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Liver markers, prevalence of the metabolic syndrome
abnormalities and effect of Roux-en-Y gastric bypass in

morbidly obese subjects

Marcadores hepaticos, prevaléncia de alteracdes da sindrome metabdlica e efeito do bypass
gastrico com reconstrucao em Y-de-Roux em pacientes obesos marbidos

Ary Serpa Neto!, Felipe Martin Bianco Rossi!, Rodrigo Dal Moro Amarante!, Margal Rossi!

ABSTRACT

Objectives: To evaluate the relations between liver markers (GGT, ALT
and AST) and the metabolic syndrome (and its components) in morbidly
obese subjects, and to determine the response of these metabolic
factors and hepatic enzymes after weight loss induced by Roux-en-Y
gastric bypass. Methods: This study was carried out at a university
hospital, in Santo André (SP), Brazil. We evaluated 140 morbidly obese
subjects aged from 18 to 60 years submitted to a Roux-en-Y gastric
bypass, who were followed for a mean period of 8 months. Patients with
a history of heavy drinking, type 1 diabetes, and/or liver disease were
excluded. Results: Liver markers, most notably GGT, were strongly
associated with metabolic abnormalities, mainly hyperglycemia.
The prevalence of type 2 diabetes significantly increased with
increasing levels of GGT (highest versus lowest quartile GGT: odds
ratio 3.89 [95%ClI: 1.07-14.17]). Liver markers significantly decreased
8 months after the Roux-en-Y gastric bypass and the reduction of
GGT levels were associated with the reduction of glucose levels
(Pearson r = 0.286; p = 0.001). Conclusions: Elevated levels of liver
markers, principally GGT, in morbidly obese subjects are associated
with metabolic abnormalities. In addition to the well-known benefits
of bariatric surgery, Roux-en-Y gastric bypass, reduced the levels of
liver markers to the normal range.

Keywords: Obesity, morbid; Biological markers; Metabolic syndrome;
Anastomosis, Roux-en-Y

RESUMO

Objetivos: Avaliar as relacoes entre os marcadores hepaticos
(GGT, ALT e TGO) e a sindrome metabdlica (e seus componentes)
em individuos com obesidade moérbida, e determinar a resposta
desses fatores metabélicos e enzimas hepéticas apés a perda de
peso induzida pelo bypass gastrico em Y-de-Roux. Métodos: Estudo

realizado em um hospital universitario, localizado em Santo André
(SP). Foram avaliados 140 individuos com obesidade moérbida, entre
18 e 60 anos de idade, submetidos ao bypass gastrico em Y-de-
Roux, acompanhados por um periodo médio de 8 meses. Pacientes
com histéria de alcoolismo pesado, diabetes tipo 1 e/ou doenga
hepéatica foram excluidos. Resultades: Os marcadores hepéticos,
principaimente GGT, foram fortemente associados a alteracoes
metabélicas, principalmente hiperglicemia. A prevaléncia de diabetes
tipo 2 aumentou significativamente com a elevagao dos niveis de GGT
[quartil superior versus inferior: odds ratio 3,89 (IC95%: 1,07-14,17)].
Os marcadores hepaticos diminuiram significativamente 8 meses
ap6s o bypass em Y-de-Roux e a reducéo dos niveis de GGT estava
associada a reducao dos niveis de glicose (Pearson r = 0,286;
p = 0,001). Conclusdes: Niveis elevados de marcadores hepaticos,
principalmente GGT, em pacientes com obesidade mérbida, estavam
associados a alteragdes metabdlicas. Além dos j& conhecidos
beneficios da cirurgia bariatrica, o bypass gastrico em Y-de-Roux
reduziu os niveis dos marcadores hepaticos a valores normais.

Descritores: Obesidade mdrbida; Marcadores bioldgicos; Sindrome
metabdlica; Anastomose em-Y de Roux

INTRODUCTION

Metabolic syndrome (MS), characterized by a core set
of disorders, including abdominal obesity, dyslipidemia,
hypertension, and hyperglycemia, has been shown to
be an important predictor of type 2 diabetes mellitus
(DM2) and of cardiovascular disease). Recent research
has provided evidence that a wider constellation
of disorders may be part of the MS cluster. These
proposed nontraditional components of MS include
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microalbuminuria, subclinical inflammation, and
nonalcoholic fatty liver disease (NAFLD)®.

Subjects with NAFLD, which is the most common
cause of chronically elevated transaminase levels®,
have been reported to have high prevalence rates of MS
and associated disorders®. Alanine aminotransferase
(ALT) is the most specific marker of hepatic dysfunction
resulting from the insulin resistance syndrome. Gamma-
glutamyltransferase (GGT) is considered a sensitive
indicator of liver damage, but is not specific®.

A number of cross-sectional studies showed relation
between GGT and ALT and the MS and insulin
resistance, suggesting that GGT/ALT may serve as a
marker for insulin resistance’®. Furthermore, liver
markers have been shown to be associated with MS
variables in large representative samples of the general
population®?),

OBJECTIVES

To examine the cross-sectional relationships between
liver markers (GGT, ALT and AST) and the MS (and its
components) in morbidly obese subjects; to determine
the response of these metabolic factors and hepatic
enzymes after weight loss induced by Roux-en-Y gastric
bypass (RYGBP); and to evaluate whether liver markers
provide useful supplementary markers identifying
subjects at a high risk of DM2 and in particular whether
they provide further prognostic information in patients
with MS.

METHODS

Institution

This study was carried out at a University Hospital, in
Santo André (SP), Brazil.

Study population

A total of 140 morbidly obese patients were considered
eligible to participate in this study according to the
inclusion criteria: body mass index (BMI) = 40 kg/
m?, age between 18 and 60 years, and no history of
liver disease. Patients with a history of heavy drinking
(three or more drinks per day) or with type 1 diabetes
mellitus (DM1) were excluded. Most patients (68.5%)
were women and the mean BMI was 46.1 + 5.4 kg/m?
(40.0 - 65.6 kg/m?).

Study protocol and follow-up

Pre and postoperative (at 8 months after bariatric
surgery) blood samples were taken after a minimum
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fasting period of 8 hours. BMI is defined as the
individual’s body weight divided by the square of his/her
height. To define MS, we used the International Diabetes
Federation (IDF) criteria: waist circumference = 94 cm in
men, = 80 cm in women or BMI = 30 kg/m?; triglycerides
levels = 150 mg/dL (1.7 mmol/L) and/or specific
treatment; HDL-C levels < 40 mg/dL (1 mmol/L) in
men, < 50 mg/dL (1.3 mmol/L) in women and/or specific
treatment; fasting glucose = 100 mg/dL (5.6 mmol/L) and/
or DM2 patient; systolic blood pressure = 130 mmHg,
diastolic blood pressure = 85 mmHg and/or specific
treatment. The individual must present at least three of
the five risk factors to be diagnosed with MS.

The obese patients underwent laparoscopic
RYGBP and after 8 months all tests were repeated.
RYGBP is a mixed technique that is more restrictive
and less malabsorptive. Its main characteristics are
the formation of gastric “pouch” (15 = 5 mL), an
alimentary loop of 100 c¢m, a biliopancreatic loop of 60
cm, and a common loop.

Statistical methods

Data were first tested for normal distribution with
the Kolmogorov-Smirnoff test. For cross-section
comparisons, concentration of liver markers between
those with and without baseline MS and its components
were compared using ANCOVA adjusted for age, sex,
and ethnicity. The patients were divided into four equal
quartiles on the basis of ALT, AST, AST-to-ALT ratio,
and GGT distributions, and linear regression analysis
was used to test for trends across the four groups fitting
quantitative variables for the four groups.

For prospective analyses, baseline means (with
standard deviation — SD) were calculated for subjects
by follow-up with ¢ tests, Wilcoxon tests, or > tests. The
association between liver markers with anthropometric
and metabolic variables was evaluated using Pearson’s
correlation analysis controlled for age, ethnicity, and
sex. Multivariate logistic regression models were used
to assess associations of liver markers with the risk of
prevalent MS and with its improvement after weight
loss, taking into account potential confounders. Each
liver marker was modeled as either a continuous
variable (with risk expressed per SD increase in the
natural log of the marker) or as a categorical variable,
comparing risk among those in the fourth quartile versus
those in the first quartile. Two models were constructed
for each liver marker: in model A, adjustments were
made only for age; and in model B, for age, sex and
ethnicity. It has been pointed out that the AST-to-ALT
ratio may be informative in differentiating alcoholic
versus nonalcoholic liver disease (subjects with
NAFLD having a ratio below 1), and thus this ratio



was considered an additional exposure variable!?. We
evaluated the degree to which liver markers predicted
improvement of MS after RYGBP using logistic
regression.

All statistical analyses were made with the statistical
software package Statistical Package for the Social Science
(SPSS), version 16.0 (Chicago, IL) and MedCalc software.
Statistical significance was considered at p < 0.05.

RESULTS

Table 1 shows the baseline characteristics by quartiles
of the GGT, ALT, and AST distributions. With the
exception of the white cell count, all the metabolic
risk factors significantly increased with increasing
GGT levels, whereas HDL levels decreased with it.
The prevalence of diabetes and hypertension also
increased with increasing levels of GGT. ALT was

Table 1. GGT, AST, ALT and metabolic and cardiovascular risk factors
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significantly associated with glucose levels and with
diabetes prevalence, but showed a significant inverse
relationship with the white cell count. AST was
associated only with glucose levels. The prevalence of
MS did notcorrelate with increasing levels of GGT, ALT,
or AST. However, GGT and AST increased significantly
with the increasing number of metabolic abnormalities
(p = 0.003 and p = 0.048, respectively). Mean GGT
values for those with 1, 2, 3, 4, and 5 abnormalities were
31.8, 33.7, 38.0, 64.0, and 51.8 units/L, respectively,
and for AST the corresponding means were 23.9, 27.4,
27.4,29.6, and 32.4 units/L, respectively (Table 2).

MS disorders, when assessed individually, were
characterized by significant differences only in GGT,
before bariatric surgery (Table 2). After surgery no
liver marker differed in subjects with MS or metabolic
disorders assessed individually. Some situations
approached significance, however, due to the median

GGT (IU/L) Quartiles p value
<21 28 -35.9 36-42.9 =43
Age (years) 354 +10.2 37.2+99 37.3+£10.0 39.3+10.1 0.120
BMI (kg/m?) 443 +45 43.0+3.1 43.7£3.7 453 5.6 0.287
Diabetes mellitus (%) 8.3 15.6 1.1 33.3 0.012
Hypertension (%) 36.1 375 M7 722 0.002
Metabolic markers
HDL (mg/dL) 491 +11.8 49.8 +10.2 46.0+9.8 446114 0.037
Triglycerides (mg/dL) 139.8 + 73.1 137.4 +74.2 166.1 = 95.2 180.3 =955 0.021
Glucose (mg/dL) 91.5+176 95.8+21.9 98.6 +21.2 109.6 + 30.0 0.001
White cell count (10%/L) 77«18 76+20 69+14 72+22 0.143
Metabolic syndrome (%) 66.7 53.1 50.0 47.2 0.098
ALT (IU/L) <22 23-299 30-39.6 =397
Age (years) 355+10.3 383+95 36.9+99 38.7+10.4 0.265
BMI (kg/m?) 433+34 441 +35 439+4.0 45.2 + 6.1 0.104
Diabetes mellitus (%) 10.8 9.1 22.9 25.7 0.041
Hypertension (%) 43.2 515 37.1 57.1 0.463
Metabolic markers
HDL (mg/dL) 473115 46.8+9.6 495£122 45.7 £10.3 0.793
Triglycerides (mg/dL) 136.1 £ 66.0 163.0 = 80.7 154.6 = 101.2 173.5+938 0.105
Glucose (mg/dL) 91.8+184 97.4+258 100.5+22.9 106.4 + 26.8 0.009
White cell count (10%L) 81+18 7220 73+16 6.8+20 0.008
Metabolic syndrome (%) 64.9 57.6 40.0 54.3 0.184
AST (IU/L) <20 21-249 25-339 =34
Age (years) 36.5+8.8 371105 36.3+10.8 39.2+9.8 0.336
BMI (kg/m?) 43844 436+3.6 43934 452+58 0.163
Diabetes mellitus (%) 13.3 8.6 20.5 25.0 0.096
Hypertension (%) 53.3 34.3 46.2 55.6 0.557
Metabolic markers
HDL (mg/dL) 478+12.8 48.1 +10.7 479+108 455+938 0.406
Triglycerides (mg/dL) 143.0+85.3 165.3+81.5 142.7+76.9 173.9+100.2 0.313
Glucose (mg/dL) 97.1+20.0 93.2+18.0 95.7+21.7 109.5+30.8 0.023
White cell count (10%L) 8017 7317 71£20 71£20 0.068
Metabolic syndrome (%) 60.0 60.0 48.7 50.0 0.281

p value: trend across groups (linear regression); BMI: body mass index.
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Table 2. Concentrations of liver markers in morbidly obese subjects with and without IDF-defined metabolic syndrome and its components at baseline and after 8

months of Roux-en-Y gastric bypass

Liver markers Yes/No AST (IU/L) ALT (IU/L) GGT (IU/L) AST-to-ALT ratio (IU/L)
Before Roux-en-Y gastric bypass
IDF metabolic syndrome No 28.1+10.6 336116 41.0+ 221 0.86 +0.22
Yes 2715+124 343+21.2 41.2+35.2 0.90 +0.33
Fasting hyperglycemia No 27.0+11.8 325+ 186 35.8+19.1 0.91+0.30
Yes 293+11.2 36.6 +14.9 50.6 + 41.6" 0.84+0.24
Elevated triglyceride No 27.0+123 31.8+18.2 38.9+350 0.92 +0.31
Yes 286+109 36.1+16.5 433+7238 0.85+0.25
Reduced HDL No 27.3+9.2 34.6 = 15.1 372213 0.87+0.33
Yes 28.2=13.2 335=19.0 44.0 = 34,61 0.89=0.24
Hypertension No 274120 33.1+189 353=x176 0.89 = 0.25
Yes 283 =112 34.9+15.7 47.7 =385 0.87 +0.31
After Roux-en-Y gastric bypass
IDF metabalic syndrome No 21.2+84 216120 21.5+16.2 1.08 +0.42
Yes 26.8=99 244127 353=25.4 1.29 + 0.67
Fasting hyperglycemia No 21.8+88 220+12.0 225+17.8 1.09+0.42
Yes 228=80 216+139 37.6+186 151+ 111
Elevated triglyceride No 21.7+85 219=118 23.0+173 1.09 = 0.45
Yes 256126 23.6+17.0 248 +29.6 1.33 £ 0.63
Reduced HDL No 21.3+76 239154 22.1+15.3 0.99+0.29
Yes 22292 209+98 23.6+19.2 1.17 £ 0.52
Hypertension No 21.6+8.9 22.0£125 219178 1.08 = 0.44
Yes 27+74 217+933 294 +18.1 123+058
Adjusted for age, sex and ethnicity. p < 0.05. IDF: International Diabetes Federation.
number of patients and the restrictive effect of the model 100~
(sex, age, and ethnicity), significance was not reached. -
Associations of liver markers with anthropometric so |
and metabolic variables in morbidly obese patients -
before and after RYGBP are analyzed. Before surgery [
AST, ALT, and GGT levels showed positive correlations *E' 60 -
with fasting glucose, GGT showed aninverse correlation = :
with HDL, ALT showed and inverse correlation with é ol
the white cell count, and the AST-to-ALT ratio showed -
a positive correlation with the white cell count. The i
magnitude of these associations was strongest for GGT, 20~
especially for fasting glucose and HDL. After surgery, I
only age correlated with liver markers. ol | | | | |

Prevalence rates and odds ratio of DM2 by the
four groups of ALT, GGT, and AST, using those in the
lowest quartile as the reference group, are analyzed.
Only GGT values, when adjusted for age, were
significantly predictive of DM2. We further examined
the relation, adjusting for sex, ethnicity, and age. Such
adjustment, as shown in table 2 column B, reduced
the risk to levels below statistical significance. On a
receiver operating characteristic curve (ROC curve),
GGT showed the larger area when compared with
AST and ALT (0.670, 0.627, and 0.639, respectively)
(Figure 1).

In the analysis of liver markers and prediction of
individual MS components, only GGT values were
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Figure 1. Receiver-operating characteristic curve (ROC) for type 2 diabetes
diagnosis. AUC for AST (0.627 [0.541 - 0.707]), ALT (0.639 [0.554 - 0.718]) and
GGT (0.670 [0.585 - 0.747]). Comparisons of AUC: AST versus ALT (p = 0.629),
AST versus GGT (p = 0.879) and ALT versus GGT (p = 0.798). GGT (—...), ALT
(__)andAST (--)

significantly associated with prevalent hypertension.
These associationswere significant regardless of whether
the exposures were modeled as continuous (risk per
SD increase: 1.23 [1.02 — 1.33]) or categorical variables
(quartile 4 versus quartile 1: 3.95 [1.33 - 11.69]).



Eight months after surgery, all liver markers
(with the exception of bilirubin) showed a significant
decrease, as shown in table 3. The drop was more
accentuated in GGT, followed by ALT. The AST-to-
ALT ratio showed an inverse ratio before surgery
(0.88 versus 1.11). After surgery, the ABMI correlated
with AMSFactors (Pearson r = 0.195; p = 0.021) and
the AGGT correlated with AGlucose (Pearson r =
0.286; p = 0.001).

Table 3. Liver markers before and eight months after Roux-en-Y gastric bypass

Markers Before RYGB After RYGB p value*
ALT (lUL) 33.99 +17.47 22.00 +12.09 < 0.0001
AST (IU/L) 27.85+11.65 21.92 +8.75 < 0.0001
GGT (IU/L) 41.15+29.9 23.10+17.99 < 0.0001
AST-to-ALT ratio 0.88 =0.28 1.1 +0.46 < 0.0001
Bilirubin (mg/dL) 0.61+0.52 0.62 =041 0.870

* Paired-samples ¢ Test.
RYGBP: Roux-en-Y gastric bypass.

Table 4 and figure 2 show sensitivity and specificity
for selected threshold values of ALT, GGT, and AST
predicting improvement of the MS 8 months after
the RYGBP in morbidly obese subjects. The receiver
operating characteristic analyses suggested AST, ALT,
and GGT cut-off values of 23, 33, and 31 IU/L with
corresponding sensitivities of 51.4, 64.2, and 44.2%.
The area under the curve for the three markers was
similar.

Table 4. Sensitivity and specificity for selected thresholds of GGT, ALT and AST
for predicting metabolic syndrome improvement

Markers Sensitivity (95%Cl) Specificity (95%CI) AUC (95%CI)*
GGT (IU/L) 0.56 (0.47 - 0.64)
Threshold 27~ 31.4 (20.9 - 43.6) 80.0 (68.7 - 88.6)
Threshold 35 50.0 (37.8 - 62.2) 52.8 (40.6 - 64.9)
Threshold 43 77.1 (65.6 - 86.3) 28.5(18.4 - 40.6)
Threshold 54 84.2 (73.6-91.9) 18.5(10.3-29.7)
Threshold 31" 44.2 (32.4-56.7) 70.0 (57.9 - 80.4)
ALT (IUL) 0.57 (0.48 - 0.65)
Threshold 22 32.8 (22.1-45.1) 80.0 (68.7 - 88.6)
Threshold 30 58.5 (46.2-70.2) 58.5(46.2-70.2)
Threshold 40 75.7 (64.0 - 85.2) 21.4(125-32.9)
Threshold 52 87.1(77.0-93.9) 85(3.2-17.7)
Threshold 33" 64.2 (51.9-75.4) 52.8 (40.6 - 64.9)
AST (IU/L) 0.55 (0.46 - 0.63)
Threshold 20 31.4(20.9 - 43.6) 78.5(67.1-87.5)
Threshold 25 55.7 (43.3 - 67.6) 54.2 (41.9-66.3)
Threshold 35 785 (67.1-87.5) 18.5(10.3-29.7)
Threshold 40 90.0 (80.5 - 95.9) 12.8 (6.1-23.0)
Threshold 23" 51.4 (39.2 - 63.6) 64.2 (51.9-75.4)

* Area under the curve derived from receiver-operating characteristic analyses.
9 Threshold maximizing the sum of sensitivity and specificity.
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Figure 2. Receiver-operating characteristic curve (ROC) for metabolic syndrome
improvement after Roux-en-Y gastric bypass. Comparisons of AUC: AST versus
ALT (p = 0.826), AST versus GGT (p = 0.531) and ALT versus GGT (p = 0.658).
GGT (—...), ALT(___) and AST (---)

DISCUSSION

In the present study we documented, among morbidly
obese subjects, significant cross-sectional associations
of liver markers, primarily GGT, with metabolic
abnormalities, most notably fasting hyperglycemia.
Furthermore, at baseline, GGT and ALT levels
increased significantly with the increase in number of
metabolic abnormalities. Also, we demonstrated that
concentrations of GGT were associated with an almost
fourfold increased in DM2 prevalence and threefold
increase in hypertension prevalence after adjustment
for age. In contrast, significant associations with ALT/
AST and metabolic abnormalities were not seen
in the multivariate analysis. Finally, liver markers
significantly decreased 8 months after the RYGBP, and
the reduction of GGT levels was associated with the
reduction of glucose levels.

In earlier results, our group showed the beneficial
effects of RYGBP in MSU"? and renal function of
morbidly obese subjects™®. However, as demonstrated
by prior studies, we showed that RYGBP can reduce
liver markers to normal levels!*!9. Obesity is a major
risk factor for the development of fatty liver disease, and
several studies have associated elevated liver enzymes,
obesity, and DM2U7. A growing body of evidence also
supports the notion that NAFLD is a feature of the MS
and that the elevations of liver markers found in this
situation, particularly of ALT, are prospectively associated
with incident DM2, an important sequel of the MS®1821,

There are a number of possible mechanisms to
explain the associations of liver markers with MS and its
factors. First, these markers are known to be significantly
correlated with increased hepatic fat content, a disorder
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that has detrimental effects on components of the MS®2,
It has been demonstrated that hepatic fat content, directly
measured using proton spectroscopy, is associated with
several features of insulin resistance independent of
body weight. In particular, hepatic fat was associated
with defects in the suppression by insulin of endogenous
glucose production®), which is noteworthy in the context
of our results showing that all livers markers were related
to fasting hyperglycemia. It is also possible that these
associations reflect more generalized insulin resistance.

Fat accumulation in the liver can stimulate cytokine
production, and it was found that inflammatory cytokines,
such as tumor necrosis factor-alpha (TNF-a) and
interleukin-6 (IL-6) can influence fatty acid metabolism in
the liver and predispose to the formation of fatty liver®®.
Thus, another possible mechanism is that elevated liver
enzymes may reflect inflammation, which in turn impairs
insulin signaling in both the liver and other organs.
Inflammation has been associated with the development
of diabetes®. It has also been suggested that GGT might
be an early marker of oxidative stress®*). Inflammation
is one manifestation of oxidative stress, and the pathways
that generate the mediators of inflammation, such as
adhesion molecules and interleukins, are all induced
by oxidative stress®. This may explain the association
between inflammation, which might reveal nonalcoholic
steatohepatitis, and GGT.

The contribution of the present study is the
demonstration that liver markers, mainly GGT, are
significantly associated with metabolicabnormalities and
that GGT also correlates with DM2 and hypertension
prevalence in a well-characterized multiethnic cohort
of morbidly obese subjects. The weight loss induced
by RYGBP can reduce liver markers to levels in the
normal range and this decline, in GGT, is associated
with an improvement in glucose metabolism. The main
limitation of our study is the number of patients, which
hinders the finding of a statistically significant result in
a very restricted logistic regression model.

CONCLUSIONS

Elevated levels of liver markers, principally GGT, in
morbidly obese subjects are associated with metabolic
abnormalities. In addition to the well-known benefits
of bariatric surgery, Roux-en-Y gastric bypass, reduced
the levels of liver markers to the normal range.
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