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Abstract

Background & Aims—Chronic infection with hepatitis B or C virus (HBV or HCV) is a
leading cause of cirrhosis, by unknown mechanisms of pathogenesis. Translocation of gut
microbial products into the systemic circulation might increase because of increased intestinal
permeability, bacterial overgrowth, or impaired clearance of microbial products by Kupffer cells.
We investigated whether the extent and progression of liver disease in patients with chronic HBV
or HCV infection are associated with microbial translocation and subsequent activation of
monocytes.
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Methods—In a retrospective study, we analyzed data from 16 patients with minimal fibrosis, 68
with cirrhosis, and 67 uninfected volunteers. We analyzed plasma levels of soluble CD14
(sCD14), intestinal fatty acid binding protein (I-FABP), and interleukin (IL)-6 by ELISA, and
lipopolysaccharide (LPS) by the limulus amebocyte lysate assay, at presentation and after antiviral
treatment.

Results—Compared with uninfected individuals, HCV- and HBV-infected individuals had
higher plasma levels of LPS, I-FABP (indicating enterocyte death), sCD14 (produced upon LPS
activation of monocytes), and IL-6. Portal hypertension, indicated by low platelet counts, was
associated with enterocyte death (P=.045 at presentation, P<.0001 after therapy). Levels of sCD14
correlated with markers of hepatic inflammation (P=.02 for AST, P=.002 for ferritin) and fibrosis
(P<.0001 for gamma-glutamyl transpeptidase, P=.01 for alkaline phosphatase, P<.0001 for alpha-
fetoprotein). Compared to subjects with minimal fibrosis, subjects with severe fibrosis at
presentation had higher plasma levels of sCD14 (P=.01) and more hepatic CD14* cells (P=.0002);
each increased risk for disease progression (P=.0009 and P=.005, respectively).

Conclusions—LPS-induced local and systemic inflammation are associated with cirrhosis and
predict progression to end-stage liver disease in patients with HBV or HCV infection.
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Introduction

Approximately 350 million people worldwide live with chronic HBV infection! and over
200 million with chronic HCV infection?. Twenty-five percent of patients with chronic HBV
infection die from chronic active hepatitis, cirrhosis or cancer. Twenty percent of patients
with HCV infection progress to cirrhosis, of whom 20-25% progress to liver failure and
death. The determinants of progression to cirrhosis and liver failure are poorly defined.

One contributor to chronic inflammation and fibrosis in chronic HBV and HCV infection is
microbial translocation. Immunostimulatory microbial products from the intestine, such as
lipopolysaccharide (LPS), translocate into the portal system where they are sensed and
cleared by Kupffer cells. In the setting of liver disease, however, bacterial overgrowth,
intestinal edema, altered hepatic architecture and Kupffer cell dysfunction increase entry of
LPS into the peripheral circulation34. Increased plasma LPS levels have been reported in
patients with chronic active hepatitis and cirrhosis due to viral hepatitis, alcohol and non-
alcoholic fatty liver disease®®.

LPS binding protein binds LPS, facilitating its binding to membrane CD14 (mCD14) on
myeloid cells or to circulating soluble CD14 (sCD14)10. sCD14 transfers LPS to mCD14
and both sCD14 and mCD14 transfer LPS to the myeloid differentiation-2 (MD-2)/TLR4
complex, or to the MD-2/TLR4 complex1-14, The MD-2/TLR4/LPS complex activates NF-
kb, inducing inflammatory cytokine production!®16, LPS activation of myeloid cells causes
the shedding and secretion of sSCD14, making sCD14 a marker of LPS bioactivity17-19,

While chronic liver disease may impair the clearance of translocating microbial products,
LPS may also contribute to liver injury. LPS injections augment liver damage caused by
carbon tetrachloride, choline deficiency and alcohol in animal models?°. LPS mediates
Kupffer cell production of tumor necrosis factor (TNF), IL-6 and IL-18, neutrophil
recruitment, reactive oxygen species production and platelet aggregation in the hepatic
sinusoids, leading to hepatic necrosis®. Kupffer cells produce transforming growth factor p
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(TGFB), activating hepatic stellate cells (HSCs) to synthesize extracellular matrix proteins,
resulting in fibrosis?1:22, HSCs express TLR4, and LPS may activate HSCs by TLR4-
mediated downregulation of a TGFp decoy receptor?:24, Thus, LPS may induce fibrosis
indirectly by inducing Kupffer cells to produce TGFp and directly by sensitizing HSCs to
TGFB.

Because of the significant morbidity and mortality associated with progression to cirrhosis
and liver failure and the potential association of LPS with liver pathology, we sought to
investigate the relationship of microbial translocation and its downstream effects with
clinical outcome in chronic HBV and HCV infections. Thus, we evaluated enterocyte death,
microbial translocation, monocyte activation, liver function and liver pathology in a cohort
of adults chronically infected with HBV or HCV.

Study population

Eighty-four subjects with chronic HBV or HCV infection and 67 uninfected volunteers were
included (Table 1). Chronic HBV infection is defined by HBsAg positivity for >6 months,
serum HBV DNA >20,000 1U/ml, persistent or intermittent elevation in ALT or AST levels,
and liver biopsy showing chronic hepatitis with moderate or severe necroinflammation2>.
Chronic HCV infection is defined as persistence of HCV RNA in serum 6 months after
infection26, The median age for all subjects was 49.9 years, and 30 subjects (36%) were
female. There were no significant associations between age or sex and any markers. Twenty-
one had chronic HBV infection and 63 had chronic HCV infection, 40 (63.5%) with
genotype 1. None of the subjects had underlying intestinal disease. Subjects were selected to
compare subjects with severe fibrosis to those without fibrosis. Ishak scores were 0 or 1 in
16 subjects and 5 or 6 in 68 subjects?’. Eighty-three subjects were classified as Child’s Class
A, and the median MELD score was 8. Thus, even subjects with severe fibrosis and cirrhosis
by liver biopsy were compensated cirrhotics. Baseline samples were drawn prior to antiviral
treatment. Follow-up samples were drawn at least 7 months after enrollment when possible.
Eight subjects were lost to follow-up.

Plasma sCD14 levels distinguish subjects with severe liver fibrosis from those with
minimal fibrosis

To assess for enterocyte loss, microbial translocation and the subsequent host response to
microbial products, we measured baseline levels of LPS, sCD14, IL-6 and intestinal fatty
acid binding protein (I-FABP), made exclusively by enterocytes and released into the
bloodstream upon enterocyte necrosis?®-30, and compared values between subjects with
severe fibrosis and without fibrosis. sSCD14 levels, reflective of LPS-induced monocyte
activation, were significantly higher in subjects with severe fibrosis (2.06 x 106 pg/ml;
Figure 1) compared to those without fibrosis (1.74 x 108 pg/ml, P=0.01) and healthy
volunteers (1.66 x 10 pg/ml, P<0.0001), but there was no significant difference between
subjects without fibrosis and healthy volunteers. I-FABP, LPS and IL-6, which may
facilitate hepatic healing and increase upon LPS-induced monocyte activation31:32, were
elevated regardless of fibrosis.

To further explore the relationship between LPS-induced monocyte activation and liver
pathology, we compared sCD14 levels to markers of hepatic inflammation, fibrosis and
synthetic function. SCD14 correlated with markers of hepatic inflammation, including AST
and ferritin (Figure 2A-B) and the histology activity index (HAI; r=0.27, P=0.01); hepatic
fibrosis, including gamma glutamyl-transpeptidase (GGT), alkaline phosphastase (ALP;
Figure 2C-D), and the AST to platelet ratio index (APRI) (Supplementary Table 1); and
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hepatic regeneration, specifically AFP (Figure 2E). Direct bilirubin also correlated with
sCD14, although the limited dynamic range of the direct bilirubin complicates this analysis
(Figure 2F).

To evaluate whether elevations of these markers were different in the two viral infections,
we compared values between the HBV- and HCV-infected subjects. sSCD14 levels were
increased in subjects with either HBV or HCV infection, but only statistically significant
with HCV (Supplementary Figure 1). I-FABP, LPS and IL-6 levels were also higher in
subjects with either HBV or HCV infection compared to healthy volunteers. Of note, sCD14
and IL-6 levels were significantly higher in subjects with HCV than those with HBV
infection. Thus, while markers of enterocyte necrosis, microbial translocation and monocyte
activation are increased in subjects with HBV or HCV infection, the degree of the host
response to LPS, as reflected by the level of sCD14, correlates with hepatic inflammation
and distinguishes subjects with severe fibrosis.

Enterocyte death is associated with portal hypertension

To further explore which processes are involved in enterocyte death, which may facilitate
microbial translocation, we correlated baseline I-FABP levels to markers of liver pathology.
High baseline I-FABP levels correlated with high Ishak scores (r=0.23, P=0.04) and low
baseline platelet counts, a consequence of portal hypertension (r=—0.22, P=0.045; Figure
3A). Furthermore, after antiviral treatment, almost all subjects with detectable I1-FABP
levels had platelet counts lower than 150,000/ul (Figure 3B), suggesting that portal
hypertension is associated with increased enterocyte death.

I-FABP levels were correlated negatively with albumin at baseline (Figure 2C) and
positively with direct bilirubin (see Supplementary Table 1). At follow-up, I-FABP levels
were correlated with albumin, direct bilirubin and international normalized ratio (INR)
(Figure 2D-F), supporting a relationship between enterocyte death and decreased hepatic
function. I-FABP also correlated with AST, ALT and alpha-fetoprotein (AFP) and with the
AST to platelet ratio index (APRI; see Supplementary Table 2) at follow-up, suggesting a
tight relationship between continued hepatic inflammation and fibrosis, portal hypertension
and enterocyte death.

I-FABP and IL-6 decrease with successful treatment of HCV infection

All 21 patients infected with HBV infection and 60 of the 63 patients with HCV infection
were treated according to standard of care, while two were never treated and one dropped
out of the study. Twenty-seven HCV-infected subjects had a sustained virological response
(SVR), defined by undetectable HCV RNA in serum at 6 months after completing therapy.
All HBV-infected patients remained on therapy for the duration of their follow-up.

To assess the effect of antiviral treatment on these markers, levels pre- and post-treatment
were compared. High baseline sCD14 levels were associated with failure to respond to
therapy for HCV, reflecting the connection between fibrosis and therapeutic failure. The
median baseline sCD14 level of subjects with SVR was 1.81 x 108 pg/ml compared to 2.24
x 106 pg/ml in nonresponders (P=0.001). No other marker was associated with response to
therapy.

I-FABP levels in subjects with HCV infection and SVR fell from 295.4 pg/ml at baseline to
undetectable at follow-up (P=0.01, Figure 4A) but did not change in non-responders (Figure
4C). IL-6 followed the same pattern (Figure 4B, 4D). In HBV-infected subjects I-FABP
levels fell from 30.6 pg/ml to undetectable (P=0.008, Figure 4E), but IL-6 did not change
significantly (Figure 4F). Levels of sSCD14 and LPS did not change appreciably regardless
of treatment response.
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At follow-up, sCD14 levels were associated with direct bilirubin, INR, ALP, GGT, ALT,
AST, AFP, APRI, total IgM, IL-6 and I-FABP and inversely associated with albumin and
platelet counts (see Supplementary Table 2). IL-6 levels also correlated with LPS and
markers of hepatic inflammation, fibrosis and poor synthetic function (see Supplementary
Table 2). Together, these data suggest a persistent association between LPS bioactivity and
hepatic inflammation, fibrosis, decreased synthetic function and portal hypertension. Thus,
successful treatment of HBV and HCV infections may attenuate intestinal epithelial necrosis
but does not decrease LPS or LPS-induced monocyte activation.

Baseline levels of sCD14 are associated with worse clinical outcome

The 43 subjects who responded to treatment and whose liver disease was stable had “no
progression,” while the 31 with worsening cirrhosis based on clinical presentation, imaging
or biochemical parameters, splenomegaly, portal hypertension, hepatic encephalopathy,
hepatocellular carcinoma or need for liver transplant had “progression.” The remaining
individuals had not been followed for a sufficient length of time to be classified. Four of the
progressors had HBV infection, 26 were HCV-infected nonresponders with hepatic
decompensation, and 1 had untreated HCV infection and hepatocellular carcinoma.

To determine whether these markers were associated with clinical outcome, subjects without
progression were compared to progressors. Baseline plasma levels of IFABP, LPS, sCD14
and IL-6 were elevated in both progressors and non-progressors compared to uninfected
individuals (Figure 5). However, sCD14 was significantly higher in progressors than non-
progressors (2.14 x 108 pg/ml vs 1.81 x 106 pg/ml, P=0.003; Figure 5C). Furthermore, an
increase in SCD14 of 1.0 x 10° pg/ml was associated with an odds ratio (OR) of disease
progression of 3.7 (P=0.007) with no change after adjustment for Ishak score, AST, ALT,
GGT, CRP, MELD score, APRI or HAI. sCD14 levels at follow-up were higher in
progressors than non-progressors (2.37 vs 1.93 x 10 pg/ml, P=0.001). No other marker was
associated with clinical outcome. Thus, high plasma levels of SCD14 predict poor outcomes
in individuals with HBV or HCV infection independently of other markers of inflammation,
disease progression and fibrosis.

A high density of hepatic CD14" cells is associated with hepatic fibrosis and disease

progression

To assess whether Kupffer cell activation and the presence of bacterial products in the liver
were associated with disease state and progression, we performed immunohistochemistry on
liver biopsy sections taken at study enrollment. The CD14" cells co-stained for CD68*
(Figure 6A), suggesting they were Kupffer cells. A greater number of CD14* cells per high-
powered field (hpf) was observed in subjects with severe (Figure 6A) than minimal (Figure
6B) fibrosis (median 38 vs 21, P=0.0002; Figure 6E). The number of CD14* cells/hpf in the
liver predicted which subjects would progress to end-stage liver disease (median 39 in those
who progressed vs 26 in those who did not, P=0.01; Figure 6F). A high number of CD14*
cells/hpf was associated with poor synthetic function and portal hypertension, based on INR
(r=0.26, P=0.04; Supplementary Figure 2A), direct bilirubin (r=0.33, P=0.008;
Supplementary Figure 2B), albumin (r=—0.28, P=0.03; Supplementary Figure 2C) and
platelet counts (r=—0.33, P=0.009; Supplementary Figure 2D). Furthermore, a greater
number of CD14" cells/hpf was associated with higher MELD scores (r=0.32, P=0.012;
Supplementary Figure 2E) and with a higher APRI (r=0.30, P=0.018; Supplementary Figure
2F), suggestive of fibrosis. There was no difference in the number of CD14" cells in subjects
with HBV infection compared to HCV infection. Quantitative image analysis for the
percentage area staining positive for CD14 did not reveal significant findings or correlate
with the density of CD14" cells, presumably because the density of CD14 staining differs
among cells.
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As LPS induces CD14 upregulation on Kupffer cells33, the liver biopsy sections were
stained with an Escherichia coli (E. coli) lysate antibody (Figure 6C-D). An increased
density of E. coli antigen staining was associated with increased levels of markers of hepatic
inflammation and fibrosis, namely ALT (r=0.35, P=0.007), GGT (r=0.32, P=0.017;) and
ferritin (r=0.33, P=0.013).

Discussion

The factors determining the degree of hepatic inflammation and progression to cirrhosis in
chronic HBV and HCV infections are not well-defined. Microbial translocation has been
suggested as a contributing factor in some human studies and mouse models®-920, However,
the association of microbial translocation and its local and systemic effects with disease
severity and prognosis has not been clearly established. We found that: (1) levels of sCD14,
a marker of LPS bioreactivity, distinguished subjects with severe liver fibrosis and
correlated with markers of hepatic inflammation and fibrosis; (2) enterocyte death, microbial
translocation, LPS-induced monocyte activation and IL-6 levels were increased in HBV and
HCV infections; (3) portal hypertension, reflected by low platelet counts, was associated
with increased enterocyte necrosis; (4) levels of I-FABP, reflecting enterocyte necrosis, and
IL-6, a marker of hepatic inflammation and regeneration, decreased with successful
treatment of HBV or HCV infection; (5) high plasma sCD14 levels predicted disease
progression in HBV and HCV infection independent of other markers of hepatic
inflammation, fibrosis and disease progression; and (6) a high density of CD14" cells in the
liver was associated with hepatic fibrosis and predicted disease progression.

sCD14 levels correlated with ferritin, AST, GGT, AFP, APRI, Ishak score and HAI before
and after antiviral therapy, suggesting an intimate association between LPS-induced
monocyte activation and hepatic inflammation and fibrosis. Given the cross-sectional nature
of these associations, the determination of cause and effect is difficult. Nonetheless, it is
tempting to speculate and propose a model in which increased LPS in the portal circulation
would activate Kupffer cells through CD14 and MD-2/TLR4 to produce cytokines such as
IL-6, TNF and pro-fibrotic TGF, stimulating hepatic stellate cells to synthesize collagen,
resulting in hepatic fibrosis. These effects would be enhanced in patients with more CD14*
cells and higher sCD14 levels. Hepatic fibrosis would result in portal hypertension, leading
to enterocyte necrosis and further potentiating microbial translocation. Indeed, sickle cell
disease patients with nodular regenerative hyperplasia (NRH) and portal hypertension (T.H.,
unpublished observations) have high sCD14 and LPS levels. In these patients, the hepatic
venous pressure gradient, indicative of sinusoidal portal hypertension, correlated with low
platelet counts and high sCD14 levels, which correlated with high ALP, a marker of NRH,
suggesting that microbial translocation and LPS-induced monocyte or Kupffer cell
activation perpetuate a cycle culminating in hepatic fibrosis and portal hypertension, even in
the absence of viral infection. Thus, increased microbial translocation and the ensuing
immune activation may be both a contributor to and a consequence of hepatic fibrosis.

Importantly, we found that high plasma levels of sSCD14, reflective of the host response to
LPS, rather than LPS itself, predict disease progression independent of Ishak score and
markers of hepatic inflammation, fibrosis and disease progression. The association of sSCD14
with disease progression is similar to observations in HIV/HCV co-infected patients, in
whom increased sCD14 and LPS levels were associated with the development of cirrhosis34.
The detection of LPS can be complicated by its rapid clearance and by inhibitory plasma
proteins11:35-38 and not all bacteria produce bioactive LPS or LPS detectable by the
Limulus assay3?-41, Thus, sCD14 may be a more relevant biomarker of disease progression
as it reflects the host response to products of microbial translocation. Higher sCD14 levels
may reflect more cells responding to LPS or a genetic predisposition towards increased LPS
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responsiveness. Indeed, high sCD14 levels in the setting of alcohol abuse*2 or HCV
infection HCV infection*? have been associated with a polymorphism in the promoter region
of the CD14 gene (—159C/T). LPS-induced monocyte activation may increase systemic
cytokine production, particularly as both circulating CD14*CD16* monocytes and hepatic
macrophages are increased in cirrhosis*4. High sCD14 levels may facilitate LPS-induced
activation of endothelial'#45 and dendritic cells1* via the MD-2/TLR4 complex, leading to
further production of pro-inflammatory cytokines. Thus, it is not the mere presence of the
inflammatory stimulus that determines pathology but rather the host’s response to that
stimulus. The association of SCD14 with worsening hepatic disease parallels findings in HIV
infection in which sCD14, not LPS, predicts mortality, suggesting a common pathway in
which activation of the immune system by microbial products accelerates the progression of
a variety of diseases*®.

While previous studies have demonstrated that LPS induces liver injury based on portal vein
concentrations of LPS*, we detected E. coli proteins in the liver parenchyma, directly
demonstrating that bacterial products drain into the liver in humans with chronic viral
hepatitis infection. However, we found that the density of CD14" cells in the liver, likely
Kupffer cells which upregulate CD14 upon LPS stimulation%:33, but not the density of E.
coli proteins was associated with severity of fibrosis and disease progression. This finding
supports the concept that the host response to the stimulus, rather than the stimulus itself, is
associated with pathology.

Taken together, our data show that LPS-induced activation of both circulating monocytes
and resident Kupffer cells is associated with severe hepatic fibrosis and failure to respond to
therapy and predicts progression to end-stage liver disease independent of the degree of
fibrosis. Thus, attenuation of microbial translocation and its inflammatory consequences
may improve clinical outcomes in HBV and HCV infections.

Study design

After informed consent, 84 patients with matched plasma and biopsy samples from
enrollment with stored post-antiviral treatment plasma samples were selected from an IRB-
approved study of a viral hepatitis cohort with chronic HBV (n=21) or chronic HCV (n=63)
infection undergoing standard-of-care anti-viral treatment by the Liver Diseases Branch of
the National Institute of Diabetes and Digestive and Kidney Diseases (NIDDK) at the
National Institutes of Health (91-DK-0214). Liver biopsy specimens were evaluated and
scored using the Ishak and HAI scoring system by one blinded hepatopathologist (DK). As
the primary comparison to be explored was between patients with cirrhosis and those
without, subjects were chosen with either minimal (Ishak 0 and 1) or severe (Ishak 5 and 6)
liver fibrosis. To minimize sampling error, samples from subjects with Ishak 0 and 1 were
evaluated together, as were subjects with Ishak 5 and 6. Based on a standard deviation of
sCD14 of 0.30 x 10% pg/ml and a Type | error rate of 5% with 16 subjects in each arm, we
would have 80% power to detect a difference as small as 0.31 x 108 pg/ml between groups.
Similarly, we would have 80% power to detect a difference of I-FABP of 123 pg/ml, LPS of
18.4 pg/ml and 1L-6 of 1.48 pg/ml.

No individuals were on therapy at the initial evaluation. Individuals with chronic HBV
infection received interferon-based regimens and/or nucleoside or nucleotide analogues and
were on a nucleoside or nucleotide analogue at follow-up. Individuals with chronic HCV
infection received either interferon or PEG-interferon with or without ribavirin and were off
therapy for at least six months at follow-up. Patients with decompensated liver disease
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underwent liver transplant soon after enrollment and were therefore not included in the
study.

In order to establish reference values for the markers measured here, we recruited a cohort
of 35 young, healthy volunteers not infected with HIV, HCV or HBV from the Vaccine
Research Center Clinic at the National Institutes of Health and 32 individuals from the
University of California San Francisco (for the 63 samples with accessible data, median 35
years old [IQR 27-43], 52% male).

Biomarkers of microbial translocation, LPS bioactivity and enterocyte damage

I-FABP, LPS, sCD14 and IL-6 were measured in baseline plasma samples prior to the
initiation of therapy and at follow-up after treatment for the underlying viral infection. All
assays were performed blinded to type of infection, Ishak score, clinical laboratory values
and clinical outcome; each test was determined in duplicate, and the average of each marker
was calculated.

I-FABP (Cell Sciences, Canton, Massachusetts, USA), sCD14 (R&D Systems, Minneapolis,
Minnesota, USA) and IL-6 (R&D Systems, Minneapolis, Minnesota, USA) were performed
using commercially available ELISA assay kits according to the manufacturers’ protocols on
plasma diluted to 50%, 0.5% and undiluted, respectively. For LPS measurement, the plasma
was diluted to 10% in endotoxin-free water and quantified using the Limulus Amebocyte
Lysate assay (Lonza, Basel, Switzerland), as previously described?6.

Liver fibrosis and function

The degree of liver disease was defined based on a number of assays that are associated with
hepatic inflammation, injury and/or fibrosis, e.g. ALT48, AST4%, GGT%051 ferritin52:53,
AFP>* and ALP>°; those traditionally associated with poor synthetic function, e.g. albumin,
prothrombin time, INR®5 and direct bilirubin®6; and portal hypertension, e.g. platelets®’.

Immunohistochemistry

Sixty-three patients had liver biopsy sections preserved in paraffin available for
immunohistochemistry. After deparaffinizing the slides, antigen retrieval was performed
followed by staining with Novocastra anti-CD14 (Leica Microsystems, Bannockburn, IL,
USA) and anti-CD68 (Abcam, Cambridge, MA, USA) and developed with the EnVision GJ|2
Doublestain System using diaminobenzidine and Permanent Red (Dako, Glostrup,
Denmark). In a different set of slides, antigen retrieval was performed followed by staining
with a polyclonal rabbit antibody to an Escherichia coli lysate from Dako which recognizes
a minimum of 80 antigens, and the slides were developed with DAB. All slides were
counter-stained with Methyl Green (Vector Laboratories, Burlinghame, CA, USA). The
number of CD14* cells/hpf were counted in 10 different fields and averaged by the same
blinded operator for all slides. The reliability of the staining was confirmed by comparison
with positive and negative control tissues.

Quantitative image analysis was performed by scanning the slides using an Aperio
ScanScope and eliminating edge effect by removing approximately 50 pixels around the
perimeter of every section using Adobe Photoshop. An algorithm was established to identify
CD14" pixels and E. coli* pixels in the respective slides as well as to differentiate areas of
the slide containing tissue from those that are blank. The percentage of pixels CD14* or E.
coli* in the entire slide was divided by the percentage of pixels of tissue to calculate the
percentage of tissue that stained positively for the respective marker. All analyses were
performed blinded to the origin of the sample.
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Statistical Methods

Pairs of variables were compared using the Mann-Whitney U test, and correlations among
variables were evaluated using Spearman’s rank correlation. These analyses were performed
using GraphPad Prism, version 5.0b (GraphPad Software, Inc., La Jolla, California, USA).
Power calculations and odds ratio of disease progression were calculated by logistic
regression analysis using JMP version 7.0 (SAS Inc., Cary, North Carolina, USA).

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Abbreviations

AFP alpha-fetoprotein

ALP alkaline phosphatase

APRI AST:platelet ratio index

CRP C-reactive protein

E. coli Escherichia coli

GGT gamma-glutamy! transpeptidase

HSC hepatic stellate cells

I-FABP intestinal fatty acid binding protein

IL interleukin

INR international normalized ratio

LPS lipopolysaccharide

mCD14 membrane CD14

MD-2 myeloid differentiation-2

sCD14 soluble CD14

SVR sustained virologic response

TGFp transforming growth factor f3

TLR4 toll-like receptor 4
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Figure 1.

(A,B) Baseline levels of markers of enterocyte death and microbial translocation are
elevated in both minimal and severe fibrosis. For I-FABP, n=66 for F5/F6, n=14 for FO/F1,
and n=41 for uninfected. For LPS, n=68 for F5/F6, n=16 for FO/F1 and n=67 for uninfected.
(C) LPS-induced monocyte activation, reflected by sCD14, is higher in subjects with severe
fibrosis (n=68) compared to those without fibrosis (n=16) or uninfected individuals (n=65).
(D) IL-6 levels are elevated regardless of fibrosis. n=66 for F5/F6, n=14 for F1/F2, and n=24
for uninfected. Horizontal lines indicate the median value and 5-95% range. P-values were
calculated with the Mann-Whitney U test. The number subjects varied based on the volume
of plasma available and the amount needed for each assay.

Gastroenterology. Author manuscript; available in PMC 2012 October 1.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Sandler et al.

400y A
= 3001 *
3 ° " °
200 v,
5 T} SRR
TH00] g
0 ‘an" A
0 1 2 3 4
sCD14 (x10°® pg/ml)
r=0.42
4001 P<.0001
< 300 .
2
— 2001
G 1001
0
0
sCD14 (x10° pg/ml)
1000 N
£
> 100
£
& 10
<
14
0
sCD14 (x10° pg/ml)
Figure 2.

Ferritin (ug/L)

O
L)

Alk. Phosphatase (U/

Direct Bilirubin (mg/dL)

2501
2001
150+
100+

o
i

Page 14

1 2 3 4

(@
o

sCD14 (x10° pg/ml)

Baseline sCD14 levels correlate with plasma markers of hepatic inflammation (AST,
ferritin), fibrosis (GGT, ALP, AFP) and poor synthetic function (direct bilirubin), n=84 for
all analyses. Correlations among variables were evaluated using Spearman’s rank

correlation.
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Figure 3.

Enterocyte death (reflected by I-FABP) is associated with portal hypertension (indicated by
low platelet counts) and poor synthetic function (indicated by low albumin and high direct
bilirubin and INR) at baseline (n=72) and after antiviral treatment (median 4.2 years, n=64).
Correlations among variables were evaluated using Spearman’s rank correlation.
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Figure 4.

I-FABP and IL-6 levels decline with successful treatment of HBV and HCV infections.
Subjects with HCV infection with SVR have a significant decrease in I-FABP and IL-6
levels at follow-up (n=17 for both), but subjects who fail to respond to therapy have
persistent elevations in IL-6 (n=25) and I-FABP (n=26). I-FABP levels fell in HBV-treated
subjects but I1L-6 levels did not (n=17 for both). P-values were calculated using a paired t
test.
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Figure 5.

High baseline plasma sCD14 levels predict poor clinical outcome in patients with HBV and
HCV infections. For LPS and sCD14, n=43 for non-progressors and n=31 for progressors.
n=67 for LPS and n=65 for sCD14 for uninfected individuals. For I-FABP and IL-6, n=40
for non-progressors and n=31 for progressors. n=41 for I-FABP and n=24 for IL-6 for
uninfected individuals. Horizontal lines indicate the median value. P-values were calculated
with the Mann-Whitney U test.
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Figure 6.

(A) CD14/CD68 staining of a cirrhotic liver. Brown indicates CD14 and red CD68. (B)
CD14/CD68 staining of a non-cirrhotic liver. E. coli staining of cirrhotic (C) and non-
cirrhotic (D) liver is indicated by brown. (E,F) Subjects with cirrhosis (n=49) have more
CD14" cells than those without (n=14). Those who progressed (n=24) have more CD14+
cells than those who did not (n=32), regardless of fibrosis. Horizontal lines indicate the
median value and 5-95% range. P-values for comparisons between groups were calculated
with the Mann-Whitney U test.
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Baseline characteristics at enrollment. The numbers indicate either median value (range) or # subjects

(percentage).

Table 1

Enroliment

Follow-up

Characteristic

Age (years)

Gender (Male)

Virus: HBV

HCV

HCV Genotype: 1/4
2/3
Unknown

Duration of follow-up (years)

HCV patients with SVR

Patients who progressed (other than non-responders)

Aspartate aminotransferase (U/L)
Alanine aminotransferase (U/L)
Gamma-glutamyl transferase (U/L)
Ferritin (mcg/L)

Alpha fetoprotein (ng/ml)
Alkaline phosphatase (U/L)
Direct bilirubin (mg/dL)
Albumin (g/dL)

INR

Platelet (K/uL)

Creatinine (U/L)

ISHAK: 0
1
5
6
MELD
Child's Class: A
B
C

Aspartate Aminotransferase (U/L)
Alanine Aminotransferase (U/L)
Gamma-glutamyl Transferase (U/L)
Ferritin (mcg/L)

Alpha fetoprotein (ng/ml)

Alkaline phosphatase (U/L)

Direct bilirubin (mg/dL)

Albumin (g/dL)

INR

Platelet (K/uL)
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FO-F1
48.0

13

10

17
11

36
48
26
128

62
0.1
4.0
1.0
235
0.8
10

16

22
28
21
82

67

1.0
240

F5-F6
50.3

18
50
38

22
5.0
16
29
87
113
81
193
10
87
0.2
3.8
1.2
125
0.8

33
35

67

47
47
4
148
46
83
0.2
37
11
134
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Characteristic FO-F1
Creatinine (U/L) 0.8
ISHAK: 0 3
1 1
2
3
4
5
6
MELD 7
Child’s Class: A 14
B 0
C 0

F5-F6
038

[l > B @ > RN S R \S ]

49
10
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