
the exclusion of influential studies and outliers, and while performing the leave-one-out
analyses. The results remained statistically significant, with minor clinical differences,
and also, the direction of the result did not change; thus the analyzed results are robust.
Nevertheless, the heterogeneity remained high, even after performing these procedures.
Furthermore, we used metaregression in order to identify the possible sources for the
unaccounted heterogeneity. The results were not statistically significant, which is common
since metaregressions are often underpowered (due to the small number of included
studies). Nevertheless, there was a tendency for more important differences in mean VAI
between NASH and control groups in newer studies, possibly due to better-designed



Biomedicines 2021, 9, 1890

14 of 19

studies. Additionally, there was a tendency for smaller observed differences in studies
not using a liver biopsy, suggesting that noninvasive biomarker identification of NASH
overestimates the diagnostic accuracy of the VAL

Some important limitations in our systematic review and meta-analysis should be
mentioned. Due to the observational design of the included studies, causality cannot be
inferred between the VAI and NAFLD, NASH, hepatic steatosis, or liver fibrosis. While
most studies used ultrasonography instead of a liver biopsy, it is possible that the prevalence
of NAFLD is underestimated. Moreover, only two studies reported on the VAI in pediatric
NAFLD patients. Besides, the current literature is very limited in data evaluating the
VAIin NASH and liver fibrosis. Therefore, more studies evaluating the VAI in pediatric
NAFLD patients, NASH, and liver fibrosis are necessary. As NAFLD is associated with
insulin resistance, studies on the VAI in diabetic and non-diabetic NAFLD patients are of
great relevance. However, only two studies provided VAI values according to the presence
or absence of diabetes/prediabetes. Very few studies reported on how the biopsy was
performed or the experience of the pathologists, which casts some doubts on the accuracy
of the performed reference test. The main limitation of the currently available noninvasive
scores is the absence of a consensus on the cut-off point and ideal threshold that can
balance between sensitivity and specificity. Another significant limitation is that 60% of the
studies did not use the same test for all the subjects included in the study; usually the case
group received a biopsy, while the controls received other (less sensitive) tests. Moreover,
information regarding the handling of a biopsy, histological assessment, and test operators’
training were lacking, and information about the reduction in diagnostic ability of the
standard test might be missing. Both previously reported issues can induce a directional
classification bias, diminishing the accuracy of the results, more likely by underestimating
the presence or severity of the liver disease. The patient selection had a high risk of bias in
almost half of the studies, mostly due to the use of a case—control design and the absence of
reporting of consecutive sampling, which might diminish the accuracy and generalizability
of results. Overall, the biases tend to overestimate the diagnosis ability of the index, a
situation that is common to studies reporting similar indices since they commonly suffer
from the same problems (reduced use of liver biopsy, case—control designs). Some of
the subgroup analyses in our review contained a small number of studies, indicating
underpowered analyses and a reduced robustness of those results, which should be kept in
mind. Nevertheless, the main result of our meta-analysis is based on an important number
of studies and many subjects (e.g., 14 studies and 20688 subjects).

Nevertheless, our systematic review and meta-analysis have important strengths.
The theme of this review is of great clinical significance, as the rapid increase in NAFLD
prevalence and associated complications call for an urgent need for an easy and simple
noninvasive method that could be used in clinical settings in order to screen these patients.
We provided data regarding the accuracy of the VAl in predicting NAFLD and NASH that
can be compared to other noninvasive markers and scores reported in published studies.
We believe that our review sheds light on the missing data in the current literature that
needs further assessment in future studies, while summarizing the current literature in
a nonbiased manner. Moreover, our search strategy was comprehensive and comprised
of several medical databases, which allowed us to study the association in a systematic
manner from several ethnicities, regions, and backgrounds, allowing us to have more
generalizable results.

5. Conclusions

In conclusion, we found that the VAl is significantly increased in adult but not pediatric
NAFLD patients, while being able to discriminate between simple steatosis and controls as
well as severe steatosis and simple steatosis. Nevertheless, no significant mean difference
in VAI values was found between NASH and controls, NASH and simple steatosis, liver
fibrosis severity, simple and moderate, as well as moderate and severe steatosis. The
reported accuracy of the VAI in predicting NAFLD was considered acceptable compared to
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other currently recommended scores and markers. Due to limited published data regarding
the VAI in NASH patients, pediatric populations with NAFLD, liver fibrosis, and diabetic
patients with NAFLD, future research is deemed necessary.
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.3390/biomedicines9121890/s1, Supplementary material: Search Strategy, Supplementary Table S1:
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the methodological quality of included studies; Supplementary Table S3: Meta-regression models
adjusting for publication year, patient selection quality, and standard quality, and a multivariate
model including the publication year and patient selection bias risk, for studies on adults; Supple-
mentary Table S4: Meta-regression models adjusting for publication year, patient selection quality,
and standard quality, and a multivariate model including the publication year and patient selection
bias risk, for studies on adults and children; Supplementary Figure S1: Funnel plot for the VAI, com-
paring adult and pediatric NAFLD patients with controls, with publication bias test (p-value = 0.696);
Supplementary Figure S2: Funnel plot for the VAI, comparing adult NAFLD patients with controls,
with publication bias test (p-value = 0. 565); Supplementary Figure S3: Leave-one-out analysis for
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