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: Currently, the three main chronic liver diseases in Taiwan

are non-alcoholic fatty liver disease (NAFLD), chronic
hepatitis B (CHB) and chronic hepatitis C (CHC). Using
conditional transgenic mice that over-express the hepatitis
C virus core in the liver, we have developed three mouse
lines with phenotypes varying from simple hepatic steatosis
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to steatohepatitis. This may reflect the hepatic histology
of humans with CHC. Commercialized db/db mutant mice may
serve as an animal model of NAFLD.While mice with tail vein
hydrodynamic-injection with HBV plasmid may work as the CHB
animal model. Furthermore, by using a consecutive series of
NAFLD patients, we had shown that male and female NAFLD
patients have distinct adipokine alteration patterns. Thus,
based on our previous studies, the present proposal 1is
designed to dissect the intriguing points regarding the
impact of gender on the three main chronic liver diseases
in Taiwan by conducting prospective cohorts of NAFLD, CHB
and CHC with longitudinal follow-up of hepatic and extra-
hepatic manifestations, focused on the sex hormones,
adipokine and SHBG alteration, and stratified by sex,
menstruation duration and the presence of menopause. In
parallel, the associated basis will be probed by using the
HCV core transgenic mice, db/db mice and hydrodynamic
injected HBV mice with equivalent phenotypes. How the sex
hormones affect the three chronic liver diseases will be
further elucidated not only by comparing male with female
mice, but also by comparing normal male with castrated male
mice.

sex; gender; liver; adipokine; SHBG; estrogen; androgen;
menopause; NAFLD; CHB; CHC



PIRM(IRE); BUIRBRLEL); TR RER; BERBERED gR; R
4%1"? 5.«. ps- B};B-‘F— &HB :-n]g;;. % &HC J“]H'FL

Tk BT > BTRA BT FREEP  BEE > e A G A RS AR R T
I OITH T ﬁ¢f$ ”"«’Qﬁ:}&‘: :}13‘5 L AR o mmT A /;1"% ¢ mlkl’g_/gi——% ;}’ypﬁlﬂ-‘}f—ﬂ“"’}? & w0 e

‘FU"\ W BRR LR R HT e AT B4 RG] 2R MY > Ea TR
MEEFRACIR T, o T o B R AT Ry - BN L MiEE hpERY —E'L/Fi/fali;d Mgt
FodFggad & o L LB Fipr R R R T A BERIFRR R 5 S R - L TR o
R S E ok K SR S TR R PR S PP Bz B R
ol 15 A Bl ELEE L2 o0 (R I B AP ol R C AT o S S AL e
AR o ALPRHL AT AR iRt § LR o @ T AB AT L e PR FIEEE
3R B e R TS o R C AT A S 0 A T A P e 8T 4 e i
ARSI LAL T SRR AP EN 2L en R 2 2 R ol & B )
PAL B LFE AR 8 2 R BB FEI LY L IILAR > F FIFLHT L LB g

RET G- 2 e
TR BEELSR B _\ﬁ]‘if'}w—)ﬁi B fEEAE AT

LEZ7* tigs g bR KR 5% Ml & 25 1 05 i B Aol e C 3%
2.9 LR AT L B AT C AT H r ek fribick B 6 R Bd e R L A

3. drie kL B] 2 ik i ”h”c"*‘if/f]ﬁf“ i M B AR “f‘f" 1 C J"J”‘J\ﬁ,—ﬁlt‘u}; AT ey R B3R R
(

4T A )

)

FAeRBEFN = C AT Ty AFIEAE R > 3 FH ST g g L 7 4R

e

Aleizv T4 5 CAPFL a0 o § F 1t endb/db ) BRIF * (F2LF0 (27 Wl 5 B3 o @
RS RILS B AT A BT TS ML B AT B I B o 0 T P L T TRR
GIFT Y B AL SR TR B R EA RS c B2 RBAPHOET Y AT S
g A o NFPE I A M B AR el C FF R 4 ehm pEIERT 34T BT AR il
AR RESTE R o kR ol R B AT e Tk W R A A s R R R
AR o e PR AP s R R R o A R L 2 WA el e - s
forpdt ] B0 B e eI el ) R KR oz BRI E G LHACTRA L kG Bn B

GrenfiuFl % > TR AL Z B RREIREE AL FR



Keywords: sex; gender; liver; adipokine; SHBG; estrogen; androgen; menopause; NAFLD; CHB; CHC

Several clinical studies show a profound sex dimorphism in liver diseases. Interactions between sex
hormones, adipose distribution and sex hormone-binding globulin (SHBG) may explain the sex-dimorphism.
Among the sex hormones, estrogen improves hepatic inflammation, regulates adipose development, improves
systemic glucose and lipid homeostasis in both males and females. In males, testosterone promotes hepatic
cholesterol storage and hepatocellular carcinoma (HCC) formation. Moreover, SHBG is a serum glycoprotein
exhibiting the unique feature of binding sex steroids. Its serum levels are regulated by sex hormone and liver.
With menopause, the fall of estrogen levels can lead to fibrosis progression, and this represents a negative
turning point for women with chronic liver disease. Currently, the three main chronic liver diseases in Taiwan
are non-alcoholic fatty liver disease (NAFLD), chronic hepatitis B (CHB) and chronic hepatitis C (CHC).
Interestingly, NAFLD is twice as common in postmenopausal women as in premenopausal women. The
adipokine alteration patterns are distinct between the men and women with NAFLD. While male sex is a risk
factor for reactivation of hepatitis B virus (HBV) infection after HBeAg seroconversion and for the
development of cirrhosis and HCC. For CHC, women have milder disease than men during their reproductive
years, although postmenopausal women lose this advantage and present with accelerated fibrosis progression
in comparison with male patients of comparable ages. In contrast to " sex", the concept of "gender" includes
both the biological and social characteristics, while gender-specific medicine is long-term neglected. For
example, male but not female sex has favorable posttransplant employment indicates the gender- but not
sex-difference in outcomes. There are some intriguing points regarding the gender-impacts on the three main
chronic liver diseases: (1). Is there any cut-off level of sex hormone in determining the severity of the
NAFLD, CHB and CHC in women according to pre-, peri- and post-menopausal periods (biological) ?
(2).What are the specific alteration patterns of the adipokine and SHBG in patients with the NAFLD, CHB
and CHC according to gender (biological) ? (3). How to treat and follow up the patients with NAFLD, CHB
and CHC according to gender (biological and social) ?

Using conditional transgenic mice that over-express the hepatitis C virus core in the liver, we have
developed three mouse lines with phenotypes varying from simple hepatic steatosis to steatohepatitis. This

may reflect the hepatic histology of humans with CHC. Commercialized db/db mutant mice may serve as an
I



animal model of NAFLD.While mice with tail vein hydrodynamic-injection with HBV plasmid may work as
the CHB animal model. Furthermore, by using a consecutive series of NAFLD patients, we had shown that
male and female NAFLD patients have distinct adipokine alteration patterns. Thus, based on our previous
studies, the present proposal is designed to dissect the intriguing points regarding the impact of gender on the
three main chronic liver diseases in Taiwan by conducting prospective cohorts of NAFLD, CHB and CHC
with longitudinal follow-up of hepatic and extra-hepatic manifestations, focused on the sex hormones,
adipokine and SHBG alteration, and stratified by sex, menstruation duration and the presence of menopause.
In parallel, the associated basis will be probed by using the HCV core transgenic mice, db/db mice and
hydrodynamic injected HBV mice with equivalent phenotypes. How the sex hormones affect the three
chronic liver diseases will be further elucidated not only by comparing male with female mice, but also by
comparing normal male with castrated male mice. The current 3-year proposal holds promise to unveil the
clinical controversies and may provide therapeutic interventions targeting crucial gender factors to control the

three main chronic liver diseases in Taiwan.
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Three papers entitled " "Association between Leptin and Complement in Hepatitis C Patients with Viral
Clearance: Homeostasis of Metabolism and Immunity" and "Recovery of pan-genotypic and
genotype-specific amino acid alterations in chronic hepatitis C after viral clearance: transition at the crossroad
of metabolism and immunity." and "The evolving relationship between adiponectin and insulin sensitivity in
hepatitis C patients during viral clearance™ supported by the current grant had been published. The papers had been

attached.
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Abstract

Background

The association between leptin and complement in hepatitis C virus (HCV) infection remains
unknown.

Methods

A prospective study was conducted including 474 (250 genotype 1, 224 genotype 2) conse-
cutive chronic hepatitis C (CHC) patients who had completed an anti-HCV therapy course
and undergone pre-therapy and 24-week post-therapy assessments of interferon A3-
rs12979860 and HCV RNA/genotypes, anthropometric measurements, metabolic and liver
profiles, and complement component 3 (C3), C4, and leptin levels.

Results

Of the 474 patients, 395 had a sustained virological response (SVR). Pre-therapy leptin lev-
els did not differ between patients with and without an SVR. Univariate and multivariate anal-
yses showed that sex (pre- and post-therapy, p<0.001), body mass index (BMI) (pre- and
post-therapy, p<0.001), and C3 levels (pre-therapy, p = 0.027; post-therapy, p = 0.02) were
independently associated with leptin levels with or without HCV infection. Pre-therapy BMI,
total cholesterol (TC), C4 levels, and the rs12979860 genotype were independently associ-
ated with pre-therapy C3 levels in all patients. Post-therapy BMI, alanine aminotransferase,
TC, C4 levels, white blood cell counts, and hepatic steatosis were independently associated
with the post-therapy C3 levels of SVR patients. Compared with pre-therapy levels, SVR
patients showed higher 24-week post-therapy C4 (20.32+/-7.30 vs. 21.55+/-7.07 mg/dL,
p<0.001) and TC (171.68+/-32.67 vs. 186.97+/-36.09 mg/dL, p<0.001) levels; however, lep-
tin and C3 levels remained unchanged after therapy in patients with and without an SVR.
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Conclusions

Leptin and C3 may maintain immune and metabolic homeostasis through association with
C4 and TC. Positive alterations in C4 and TC levels reflect viral clearance after therapy in
CHC patients.

Introduction

Hepatitis C virus (HCV), a human pathogen responsible for acute and chronic liver disease,
has variants classified into 7 major genotypes and infects an estimated 170 million individuals
worldwide [1]. It affects insulin signaling, and much of its life cycle is closely associated with
lipid metabolism [2]. In addition to cirrhosis and hepatocellular carcinoma, HCV is thought to
cause metabolic alterations, including steatosis, dyslipidemia, insulin resistance (IR), diabetes,
obesity, and cardiovascular events [2-4]. Although most HCV infections are currently curable
using potent direct-acting anti-viral agents, not all HCV-associated cardiometabolic complica-
tions are reversible after viral clearance [2]. Adipose tissue has emerged as an important endo-
crine organ that exerts vital endocrine and immune functions via adipokines [5]. Moreover,
free fatty acids and glycerol derived from visceral adipose tissue reach the liver and stimulate
the biosynthesis of lipoprotein and glucose, respectively [6]. Because adipose tissues and the
liver are functionally linked, elucidating the relationship between adipokine alterations and
HCYV infection has the potential to reveal the basis of HCV-associated cardiometabolic compli-
cations and probe the therapeutic targets.

The adipokine leptin, a product of the obese gene, is primarily expressed in adipose tissue
but is also expressed in other organs, including the liver [7]. Most of the circulating leptin orig-
inates from subcutaneous, but not visceral adipose tissue, which may reduce its biological
activity [5]. Leptin is crucial for maintaining total body fat and glucose homeostasis as well as
regulating food intake and energy expenditure through a complex central feedback mecha-
nism [8]. Its secretion is influenced by numerous physiological and hormonal factors. The lep-
tin receptor is expressed in hypothalamic neurons, T cells, and hepatic stellate cells [9].
Importantly, leptin promotes IR to increase intracellular fatty acids in hepatocytes, amplifies
proinflammatory responses [10], and mediates hepatic fibrogenesis during chronic liver injury
[11] through the activation of hepatic stellate cells [12]. Concordantly, leptin levels are elevated
in patients with a higher fibrosis index [13]. Importantly, leptin is critical for the modulation
of adaptive and innate immune responses, such as regulating T-cell-mediated immune
responses [14] and natural killer cell activity [15], as well as increasing complement compo-
nent 3 (C3) levels [16]. Because both HCV infection and leptin are critically involved in metab-
olism, inflammation, and immunity [5-16], their potential relationship has attracted attention;
however, no definite conclusion regarding such a relationship has been drawn [16-21]. In
addition to the multifaceted functions of leptin, this uncertainty is primarily due to variability
among individuals, which is difficult to completely eliminate from case-control studies, retro-
spective studies, or prospective studies with inadequate confounder adjustments. Indeed,
although the impact of HCV infection on alterations in leptin levels is unclear, even less is
known regarding whether viral genotype-specific influences on these alterations exist [21-23].
Therefore, we sought to elucidate the aforementioned relationships by conducting a prospec-
tive study to analyze the leptin levels adjusting for viral, metabolic, and immune profiles in
genotype 1 (G1) and genotype 2 (G2) CHC patients who completed anti-HCV therapy.
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Methods
Patients

The study group comprised subjects 18 years or older with G1 or G2 CHC, which was defined
as the presence of documented HCV antibody positivity and detectable HCV RNA for >24
weeks. Subjects with heavy alcohol consumption (alcohol consumption more than 10 g/day
for women and 20 g/day for men [5]), human immunodeficiency virus infection, hepatitis B
infection, hemochromatosis, coronary heart disease, renal insufficiency, or malignancy and
recipients of solid organ transplants were excluded.

Methods

A total of 250 G1 and 224 G2 CHC patients were consecutively recruited at a tertiary referral
center between July 2010 and June 2015. All patients received anti-HCV therapy with weight-
based pegylated interferon-o.-2b (1.5 pg/kg/week) and ribavirin (800-1400 mg/day) for either
24 or 48 weeks according to the therapeutic response-guided protocol [1,4]. The HCV RNA
levels were assessed using a COBAS Amplicor (Roche Diagnostics, Tokyo, Japan). The HCV
genotype was determined using the InoLipa method (Roche Diagnostics). Single nucleotide
polymorphisms of interferon A3 (IFNL3 or interleukin-28B) rs12979860 were assessed using
genomic DNA, as previously described [1,4]. The patients were evaluated for HCV RNA to
examine the therapeutic response 2 weeks prior to therapy, after 4, 12, and 24 weeks of therapy,
at the end of therapy, and 12 and 24 weeks after the end of therapy. At 2 weeks prior to therapy
and 24 weeks after the end of therapy, after fasting, the patients were evaluated for body mass
index (BMI), total cholesterol (TC), high-density lipoprotein-cholesterol (HDL-C), triglycer-
ides (TGs), uric acid, homeostasis model assessment-estimated insulin resistance (HOMA-IR)
[fasting insulin (WU/mL) x fasting glucose (mmol/L)/22.5], alanine aminotransferase (ALT),
aspartate aminotransferase (AST)-to-platelet ratio index (APRI), white blood cell (WBC)
count, platelet count, and high-sensitivity C-reactive protein (hsCRP), C3, C4, and leptin
(R&D Systems, MN, USA) levels. Abdominal ultrasound studies were performed in every
patient prior to therapy and every 6 months thereafter to assess the presence and severity of
fatty liver and cirrhosis. IR was defined as a HOMA-IR score >2.5. A sustained virological
response (SVR) was defined as undetectable HCV RNA levels 24 weeks after the completion of
therapy.

A liver biopsy was performed in every patient before anti-HCV therapy to assess the liver
histology. The liver biopsy specimens were semi-quantitatively scored by an experienced hepa-
topathologist blinded to the clinical data. Histological scores for steatosis and fibrosis were
reported using the criteria of Kleiner et al. [24] and staged according to the Metavir scoring
system [25], respectively.

Statistics

All statistical analyses were performed using the Statistical Package for Social Science software
(SPSS ver. 21.0, SPSS Inc., Chicago, IL, USA). Continuous variables were analyzed using Stu-
dent’s t-test or the Mann-Whitney U test, and categorical variables were analyzed using the
chi-square test or Fisher’s exact test, as appropriate. Univariate and multivariate linear regres-
sion models were used to assess the relationships between various pre-therapy dependent and
independent variables. Paired t-tests were used to compare the variables prior to and 24 weeks
after anti-HCV therapy within the same individuals. The variable values were logarithmically
transformed and then used for the statistical analyses where indicated. Statistical significance
was defined at the 5% level based on two-tailed tests of the null hypothesis.
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Informed consent

Written informed consent was obtained from each patient. The study protocol conformed to
the ethical guidelines of the 1975 Declaration of Helsinki and was approved by the Chang
Gung Memorial Hospital institutional review board.

Results

Pre-therapy leptin levels did not differ between patients with and without
an SVR

The baseline characteristics of the 474 CHC patients are listed in Table 1. Patients with an SVR
(n =395) had a lower BMIL, lower HCV RNA and HOMA-IR levels, and a lower prevalence of
G1 HCV infection and severe fibrosis (F3 and F4) but a higher prevalence of the IFNL3-
rs12979860 CC genotype than patients without an SVR (n = 79). No differences in pre-therapy
leptin levels were noted between the patients with and without an SVR. With regard to the
genotype impact on leptin, no difference in the pre-therapy leptin levels was noted between
the G1 and G2 patients after sex stratification (p = 0.328 for the males and p = 0.177 for the
females).

Sex, BMI, and C3 levels were independently associated with leptin levels
regardless of viral presence

The results of the univariate and multivariate analyses performed to determine the factors
associated with the pre-therapy (for all patients, n = 474) and 24-week post-therapy (for
patients with an SVR, n = 395) leptin levels are listed in Table 2. The univariate analyses
revealed that sex, pre-therapy BMI, C3 levels, and hepatic steatosis were associated with pre-
therapy leptin levels, whereas the multivariate analysis showed that sex, pre-therapy BMI, and
C3 levels were independently associated with the pre-therapy leptin levels. Regarding the post-
therapy leptin levels, the univariate analyses showed an association with sex, post-therapy
BMI, HOMA-IR, C3 levels, and hepatic steatosis, whereas the multivariate analyses showed
that sex, post-therapy BMI, and C3 levels were associated factors. Regarding the pre-therapy
HCV RNA levels, age [estimated B: -0.054, 95% confidence interval (CI) of B: -0.105-0.004,

p = 0.035] and pre-therapy TGs (estimated B: 0.021, 95% CI of : 0.01-0.033, p<0.001) were
independent factors.

Because the HOMA-IR was reported to be positively correlated with the leptin serum levels
in nondiabetic CHC patients [19,26], we stratified the patients by the presence of IR and per-
formed univariate and multivariate analyses to determine the leptin levels. Pre-therapy
HOMA-IR was an independent factor for pre-therapy leptin in patients without IR (estimated
B: 3498, 95% CI: 1395-5600, p = 0.001) but not in patients with IR (p = 0.521).

TC and C4 levels were independently associated with C3 levels
regardless of viral presence

Because sex, BMI, and C3 levels were associated with the leptin levels regardless of the presence
of HCV, we investigated the factors associated with sex, BMI, and C3 using univariate and
multivariate analyses (Table 3). Regarding the pre-therapy levels of all the patients, the univari-
ate and multivariate analyses showed that uric acid and HDL-C were independently associated
with sex; HDL-C, C3, and hepatic steatosis were independently associated with BMI; and BMI,
TC, C4, and the IFNL3-rs12979860 CC genotype were independently associated with the C3
level. Regarding the post-therapy levels of the patients with an SVR, HDL-C, uric acid, and
WBC count were independently associated with sex; HDL, HOMA-IR, uric acid, and C3 were
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Table 1. Baseline characteristics of CHC patients.

Male, n (%)
Age (yr)
BMI
HCV RNA (Log1olU/ml)
HCV genotype [G1, n (%)]
AST (UL)
ALT (U/L)
TC (mg/dL)
HDL (mg/dL)
TG (mg/dL)
HOMA-IR
Uric acid (mg/dL)
WBC count (10%/uL)
Platelets (10%/uL)
hsCRP (mg/dL)
C3 (mg/dL)
C4 (mg/dL)
APRI
Hepatic steatosis
None, n (%)
Mild, n (%)
Moderate, n (%)
Severe, n (%)
Fibrosis
FO, n (%)
F1, n (%)
F2, n (%)
F3, n (%)
F4,n (%)
Leptin (pg/ml)
Log leptin (Logopg/ml)
SNP rs12979860 CC, n (%)

All CHC patients (n =474)
270 (57.0)
55.18+/-11.92
24.89+/-3.78
5.97+/-1.12
250 (52.7)
75.06+/-68.55
92.20+/-94.24
171.55+/-34.55
42.82+/-13.81
104.85+/-54.96
3.21+/-5.38
5.91+/-1.56
5.72+/-3.23
176.3+/-64.3
1.87+/-3.72
105.80+/-20.00
20.42+/-7.89
1.65+/-2.05

166 (35)
213 (45)
85 (17.9)
10 (2.1)

76 (16)

171 (36)

166 (35)

38 (8)

23 (5)
9748.6+/-9968.2
3.77+/-0.52

401 (85)

Patients with SVR (n = 395)

228 (57.7)
53.72+/-11.61
24.79+/-3.59
5.84+/-1.18
187 (47.3)
73.06+/-61.63
97.53+/-88.50
171.7+/-32.7
48.22+/- 13.80
106.19+/-57.88
2.88+/-3.03
5.94+/-1.54
5.82+/-1.91
181.4+/-58.1
1.68+/-3.13
107.4+/-19.8
20.56+/-7.70
1.47+/-1.62

150 (33)
176 (44.6)
62 (15.7)
7 (2.5)

68 (17.2)
151 (38.2)
138 (34.9)
25 (6.3)
13(3.3)
9332+/-9049
3.75+/-0.54
348 (88.1)

Patients without SVR (n =79)

42 (53.2)
55.99+/-10.59
25.77+/-4.10
6.45+/-0.75
63 (79.7)
73.74+/-63.90
80.39+/-64.12
172.7+/-29.8
43.12+/-13.8
96.13+/-39.4
4.46 +/-9.42
5.86+/-1.50
5.63+/-1.73
156.0+/-58.7
1.56+/-1.95
102.6+/-17.2
19.25+/-7.28
1.75+/-1.83

16 (20.2)
37 (46.8)
23(29.1)
3(3.7)

8(10.1)
20 (25.3)

28 (35.4)

13 (16.4)

10 (12.6)
12168+/-14092
3.83+/-0.48

53 (67.1)

Student’s t-test p-values

0.456
0.109
0.035*

<0.001*
<0.001*

0.933
0.124
0.805
0.867
0.099
0.039*
0.709
0.433
0.001*
0.774
0.088
0.238
0.195

0.395
0.5
0.49
0.48

0.095
0.17
0.317
0.049*
0.032*
0.267
0.4
0.013*

BMI: body mass index; G1: genotype 1; AST: aspartate aminotransferase; ALT: alanine aminotransferase; TC: total cholesterol; HDL: high-density

lipoprotein cholesterol; TGs: triglycerides; HOMA-IR: homeostasis model assessment-estimated insulin resistance; WBC: white blood cell; hsCRP: high-

sensitivity C-reactive protein; C3: complement component 3; C4: complement component 4; APRI: AST to platelet ratio index; Log: logarithmic; SNP: single

nucleotide polymorphism;
*: p<0.05.

doi:10.1371/journal.pone.0166712.t001

independently associated with BMI; and BMI, ALT, TC, WBC count, hepatic steatosis, and C4
were independently associated with the C3 level. The associated leptin-centered relationships
between the dependent and independent factors (pre-therapy and post-therapy) are summa-

rized in Fig 1.

After anti-HCV therapy, the lipid profile and C4 levels increased, and the

C3 and leptin levels remained unchanged

Although trivial, patients with and without an SVR had a decreased BMI after anti-HCV ther-
apy. However, only patients with an SVR had decreased AST, ALT, and APRI levels but
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Table 2. Univariate and multivariate analyses of factors associated with pre- and post-therapy leptin levels.

Pre-therapy leptin (all patients)
Univariate analysis 95% CI of

Post-therapy leptin (patients with SVR)

Multivariate analysis 95% Cl of | Univariate analysis 95% Cl of | Multivariate analysis 95% CI of

B [B](p value) B [B](p value) B [B](p value) B [B](p value)

Sex (male) -11325~-6839[-8857](<0.001*) | -12362.7~-8313.0[-10333.7] -13016~-7235[-10126] -39774.2~-18863.2[-12592.2]
(<0.001%*) (<0.001*) (<0.001*)

Age (yr) -108.9~138.9[11.48] (0.851) -88.2~204.0[57.8](0.436)

BMI 999.7~1649.7 [1324](<0.001*) | 1075.7~1679.3 [1377.5] 729.3~1226.4[1210] (<0.001*) | 1013.8~1813.8[1422.8]
(<0.001%*) (<0.001*)

HCV RNA -493.8~2189.0[847.6](0.214) NA

(Log4olU/ml)

HCV genotype -2133.3~456.3[-838.4] (0.203) NA

AST (U/L) -26.3~16.5[-4.81](0.653) -227.0~109.2[-58.9](0.49)

ALT (U/L) -22.8~8.8[-7.0](0.384) -94.1~115.9[10.9](0.838)

TC (mg/dL) -34.9~49.0[7.04](0.749) -40.5~48.9[4.17](0.854)

HDL (mg/dL) -115.7~96.4[-9.6](0.858) -15.8~233.8[109.0](0.087)

TG (mg/dL) -10.1~43.3[16.6](0.223) -21.4~25.8[2.22](0.853)

HOMA-IR -108.7~348.7[119.9](0.302) 32.8~935.6[484.2](0.036*) -216.0~419.6[126.8](0.466)

Uric acid (mg/dL) | -668.1~1113.9[222.9](0.622) -1677.9~346.3[-665.8](0.196)

WBC count (10%/ | -459.3~941.0[241.0](0.498) -997.9~748.1[-124.9](0.778)

ML)

Platelets (10°/uL) | -12.1~32.8[10.37](0.364) -45.8~11.6[-17.1](0.242)

hsCRP (mg/dL) | -1.7~987.5[492.8](0.051) -148.9~444.6[147.8](0.327)

C3 (mg/dL) 72.1~207.5[139.8](<0.001%) 7.2~116.3[61.7](0.027*%) 140.2~330.5[236.4](<0.001*) | 16.8~185.8[101.0](0.02*%)

C4 (mg/dL) -120.1~240.2[59.1](0.521) -36.6~435.2[199.4](0.097)

APRI -1183.1~348.7[-417.2](0.284) -6173.4~4671.5[-740.8](0.788)

Hepatic steatosis | 2191.3~7591.7[4879](<0.001*) | -1527.6~2820.2[646.3] (0.558) | 2275.8~8578.8[5420.5] -501.9~4558.3 [2028.2](0.115)

(yes) (0.001%)

SNP rs12979860 | -2359.9~4020.2[830.1](0.608) -2893.1~4819.8[963.4] (0.622)

BMI: body mass index; AST: aspartate aminotransferase; ALT: alanine aminotransferase; TC: total cholesterol; HDL: high-density lipoprotein cholesterol;
TGs: triglycerides; HOMA-IR: homeostasis model assessment-estimated insulin resistance; WBC: white blood cell; hsCRP: high-sensitivity C-reactive
protein; C3: complement component 3; C4: complement component 4; APRI: AST to platelet ratio index; SNP: single nucleotide polymorphism;

*: p<0.05.
doi:10.1371/journal.pone.0166712.t002

increased lipid profiles, uric acid, and C4 levels. The leptin and C3 levels remained unchanged
regardless of the therapeutic response (Table 4).

Discussion

To the best of our knowledge, this prospective study is the first to demonstrate the relationship
between leptin and complements in CHC patients. There were several compelling results. (1).
No differences in pre-therapy leptin levels were noted between patients with and without an
SVR or between G1 and G2 patients. (2). Leptin levels were not associated with HCV RNA lev-
els. (3). Sex, BMI, and C3 levels were independently associated with the leptin levels regardless
of the presence of HCV. (4). The IFNL3 genotype, pre-therapy BMI, TC, and C4 were associ-
ated with pre-therapy C3 levels, whereas post-therapy BMI, ALT, TC, WBC count, C4, and
hepatic steatosis were associated with post-therapy C3 levels. (5). Although both the leptin and
C3 levels remained unchanged after viral clearance, C4 and TC, which were independent fac-
tors for C3, were significantly increased 24 weeks post-therapy.
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Table 3. Multivariate analyses of factors associated with pre- and post-therapy sex, BMI, and C3 levels.

Sex (male)

BMI

ALT (UL)

TC (mg/dL)

HDL (mg/dL)

TG (mg/dL)
HOMA-IR

Uric acid (mg/dL)
WBC count (10%
L)

Platelets (10%/uL)
hsCRP (mg/dL)
C3 (mg/dL)

C4 (mg/dL)

APRI

Hepatic steatosis
(ves)

SNP rs12979860
CC genotype

Pre-therapy dependent variables (all patients)

Sex

Multivariate analysis,
95% Cl of OD [OD], (p
value)

1.0~1.004[1.002]
(0.0059)

0.914~1.005[1.0]
(0.934)
0.934~0.965 [0.949]
(<0.001%)

1.462~1.919 [1.675]
(<0.001%)

0.975~1.184[1.074]
(0.149)

0.987~1.034[0.558]
(0.383)

BMI

Cc3

Multivariate analysis, 95% Cl of 8

-0.077~-0.018
[-0.048](0.002%)
-0.009~0.007
[-0.001](0. 778)
-0.018~0.137
[0.059](0.131)

-0.05~0.346
[0.148](0.141)

-0.082~0.208
[0.063] (0.39)
0.028~0.073
[0.05](<0.001%)
-0.051~0.064
[0.007](0.815)

0.354~1.885
[1.12](0.004*)

[estimated B], (p value)

0.441~1.514
[0.978](<0.001%)

0.0~0.06[0.03]
(0.05)
0.046~0.184
[0.115](0.001 %)
-0.295~0.074
[-0.11](0.24)
-0.006~0.085
[0.039](0.087)
-0.344-~0.385
[0.02)(0.912)
-0.443~2.305
[0.931](0.183)
-0.779~1.452
[0.337](0.553)
-0.028~0.061
[0.017](0.462)
-0.261~0.188
[0.463](0.209)

0.74~1.302
[1.021](<0.001%)
-2.231~1.415
[-0.408](0.66)
-2.4~5.71.654]
(0.423)

1.233-9.747
[5.49](0.012%)

Post-therapy dependent variables (SVR patients)

Sex

Multivariate analysis,
95% Cl of OD [OD], (p
value)

0.893 ~1.070[0.977]
(0.621)

0.987~1.025 [1.006]
(0.529)

0.903~0.952 [0.927]
(<0.001%)

1.41~2.233[1.775]
(<0.001%)

1.011~1.411 [1.194]
(0.037%)

C3

Multivariate analysis, 95% Cl of B
[estimated B], (p value)

-0.701~1.075
[0.187](0. 679)

-0.01~0.04[0.015]
(0.239)

-0.08~-0.011
[-0.046](0.009%)
-0.009~0.002
[-0.003](0.271)
0.077~0.315
[0.196](0.001 %)
0.188~0.745
[0.466](0.001%)
-0.156~0.33
[0.087](0.481)
-0.003~0.012
[0.004](0.277)
-0.041~0.114
[0.037](0.355)
0.019~0.075
[0.047](0.001%)
-0.047~0.064
[0.008](0.766)

-0.47~0.064
[0.298] (0.445)

0.35~1.318
[0.834](0. 001%)
0.092~0.296
[0.194] (<0.001%)
0.027~0.019
[0.073](0.002%)
-0.18~0.099
[-0.04](0.568)
-0.023~0.025
[0.001](0.936)
-0.102~0.898
[0.398](0.118)
-1.128~1.090
[-0.019](0.973)
0.285~2.269
[1.277](0.012%)
-0.013~0.049
[0.018](0.265)
-0.037~0.606
[0.285](0.082)

0.512~0.943
[0.728](<0.001%)

0.341~6.651
[3.496](0.03%)

Only the variables significant in the univariate analyses (data not shown) were included in the multivariate analyses; OR: odds ratio; BMI: body mass index;
AST: aspartate aminotransferase; ALT: alanine aminotransferase; TC: total cholesterol; HDL: high-density lipoprotein cholesterol; TGs: triglycerides;
HOMA-IR: homeostasis model assessment-estimated insulin resistance; WBC: white blood cell; hsCRP: high-sensitivity C-reactive protein; C3:
complement component 3; C4: complement component 4; APRI: AST to platelet ratio index; SNP: single nucleotide polymorphism

*: p<0.05.

doi:10.1371/journal.pone.0166712.t003

Because both fibrosis and the IFNL3 non-CC genotype are two well-documented negative
factors for SVR in interferon-based therapy [2], the reliability of this prospective study of 474
CHC patients who had completed a course of anti-HCV therapy is assured by the fact that the
non-SVR patients had significantly more advanced fibrosis but a lower prevalence of the
IFNL3 CC genotype than the SVR patients. Whether hyperleptinemia is associated with HCV
infection [17,18,23] and the pan-genotypic [27,28] or genotype-specific anti-HCV therapeutic
responses [29] has remained a matter of debate. In this study, based on the lack of an associa-
tion between the leptin and HCV RNA levels, and the fact that the leptin levels remained
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Pre-Therapy Post-Therapy

/ ‘\\ /
\ J—>\ /
“~~____~ Viralclearance o

Fig 1. The leptin-centered associations between the dependent and independent factors before (pre-
therapy) and 24 weeks after anti-hepatitis C therapy (post-therapy). Tips of black arrowheads:
dependent factors; Bases of black arrowheads: independent factors; UA: uric acid; HDL-C: high-density
lipoprotein-cholesterol; BMI: body mass index; HS: hepatic steatosis; IFNL3: interferon, A3; TC: total
cholesterol; C3: complement component 3; complement component 4: C4; WBC: white blood cell; HOMA-IR:
homeostasis model assessment-estimated insulin resistance; red arrows: post-therapeutic increases in the
TC and C4 levels.

doi:10.1371/journal.pone.0166712.g001

unchanged after an SVR, it is likely that any relationship between leptin alterations and HCV
infections is indirect rather than direct. Furthermore, the role of leptin levels in predicting the
anti-HCV therapeutic response is negligible, regardless of the HCV genotype, as the pre-ther-
apy leptin levels between the SVR and non-SVR patients and between G1 and G2 patients
were similar.

Due to the unavailability of immunoprecipitation which directly assesses the interaction
between two proteins [30], it is truly difficult to elucidate the role of leptin in homeostasis
upon viral clearance in clinical studies of CHC, especially as the pre- and post-therapy leptin
levels were similar. Thus, we adopted the "concept” of popular software programs that organize
high-throughput bioinformatic data, such as Metacore and IPA [31], to dissect the interactions
between the independent and dependent factors based on the statistical results and the litera-
ture. Previous studies of 133~194 nondiabetic CHC patients [19, 26] showed a positive rela-
tionship between HOMA-IR and leptin. Consistently, we could only demonstrate this trend in
the patients without IR but not in those with IR. All of the above confirmed that the connec-
tion between the HOMA-IR and leptin levels vanished with deteriorating glucose metabolism,
which may be an HCV-associated sequela [2]. In contrast, sex, BMI, and C3 were indepen-
dently associated with the leptin level regardless of the presence of HCV infection. With regard
to sex and BMI, that female and obese patients have higher leptin levels than male and lean
subjects, respectively, is a central dogma of leptin dynamics [5]. The positive association of lep-
tin with C3 is likely due to the regulation of leptin in innate immunity [15] and the co-associa-
tion of leptin with BMI [5], which was consistent with the results of previous non-HCV
studies of the co-culture of adipocytes with macrophages [32] and of obese subjects [16]. The
above findings seemed to indicate a non-HCV-specific phenomenon in a CHC cohort. How-
ever, the close association between leptin and C3 and the different trends in post-therapeutic
changes in C3 and C4 suggest that HCV infection may affect leptin in a qualitative but not
quantitative manner through leptin-associated factors. Both C3 and C4 are major proteins of
the complement pathways [33], and their synthesis has been shown to be transcriptionally
downregulated by the HCV core and NS5A proteins in in vitro studies [34,35]. However, this
negative regulation is not compatible with the results of either our previous study on
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Table 4. Comparison of the pre- and 24-week post-therapy variables in CHC patients stratified by the therapeutic response.
SVR (+) (n=395)

BMI

AST (UL)
ALT (U/L)
TC (mg/dL)
HDL (mg/dL)
TG (mg/dL)
HOMA-IR

Uric acid (mg/dL)
WBC count (10%/uL)
Platelets (10%/uL)

hsCRP (mg/dL)
C3 (mg/dL)

C4 (mg/dL)
APRI

Hepatic steatosis

(ves)
Leptin (pg/mL)

Log leptin (Log1opg/

mL)

Pre-therapy
value

24.77+/-3.65
73.08+/-62.01
97.40+/-88.67

171.68+/-32.67

48.15+/-13.80

101.35+/-46.74

2.88+/-4.75
5.89+/-1.52
5.85+/-1.94
182.3+/-58.78
1.59+/-2.73
107.24/-19.74
20.32+/-7.30
1.47+/-1.65
(61)

9441.4+4/-8992.8

3.74+4/-0.55

Paired t-test p-

SVR () (n=79)

Paired t-test p-

values
Post-therapy Pre-therapy value | Post-therapy
value value
24.36+/-3.53 <0.001* 25.84+/-4.10 24.86+/-3.60 <0.001*
26.21+/-11.15 <0.001* 74.93+/-64.40 73.37+/-66.06 0.841
21.64+/-14.70 <0.001* 81.60+/-64.52 71.20+/-67.80 0.799
186.97+/-36.09 <0.001* 173.54+/-29.79 171.85+/-32.81 0.615
49.85+/-13.35 <0.001* 48.83+/-14.82 49.91+/-14.77 0.314
120.73+/-75.58 <0.001* 115.97+/-66.98 104.79+/-47.70 0.069
2.74+/-2.98 0.374 4.50+/-5.94 4.69+/-7.81 0.703
6.13+/-1.54 <0.001* 5.88+/-1.48 5.89+/-1.46 0.9
5.83+/-1.81 0.801 5.56+/-1.69 5.13+/-1.26 0.032*
184.53+/-56.51 0.239 154.9+/-58.73 148.9+/-54.2 0.203
1.78+/-4.46 0.494 1.58+/-1.99 1.90+/-3.64 0.436
108.6+/-17.39 0.169 101.9+/-16.66 102.6+/-17.58 0.677
21.55+/-7.07 <0.001* 19.08+/-7.77 19.47+/-8.33 0.536
0.50+/-0.39 <0.001* 1.76+/-1.84 1.71+/-1.75 0.845
(52) 0.630 (43) (49) 0.288
9809.4+/-9448.8 0.543 10229.7 10821.7+/-12650.4 0.763
+/-10528.5
3.77+/-0.54 0.392 3.83+/-0.38 3.85+/-0.40 0.835

SVR: sustained virological response; Log: log transformation; BMI: body mass index; AST: aspartate aminotransferase; ALT: alanine aminotransferase;
TC: total cholesterol; HDL: high-density lipoprotein cholesterol; TGs: triglycerides; HOMA-IR: homeostasis model assessment-estimated insulin resistance;
WBC: white blood cell; hsCRP: high-sensitivity C-reactive protein; C3: complement component 3; C4: complement component 4; APRI: AST to platelet ratio

index; SNP: single nucleotide polymorphism

*: p<0.05.

doi:10.1371/journal.pone.0166712.t004

conditional HCV core-expressing mice, which demonstrated C3 up-regulation in inflamed
liver samples via microarray analyses [36], or with studies of CHC patients who had higher C3
and C4 levels than the controls [37]. The discrepancy may result from the fundamental differ-
ences between in vitro and in vivo immunological studies. In this clinical prospective study, we
would like to stress that the positive associations between leptin and C3 and among C3, C4,
and TC were consistent regardless of HCV infection (Fig 1). Interestingly, only C4 and TC but
not C3 or leptin levels increased after SVR. Additionally, the pre-therapy IFNL3 genotype, a
strong determinant of SVR [1,2,4], was associated with the pre-therapy C3 level, although this
association diminished after anti-HCV therapy. Instead, the post-therapy C3 levels were
affected by the post-therapy WBC count and ALT after viral clearance (Fig 1). This evolution
suggests that C3 probably plays a role in HCV clearance. However, the role becomes non-
HCV-specific after viral clearance. In contrast to leptin, which is primarily expressed in subcu-
taneous adipose tissue [5], higher expression levels of C3 and C4 have been reported in visceral
than in subcutaneous adipose tissue [38]. The close associations between leptin, C3, and C4
suggest the presence of a strong collaboration between visceral and subcutaneous adipose tis-
sues, which may be essential for maintaining whole-body homeostasis. Collectively, these find-
ings highlight the general importance of leptin in homeostasis, as it needs to remain stable
during viral infection but may modulate the immune response through C3, whose levels also
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remain stable but seem to facilitate immunity and metabolism in conjunction with C4 and TC,
respectively. After anti-HCV therapy, only SVR patients had decreased levels of transaminase
and APRI but increased lipid profile levels, It is subsequent to the reversal of HCV-associated
hepatic injury and hypolipidemia after viral clearance [2,4]. Similarly, the increase in C4 after
viral clearance indicated the reversal of the HCV-associated down-regulation of the comple-
ment system [34,35].

Because adipose tissue is the major source of leptin [4], the main limitation of this study is
the lack of a pathological study of adipose tissue. Moreover, making conclusions based on ana-
lyzing the associated factors is an imperfect way to build a complete picture of the leptin-asso-
ciated pathways. Future studies of leptin in CHC patients with adipose tissue pathology
surveys and associated fundamental cellular or animal models studies such as immunoprecip-
tation [30] may be required to elucidate the genuine connection and molecular basis between
leptin and C3.

Together, our results demonstrate that sex, BMI, and C3 levels are independently associated
with leptin levels and that TC and C4 levels are independently associated with C3 levels regard-
less of the presence of HCV. Compared with the pre-therapy levels, leptin and C3 remained
unchanged 24 weeks post-therapy regardless of the therapeutic response, whereas the levels of
C4 and TC increased among patients with an SVR. During HCV infection, leptin and C3 may
maintain the homeostasis of metabolism and immunity based on associations with C4 and TC,
the positive post-therapy alterations of which reflect viral clearance. These findings will facili-
tate the development of agents or strategies to probe viral-related metabolic and immunity
alterations.

Supporting Information

S1 Dataset. The primary data of the current study are attached as supporting information.
(XLS)
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Abstract Recovery of amino acid (AA) metabolism and
the associated clinical implications in chronic hepatitis C
(CHC) patients with sustained virological response (SVR)
following anti-hepatitis C virus (HCV) therapy remains
elusive. A prospective cohort study was conducted on
222 CHC patients with SVR. Eighty-two age-matched
male genotype 1 (G1) and G2 patients underwent paired
serum metabolomics analyses with liquid chromatogra-
phy—tandem mass spectrometry to examine AAs before
and 24 weeks after anti-HCV therapy. Before anti-HCV
therapy, G1 patients had a higher HCV RNA level than
G2 patients. Twenty-four weeks post-therapy versus pre-
therapy, repeated-measures ANOVA showed that the lev-
els of alanine aminotransferase and most AAs decreased
while those of lipids, glutamine and putrescine increased
in CHC patients. The methionine sulfoxide/methionine
ratio decreased, while the asymmetric dimethylarginine/
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arginine, glutamine/glutamate, citrulline/arginine, ornith-
ine/arginine, kynurenine/tryptophan, tyrosine/phenylala-
nine and Fisher’s ratios increased. Genotype-specific sub-
group analyses showed that valine and serotonin/tyrosine
increased in G1 and that kynurenine and tyrosine/pheny-
lalanine increased and sarcosine decreased in G2 patients.
Viral clearance in CHC patients pan-genotypically restored
fuel utilization by decelerating the tricarboxylic acid cycle.
Following improvement in liver function, the urea, nitric
oxide, methionine, and polyamine cycles were accelerated.
The cardiometabolic risk attenuated, but the augmented
kynurenine pathway activity could increase the oncogen-
esis risk. The trends in neurotransmitter formation dif-
fered between G1 and G2 patients after SVR. Moreover,
the HCV-suppressing effect of valine was evident in Gl
patients; with the exception of prostate cancer, the onco-
genesis risk increased, particularly in G2 patients, at least
within 24 weeks post-anti-HCV therapy.

Metabolomics Core Laboratory, Healthy Aging Research
Center, Chang Gung University, Taoyuan, Taiwan, ROC

Clinical Phenome Center, Chang Gung Memorial Hospital,
Taoyuan, Taiwan, ROC

Clinical Informatics and Medical Statistics Research Center,
Chang Gung University, Taoyuan, Taiwan, ROC

Division of Allergy, Asthma, and Rheumatology, Department
of Pediatrics, Chang Gung Memorial Hospital, Taoyuan,
Taiwan, ROC

@ Springer


http://crossmark.crossref.org/dialog/?doi=10.1007/s00726-016-2360-7&domain=pdf

292

M.-L. Chang et al.

Keywords HCV - Genotype - Amino acids - Targeted
metabolomics - LC-MS/MS

Introduction

Hepeatitis C virus (HCV), a major human pathogen respon-
sible for liver disease, includes variants classified into seven
genotypes and infects an estimated 170 million individu-
als worldwide (Chang et al. 2016). It is thought to cause
liver steatosis, hypolipidemia, insulin resistance, diabetes,
obesity, and cardiovascular events (Chang 2016; Hu et al.
2016), in addition to cirrhosis and hepatocellular carcinoma
(HCCQ). In particular, much of the HCV life cycle is closely
associated with lipid metabolism. Experimental data sug-
gest that HCV directly interferes with the insulin cascade
via proteasomal degradation of the insulin receptor substrate
(Chang 2016). Although most HCV infections are currently
curable using potent direct-acting anti-viral agents, HCV-
associated cardiometabolic complications are not all revers-
ible (Chang 2016), and HCV-associated HCC is not always
completely eradicable after viral clearance (Toyoda et al.
2015). Claritying the reversibility and associated basis of
metabolic alterations in chronic hepatitis C (CHC) patients
who have achieved sustained virological response (SVR)
after anti-HCV therapy may allow for identification of ther-
apeutic targets for HCV-associated complications. Moreo-
ver, the findings may be applicable to other viral infections,
such as human immunodeficiency virus (HIV) infections,
which are not currently eradicable but are critically involved
in host metabolic alterations (Hu et al. 2016).

Previous studies have comprehensively demonstrated
the manner by which HCV influences host lipid metabo-
lism (Chang et al. 2014; Chang 2016; Hu et al. 2016). In
contrast, although the liver is the primary site of amino acid
(AA) metabolism (Fitian et al. 2014), where AAs are used
as the major fuel source via the tricarboxylic acid (TCA)
cycle (Jungas et al. 1992), nitrogen homeostasis is regu-
lated via the urea and nitric oxide (NO) cycles (Breuillard
et al. 2015), sulfur-containing AAs are metabolized via the
methionine cycle (Jung 2015), and immunity and inflam-
mation are regulated via the kynurenine (Kyn) and phe-
nylalanine (Phe) pathways (Flydal and Martinez 2013),
information regarding HCV-associated AA alterations is
relatively scarce and limited to cross-sectional (Banias-
adi et al. 2013; Bladowska et al. 2013) and case report
(Babudieri et al. 2013) studies, for which it is difficult to
completely eliminate individual bias. Indeed, although the
impact of HCV infection on AA metabolic alterations is
unclear, even less is known regarding whether genotype-
specific alterations are present.

Metabolomics is a powerful technology for assessing
global low-molecular-weight metabolites in a biological

@ Springer

system (Dumas et al. 2014). In CHC patients, gas chro-
matography/mass spectrometry (GC-MS) and liquid chro-
matography (LC)-MS have been used to delineate the
cholesterol synthesis pathway and to predict anti-HCV
therapeutic responses, respectively, (Clark et al. 2012; Saito
et al. 2013). To elucidate the characteristics and key mecha-
nisms underlying the restoration of AA metabolism after
viral clearance, we used LC—tandem mass spectrometry
(LC-MS/MS) to identify the virus-associated pan-geno-
typic and genotype-specific AA alterations by conducting a
prospective study of genotype 1 (G1) and genotype 2 (G2)
CHC patients demonstrating viral clearance.

Materials and methods
Patients

As shown in Fig. 1, a total of 435 consecutive patients
>18 years of age were confirmed to have CHC at a ter-
tiary referral center between July 2009 and August 2014.
CHC was defined as positivity for HCV antibodies and
detectable HCV RNA for >24 weeks. Among the 435
patients, 377 had completed a course of anti-HCV therapy
with peginterferon a-2b (1.5 pg/kg/week) and ribavirin
(800-1400 mg/day) for up to either 24 or 48 weeks accord-
ing to the response-guided therapy protocol (Chang et al.
2014, 2016). Abdominal ultrasound examinations were
performed for each patient prior to the start of therapy and
at 24 weeks post-therapy to assess the presence of fatty
liver and cirrhosis. SVR was defined as an undetectable
HCV RNA level at 24 weeks after completion of therapy.
Patients with HIV, hepatitis B infection, hemochromatosis,
renal insufficiency, coronary heart disease or malignancy
and recipients of solid organ transplants were excluded.
Moreover, female patients were excluded, as the menstrua-
tion status profoundly affects metabolism (Hu, et al. 2016).
Finally, 222 male CHC patients with SVR after anti-HCV
therapy were recruited. Among these 222 patients, 82 (41
Gl and 41 G2, age-matched) patients underwent paired
serum targeted metabolomic studies.

Biochemistry and targeted metabolomics

At 2 weeks before the start of therapy and at 24 weeks after
the end of therapy, the body mass index (BMI), HCV RNA,
uric acid (UA), lipid [triglycerides (TGs), high-density lipo-
protein cholesterol (HDL-C) and total cholesterol (TC)],
fasting glucose, alanine aminotransferase (ALT), and biliru-
bin levels, homeostasis model assessment-estimated insulin
resistance (HOMA-IR) [fasting insulin (WU/mL) x fast-
ing glucose (mmol/L)/22.5], and metabolomic profiles,
as well as the prevalences of liver cirrhosis and fatty liver,
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Adult subjects with chronic hepatitis C
(CHC) infection, n=435

Subjects without receiving/finishing
anti-HCV therapy; subjects with HIV,

hepatitis B infection, -
hemochromatosis, renal insufficiency,
coronary heart disease or malignancy
and recipients of solid organ
transplants, n=68

»| Female subjects, n=145

A 4

n=222

Male CHC subjects had finished anti-HCV therapy,

1. Missing data for pre- or
post-treatment data, n=10

2. Excluded due to
un-matched age for genotype
1and 2, n=128

A 4

.

Male genotype 1
CHC subjects,
age-matched, and
finished anti-HCV
therapy, n=42

\ 4

|

Male genotype 2
CHC subjects,
age-matched , and
finished anti-HCV
therapy. n=42

A 4

Underwent pre- and post-anti-HCV
therapeutic metabolomic analysis

Fig. 1 Flowchart of the enrollment of chronic hepatitis C patients

were evaluated in the CHC patients. HCV RNA levels were
determined using a COBAS Amplicor Kit (Roche Diagnos-
tics, Tokyo, Japan). HCV genotypes were determined using
the InoLipa method (Roche Diagnostics). Interferon-A3
(IFNL3) or interleukin-28B rs12979860 single-nucleotide
polymorphisms were assessed as described previously
(Chang et al. 2014, 2016). Measurements of serum bio-
chemical parameters and HCV RNA levels were performed
in the clinical pathology or liver research laboratory in the
hospital using routine automated techniques. Serum metab-
olome analyses were conducted with an AbsoluteIDQ®

pl80 Kit (Biocrates Life Science AG, Innsbruck, Aus-
tria) at the Metabolomics Core Laboratory, Healthy Aging
Research Center, Chang Gung University, to identify and
quantify 19 biogenic amines and 19 AAs. A 10-pL aliquot
of each plasma sample was mixed with isotopically labeled
internal standards in a multitier plate and dried under nitro-
gen. AAs and biogenic amines were derivatized with 5%
phenyl isothiocyanate (PITC) for 20 min and subsequently
dried under nitrogen. Three-hundred microliters of extrac-
tion solvent (5 mM ammonium acetate in methanol) was
then added to each sample, and after 30 min of incubation,
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Table 1 Characteristics of the 82 CHC patients with SVR received paired-metabolomic analysis

Pre-therapy Student’s  tests 24 weeks post-therapy Paired ¢ tests
Variables Gl (n=41) G2 (n=41) p values (Gl vs. G2) Gl (n=41) G2 (n=41) p values (G1 vs. G2)
Age (years) 50.6 £ 12.0 524 +£12.3 0.539
BMI 254 +2.6 254 +3.9 0.943 25.0+23 252+39 0.943
HCV RNA (log IU/ml) 6.02+1.23 5.56 + 1.18 0.026* 0 0
ALT (U/L) 102.5+904 119.0 £ 106.2 0.452 226495 20.1 £ 8.9 0.233
Bilirubin (mg %) 0.92 +0.36 0.80 + 0.27 0.108 0.86 £ 0.51 0.71 £0.23 0.093
Liver cirrhosis®, n (%) 6 (14.6) 8 (19.5) 0.563 6 (14.6) 8 (19.5) 0.563
Fatty liver®, n (%) 21(51.2) 20 (48.8) 0.828 20 (48.8) 21 (51.2) 0.828
Uric acid (mg/dl) 6.85 £ 1.73 6.46 + 1.26 0.251 6.97 £ 1.73 6.80 + 1.54 0.629
TGs (mg/dL) 103.8 £40.1 99.6 £33.5 0.590 131.8 £ 673 1183 +£739 0.390
TC (mg/dL) 1742 £33.0 170.6 £33.8 0.648 189.6 £39.5 18424369 0.524
HDL-C (mg/dL) 420+ 115 423 +£10.7 0.731 434 +£10.8 434+ 8.6 0.991
HOMA-IR 2.94 + 1.85 3.19 £ 4.51 0.754 32421 25+1.3 0.085
IFNL3 CC? genotype, n (%) 37 (90.2) 35 (85.3) 0.110

CHC chronic hepatitis C, GI genotype 1, G2 genotype 2, SVR sustained virological response, NA not accessible, BMI body mass index, /FN-A3
interferon-A3, ALT alanine aminotransferase, 7Gs triglycerides, TC total cholesterol, HDL-C high-density lipoprotein cholesterol, HOMA-IR
homeostasis model assessment-estimated insulin resistance, /FNL3: interferon-\3

*p <0.05
# Chi-squared test

they were centrifuged for 2 min at 100xg. Subsequently,
150 L of each filtrate was transferred to a microtiter plate
and diluted with 150 pL of water for analysis of AAs and
biogenic amines by LC-MS/MS. Identification and quan-
tification were achieved by multiple reaction monitor-
ing (MRM). It was standardized by spiking in isotopically
labeled standards. LC-MS analysis was performed with
a Waters Xevo TQ mass spectrometer coupled to an ultra-
performance liquid chromatograph (Waters Corp., Milford,
MA, USA). Metabolites were separated on a reverse-phase
column (2.1 x 50 mm, BEH C18, Waters Corp., Milford,
MA, USA) using a mobile phase composed of a gradi-
ent mixture of solvent A (0.2% formic acid in water) and
solvent B (0.2% formic acid in acetonitrile) (0 min 0% B,
3.5 min 60% B, 3.8 min 0% B, and 3.9 min 0% B). Elution
was performed at a flow rate of 900 wL/min. The column
temperature was maintained at 50 °C. The corresponding
MS settings were as follows: dwell time of 0.019-0.025 s;
capillary voltage of 3.92 kV for the positive mode; capillary
voltage of 1.5 kV for the negative mode; nitrogen as the col-
lision gas medium; and a source temperature of 150 °C.

Statistics

All statistical analyses were performed using Statistical Pack-
age for the Social Sciences (SPSS, version 21, SPSS Inc.,
Chicago, IL, USA), TArgetLynx (Waters, MA, USA), inte-
grated MetIDQ (Biocrates, Innsbruck, Austria) or SIMCA-P
(version 13.0, Umetrics AB, Umea, Sweden) softwares. For
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the characteristics of the 82 CHC patients with SVR, con-
tinuous variables were summarized as the mean + standard
deviation (SD), and categorical variables were summarized
as frequencies and percentages. To compare the variables
between groups, continuous variables were analyzed using
Student’s 7 test, whereas categorical variables were analyzed
using the Chi-squared test or Fisher’s exact test as appropri-
ate. The paired ¢ test was used to compare variables before
and at 24 weeks after anti-HCV therapy within individuals.
To maximize the identification of differences in the meta-
bolic profiles between two groups, unsupervised principal
components analysis (PCA) and the orthogonal projection
to latent structure-discriminant analysis (OPLS-DA) mod-
els were applied. The variable importance in the projection
(VIP) value of each variable in the model was calculated to
determine its contribution to the classification. VIP values of
greater than 1.0 indicated significant differences. Changes
in AA levels and the ratios or sums of AA levels before and
at 24 weeks after anti-HCV therapy were evaluated using
repeated-measures analysis of variance (ANOVA), consider-
ing time as a within-subject effect.

Informed consent

Written informed consent was obtained from each patient,
and the study protocol conformed to the ethical guidelines
of the 1975 Declaration of Helsinki, as reflected a priori.
The study was approved by the local institutional review
board.
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Results

Pre-therapy and 24 weeks post-therapy characteristics
of the CHC patients

The characteristics of the 82 CHC patients who were
assessed by paired metabolomics analyses before and at
24 weeks after anti-HCV therapy are listed in Table 1. The
G1 patients had a higher pre-therapy HCV RNA level than
the G2 patients. At 24 weeks post-therapy, no differences
in any of the comparable variables were noted between the
G1 and G2 patients; however, all of the patients with SVR
had a decreased ALT level (p < 0.001) and increased TC
(p < 0.001) and TG levels (p = 0.001) compared with the
pre-therapy levels.

Targeted metabolomics

Although the PCA plot did not successfully discriminate
between the AA metabolites altered pre-therapy versus
24 weeks post-therapy, the OPLS-DA score plot clearly
differentiated between the metabolites altered at these time
points (Fig. 2). The major findings are itemized below.

Characteristic AAs with decreased levels after SVR

As shown in Table 2, at 24 weeks post-therapy, the levels of
many AAs and amines, including arginine (Arg), aspartic
acid (Asp), glutamate (Glu), glycine (Gly), histidine (His),
leucine (Leu), Phe, serine (Ser), threonine (Thr), tyrosine
(Tyr), acetylornithine (Ac-Orn), asymmetric dimethylargi-
nine (ADMA), and methionine sulfoxide (Met-SO), were
decreased compared with the pre-therapy levels, while the
levels of glutamine (GIn), Kyn, putrescine and taurine were
increased in the CHC patients.

AA and amines ratios altered after SVR

As shown in Table 3, at 24 weeks post-therapy, the Met-
SO/Met ratio was decreased, but the ADMA/Arg, Gln/Glu,
citrulline (Cit)/Arg, Kyn/tryptophan (Trp), ornithine (Orn)/
Arg, Tyr/Phe and Fisher’s ratios [sum of branched-chain
AAs (BCAAs, i.e. Val + Leu + Ile)/sum of aromatic AAs
(AAAs, i.e. Tyr 4+ Try + Phe)] were increased, compared
with the pre-therapy ratios in the CHC patients.

Genotype-specific AA and amine alterations after SVR

In addition to the common alterations in the levels of the
AAs and amines listed above, subgroup analyses showed
that the levels of Arg, Ile, Leu and Met were decreased and
that the level of Val was increased, particularly in the G1
CHC patients, at 24 weeks post-therapy compared with the

pre-therapy-levels; in addition, the levels of Asp, ADMA
and sarcosine were decreased, while those of Kyn and
taurine were increased, particularly in the G2 patients, at
24 weeks post-therapy (Table 4).

Genotype-specific alterations in AA ratios after SVR

In addition to the common alterations in the ratios listed
above, subgroup analyses showed that the serotonin/
Trp and Tyr/Phe ratios were increased in the G1 and G2
patients, respectively, at 24 weeks post-therapy compared
with the pre-therapy ratios (Table 4).

A comprehensive summary of all involved pan-geno-
typic and genotype-specific AA and amine alterations and
the proposed associated pathways in the CHC patients after
SVR is presented in Fig. 3.

Discussion

To the best of our knowledge, this metabolomics-based pro-
spective study is the first to comprehensively examine the
pan-genotypic and genotype-specific AA and amine altera-
tions upon viral clearance in HCV. The most compelling
results are as follows: (1) the G1 patients had a higher pre-
therapy HCV RNA level than the age-matched G2 patients.
After SVR, the decreased ALT and increased lipid levels
were noted in all of the CHC patients. (2) At 24 weeks
post-therapy, the levels of most AAs were decreased, while
those of Gln, Kyn, putrescine and taurine were increased
compared with the pre-therapy levels in the CHC patients
with SVR. (3) A decreased Met-SO/Met ratio and increased
ADMA/Arg, Gln/Glu, Cit/Arg, Kyn/Trp, Orn/Arg, Tyr/Phe
and Fisher’s ratios were detected in the CHC patients with
SVR. (4) Subgroup analyses of genotype-specific changes
revealed that alterations in the BCAA levels and seroto-
nin/Trp ratio were predominant in the G1 patients, while
changes in the ADMA, Kyn, sarcosine and taurine levels
and Tyr/Phe ratio were more frequent in the G2 patients.
HCYV has been reported to activate glycolysis (Ramiere
et al. 2014), leading to entry of glycolytic carbon into the
TCA cycle to provide additional energy and metabolic pre-
cursors of AAs and fatty acids (Jungas et al. 1992). Our
data demonstrated that the levels of most AAs, including
both essential and non-essential AAs, were decreased after
SVR. The levels of most AAs have been reported to be ele-
vated in a persistently HCV-infected cell line (Sugiyama
et al. 2014), and downregulation of enzymes involved in
AA metabolism was reported in a CHC patient who
achieved SVR (Babudieri et al. 2013). Thus, after viral
clearance, decreased levels of essential AAs indicate the
decreased uptake of essential AAs from the diet by host
cells, i.e., attenuation of the hypermetabolic status, while
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[ G1 CHC pre-therapy

I G2 CHC pre-therapy

B G1 CHC post-therapy
G2 CHC post-therapy

I G1 CHC pre-therapy
. G1 CHC post-therapy

t[2]

B G2 CHC pre-therapy
G2 CHC post-therapy
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decreased levels of non-essential AAs indicate deceleration
of the TCA cycle (Sugiyama et al. 2014). On the other
hand, decreased levels of AAs might also reflect enhanced
protein synthesis, as decomposition of the host body’s own
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tissues to produce AAs for generation of energy is not nec-
essary after SVR (Holm et al. 1999). In the presence of
impaired liver function, decreased BCAA levels and
increased AAA levels lead to a decrease in Fisher’s ratio,
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«Fig. 2 The principal components analysis (PCA) and orthogonal par-
tial least squares-discriminant analysis (OPLS-DA) score plots for
the paired metabolomics analyses of the chronic hepatitis C (CHC)
patients. GI CHC genotype 1 chronic hepatitis C patients, G2 CHC
genotype 2 chronic hepatitis C patients, pre-therapy before anti-
HCYV therapy, post-therapy 24 weeks after anti-HCV therapy. Plasma
global metabolite analysis by liquid chromatography/tandem mass
spectrometry. a, ¢ and e PCA of serum samples from 41 pre-therapy
(green dots) and post-therapy (blue dots) G1 patients and 41 pre-ther-
apy (red dots) and post-therapy (orange dots) G2 patients. The ellipse
shown in the model represents the Hotelling T2 values with 95% con-
fidence. b, d and e OPLS-DA of serum samples from 41 pre-therapy
(green dots) and post-therapy (blue dots) G1 patients and 41 pre-ther-
apy (red dots) and post-therapy (orange dots) G2 patients. The ellipse
shown in the model represents the Hotelling T2 with 95% confidence

which is the ratio of BCAAs to AAAs (Kawaguchi et al.
2011). These changes are caused by increased BCAA
catabolism in muscles and decreased AAA breakdown in
the diseased liver (Holecek 2015). Consistent with the
decreased ALT level and increased lipid levels (Chang et al.
2014; Chang 2016), the increased Fisher’s ratio in the CHC
patients after SVR reflected improved liver function, result-
ing in a cascade of accelerating associated reactions includ-
ing NO, urea, Met, polyamine, and Kyn cycles (Fig. 3).
Notably, Gln plays a crucial role in the inter-organ trans-
port of carbon, nitrogen, and energy. In the liver, it is a sub-
strate for ureagenesis, as its hydrolysis provides Glu for
urea synthesis and gluconeogenesis (Xiao et al. 2016).
Deamination of Gln and Glu can account for approximately
35% of the increase in ammonia production. In addition,
Gln generates the antioxidant glutathione to remove reac-
tive oxygen species (ROSs) and regulates critical cell sign-
aling pathways (Burgess 2013). The GIn/Glu ratios are
negatively associated with the diabetes risk in the Framing-
ham Heart cohort (Cheng et al. 2012). Thus, the increased
Gln level, decreased Glu level, and increased Gln/Glu ratio
in the CHC patients after SVR indicate reduced risks of
cardiometabolic complications subsequent to attenuation of
oxidative stress. Accordingly, anti-HCV therapy has been
shown to improve the cardiovascular outcomes of diabetic
CHC patients (Hsu et al. 2014). With regard to the NO and
urea cycles, Arg plays a crucial role in the synthesis of NO,
the most potent endogenous vasodilator (Papageorgiou
et al. 2015), through the conversion of Arg to Cit via the
enzyme NO synthase (NOS). Arg can also be metabolized
by arginase to generate urea and Orn. Orn can be further
converted to Cit in the urea cycle. In the CHC patients after
SVR, the increased Cit/Arg and Orn/Arg ratios, thus, indi-
cated the presence of increased NOS for NO synthesis and
increased arginase for transforming ammonia into urea,
respectively (Lin et al. 2016). Moreover, Arg is a precursor
for methylated metabolites, including ADMA, an intrinsic
competitive endogenous feedback inhibitor of the catalytic
activity of NOS (Fultang et al. 2016). The ADMA level is

increased in conditions associated with atherosclerosis,
liver and renal diseases. The plasma ADMA/Arg ratio is
considered a stronger prognostic marker of atherosclerotic
risk than ADMA alone (van Dyk et al. 2015). Thus, in the
CHC patients after SVR, the decreased cardiovascular
risks, as indicated by the increased GIn/Glu, Cit/Arg and
Orn/Arg ratios, must be weighted by the increased athero-
sclerotic risk, as indicated by the increased ADMA/Arg
ratio; while the basis of the increased ADMA/Arg ratio
requires further study. Met is an essential sulfur-containing
AA metabolized mainly in the liver that is converted to
S-adenosylmethionine (SAM), which participates in poly-
amine synthesis and transsulfuration to transfer sulfur from
Met to Ser, forming Cys and then taurine (Jung 2015). The
hepatic polyamine synthesis and transsulfuration pathway
activities are impaired in hepatic injury. Taurine is a sulfur-
containing AA and organic osmolyte that is involved in a
variety of physiological activities, including anti-oxidative,
anti-metabolic syndrome, and anti-inflammatory activities
(Imae et al. 2014). Consistently, both human and animal
studies have shown the perturbation of taurine metabolism
during HCV infection (Zhang et al. 2013; Sun et al. 2013).
The increased taurine level after SVR, thus, reflected the
acceleration of transsulfuration following the improvement
in liver function. On the other hand, putrescine is a polyam-
ine involved in transcription, translation, autophagy and
stress resistance. It is predominantly derived from Orn and
Met, while Arg and lysine serve as alternative, secondary
sources of these metabolites (Miller-Fleming et al. 2015).
Along with the decreased Met and Arg levels, the increased
putrescine level after SVR was consistent with the acceler-
ating polyamine biosynthesis subsequent to the improve-
ment in liver function. Methylthioadenosine (MTA) is a
sulfur-containing adenine nucleoside produced from SAM
during the synthesis of polyamines, including spermine and
spermidine. MTA has an inhibitory effect on the synthesis
of spermine from putrescine. A significant decrease in the
MTA level has been observed during the late stage of HCV
infection in cells (Roe et al. 2011). After SVR, reversal of
the HCV-associated decrease in the MTA level might also
account for the increased putrescine level. Moreover, Met
is particularly susceptible to elevated ROS levels. Upon
reacting to ROSs, protein-bound Met is readily oxidized to
form Met-SO (Jung 2015). Thus, in CHC patients after
SVR, a decreased Met-SO level and Met-SO/Met ratio
indicate decreased oxidative stress subsequent to improved
liver function. Similar to what occurs in the Kyn cycle,
95% of Trp is metabolized in the liver by indoleamine-
2,3-dioxygenase (IDO), leading to the biosynthesis of Kyn
(Flydal and Martinez 2013), which is an immunosuppres-
sive derivative of Trp, through induction of T-cell exhaus-
tion and Treg expansion. IDO induces inflammation but
also controls infection. Both HCV infection and
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Table 2 Comparison of pre-

AA (M) Pre-therapy levels Post-therapy levels Repeated-measures ANOVA F test p values
therapy and post-therapy levels ] o ]
of amino acids (or amines) for Median/mean (SD) Within-subject effect
CHC patients with SVR N=g8 N=8 Time

Arg 157.5/162.9 (34.33) 122.0/133.1 (60.19) 0.0001

Asp 20.30/22.2 (12.38) 14.85/18.25 (11.44) 0.0147

Gln 605.5/575.9 (182.34)  680.0/672.9 (120.95)  1.57 x 107°

Glu 149.5/183.1 (146.6) 63.0/80.7 (61.7) 9.20 x 107°

Gly 311.0/319.1 (84.13) 274.5/280.8 (62.65) 0.0003

His 104.5/104.1 (17.03) 95.3/96.6 (15.33) 0.0012

Leu 179.0/183.4 (36.02) 168.5/169.4 (36.69) 0.0014

Met 29.6/31.5 (8.45) 27.1/28.0 (5.77) 0.0008

Phe 135.0136.1 (46.6) 88.4/100.3 (35.88) 2.74 x 1078

Ser 189.5/186.4 (38.49) 147.5/150.2 (32.53) 2.61 x 10710

Thr 130.5/134.0 (25.85) 117.0/118.6 (22.58) 2.18 x 1077

Tyr 86.8/90.0 (20.67) 72.6/75.9 (18.77) 2.13 x 107!

Ac-Om 4/4.8 (3.67) 3.05/4.3 (3.16) 0.0007

ADMA 0.50/0.47 (0.12) 0.40/0.42 (0.12) 0.0008

Kyn 2.40/2.43 (0.76) 2.50/2.66 (0.91) 0.0125

Met-SO 1.05/1.15 (0.67) 0.30/0.41 (0.68) 2.65 x 10712

Putrescine  0.10/0.08 (0.04) 0.10/0.13 (0.04) 0.0002

Taurine 59.9/67.005 (25.01) 68.3/78.1 (33.29) 0.0075

Only metabolites with p values <0.05 are listed

ANOVA analysis of variance, SD standard deviation, AA amino acid, CHC chronic hepatitis C, SVR sus-
tained virological response, Arg arginine, Asp Aspartic acid, Gln glutamine, Glu glutamate, Gly glycine,
His histidine, Leu leucine, Met methionine, Phe phenylalanine, Ser serine, Thr threonine, Tyr tyrosine, Ac-
Orn acetylornithine, ADMA asymmetric dimethylarginine, Kyn kynurenine, Met-SO methionine sulfoxide

Table 3 Comparison of pre-

. AA Median/mean (SD) Within-subject effect
therapy and post-therapy ratios
of amino acids (or amines) for Pre-therapy levels Post-therapy levels Repeated-measures ANOVA F test p values
CHC patients with SVR
N=282 N=282 Time

ADMA/Arg  0.003/0.0030 (0.0011) 0.003/0.0034 (0.0014) 0.0137

Gln/Glu 4.19/6.52 (5.96) 9.79/11.87 (7.47) 2.82 x 107°

Cit/Arg 0.22/0.22 (0.06) 0.27/0.27 (0.08) 3.52 x 107°

Fisher ratio  1.72/1.74 (0.34) 1.99/2.04 (0.43) 6.7 x 107°

Kyn/Trp 0.03/0.03 (0.01) 0.04/0.04 (0.01) 0.0075

Met-SO/Met  0.04/0.04 (0.02) 0.01/0.01 (0.02) 1.87 x 107"

Orn/Arg 0.62/0.65 (0.22) 0.78/0.80 (0.31) 0.0001

Tyr/Phe 0.66/0.72 (0.24) 0.79/0.82 (0.26) 0.0047

Only metabolites with p values <0.05 are listed

ANOVA analysis of variance, SD standard deviation, ADMA/Arg asymmetric dimethylarginine/arginine,
GIn/Glu glutamine/glutamate, Cit/Arg citrulline/arginine, Fisher ratio ratio of sum of branched amino
acids/sum of aromatic amino acids, Kyn/Trp kynurenine/tryptophan, Orn/Arg ornithine/arginine, Tyr/Phe
tyrosine/phenylalanine

interferon-a therapy are thought to stimulate IDO expres-
sion (Hoyo-Becerra et al. 2014). An increased Kyn/Trp
ratio, an estimate of IDO enzymatic activity, represents an
independent marker of progression of diseases including
obesity, HIV infection and HCV infection (Hoyo-Becerra
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et al. 2014). However, NO inhibits the expression and func-
tion of IDO. Although NO cycle activity was promoted as
mentioned above, paradoxically, the Kyn level and Kyn/Trp
ratio were unexpectedly increased in the CHC patients after
SVR. As a previous study has shown that the Kyn level
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Table 4 Significant genotype-specific changes of amino acids or amines

Genotype Median/mean (SD) Within-subject effect
Pre-therapy levels Post-therapy levels Repeated-measures ANOVA F test p values
N=41 N=41 Time
1
Arg (M) 161.0/166.908 (35.73) 122.0/131.408 (31.71) 7.20 x 107°
Ile (M) 91.0/92.704 (18.8) 88.0/87.009 (17.5) 0.0202
Leu (M) 186.0/188.4 (41.19) 174.0/171.805 (36.52) 0.0097
Val (M) 231.0/228.601 (33.4) 238.0/246.1 (37.1) 0.0327
Met (M) 30.4/31.904 (7.39) 26.9/28.0 (5.54) 0.0019
Serotonin/Trp 0.010/0.007 (0.0042) 0.010/0.0085 (0.0047) 0.0394
2
Asp (M) 19.20/21.29 (13.63) 14.50/15.92 (8.22) 0.0283
ADMA (M) 0.50/0.49 (0.12) 0.40/0.43 (0.12) 0.0048
Kynurenine (M) 2.30/2.39 (0.86) 2.50/2.72 (1.02) 0.0434
Sarcosine (M) 4.10/12.45 (10.58) 3.40/11.06 (9.59) 0.0214
Taurine (M) 57.7/64.506 (22.72) 65.2/76.801 (33.81) 0.0286
Tyr/Phe 0.66/0.69 (0.21) 0.81/0.84 (0.26) 0.0020

Only metabolites with p values <0.05 are listed

ANOVA analysis of variance, SD standard deviation, Arg arginine, lle isoleucine, Val valine, Met methionine, Trp tryptophan, Asp asparagine,

ADMA asymmetric dimethylarginine, 7yr/Phe tyrosine/phenylalanine

increased in patients after completion of interferon-based
therapy regardless of the therapeutic response (Saito et al.
2013), the increases in the Kyn level and Kyn/Trp ratio
may be short-term phenomena subsequent to interferon
therapy, and follow-up for longer than 24 weeks may be
warranted to observe the precise long-term Kyn homeosta-
sis in CHC patients with SVR. Furthermore, due to the
immune escape characteristics of IDO, close monitoring
for the development of cancer is still required for CHC
patients, even after viral clearance. The increased IDO level
might also account for the failure to eradicate some types
of HCC and other types of cancer after SVR (Toyoda et al.
2015). In addition, mammalian Phe hydroxylase catalyzes
the rate-limiting step in Phe catabolism and is primarily
present in the liver (Flydal and Martinez 2013). A high Phe
level together with impaired conversion of Phe to Tyr has
been observed in inflammatory conditions. The Tyr/Phe
ratio, an indicator of Phe hydroxylase activity, has been
shown to be inversely associated with the HIV load and
positively associated with the CD4™1 T-cell count (Zangerle
et al. 2010). In this study, an increased Tyr/Phe ratio was
found to indicate attenuated inflammation in the CHC
patients after SVR.

Circulating BCAA levels tend to increase in individuals
with obesity in association with future insulin resistance
or type 2 diabetes mellitus (Lynch and Adams 2014). The
decreased levels of the BCAAs Leu and Ile in the G1 CHC
patients after SVR, thus, indicated an attenuated risk of

insulin resistance. However, among the three BCAAs, the
level of Val was increased rather than decreased in the G1
patients after SVR. Val has been shown to promote matu-
ration of monocyte-derived dendritic cells in patients with
HCV-related liver cirrhosis. In addition, a nutritional Val
deficiency causes the accumulation of hepatic lipid drop-
lets (Kawaguchi et al. 2012). Val, thus, may suppress HCV
replication by modulating both immune and nutrient func-
tions (Kawaguchi et al. 2012). As the G1 CHC patients
had a significantly higher pre-therapy viral load than the
G2 patients, the increased Val level might suggest the
elimination of viral-related suppression of Val after viral
clearance, which was particularly observed among the G1
patients. In addition to Kyn, Trp is metabolized into sev-
eral downstream physiologically active substances, includ-
ing serotonin. Different stressors can selectively induce the
expression of genes involved in Trp, Tyr or Phe biosynthe-
sis (Boulet et al. 2015). After SVR, the serotonin/Trp and
Tyr/Phe ratios were increased in the G1 and G2 patients,
respectively, suggesting the presence of a significant physi-
ological difference between these two genotypes of HCV
infection. The brain—gut axis is a bidirectional system for
communication between the central nervous system and the
gastrointestinal tract. Serotonin functions as a key neuro-
transmitter at both terminals of this network (O’Mahony
et al. 2015). Thus, the gut microbiota might have an un-
investigated role in the metabolic alterations in G1 patients
after SVR (Rooks and Garrett 2016). Moreover, sarcosine
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Fig. 3 Proposed schemes to illustrate the pan-genotype and geno-
type-specific amino acid (AA) and amine alterations in chronic hep-
atitis C (CHC) after sustained virological response (SVR), as deter-
mined by paired metabolomics analyses. A scheme for AA-centered
metabolic pathway alterations with incorporation of the tricarboxylic
acid (TCA), NO, urea, methionine, polyamine and kynurenine cycles.
DMG dimethylglycine, Ala alanine, Asp aspartate, Gly glycine, Ser
serine, Thr threonine, Trp tryptophan, Kyn kynurenine, Leu leucine,
lle isoleucine, Acetyl-CoA acetyl coenzyme A, Acetoacetyl-CoA ace-

is an intermediate in Gly synthesis. Its level is substantially
increased during prostate cancer progression (Sreekumar
et al. 2009). A decreased sarcosine level after SVR, which
was commonly observed among the G2 patients, might
indicate a genotype-specific reduction in the risk of pros-
tate cancer, while an increased Kyn level might suggest an
increased risk of cancers other than prostate cancer. Fur-
ther study must be conducted to elucidate the basis of these
associations.

Taken together, these results indicate that after viral
clearance, the recovery of pan-genotypic AA alterations in
the CHC patients was demonstrated by attenuation of the
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(d) Serotonin pathway

(e) Kynurenine pathway
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toacetyl coenzyme A, Lys lysine, Phe phenylalanine, Tyr tyrosine,
Met methionine, Met-SO methionine sulfoxide, SAM S-adenosylme-
thionine, Orn ornithine, Ac-Orn acetylornithine, Cit citrulline, Gin
glutamine, Glu glutamate, Arg arginine, ADMA asymmetric dimeth-
ylarginine, His histidine, Spd spermidine. Words in red up-regulated
metabolites, words in blue down-regulated metabolites. Words in
black unchanged metabolites. Words in grey unchecked metabolites.
G1 metabolites frequently alerted in genotype 1 CHC patients, G2
metabolites frequently alerted in genotype 2 CHC patients

hypermetabolic status and slowing of the TCA cycle. Asso-
ciations among the accelerated urea, NO, Met, polyamine
cycles following improvement in liver function might attenu-
ate the cardiometabolic risk, but the increased immune tol-
erance indicated by the augmented Kyn cycle might elicit
neoplasm formation. The genotype-specific AA metabolic
recovery was reflected in the differing trends of neurotrans-
mitter formation between the G1 and G2 patients and the
post-therapeutic increase in the valine level of the G1 patients
after SVR. Moreover, with the exception of prostate cancer,
the general risk of oncogenesis might be increased particu-
larly in G2 CHC, at least within 24 weeks post-therapy.



Recovery of pan-genotypic and genotype-specific amino acid alterations in chronic hepatitis. .. 301

Acknowledgements The authors thank Mr. Cheng-Yu Huang from
Metabolomics Core Laboratory, Health Aging Research Center,
Chang Gung University and Mr. Chun-Ming Fan from the Depart-
ment of Biomedical Sciences, College of Medicine, Chang Gung Uni-
versity for their excellent figure generations and Ms. Shu-Chun Chen
from the Liver Research Center, Chang Gung Memorial Hospital, Tai-
wan, for her data mining assistance.

Compliance with ethical standards

Funding This study was supported by grants from the Chang Gung
Medical Research Program (CIRPG3D0121, CMRPG3F0471,
CRRPG3F0011, CMRPG3B1743 and XMRPG3A0525) and from
the National Science Council, Taiwan (102-2628-B-182-021-MY3,
MOST 105-2314-B-182-023, and MOST 105-2629-B-182-001-).

Conflict of interest The authors declare that they have no conflict of
interest.

References

Babudieri S, Soddu A, Nieddu P, Tanca A, Madeddu G, Addis MF,
Pagnozzi D, Cossu-Rocca P, Massarelli G, Dore MP, Uzzau
S, Mura MS (2013) Proteomic characterization of hepatitis
C eradication: enzyme switch in the healing liver. J Clin Virol
57:274-278

Baniasadi H, Gowda GA, Gu H, Zeng A, Zhuang S, Skill N, Maluccio
M, Raftery D (2013) Targeted metabolic profiling of hepatocel-
lular carcinoma and hepatitis C using LC-MS/MS. Electrophore-
sis 34:2910-2917

Bladowska J, Zimny A, Knysz B, Matyszczak K, Kottowska A, Sze-
wcezyk P, Gasiorowski J, Furdal M, Sasiadek MJ (2013) Evalu-
ation of early cerebral metabolic, perfusion and microstruc-
tural changes in HCV-positive patients: a pilot study. J Hepatol
59:651-657

Boulet MM, Chevrier G, Grenier-Larouche T, Pelletier M, Nadeau
M, Scarpa J, Prehn C, Marette A, Adamski J, Tchernof A (2015)
Alterations of plasma metabolite profiles related to adipose tis-
sue distribution and cardiometabolic risk. Am J Physiol Endo-
crinol Metab 309:E736-E746

Breuillard C, Cynober L, Moinard C (2015) Citrulline and nitrogen
homeostasis: an overview. Amino Acids 47:685-691

Burgess DJ (2013) Metabolism: glutamine connections. Nat Rev Can-
cer 13:293

Chang ML (2016) Metabolic alterations and hepatitis C: from bench
to bedside. World J Gastroenterol 22:1461-1476

Chang ML, Tsou YK, Hu TH, Lin CH, Lin WR, Sung CM, Chen TH,
Cheng ML, Chang KC, Chiu CT, Yeh CT, Pang JH, Shiao MS
(2014) Distinct patterns of the lipid alterations between genotype
1 and 2 chronic hepatitis C patients after viral clearance. PLoS
One 9:¢104783

Chang ML, Liang KH, Ku CL, Lo CC, Cheng YT, Hsu CM, Yeh CT,
Chiu CT (2016) Resistin reinforces interferon \-3 to eliminate
hepatitis C virus with fine-tuning from RETN single-nucleotide
polymorphisms. Sci Rep 6:30799

Cheng S, Rhee EP, Larson MG, Lewis GD, McCabe EL, Shen D,
Palma MJ, Roberts LD, Dejam A, Souza AL, Deik AA, Mag-
nusson M, Fox CS, O’Donnell CJ, Vasan RS, Melander O, Clish
CB, Gerszten RE, Wang TJ (2012) Metabolite profiling identifies
pathways associated with metabolic risk in humans. Circulation
125:2222-2231

Clark PJ, Thompson AJ, Vock DM, Kratz LE, Tolun AA, Muir AJ,
McHutchison JG, Subramanian M, Millington DM, Kelley RI,
Patel K (2012) Hepatitis C virus selectively perturbs the distal
cholesterol synthesis pathway in a genotype-specific manner.
Hepatology 56:49-56

Dumas ME, Kinross J, Nicholson JK (2014) Metabolic phenotyping
and systems biology approaches to understanding metabolic syn-
drome and fatty liver disease. Gastroenterology 146:46—62

Fitian AI, Nelson DR, Liu C, Xu Y, Ararat M, Cabrera R (2014) Inte-
grated metabolomic profiling of hepatocellular carcinoma in
hepatitis C cirrhosis through GC/MS and UPLC/MS-MS. Liver
Int 34:1428-1444

Flydal MI, Martinez A (2013) Phenylalanine hydroxylase: function,
structure, and regulation. [IUBMB Life 65:341-349

Fultang L, Vardon A, De Santo C, Mussai F (2016) Molecular basis
and current strategies of therapeutic arginine depletion for can-
cer. Int J Cancer 139:501-509

Holecek M (2015) Ammonia and amino acid profiles in liver cirrho-
sis: effects of variables leading to hepatic encephalopathy. Nutri-
tion 31:14-20

Holm E, Sedlaczek O, Grips E (1999) Amino acid metabolism in liver
disease. Curr Opin Clin Nutr Metab Care 2:47-53

Hoyo-Becerra C, Schlaak JF, Hermann DM (2014) Insights from
interferon-a-related depression for the pathogenesis of depres-
sion associated with inflammation. Brain Behav Immun
42:222-231

Hsu YC, Lin JT, Ho HJ, Kao YH, Huang YT, Hsiao NW, Wu MS,
Liu YY, Wu CY (2014) Antiviral treatment for hepatitis C virus
infection is associated with improved renal and cardiovascular
outcomes in diabetic patients. Hepatology 59:1293-1302

Hu JH, Chen MY, Yeh CT, Lin HS, Lin MS, Huang TJ, Chang ML
(2016) Sexual dimorphic metabolic alterations in hepatitis C
virus-infected patients: a community-based study in a hepatitis
b/hepatitis C virus hyperendemic area. Medicine (Baltimore)
95:e3546

Imae M, Asano T, Murakami S (2014) Potential role of taurine in the
prevention of diabetes and metabolic syndrome. Amino Acids
46:81-88

Jung YS (2015) Metabolism of sulfur-containing amino acids in the
liver: a link between hepatic injury and recovery. Biol Pharm
Bull 38:971-974

Jungas RL, Halperin ML, Brosnan JT (1992) Quantitative analysis
of amino acid oxidation and related gluconeogenesis in humans.
Physiol Rev 72:419-448

Kawaguchi T, Izumi N, Charlton MR, Sata M (2011) Branched-chain
amino acids as pharmacological nutrients in chronic liver dis-
ease. Hepatology 54:1063-1070

Kawaguchi T, Torimura T, Takata A, Satomi S, Sata M (2012) Valine,
a branched-chain amino Acid, reduced HCV viral load and led
to eradication of HCV by interferon therapy in a decompensated
cirrhotic patient. Case Rep Gastroenterol 6:660-667

Lin IC, Hsu CN, Lo MH, Chien SJ, Tain YL (2016) Low urinary cit-
rulline/arginine ratio associated with blood pressure abnormali-
ties and arterial stiffness in childhood chronic kidney disease. J
Am Soc Hypertens 10:115-123

Lynch CJ, Adams SH (2014) Branched-chain amino acids in meta-
bolic signalling and insulin resistance. Nat Rev Endocrinol
10:723-736

Miller-Fleming L, Olin-Sandoval V, Campbell K, Ralser M (2015)
Remaining mysteries of molecular biology: the role of polyam-
ines in the cell. ] Mol Biol 427:3389-3406

O’Mahony SM, Clarke G, Borre YE, Dinan TG, Cryan JF (2015)
Serotonin, tryptophan metabolism and the brain-gut-microbiome
axis. Behav Brain Res 277:32-48

@ Springer



302

M.-L. Chang et al.

Papageorgiou N, Androulakis E, Papaioannou S, Antoniades C, Tou-
soulis D (2015) Homoarginine in the shadow of asymmetric
dimethylarginine: from nitric oxide to cardiovascular disease.
Amino Acids 47:1741-1750

Ramiere C, Rodriguez J, Enache LS, Lotteau V, André P, Diaz O
(2014) Activity of hexokinase is increased by its interaction with
hepatitis C virus protein NS5A. J Virol 88:3246-3254

Roe B, Kensicki E, Mohney R, Hall WW (2011) Metabolomic profile
of hepatitis C virus-infected hepatocytes. PLoS One 6:¢23641

Rooks MG, Garrett WS (2016) Gut microbiota, metabolites and host
immunity. Nat Rev Immunol 16:341-352

Saito T, Sugimoto M, Igarashi K, Saito K, Shao L, Katsumi T, Tomita
K, Sato C, Okumoto K, Nishise Y, Watanabe H, Tomita M, Ueno
Y, Soga T (2013) Dynamics of serum metabolites in patients
with chronic hepatitis C receiving pegylated interferon plus riba-
virin: a metabolomics analysis. Metabolism 62:1577-1586

Sreekumar A, Poisson LM, Rajendiran TM, Khan AP, Cao Q, Yu J,
Laxman B, Mehra R, Lonigro RJ, Li Y, Nyati MK, Ahsan A,
Kalyana-Sundaram S, Han B, Cao X, Byun J, Omenn GS, Ghosh
D, Pennathur S, Alexander DC, Berger A, Shuster JR, Wei JT,
Varambally S, Beecher C, Chinnaiyan AM (2009) Metabolomic
profiles delineate potential role for sarcosine in prostate cancer
progression. Nature 457:910-914

Sugiyama K, Ebinuma H, Nakamoto N, Sakasegawa N, Murakami Y,
Chu PS, Usui S, Ishibashi Y, Wakayama Y, Taniki N, Murata H,
Saito Y, Fukasawa M, Saito K, Yamagishi Y, Wakita T, Takaku H,
Hibi T, Saito H, Kanai T (2014) Prominent steatosis with hyper-
metabolism of the cell line permissive for years of infection with
hepatitis C virus. PLoS One 9:e94460

@ Springer

Sun H, Zhang A, Yan G, Piao C, Li W, Sun C, Wu X, Li X, Chen Y,
Wang X (2013) Metabolomic analysis of key regulatory metabo-
lites in hepatitis C virus-infected tree shrews. Mol Cell Proteom
12:710-719

Toyoda H, Kumada T, Tada T, Kiriyama S, Tanikawa M, Hisanaga Y,
Kanamori A, Kitabatake S, Ito T (2015) Risk factors of hepato-
cellular carcinoma development in non-cirrhotic patients with
sustained virologic response for chronic hepatitis C virus infec-
tion. J Gastroenterol Hepatol 30:1183-1189

van Dyk M, Mangoni AA, McEvoy M, Attia JR, Sorich MJ, Row-
land A (2015) Targeted arginine metabolomics: a rapid, simple
UPLC-QToF-MS(E) based approach for assessing the involve-
ment of arginine metabolism in human disease. Clin Chim Acta
447:59-65

Xiao D, Zeng L, Yao K, Kong X, Wu G, Yin Y (2016) The glutamine-
alpha-ketoglutarate (AKG) metabolism and its nutritional impli-
cations. Amino Acids 48:2067-2080

Zangerle R, Kurz K, Neurauter G, Kitchen M, Sarcletti M, Fuchs D
(2010) Increased blood phenylalanine to tyrosine ratio in HIV-1
infection and correction following effective antiretroviral ther-
apy. Brain Behav Immun 24:403-408

Zhang AH, Sun H, Han Y, Yan GL, Yuan Y, Song GC, Yuan XX, Xie
N, Wang XJ (2013) Ultraperformance liquid chromatography-
mass spectrometry based comprehensive metabolomics com-
bined with pattern recognition and network analysis methods
for characterization of metabolites and metabolic pathways from
biological data sets. Anal Chem 85:7606-7612



‘‘‘‘‘‘‘‘‘‘‘ . Taylor & Francis
Cutrs ok Taylor & Francis Group

Virulence

ISSN: 2150-5594 (Print) 2150-5608 (Online) Journal homepage: http://www.tandfonline.com/loi/kvir20

The evolving relationship between adiponectin
and insulin sensitivity in hepatitis C patients
during viral clearance

Ming-Ling Chang, Chia-Jung Kuo, Li-Heng Pao, Chen-Ming Hsu & Cheng-Tang
Chiu

To cite this article: Ming-Ling Chang, Chia-Jung Kuo, Li-Heng Pao, Chen-Ming Hsu & Cheng-
Tang Chiu (2017): The evolving relationship between adiponectin and insulin sensitivity in hepatitis
C patients during viral clearance, Virulence, DOI: 10.1080/21505594.2017.1300734

To link to this article: http://dx.doi.org/10.1080/21505594.2017.1300734

A
h View supplementary material &

@ Accepted author version posted online: 07
Mar 2017.
Published online: 07 Mar 2017.

N
CA/ Submit your article to this journal &

||I| Article views: 14

A
& View related articles &'

(&) view Crossmark data &

Full Terms & Conditions of access and use can be found at
http://www.tandfonline.com/action/journalinformation?journalCode=kvir20

(Download by: [Chang Gung Memorial Hospital - Linco] Date: 03 April 2017, At: 11:24 )



http://www.tandfonline.com/action/journalInformation?journalCode=kvir20
http://www.tandfonline.com/loi/kvir20
http://www.tandfonline.com/action/showCitFormats?doi=10.1080/21505594.2017.1300734
http://dx.doi.org/10.1080/21505594.2017.1300734
http://www.tandfonline.com/doi/suppl/10.1080/21505594.2017.1300734
http://www.tandfonline.com/doi/suppl/10.1080/21505594.2017.1300734
http://www.tandfonline.com/action/authorSubmission?journalCode=kvir20&show=instructions
http://www.tandfonline.com/action/authorSubmission?journalCode=kvir20&show=instructions
http://www.tandfonline.com/doi/mlt/10.1080/21505594.2017.1300734
http://www.tandfonline.com/doi/mlt/10.1080/21505594.2017.1300734
http://crossmark.crossref.org/dialog/?doi=10.1080/21505594.2017.1300734&domain=pdf&date_stamp=2017-03-07
http://crossmark.crossref.org/dialog/?doi=10.1080/21505594.2017.1300734&domain=pdf&date_stamp=2017-03-07

VIRULENCE
2017, VOL. 0, NO. 0, 1-10
http://dx.doi.org/10.1080/21505594.2017.1300734

Taylor & Francis
Taylor &Francis Group

RESEARCH PAPER

The evolving relationship between adiponectin and insulin sensitivity in hepatitis

C patients during viral clearance

Ming-Ling Chang®®, Chia-Jung Kuo?, Li-Heng Pao“?, Chen-Ming Hsu?, and Cheng-Tang Chiu®

“Liver Research Center, Division of Hepatology, Department of Gastroenterology and Hepatology, Chang Gung Memorial Hospital, Taoyuan,
Taiwan; *Department of Medicine, College of Medicine, Chang Gung University, Taoyuan, Taiwan; “Graduate Institute of Health-Industry
Technology, Chang Gung University of Science and Technology, Taoyuan, Taiwan; “Research Center for Industry of Human Ecology, Chang Gung

University of Science and Technology, Taoyuan, Taiwan

ABSTRACT

Background: The evolution of the relationship between adiponectin and insulin sensitivity in hepatitis C
virus (HCV) patients during viral clearance is unclear and warrants investigation. Methods: A prospective
study including 747 consecutive chronic hepatitis C (CHC) patients, of whom 546 had completed a
course of anti-HCV therapy and underwent pre-, peri- and post-therapy surveys for anthropomorphic,
viral, metabolic and hepatic profiles and adiponectin levels, was conducted in a tertiary care center.
Results: Multivariate analyses indicated associations of sex, triglyceride levels and hepatic steatosis with
adiponectin levels and of triglyceride levels and interferon 13 (IFNL3) genotype with homeostasis model
assessment-estimated insulin resistance (HOMA-IR) levels before anti-HCV therapy. In patients with a
sustained virological response (SVR; n = 455), at 24 weeks post-therapy, sex, BMI, aspartate
aminotransferase to platelet ratio index (APRI), HOMA-IR and steatosis were associated with adiponectin
levels, and IFNL3 genotype was associated with HOMA-IR levels. GEE analysis demonstrated that SVR
affected longitudinal trends in adiponectin levels. Compared with pre-therapy levels, adiponectin and
APRI levels decreased 24 weeks post-therapy in SVR patients, regardless of baseline insulin resistance
(IR). However, HOMA-IR levels decreased in SVR patients with baseline IR but increased in those without
baseline IR. Compared with controls, immunohistochemical studies showed that pre-therapy CHC
patients had higher hepatic adiponectin expression associated with hepatic fibrosis. Conclusions: During
HCV infection, adiponectin may affect insulin sensitivity through triglycerides. After viral clearance,
adiponectin levels were directly associated with insulin sensitivity and decreased upon improved hepatic
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fibrosis; with a link to the IFNL3 genotype, insulin sensitivity improved only in patients with baseline IR.

Introduction

Hepatitis C virus (HCV), a human pathogen responsible
for acute and chronic liver disease, has variants classified
into 7 major genotypes and infects an estimated 130-
170 million individuals worldwide." HCV causes cardio-
metabolic alterations including hepatic steatosis, dyslipi-
demia, insulin resistance (IR), diabetes, obesity and
cardiovascular events in addition to liver cirrhosis and
hepatocellular carcinoma (HCC).>® Much of the HCV
life cycle is closely associated with lipid metabolism in
the host.>” Additionally, HCV down-regulates glucose
transporters and inhibits insulin receptor substrate func-
tion to alter host glucose metabolism.> Although most
HCV infections are currently curable using potent
direct-acting anti-viral agents, not all HCV-associated
metabolic and oncogenic complications are reversible

after viral clearance,” especially among those with base-
line diabetes and cirrhosis.*

As an important endocrine organ, adipose tissue regu-
lates metabolism through adipokines.” Adiponectin, a
30-kDa adipokine, is highly expressed in adipocytes and is
also expressed in hepatocytes.” However, increased visceral
adipose tissue stores reduce the abundance of circulating
adiponectin.” Several IR-associated hormones such as insu-
lin and catecholamines might dysregulate adiponectin
expression.” Post-translational adiponectin modifications
result in the secretion of oligomers of 90-kDa trimers, which
are found in the circulation as low molecular weight
(LMW) and high molecular weight (HMW) adiponectins.
HMW adiponectin is more closely correlated with insulin
sensitivity than LMW adiponectin.® Adiponectin mediates
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its effects on target cells via at least 2 adiponectin receptors,
adiponectin receptor I (AdipoR1) and receptor II (Adi-
poR2). AdipoR1 is abundantly expressed in skeletal muscle
and the liver, whereas AdipoR?2 is primarily expressed in the
liver.” Adiponectin and its receptors might protect hepato-
cytes from triglyceride accumulation by increasing S-oxida-
tion, decreasing the de novo synthesis of fatty acids, and
promoting the uptake and inhibiting the production of glu-
cose in the liver.*®!! Thus, hepatitis steatosis is usually
associated with low levels of adiponectin.'"' In addition,
statin-inducted hypolipidemia is associated with hyperadi-
ponectinemia.'> Moreover, adiponectin has anti-inflamma-
tory, anti-atherosclerotic and anti-apoptotic properties."
Paradoxically, circulating adiponectin has been positively
correlated with heart failure, coronary artery disease and all-
cause mortality."*'® Because both HCV infection and adi-
ponectin are critically involved in metabolism, their precise
relationship might aid to probe the therapeutic targets for
HCV-associated ~ cardiometabolic ~complications  but
remains inconclusive. For example, compared with controls,
serum adiponectin levels have been reported to be higher,'”
' lower™ or not different”’ in chronic hepatitis C (CHC)
patients. All studies'” **** but one** failed to correlate HCV
viral load with adiponectin levels. Low adiponectin levels in
CHC patients have been linked to poor anti-HCV immune
and therapeutic responses as well as hepatic steatosis, meta-
bolic syndrome and IR.****** However, how adiponectin
levels change after a sustained virological response (SVR)

following anti-HCV therapy remains conflicting.*>*>*’

Moreover, an inconsistent association between hyperadipo-
nectinemia and HCV-associated fibrosis, HCC and liver-
unrelated mortality has been noted.”®>° The situation
regarding intrahepatic adiponectin and its receptors is even
more complicated.’ In addition to various HCV genotypes
and the pleiotropic function of adiponectin, these tremen-
dous obscurities are primarily due to individual bias, which
is difficult to completely eliminate from case-controlled, ret-
rospective or prospective studies with small sample sizes or
with limited adjusting confounders.

Accordingly, we sought to elucidate the impact of
HCV infection on adiponectin levels and associated met-
abolic alterations after adjusting for crucial confounders
in a prospective study of CHC patients before, during
and after anti-HCV therapy.

Results
Baseline characteristics

The baseline characteristics of the CHC patients are
listed in Table 1. Of 747 patients, 407 (54.5%) and 295
(39.5%) were infected with genotype 1 (Gl) and G2
HCV, respectively. The SVR patients had lower levels of
HCV RNA and homeostatic model assessment for insu-
lin resistance (HOMA-IR) and lower rates of G1 HCV
infection and cirrhosis but higher rates of G2 infection
and the interferon A3 (IFNL3) CC genotype than non-

Table 1. Baseline characteristics of all the enrolled chronic hepatitis C patients.

Total, n = 747 SVR (+4), SVR (-),
(treated and untreated) n =455 n=291 p values

Male, n (%) * 404 (54.1) 257 (57.8) 47 (52) 0.394
Age (yr) 55.04+/—12.08 53.04+/—12.93 57.5+/—12.47 0.160
BMI 24.93+/-3.81 24.79+/-3.68 25.844-/—4.28 0.057
HCV RNA (Log;o IU/ml) 5.97+/-1.12 5.844+/—1.18 6.46+/—0.74 <0.001"
HCV genotype (G), n (%)"

G1 407 (54.5) 214 (47.1) 72 (79.1) <0.001*

G2 295 (39.5) 214 (47.1) 17 (18.7) <0.001"

G3 17 (2.3) 12 (2.6) 0(0)

G6 12 (1.6) 6(1.3) 2(2.2)

G1+G2 7 (1.0 6(1.3) 0(0)

G1+G3 1(0.1) 1(0.2) 0(0)

Unidentified 8(1.0) 2(0.8) 0(0)

HOMA-IR 3.24+/-533 3.024+/—6.56 5.08+4/—8.47 0.043*

Hepatic steatosis, n (%)" 347 (46.5) 218 (48) 40 (43.75) 0.373

Liver cirrhosis, n (%) * 176 (23.5) 100 (22) 40 (44.1) 0.001*

ALT (U/L) 93.41+/-100.63 104.74+/—96.0 85.6+/—80.0 0.116

APRI 1.664+/—2.11 1.479+/-1.92 1.758+4/—1.986 0.21

Platelets count (103/ML) 176.77+4/—65.08 182.24+/—58.5 155.64+/—57.7 0.001*

TC (mg/dL) 171.744-/—34.30 168.05+/—32.08 176.29+4-/—27.90 0.735

TGs (mg/dL) 105.344-/—55.44 98.53+/—44.58 116.714+/—70.32 0.123

Adiponectin (g/mL) 9.56°+/—7.09 10.14+/—7.48 8.04+/-5.23 0.097

HMW Adiponectin (w.g /mL) 474 +/—4.16 6.01+/—4.04 4.85 +/—2.56 0.641

eGFR 90.54+/—36.365 82.75+/—34.89 84.394-/—35.82 0.983
IFNL3-rs12979860
cCon (%) * 634 (84.9) 392 (88.2) 61 (67) 0.003*

Notes. *:chi-square test; SVR: sustained virological response; BMI: body mass index; G: genotype; Log: logarithmic;
*: p < 0.05; G: genotype; HOMA-IR: homeostasis model assessment-estimated insulin resistance; ALT: alanine aminotransferase; APRI: aspartate aminotransferase
to platelet ratio index; TC: total cholesterol; TGs: triglycerides; HMW: high-molecular weight; eGFR:estimated glomerular filtration rate; IFNL3: interferon-43.



SVR patients. Before anti-HCV therapy, male sex, tri-
glyceride (TG) levels and hepatic steatosis were nega-
tively associated with adiponectin levels (Table 2 and
Fig. 1). TG levels and IFNL3 genotype were associated
with HOMA-IR levels (Table 2 and Fig. 1). Subgroup
analyses showed that the IFNL3 CC genotype [95% con-
fidence interval (CI) of B: —13.53~—5.24, estimated
B:-9.38, p<0.001] was the only factor associated with
HOMA-IR levels among those with baseline IR (n =
321); whereas body mass index (BMI) (95% CI of
B: 0.021~0.093, estimated B: 0.057, p = 0.002), and TG
(95% CI of B: 0.001~0.006, estimated B: 0.004, p = 0.01)
levels were associated with HOMA-IR levels among
those without baseline IR (n = 426). HMW and total
adiponectin levels were highly correlated (Pearson’s cor-
relation coefficient: 0.903, p<0.001).

Factors associated with the longitudinal trend of
adiponectin levels

The factors affecting the longitudinal trend in adipo-
nectin levels are listed in Table S1. Sex, hepatic stea-
tosis, SVR, age, BMI, and HOMA-IR, platelet, total
cholesterol (TC), TG and estimated glomerular filtra-
tion rate (eGFR) levels were associated with the
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longitudinal trends of adiponectin levels. The effects
of categorical variables including sex, hepatic steatosis
and SVR on adiponectin levels were further analyzed
as shown in Fig. 2. Throughout therapy, (1) male
patients had lower adiponectin levels than female
patients (Fig. 2A); (2) patients with hepatic steatosis
had lower adiponectin levels than patients without
hepatic steatosis (Fig. 2B); (3) only SVR patients had
a trend of decreased adiponectin levels, whereas the
non-SVR patients showed fluctuating adiponectin lev-
els (Fig. 2C).

Factors associated with adiponectin and HOMA-IR
levels in SVR patients at 24 weeks post-therapy

Among the SVR patients at 24 weeks post-therapy, male
sex, levels of BMI and HOMA-IR, and hepatic steatosis
were negatively associated with adiponectin levels,
whereas aspartate transaminase to platelet ratio index
(APRI) levels were positively associated with adiponectin
levels (Table 3 and Fig. 1). For post-therapy HOMA-IR
levels, the IFNL3 genotype was the only independent fac-
tor. Subgroup analyses showed that the IFNL3 genotype
was particularly important for post-therapy HOMA-IR
levels among those with baseline IR (95% CI of B:
—7.76~—3.23, estimated B:-5.49, p < 0.001).

Table 2. Univariate and multivariate analyses of factors associated with pre-therapy HOMA-IR and adiponectin levels in all 744 enrolled

chronic hepatitis C patients.

HOMA-IR

Adiponectin (rg/mL)

Univariate analysis: 95% Cl of

Multivariate analysis: 95% Cl of

Univariate analysis: 95% Cl of Multivariate analysis: 95% Cl of

Variants estimated B (p values) estimated B [estimated B](p values) estimated S (p values) estimated S [estimated B](p values)
Sex (Male) —0.366~1.168 (0.305) —6.1~—2.53 (< 0.001%) —5.39~—1.8 [—3.6](< 0.001%)
Age 0.001~0.063 (0.046") —0.061~0.106 [0.041](0.587) 32.8~194.7 (0.006%) —0.008~0.153 [0.072](0.078)
BMI 0.16~0.369 (< 0.001%) —0.251~0.276 [0.097] (0.923) —0.71~—0.23 (< 0.001%) —0.467~0.037 [—0.215](0.094)
HCV genotype  —0.75~1.07(0.14) —0.69~0.91 (0.789)
HCV RNA —0.016~0.733 (0.061) —0.83~0.74 (0.801)
(Logqo IU/
ml)
ALT (U/L) —0.02~0.006 (0.352) —0.01~0.07.1 (0.569)
APRI —0.69~0.313 (0.211) —0.23~0.84 (0.264)
Platele3ts count —0.014~—0.002 (0.015%) —0.026~0.015 [—0.005] (0.613) —0.035~—0.048 (0.01%) —0.030~0.015 [0.01](0.077)
(10°/uL)
TC (mg/dL) —0.01~0.011(0.92) —0.007~0.052 (0.138)
TGs (mg/dL) 0.008~0.021 (< 0.001%) 0.001~0.042 [0.022] (0.036") —0.056~—0.019 (< 0.001%) —0.042~—0.003 [0.023] (0.021%)
HOMA-IR NA NA —0.33~-—0.018 (0.029") —0.279~0.02 [—0.129] (0.093)
Adiponectin —0.242~—0.015 (0.029%) —0.234~0.051 [—0.09] (0.183) NA NA
(g/mL)
Hepatic 0.298~1.702 (0.005) —1.66~3.25 [1.064] (0.337) —0.53~—1.63 (< 0.001%) —4.31~-0.151 [—0.21](0.035%)
steatosis
Liver cirrhosis 0.219~1.889 (0.013") —0.11~6.54 [2.64] (0.065) —1.9~2.24 (0.909)
eGFR —0.012~0.006 (0.495) —0.025~0.034 (0.758)
IFNL3- —3.28~—0.609 (0.004") —4.82~—1.06[—2.94] (0.002") —2.47~1.42 (0.723)
rs12979860
(CO

Notes. Cl: confidence interval; OR: odds ratio.

"1 p < 0.05; NA, not accessible; HCV: hepatitis C virus; SVR: sustained virological response; BMI: body mass index; Log: logarithmic; *: p < 0.05; HOMA-IR: homeo-
stasis model assessment-estimated insulin resistance; ALT: alanine aminotransferase; APRI: aspartate aminotransferase to platelet ratio index; hsCRP: high sensi-
tivity C- reactive protein; WBC: white blood cells; C3: complement component 3; C4: complement component 4; TC: total cholesterol; TGs: triglycerides; NA: not

accessible; eGFR:estimated glomerular filtration rate; IFNL3: interferon-43.
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Figure 1. The cross-sectional adiponectin and homeostasis model
assessment-estimated insulin resistance (HOMA-IR)-centered
associations between dependent and independent factors before
(pre-therapy) and 24 weeks after anti-hepatitis (C)virus (anti-HCV)
therapy (post-therapy). Tips of black arrowheads: dependent fac-
tors; bases of black arrowheads: independent factors; FL: fatty
liver, i.e., hepatic steatosis; TGs: triglycerides; IR: insulin resistance;
IFNL3: interferon, 23; BMI: body mass index; APRI: aspartate ami-
notransferase to platelet ratio index; pre-therapy: levels of varia-
bles before anti-HCV therapy; SVR: sustained virological response.
Red arrows indicate post-therapeutic increases in HOMA-IR (base-
line IR = 0) levels, while blue arrows indicate post-therapeutic
decreases in HOMA-IR (baseline IR = 1) and adiponectin levels.
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Changes in adiponectin and HOMA-IR levels in SVR
patients at 24 weeks post-therapy

Compared with pre-therapy levels, paired t-tests demon-
strated that APRI (1.479+/—1.92 vs. 0.4184-/—0.297, p
< 0.001) and adiponectin (10.14/—7.48 vs. 8.13+/
—5.92 pg/mL, p < 0.001) levels decreased in SVR
patients at 24 weeks after therapy, regardless of the HCV
genotype (APRI: G1, p < 0.001, G2, p < 001; adiponec-
tin: G1, p = 0.001, G2, p < 0.001). None of the afore-
mentioned variables changed significantly in non-SVR
patients (Table S2). Interestingly, when we stratified the
SVR patients by baseline IR, although adiponectin
decreased after SVR regardless of baseline IR (Fig. 2D),
HOMA-IR levels decreased in patients with baseline IR
but increased in patients without baseline IR (Fig. 2E).

To elucidate the factors that independently affect
SVR, the impacts of sex, age, HCV and IFNL3 genotype,
BMI, HCV viral load, levels of HOMA-IR, APRI, TGs,
TC, adiponectin and eGFR, liver cirrhosis and fatty liver
in SVR were surveyed by multivariate analyses. Among
the surveyed factors, only BMI [95% CI of odds ratio
(OR): 0.763~0.997], HCV (95% CI of OR: 2.72~5.31)
and IFNL3 (95% CI of OR: 1.29~7.19) genotypes as well
as liver cirrhosis (95% CI of OR: 0.061~0.742) indepen-
dently affected SVR.
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Figure 2. The longitudinal trends of adiponectin levels (x.g/mL) and homeostasis model assessment-estimated insulin resistance (HOMA-IR).
The trends were stratified by sex (A), steatosis (B) and SVR (C). Blood drawing time points: 1, 2 weeks before therapy; 2, after 4 weeks of
therapy; 3, after 12 weeks of therapy; 4, after 24 weeks of therapy; 5, after 36 weeks of therapy; 6, after 48 weeks of therapy; 7, after 60 weeks
of therapy; and 8, after 72 weeks of therapy. 1: yes (or male for A); 0: no. (or female for A) D-E, Alterations of levels of adiponectin (r.g/mL)
(D) and HOMA-IR (E) in SVR patients. Red lines: SVR patients with baseline IR; black lines: SVR patients without baseline IR. Pre-therapy: levels
of variables before anti-hepatitis C virus therapy; post-therapy: levels of variables at 24 weeks post-therapy.
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Table 3. Univariate and multivariate analyses of factors associated with post-therapy HOMA-IR and adiponectin levels in the 455 chronic
hepatitis C patients with SVR.

HOMA-IR Adiponectin (ug/mL)
Univariate analysis: 95% Cl of Multivariate analysis: 95% Cl of Univariate analysis: 95% Cl of Multivariate analysis: 95% Cl of

Variants estimated S (p values) estimated S [estimated S](p values) estimated S (p values) estimated S [estimated S](p values)
Sex (Male) —0.79~0.403 (0.523) —6.3~—3.2 (< 0.001%) —5.66~—2.6 [—4.1](< 0.0017)
Age 0.0~0.050 (0.053) —0.052~0.092 (0.584)
BMI 0.127~0.302 (< 0.001%) —0.071~0.234 [0.081](0.294) —0.79~—0.34 (< 0.001%) —0.54~—0.096 [—0.28](0.0117)
ALT (U/L) 0.0~0.042 (0.048") —0.034~0.033 [—-0.001](0.969) —0.10~0.005 (0.077)
APRI —6.0~20.1 (0.045) 1.73~5.35 (< 0.001%) 1.40~4.76 [2.6](< 0.001%)
Platelets count —009~0.002 (0.263) —0.024~0.005 (0.195)

(10%/pL)
TC (mg/dL) —0.007~0.01 (0.679) —0.037~0.008 (0.215)
TGs (mg/dL) 0.003~0.012 (< 0.001%) —0.07~0.1 [0.02](0.666) —0.028~—0.006 (0.003%) —0.017~0.004 [—0.006] (0.269)
HOMA-IR NA NA —0.61~—0.11 (0.005%) —0.47~—0.017 [—0.024] (0.041%)
Adiponectin —0.149~—0.033 (0.002") —0.017~0.019 [—0.049](0.158) NA NA

(12g/ml)
Hepatic 0.411~1.648 (0.017) —0.475~0.539[0.532](0.299) —5.18~—2.0 (< 0.001%) —3.7~—0.66 [—2.43](0.002")

steatosis
Liver cirrhosis —0.227~1.277 (0.171) —1.40~2.64 (0.547)
eGFR —0.018~0.033 (0.188) —0.020~0.033 (0.631)
IFNL3- —2.6~—0.63 (0.001%) —3.0~—0.81[—1.92](0.001%) —2.16~2.07 (0.966)

1512979860

(CO

Notes. Cl: confidence interval; OR: odds ratio.

*1p < 0.05; NA, not accessible; HCV: hepatitis C virus; SVR: sustained virological response; BMI: body mass index; Log: logarithmic; *: p < 0.05; HOMA-IR: homeo-
stasis model assessment-estimated insulin resistance;NA: not accessible; ALT: alanine aminotransferase; APRI: aspartate aminotransferase to platelet ratio index;
TC: total cholesterol; TGs: triglycerides; eGFR:estimated glomerular filtration rate; IFNL3: interferon-A3.

CHC patients exhibited higher pre-therapy hepatic controls (Fig. 3B) (29.88+/—13.21% vs. 11.024/—5.64%,
adiponectin levels than controls p = 0.011). In the controls, most adiponectin-positive
cells were endothelial cells. By contrast, in CHC patients,

Before anti-HCV  therapy, the CHC patients displayed both endothelial cells and some hepatocytes were

higher hepatic adiponectin (Fig. 3A) levels than the

Figure 3. Immunohistochemical studies of adiponectin (A and B, 200X) and adiponectin receptor Il (C and D, 200X) in representative liv-
er’s sections from chronic hepatitis C patients before anti-hepatitis C virus therapy (A and C) and in controls (B and D). Arrows: adiponec-
tin-positive biliary and endothelial cells; arrow heads: adiponectin-positive hepatocytes.
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adiponectin-positive. Adiponectin-positive hepatocytes
were surrounded by hepatic inflammation and fibrosis
foci. No difference in hepatic AdipoR2 expression
(Fig. 3C and D) was noted between the CHC patients
and controls (39.28%+/—8.36 vs. 42.65+/—10.12%, p =
0.898). Almost all AdipoR2-positive cells were hepato-
cytes, regardless of HCV infection. No visible hepatic
expression of AdipoR1 could be demonstrated regardless
of HCV infection (data not shown).

Discussion

To the best of our knowledge, this prospective study is the
first to comprehensively analyze the evolving relationship
between adiponectin levels and insulin sensitivity in CHC
patients during viral clearance. The most compelling
results are as follows: (1) Before anti-HCV therapy, male
sex, TG levels and hepatic steatosis were negatively associ-
ated with adiponectin levels. The IFNL3 genotype and TG
levels were associated with HOMA-IR levels. The sub-
group analyses showed that the IFNL3 CC genotype was
associated with HOMA-IR levels particularly in CHC
patients with baseline IR; BMI and TG levels were associ-
ated with HOMA-IR, particularly in those without base-
line IR. (2) Sex, hepatic steatosis and SVR were
independent factors for the longitudinal trend in adipo-
nectin levels. (3) In SVR patients at 24 weeks post-ther-
apy, sex, levels of BMI, APRI, HOMA-IR, and hepatic
steatosis were associated with adiponectin levels, whereas
the IFN-L3 genotype was associated with HOMA-IR lev-
els, particularly among those with baseline IR. Neither
pre-therapy HOMA-IR nor adiponectin levels indepen-
dently affected SVR. (4) Compared with pre-therapy lev-
els, adiponectin and APRI levels decreased in SVR
patients 24 weeks after therapy, regardless of viral geno-
type. The subgroup analyses showed that HOMA-IR lev-
els decreased in SVR patients with baseline IR but
increased in those without baseline IR. (5) Compared
with controls, CHC patients exhibited significantly higher
pre-therapy hepatic adiponectin expression levels, which
were associated with hepatic fibrosis.
Hypoadiponectinemia was reported to be a positive
predictor for SVR in G4 HCV infection,” but whether pre-
therapy HOMA-IR levels determine SVR remains
controversial.”>>* In the current study, neither HOMA-IR
nor adiponectin levels independently affected the therapeu-
tic response in patients mainly infected with G1 or G2
HCV. Differences in HCV genotypes and baseline glucose
metabolism among the patients in these studies might
account for these discrepancies. By contrast, all factors asso-
ciated with pre-therapy adiponectin levels in the current
study have been consistently reported, regardless of HCV
infection.> > '' Moreover, the negative effects of male sex

and hepatic steatosis on adiponectin levels were constant
and existed during pre-, peri- and post-therapy. These
effects seem to be independent of HCV infection. In addi-
tion, before anti-HCV therapy, adiponectin levels were not
associated with HCV RNA levels, consistent with the results
of most studies.> "> **** Combined, these results indicate
that the impact of HCV infection on adiponectin levels, if
any, does not occur directly through viral RNA modulation
but through alterations subsequent to HCV infection, prob-
ably in metabolic or hepatic aspects.” The high correlation
noted between HMW adiponectin and adiponectin (total)
confirmed the representativeness of adiponectin in survey-
ing insulin sensitivity.® Although adiponectin is regarded as
an insulin-sensitizing adipokine that metabolically mimics
insulin,'® the connection between pre-therapy adiponectin
and HOMA-IR levels was not a direct association but rather
was mediated through TGs (Fig. 1). Consistently, a previous
study of untreated CHC patients showed that HCV-associ-
ated IR is likely an adipokine-independent effect.*' Further-
more, the association between HCV clearance and IR
improvement was considered independent of adiponectin
levels in CHC patients.”® Adiponectin regulates the hepatic
secretion of very low density lipoprotein,”® which accounts
for 85% of TGs and is secreted from the liver to carry TGs
into the blood stream. Thus, TGs seem to be a feasible linker
between adiponectin and insulin sensitivity in the CHC
patients.

Of note, SVR patients showed a gradual decrease in
adiponectin throughout therapy, with a significant
decrease 24 weeks post-therapy compared with pre-ther-
apy levels, regardless of viral genotype. Whether viral
clearance leads to increased or decreased adiponectin lev-
els in CHC patients remains unclear and may differ
among various HCV genotypes.” ** ****” This lack of clar-
ity may arise from the heterogeneous hepatic pathologies
and metabolic conditions of these patients, as fibrosis and
steatosis are associated with hyperadiponectinemia and
hypoadiponectinemia, respectively.l& 37 Thus, after SVR,
the decrease in adiponectin in G4 CHC patients™ *°
might reflect the reversal of hepatic fibrosis, whereas the
increase in adiponectin in G3 CHC patients” might indi-
cate an improvement in hepatic steatosis, which is most
evident in G3 CHC and regarded as “viral steatosis.”” By
contrast, steatosis appears to be secondary to IR and is
regarded as “metabolic steatosis” in G1, G2 or G4 CHC,?
which may explain why patients in the current study
(mainly G1 and G2 patients) had adiponectin alteration
patterns similar to those noted in G4 CHC.** *° In addi-
tion, adiponectin regulates immune responses in HCV
infection.”® The decreased adiponectin levels after SVR
might indicate that eliciting an immune response is
unnecessary to expel HCV. After HCV clearance, namely,
without viral interference, the levels of adiponectin were



directly and negatively associated with levels of HOMA-IR
as reported.” Compared with pre-therapy levels, sex,
hepatic steatosis and levels of HOMA-IR remained
unchanged (Table S2). After being counterbalanced by
BMI (Table 3, 8 = —0.28), the decreased adiponectin lev-
els seemed to follow decreased levels of APRI (Table 3, 8
= 2.6). Concordantly, IHC studies showed higher hepatic
adiponectin expression in CHC patients than in controls,
and most adiponectin-positive hepatocytes were sur-
rounded by hepatic fibrosis with inflammatory cell infil-
tration. The major driving force for decreasing
adiponectin after SVR was thus directed to, at least partly,
attenuated hepatic fibrosis in many aspects. However, the
current study did not support the connection between
adiponectin alterations and adiponectin resistance,” as
IHC studies failed to demonstrated a significant difference
in hepatic adiponectin receptor expression between CHC
patients and the controls. In addition, after SVR, the
HCV-associated hypolipidemia was reversed (Table S2).”
As mentioned previously, hypolipidemia is positively asso-
ciated with adiponectin levels.'” Consistent with the link
between TGs and adiponectin levels during HCV infec-
tion, SVR-associated hyperlipidemia may also contribute
to the decreased adiponectin levels after viral clearance,
probably through negative transcriptional regulation.
Moreover, because of the pleiotropic functions of adipo-
nectin mentioned above,”'* '*'° the alteration pattern of
adiponectin might serve as a feasible reference to monitor
co-morbidities in CHC patients after SVR."*'> 253

A trend toward an inverse correlation between the
change in adiponectin and in IR, although not statistically
significant, has been noted in CHC patients.35 Thus, the
opposing trends of HOMA-IR levels between those with
and without baseline IR after SVR were particularly nota-
ble. Because adiponectin enhances insulin sensitivity and
counteracts IR in animal studies,'® *® the decreased adipo-
nectin after SVR should cause the increase in HOMA-IR
levels as observed in patients without baseline IR. By con-
trast, a comprehensive review failed to demonstrate mod-
ulation of adiponectin in human insulin sensitivity.”” In
CHC patients with baseline IR, the concurrent decreases
in adiponectin and HOMA-IR levels after viral clearance
suggest a paradoxical homeostasis in glucose metabolism.
Adiponectin is stably present in plasma with little evi-
dence of being an acutely regulated protein. The major
physiologic role of adiponectin is to adapt to long-term
metabolic dysregulation,”®>” which might explain why
adiponectin increased after SVR, when metabolism was
altered, regardless of baseline IR. However, the baseline IR
may be a consequence of HCV infection, which impairs
host glucose metabolism.” These effects likely explain why
viral clearance led to decreased HOMA-IR levels (i.e.,
improved IR) in CHC patients with baseline IR, even
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when adiponectin levels decreased. More specifically, pre-
therapy anthropometric (i.e., BMI) and metabolic factors
(ie., TGs) were associated with pre-therapy HOMA-IR
levels among those without baseline IR. By contrast,
among those with baseline IR, the IFNL3 genotype, a
genetic factor associated with anti-HCV therapeutic
responses,” “*** was more important than anthropometric
and metabolic factors. This finding indicates that the
physiologic regulation between adiponectin and insulin
sensitivity was primarily preserved in patients without
baseline IR as determined by the associations among the
anthropometric and metabolic factors, which are crucial
for homeostasis. Whether IR is associated with the IFNL3
genotype in CHC patients remains unclear.*” The results
of the current study indicate that the impact of the IFNL3
genotype on HOMA-IR levels would not be evident unless
analyzed in a large-scale study including many patients
with baseline IR or even diabetes.

Because adipose tissue is the major source of the main
adipocytokines,”® one of the major limitations of this
study is the lack of pathological study of adipose tissue,
which is the origin of adiponectin.”® Second, the precise
role of hepatic fibrosis in altered adiponectin levels may
not be revealed without comparing quantitative measure-
ments of hepatic fibrosis before and after anti-HCV ther-
apy. Third, the potential role of transcriptional regulation
of adiponectin by the altered metabolism after HCV clear-
ance, particular hyperlipidemia, '* could not be evaluated
in the current study. Fourth, although our previous study
precluded a pro-diabetic function of resistin in CHC," adi-
pokines other than adiponectin or resistin may play roles
in the paradoxical glucose metabolism of CHC patients
with baseline IR. For example, the HCV core protein
increases reactive oxygen species, which activate nuclear
factor kappa-light-chain-enhancer of activated B cells,*
subsequently increasing cytokines including tumor necro-
sis factor o (TNFo). TNFo modulates adipocytes and
induces a decrease in the production of adiponectin and
its receptor™ but is not investigated in the current study.
Future studies of adiponectins in CHC patients with adi-
pose tissue pathology surveys, quantitative scoring of
hepatic fibrosis, in vitro studies of the transcriptional regu-
lation of adiponectin levels and comprehensive assessment
of adipokine profiles may be required to confirm our find-
ings and elucidate the associated molecular basis.

Taken together, sex and hepatic steatosis consistently
affected adiponectin levels, regardless of HCV infection.
During HCV infection, adiponectin might indirectly
affect insulin sensitivity through TGs. After SVR, adipo-
nectin levels were directly associated with insulin sensi-
tivity and decreased, likely subsequent to attenuated
hepatic fibrosis. However, the HOMA-IR levels increased
in patients without baseline IR but decreased in patients
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with baseline IR, which was associated with the IFNL3
genotype. This alteration pattern of adiponectin levels
may serve as a feasible reference to monitor associated
co-morbidities in CHC patients after SVR. Moreover,
the observation of the paradoxical alterations of adipo-
nectin and insulin sensitivity in SVR patients with base-
line IR might provide a basis for the investigation of
therapeutic targets for HCV-associated cardiometabolic
complications, especially irreversible ones.

Patients and methods/materials
Patients

The study group comprised subjects 18 y or older with
CHC, defined as the presence of documented HCV anti-
bodies and detectable HCV RNA for >24 weeks. Sub-
jects with human immunodeficiency virus, hepatitis B
infection, hemochromatosis, primary biliary cholangitis,
primary sclerosing cholangitis, autoimmune hepatitis or
malignancy and recipients of solid organ transplants
were excluded.

Methods/materials

A total of 747 patients with CHC were recruited consec-
utively at a tertiary referral center, Chang Gung Memo-
rial Hospital, Taoyuan, Taiwan, between July 2010 and
October 2015. Of these patients, 546 received anti-HCV
therapy with weight-based pegylated interferon-c-2b
and ribavirin for either 24 or 48 weeks." > HCV RNA
levels, genotypes, and single-nucleotide polymorphisms
(SNPs) of IFNL3 were assessed as described previously.l’
337 For all included 747 patients, several baseline factors
were evaluated, including sex, age, body mass index
(BMI), HCV RNA and genotype, presence of hepatic
steatosis and cirrhosis, eGFR, APRI, TC, TGs, HOMA-IR
[fasting insulin (wU/mL) x fasting glucose (mmol/L)/
22.5], alanine aminotransferase (ALT), adiponectin (i.e.,
total adiponectin) and HMW adiponectin (R&D Sys-
tems, MN, USA) levels. For the 546 patients who com-
pleted anti-HCV therapy, the aforementioned factors
were evaluated 2 weeks before therapy; after 4, 12 and
24 weeks of therapy; at the end of therapy; and 12 and
24 weeks after the end of therapy. Abdominal ultrasound
studies were performed to assess the presence of hepatic
steatosis and cirrhosis. IR was defined as an HOMA-IR
score > 2.5. An SVR was defined as undetectable levels
of HCV RNA 24 weeks after the completion of therapy.
Liver biopsy was performed in CHC patients before
anti-HCV therapy (n = 20). Control liver samples were
acquired from the livers of sex- and age-matched partici-
pants taken from the tissue bank of the hospital

(n = 20). IHC studies of adiponectin (Novus Biologi-
cals), AdipoR1 (Enzo Life Sciences, NY, USA) and Adi-
poR2 (Phoenix Pharmaceuticals, CA, USA) were
performed using paraffinized liver samples according to
the manufacturers’ protocols. Protein expression inten-
sity was determined as described previously.'

Statistics

All statistical analyses were performed using Statisti-
cal Package for Social Science (SPSS package version
21, SPSS Inc., Chicago, IL, USA) software. Univari-
ate and multivariate linear regression models were
used to assess relationships between various depen-
dent and independent variables. Generalized esti-
mating equation (GEE) repeated measures tests
were applied to determine the relationships between
the dependent and independent variable levels lon-
gitudinally. Paired t-tests were used to compare var-
iables before and at 24 weeks after anti-HCV
therapy within individuals. Statistical significance
was defined at the 5% level based on 2-tailed tests
of the null hypothesis.
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patient. The study protocol conformed to the ethical
guidelines of the 1975 Declaration of Helsinki and
was approved by the local institutional review
board.
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"Association between Leptin and
Complement in Hepatitis C Patients
with Viral Clearance: Homeostasis
of Metabolism and Immunity" and
"Recovery of pan-genotypic and
genotype-specific amino acid
By 2 3 alterations in chronic hepatitis C
oA % |after viral clearance: transition
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s} Fitiem < immunity." and "The evolving
relationship between adiponectin
and insulin sensitivity in
hepatitis C patients during viral
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Based on the current grant, we had published three papers regarding

the roles of adiponectin and leptin and the amino acid levels
alteration in the viral clearance of HCV.
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