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Abstract: The function and regulation of amyloid-beta (A) in healthy and diseased liver remains
unexplored. Because A3 reduces the integrity of the blood-brain barrier we have examined its potential
role in regulating the sinusoidal permeability of normal and cirrhotic liver. Af and key proteins
that generate (beta-secretase 1 and presenilin-1) and degrade it (neprilysin and myelin basic protein)
were decreased in human cirrhotic liver. In culture, activated hepatic stellate cells (HSC) internalized
Ap more efficiently than astrocytes and HSC degraded Af leading to suppressed expression of
a-smooth muscle actin (x-SMA), collagen 1 and transforming growth factor 3 (TGF@). A also
upregulated sinusoidal permeability marker endothelial NO synthase (eNOS) and decreased TGFf3
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in cultured human liver sinusoidal endothelial cells (hLSEC). Liver Af levels also correlate with the
expression of eNOS in transgenic Alzheimer’s disease mice and in human and rodent cirrhosis/fibrosis.
These findings suggest a previously unexplored role of A in the maintenance of liver sinusoidal
permeability and in protection against cirrhosis/fibrosis via attenuation of HSC activation.

Keywords: liver cirrhosis; liver sinusoidal permeability; liver sinusoidal endothelial cells; hepatic
stellate cells; beta secretase; presenilin; endothelial nitric oxide synthase; myelin basic protein;
Alzheimer’s disease; neprilysin; astrocytes

1. Introduction

The generation and degradation of amyloid-beta (A(3) in the central nervous system (CNS) are
well characterized, but these pathways are poorly understood in the liver. Although the liver generates,
takes up, and degrades Af peptides [1], little is known about its role in healthy and cirrhotic liver.
In progressive fibrosis leading to cirrhosis, activated hepatic stellate cells (A-HSC) are the primary
fibrogenic cell type following their transdifferentiation from a quiescent, vitamin A-rich cell type to
myofibroblasts (reviewed in [2]). Interestingly, A-HSC acquire many features resembling healthy brain
astrocytes [3,4], which protect against Ap-induced toxicity in the CNS [5]. Therefore, we examined
whether HSCs, like astrocytes, contribute to the homeostasis of Af.

Ap is generated from its parent molecule, the amyloid precursor protein (APP), through sequential
cleavage by three specialized proteases: x-, 3- (BACE1), and y-secretase complex containing presenilin
(PS) 1/2 [6]. Cleavage of APP through a-secretase is the major physiological nonamyloidogenic route
of APP maturation, resulting in the release of a soluble 100-120-kDa N-terminal fragment (3 APPsx)
and a small C-terminal membrane-bound segment (C83). Cleavage of APP by [3-secretase (BACE),
a membrane bound aspartic protease initiating the first step of amyloidogenic APP degradation,
produces large soluble APP-beta fragment (sAPPB) and 99-amino-acid beta-carboxyterminal APP
fragment (C99, 3-CTF). y-secretase cleaves C99 mainly after residue 40 and partly after residue 42, thus
generating the peptides AB40 and, to a lesser extent, A342, as well as other A3 fragments that vary in
length and hydrophobicity [6,7]. High heritability of mouse presenilin 2 has been demonstrated in
the liver, but not the brain [8], indicating that liver is a powerful source of A3 peptides. Interestingly,
in the liver of Alzheimer’s disease (AD) patients, the total AP level is 1/8th that found in the liver
of a nonaffected control group [9], suggesting that there is either reduced production or accelerated
mechanisms of hepatic A elimination in AD.

The dysfunction and death of hepatocytes in cirrhosis may affect A metabolism. Because of rare
reports of an overlap between cirrhosis and AD, we sought to clarify whether the A 3-generating function
of BACE and presenilin, as well as the Af3 degrading function performed by neutral endopeptidase
neprilysin (NEP) [10,11], are maintained in cirrhosis. The lack of evidence for a direct correlation
between cirrhosis and AD progression suggests that there are compensatory mechanisms of Af3
elimination in liver, possibly by HSCs, whose numbers are greatly increased during cirrhosis. Based on
functional and phenotypic similarities between A-HSC and astrocytes, we hypothesized that A-HSC
may contribute to the clearance of A3, similar to the activities of astrocytes in healthy brain [5].

We further hypothesized that in healthy liver, which is characterized by facilitated blood-tissue
interactions, A} contributes to the maintenance of normal integrity and porosity of liver sinusoids
through the production of nitric oxide (NO) and vascular endothelial growth factor (VEGF), which
also maintains transendothelial permeability in liver and brain [12-14]. This hypothesis is based upon:
(1) the capacity of AB and NO [15-17] to disrupt the blood-brain-barrier (BBB); (2) the functional
similarity between A3 and NO in neural cells in vivo and in vitro [15,16,18]; and, (3) the A3-dependent
production of NO in neural tissue during AD [17].
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Herein we have investigated the influence of AB on sinusoidal permeability and fibrotic markers
in cirrhotic livers from different species, as well as in livers of the transgenic AD mice (TgAD). The
latter animals are characterized by accelerated generation of A3 and plaque burden in the brain [19,20].
This study uncovers a previously unknown activity of A3 in regulating hepatic sinusoidal permeability
and quiescence of HSC.

2. Materials and Methods

2.1. Human Liver Tissue Samples

Liver tissues for immunoblotting, PCR, and AP quantification by V-Plex® analysis were obtained
from 44 patients (21 males and 23 females) with normal liver (15 patients), with fibrosis (15 patients),
and with cirrhosis (14 patients). Surgery was done because of hepatic metastases of extrahepatic tumors
(19 patients), cholangiocarcinoma (4 patients), hepatocellular carcinoma (5 patients), and other diseases
(4 patients), and only nonaffected or nontumorous tissue was used. Further cirrhotic liver tissue (12
patients) was obtained from explanted liver organs. Liver samples were histologically examined by a
pathologist and the severity of fibrosis/cirrhosis was judged by the MELD score [21]: fibrosis 8.78 + 3.33
and cirrhosis 15.63 + 7.87 (see Table 1). The histological scores of tissue samples, patient’s age, gender,
and assessed levels of aspartate (AST) and alanine (ALT) aminotransferase and alkaline phosphatase
(AP) are listed in Table 1.

Table 1. Histological scoring of human liver samples.

Human Liver  Histological Steatosis
Tissue Score shc/f)]i?")ﬂ ©/1/2/3) G(;“/‘zfr Age AST [U/L] ALT AP [U/L]
Sample 2 (0/1/2/3/4) d
“"ml“; 1= 4500/00) 73+13  (I5000000) (411)  571+128 309+137 2764155 1113 +592

fibrosis (n =

15) (0/1/6/8/0) 8.8+3.3 (10/4//1/0)  (12/3)  63.0+11.9 485+424 467+269 2009 + 190.8

cirrhosis (n =

12) (0/0/0/0/14) 156 +7.3  (10/1/3) (5/9) 51.6+7.9 122.0+139.8 66.7+804 211.1+117.1

Note: Tissue samples were characterized as follows: (a) Histological score was defined as no fibrosis (0), zone 3
perisinusoidal/pericellular fibrosis, focally or extensively present (1), zone 3 perisinusoidal/pericellular fibrosis with
focal or extensive periportal fibrosis (2), zone 3 perisinusoidal/pericellular fibrosis and portal fibrosis with focal
or extensive bridging fibrosis (3) and cirrhosis (4); (b) The MELD (Model of End Stage Liver Disease) scores were
calculated using blood levels of creatinine, INR and total bilirubin [21]; (c) mean + SD; d, Grade of steatosis was
scored as <5% steatosis (0), 5 to 33% steatosis (1), >33 to 66% steatosis (2), and >66% steatosis (3). Normal ranges for
selected parameters are: AST, 5-40 U/L; ALT, 5-40 U/L; AP, 35-130 U/L.

2.2. Animal Models

For bile duct ligation (BDL), eight-week-old male Sprague Dawley rats and C57BL/6] mice (Charles
River, Sulzfeld, Germany) were separated into BDL and sham operated (SO) groups (n = 6 each).
Ligation of the common bile duct was performed as described by Arias et al. [22]. The surgical
intervention took place under halothane anesthesia. After 14 days, the rats were sacrificed and the
livers were snap frozen in liquid nitrogen and stored at —80 °C. BDL in mice was done for 21 days and
performed following standardized protocols published elsewhere [23,24].

Two transgenic mouse models of AD purchased from Jackson Laboratories (Bar Harbor, ME,
USA) were used: (i) 6-month-old female 3xTg-AD harboring PS1IM146V, APPSwe, and tauP301L
transgenes [19], and (ii) 3-4-month-old 5XFAD harboring five Familial Alzheimer’s Disease (FAD)
mutations [APP K670N/M671L (Swedish) + 1716V (Florida) + V7171 (London) and PS1 M146L+
L286V] [20]. As control animals, C57BL/6] mice (Charles River) for 3xTg-AD mice and WT littermates
of 5XFAD mice were utilized. Mice were euthanized by CO, exposure. Brains and livers were isolated,
snap frozen, and stored at —80 °C.
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2.3. Cell Culture

Mouse M1-4HSC, rat HSC-T6, and human LX-2 HSC cell lines have been described
previously [25-27]. Human SV40-immortalized hepatic sinusoidal endothelial cells (hLSEC) were
obtained from Applied Biological Materials (Richmond, BC, Canada). STR analyses of human cell
lines and Mycoplasma testing of all cell lines were performed.

Astroglia-rich primary cultures (APC) were prepared from newborn C57/BL6 (Charles River)
mouse brains as described elsewhere [3,4,28]. Briefly, the cells obtained from 5-7 brains of
newborn littermates were mechanically dissociated, centrifuged, and plated onto cell culture flasks
(1 x 10° cells/75 cm?) in DMEM with 4.5 g/L glucose supplemented with 10% fetal calf serum, 100 p.g/mL
streptomycin sulphate, 100 units/mL penicillin G, and 1 uM pyruvate (Biochrom AG, Berlin, Germany)
in a humidified 10% CO, atmosphere at 37 °C.

M1-4HSC, HSC-T6, hLSEC, and LX-2 cells were grown in DMEM with high (4.5 g/L) glucose
containing either 2% (for LX-2), 5% (for hLSEC), or 10% fetal calf serum (for M1-4HSC and HSC-T6), 1%
nonessential amino acids (only for M1-HSC), 1 uM pyruvate (only for HSC-T6), 100 U/mL penicillin,
and 100 pg/mL streptomycin (for hLSEC and HSC-T6, Gibco, Thermo Fisher Scientific, Darmstadt,
Germany). Cells were kept at 37 °C in an atmosphere containing either 5% (for M1-4HSC and LSEC)
or 10% CO, (for LX-2 and HSC-T6).

2.4. Western Blot Analyses

Liver tissue was homogenized in ice cold lysis buffer (300 mM NaCl, 50 mM Tris, 2 mM MgCl,,
0.5% NP40) containing ‘Complete protease inhibitor” (Roche, Mannheim, Germany). The total protein
was determined by DC Protein assay (Bio-Rad). Proteins were fractionated by SDS/PAGE (12%
acrylamide) and transferred onto PVDF membranes (EMD Millipore, Billerica, CA, USA). Membranes
were blocked in 5% BSA (Albumin Fraction V, protease-free, Roth, Karlsruhe, Germany) in TBST for
1.5 h and were incubated at 4 °C overnight with respective primary antibodies (Table 2) diluted in
PBS. For visualization of antibody binding, membranes were incubated with alkaline phosphatase-
or Cy2/Cy5-conjugated antibodies for 3 h at room temperature. Protein bands were visualized using
chemiluminescence or fluorescence detection systems (Bio-Rad, Hercules, CA, USA). For imaging and
densitometric analyses, a VersaDocTM 4000 MP imaging system (Bio-Rad, Hercules, CA, USA) was
used. Data were normalized to the respective densitometric values of GAPDH as loading control.

Table 2. Primary polyclonal (pab) and monoclonal (mab) antibodies used in Western blot analyses.

Antibody Cat. No. Dilution Supplier
APP, rabbit pab SAB3500274 1:1000 Sigma-Aldrich, Taufkirchen,
Germany
«-SMA, rabbit pab ab5694 1:1000 Abcam, Cambridge, UK
eNOS, rabbit pab ab95254 1:500 Abcam
Neprilysin, rabbit mab, )
clone EPR2997 ab79423 1:1000 Abcam
MBP, mouse mab clone MBP101 ab62631 1:500 Abcam
nNOS, rabbit pab ab5586 1:1000 Abcam
. Thermo Fisher Scientific,
PS1, rabbit pab PA5-20376 1:750 MA, USA
BACE], rabbit pab PA1-757 1:1000 Thermo Fisher Scientific
GAPDH, mouse mab, clone 6C5 MAB374 1:500 EMD Millipore, Billerica

For Western blot analyses of NEP, M1-4HSC, T6-HSC cells and astrocytes were grown in 75 cm?
culture flasks at a density 1 x 106/75 cm?. For Western blot analyses of «-SMA, M1-4HSC were seeded
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onto culture flasks at a density 1 X 10° cells/75 cm? and incubated for 48 h with or without 1000 pg/mL
synthetic AB342 (Merck Millipore, Darmstadt, Germany) dissolved in standard medium and harvested
for Western blot analysis. HLSEC were seeded onto culture flasks precoated with collagen (Corning,
Kennebunk, ME, USA) at a density 5 X 10° cells/75 cm?2. After 12 h, adherent cells were incubated
for an additional 48 h period with 1000 pg/mL synthetic A342 dissolved in standard medium and
harvested thereafter for Western blot analysis.

2.5. Real-Time gPCR of Rat Liver Tissue and Cell Cultures

RNA was extracted from rat liver tissue or mouse M1-4HSC using the RNeasy Mini Kit (Qiagen,
Hilden, Germany) or mirVana miRNA Isolation Kit (Thermo Fisher Scientific), respectively. Per
sample, 1 pg of RNA was transcribed to cDNA using the TagMan Reverse Transcription Kit (Applied
Biosystems, Life Technologies, Carlsbad, CA, USA); transcription was performed according to the
manufacturer’s instructions. Predesigned TagMan gene expression assays were purchased from
Thermo Fisher Scientific (Table 3). RNA analyses of a-SMA and glial fibrillary acidic protein (GFAP),
as well as of GAPDH as a housekeeping gene, were performed using the 7900 Real-Time PCR System
(Applied Biosystems). The relative quantity (RQ) of target gene RNA normalized to GAPDH was
calculated by the 2-8ACT method [29].

Table 3. Gene expression assays used for rat liver and mouse M1-4HSC RNA analysis.

Target Gene Gene Symbol RefSeq Assay ID
x-SMA Acta2 NM_031004.2 Rn01759928_g1
GFAP Gfap NM_017009.2 Rn00566603_m1
a-SMA Acta2 NM_007392.3 MmO01204962_gH
GAPDH Gapdh NM_008084.3/NM_001289726.1 Mm99999915_g1

2.6. Real-Time gPCR of Human Liver Tissue

The mRNA expression was investigated by real-time gPCR using SYBR Green. Total cellular RNA
was isolated with TRIzol reagent from Life Technologies (Darmstadt, Germany). Primers for human
NEP/MME and APP, as well as BACE1, were described elsewhere [30,31]. Human PS1/PSN1 was
amplified with the primers 5'-CCT CAA CAA TGG TGT GGT TG-3" and 5-TTG TGA CTC CCT TTC
TGT GCT-3" and tyrosine 3-monooxygenase/tryptophan 5-monooxygenase activation protein, zeta
polypeptide (YWHAZ) mRNA with 5-GCA ATT ACT GAG AGA CAA CTT GAC A-3’ and 5'-TGG
AAG GCC GGT TAA TTT T-3'. For quantification of the results, RNA of respective liver samples was
reverse transcribed, and cDNA was serially diluted and used to create a standard curve of at least
six different dilutions for each of the genes analyzed. The second derivative maximum method was
used for quantification with the LightCycler software. The PCR reaction was evaluated by dissociation
curve analysis, and expression values were normalized to the expression values of the housekeeping
gene YWAHZ, encoding the tyrosine 3-monooxygenase/tryptophan 5-193 monooxygenase activation
protein, zeta polypeptide.

2.7. Additional Information to gRI-PCR Analysis and Use of Housekeeping Gene YWAHZ

Isolated RNA were quantified at 260/280 nm with Thermo Fisher Scientific Nanodrop 2000
spectrophotometer. The absorption ratio A260 nm/A280 nm between 1.90 and 2 was taken into
consideration for cDNA preparation. First strand cDNA was synthesized from 1 ug of total RNA
with reverse transcriptase using the QuantiTect Reverse Transcription Kit (Qiagen) in 20 uL; 0.5 uL of
the cDNA was used for amplification in a LightCycler 480 System (Roche) applying 0.5 uM of each
primer for human NEP/MME, APP, BACE], as well as PS1/PSN1. Real-time RT-PCR was performed
in triplicates using the LightCycler ® 480 SYBR Green I Master (Roche) and the specificity of the
PCR reactions was confirmed by sequencing of the amplified DNA fragments (Geneart, Regensburg,
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Germany) and the efficiency of each PCR reaction was calculated using the serially diluted standard
curve: NEP/MME (2.00), APP (1.97), BACE1 (2.00), PS1/PSN1 (1.99), YWHAZ (1.98). The housekeeping
gene YWHAZ was chosen because of similar cp values as the genes of interest and stable expression
(no statistically proven different expression) between the analyzed groups of samples [32].

2.8. AP Quantification in Cell Cultures

For analyses of Af effects on synthesis of x-SMA, M1-4HSC were seeded onto culture flasks at a
density 1 x 10° cells/75cm? and incubated for 48 h with or without 1000 pg/mL synthetic AB42 and
with or without 1 pM LBQ657 (Sigma-Aldrich, Taufkirchen, Germany) dissolved in standard medium
and harvested for Western blot analysis.

For the comparison of different cell types regarding their ability to utilize A342, M1-4HSC, HSC-Té,
LX-2, and astroglial primary cells (APC), as well as cell lysates from M1-4HSC, were used. All cell types
were seeded onto 24-well plates at a density of 100,000 cells/well. M1-4HSC cell lysates were incubated
with DMEM containing 1000 pg/mL of synthetic A42 and A(40 in the presence or absence of 5 mM
EGTA for 30 or 60 min or 1 uM LBQ657 for 48 h. Af342 and A 40 were measured with the human Af
ELISA kit (Merck Millipore, Darmstadt, Germany) according to the manufacturer’s protocol.

2.9. Quantification of TGF-p1 in Cell Culture Supernatants

Primary mouse HSC were isolated from C57BL/6 mice as described elsewhere [33]. At day 9, the
cells were seeded onto 24-well plates at a density of 100,000 cells/well and cultured in DMEM for 24 h.
The medium was then replaced with medium containing A {342 (1000 pg/mL) and/or LBQ657 (1 um).
TGF-31 was measured in cell culture supernatant by ELISA using the Mouse TGF-31 ELISA kit (LSBio,
LifeSpan BioSciences, Inc., Seattle, WA, USA) according to the manufacturer’s protocol.

2.10. Quantification of AB Peptides in Liver and Brain Homogenates

In human rat and mouse livers Ap peptides were detected by V-Plex® Kit (Mesoscale, Rockville,
MD) using the A3 antibody (4G8) recognizing human and rodent A340, AB42, and AP38. Mouse
livers from transgenic AD mice with their respective WT controls were analyzed by Luminex assay
using MILLIPLEX MAP Mouse Amyloid Beta Magnetic Bead Kit (MABMAG-83K, Merck).

2.11. Immunofluorescence Staining

For immunofluorescence analyses M1-4HSC, mouse primary HSC and the hLSEC line were plated
in 6 cm Petri dishes (2.5 x 10° cells/dish) containing coverslips. Cells were incubated with or without
A[p42 (1000 pg/mL) and/or LBQ657 (1 uM) dissolved in the respective culture medium for 48 h.

Liver and brain tissue sections (10 um thick) and cells grown on glass cover slips were fixed in
—20 °C cold methanol, washed twice in PBS, and incubated for 1 h at RT or overnight at 4 °C with
primary antibodies (Table 4) diluted in PBS. After washing twice in PBS, samples were incubated with
a corresponding fluorochrome-linked secondary antibody in the dark for 1 h at RT, and were washed
two times for 10 min with PBS containing 0.1% Triton® X-100 (Sigma). The slices and cells were then
covered with Vectashield mounting medium (Vector Laboratories Burlingame, Burlingame, CA, USA)
containing 4’,6 diamidino-2-phenylindole (DAPI), dried, and stored at —20 °C. As for negative controls,
samples were treated with secondary antibodies only.

All immunofluorescence stainings were evaluated by fluorescence microscopy, using an Olympus
BX51 Microscope (Olympus Optical Co. Europe, Hamburg, Germany). Images were acquired by the
digital camera F-View IT and processed by the software Analysis DOKU® (Soft Imaging System GmbH,
Leinfelden-Echterdingen, Germany). Primary and secondary antibodies were diluted as indicated in
Table 4.
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Table 4. Primary and secondary antibodies used in double immune labelling studies.

Antibody Cat. No Dilution Supplier
Desmin mouse, mab, clone DE-U-10 D 1033 1:80 Sigma-Aldrich, Taufkirchen, Germany
GFAP mouse, mab, clone GF12.24 GF 12.24 1:10 ProGen, Heidelberg, Germany
GFAP rabbit, pab Z 0334 1:300 Dako, Glostrup, Denmark
NEP rabbit, mab, clone EPR2997 ab 79423 1:200 Abcam, Cambridge, UK
«-SMA mouse, mab, clone ASM-1 61001 1:100 ProGen
eNOS, rabbit pab ab 95254 1:150 Abcam
Amyloid 342, mab clone D3E10 12843 1:500 Cell Signaling, Frankfurt am Main, Germany
FITC-conjugated goat antirabbit IgG ~ 111-095-144 1:100 Dianova, Hamburg, Germany
FITC-conjugated goat antimouse IgG ~ 115-095-003 1:100 Dianova
Cy3-conjugated goat antimouse IgG ~ 111-165-144 1:800 Dianova
Cy3-conjugated goat antirabbit IgG 115-165-166 1:800 Dianova

2.12. Collagen 1 ELISA of Cell Culture Supernatants

M1-4HSC were transferred into 24-well plates (50,000/well) and after adherence incubated with
medium containing 1000 pg/mL of synthetic AB42 and A340 for 48 h. Collagen 1 (Col-1) was analyzed
in the cell culture supernatant by the mouse collagen type 1 ELISA Kit (MyBioSource, San Diego, USA).

2.13. Statistical Analyses

Statistical analyses were performed using GraphPad Prism Software (GraphPad Software Inc,
La Jolla, CA). All data are presented as means + SEM. (standard error of the mean). The normality
was first determined by Shapiro-Wilk or d’Agostino Pearson tests. One-way ANOVA analysis with
post hoc Bonferroni’s multiple comparison test vs. two-tailed Student’s t-tests were applied for
normally distributed data sets. Nonnormally distributed data were analyzed by Kruskal-Wallis vs.
Mann-Whitney test. p < 0.05 was considered significant.

2.14. Ethics Approval Statements

Experimental procedures on the use of patients’ fibrotic and normal liver tissue were performed
according to the guidelines of the charitable state controlled foundation Human Tissue and Cell
Research (HTCR), with the written informed patient’s consent approved by the local ethical committee
of the University of Regensburg.

All animal experiments were approved by the local institutional committee of Animal Welfare in
Tiibingen (Regierungsprasidium Tiibingen, approval number §4-14.05.2018, PH6/14), Aachen (LANUY,
Recklinghausen, Germany, approval number 84-02.04.2012.A092) and Halle (Landesverwaltungsamt
Halle, approval number 42502-2-1369) conducted in accordance with the German federal law regarding
the protection of animals and ‘Guide for the Care and Use of Laboratory Animals” (National Institutes
of Health publication 8th Edition, 2011).

3. Results

We first examined the levels of APP and the enzymes involved in A generation (BACE1 and
PS1) and degradation (NEP) in human fibrotic (hFL) and cirrhotic liver (hCL). APP mRNA was
down-regulated (Figure 1A) in both hFL and hCL compared to normal liver (hNL), concomitant with a
decrease of PS1/PSN1 and BACE1 mRNA (Figure 1B-C), reflecting an overall decrease in the key drivers
of AP generation. Furthermore, decreased BACE1 and PS1 was confirmed at the protein level by
reduced expression of the enzymatically active ~20 kDa C-terminal fragment of PS1 and of the ~35 kDa
BACEI1 fragment in human cirrhotic liver (Figure 1D,E). On the other hand, a significant reduction of
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NEP/MME mRNA and protein (Figure 1FG) was observed in hCL vs. hNL, which indicates a minor
contribution of NEP to the A3 decrease in human cirrhosis.
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Figure 1. Decreased expression of amyloid precursor protein (APP), APP processing- and A3 metabolizing
enzymes in human fibrotic and cirrhotic liver. (A-C) qPCR analyses of APP, presenlin 1(PS1) and
B-secreatase 1 (BACE1) in fibrotic (hFL, n = 10-12) and cirrhotic (hCL, n = 10-14) vs. normal human
livers (hNL, n = 9-20). (D-E) Western blot and densitometry of PS1 and BACE1 in hNL vs. hCL (n =
3-4) (F-G) qPCR (1 = 9) and Western blot (1 = 3-4) with densitometric analysis of NEP protein and NEP
mRNAin hCL vs. hNL (H) Western blot and densitometry of myelin basic protein (MBP) in hCL vs. hNL
(n = 34). One-way ANOVA with post hoc Bonferroni’s multiple comparison in A—C, Kruskal-Wallis in 1F
and Student’s t-tests in D, E, G and H. Means + SEM, * p < 0.05, ** p < 0.01, ** p < 0.001.
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In addition, myelin basic protein (MBP), another protein known to degrade A(3 [34], was reduced
in hCL (Figure 1H). This may contribute to the appearance of unmyelinated nerve fiber bundles and
reduced hepatic innervation in cirrhosis [35].

V-PLEX® analysis revealed a roughly 5-, 10-, and 160-fold decrease of AB40/42/38 peptides
respectively in hCL (Figure 2A), and a ~6-fold reduction of Af342 in rodent liver after BDL-induced
fibrosis (Figure 2B). In addition, eNOS was down-regulated in human cirrhotic liver and in a rat bile
duct ligation (BDL) model (Figure 3A,B) compared to respective controls. In both, rat BDL and hCL
elicited no significant changes in the level of the neuron-specific NOS (nNOS) (Figure 3C,D).

A AB40/42/38in human liver
AB40 AB42 AB38
*kk *
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g 25{®"" o S 25 8 201 =
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0.0 d——r—uiii— 0.0 d—gil—qup— 0 -"—i—efo—
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B AB42 in rat and mouse BDL liver
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*
5- 3-
*k*k
= 4 | = ) =
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g " <
0t [} S
SO  BDL SO BDL

Figure 2. A levels in cirrhotic/fibrotic and normal livers (A) V-PLEX analysis showing down-regulation
of A340, ABR42, and AB38 in hCL vs. hNL (1 = 9); (B) down-regulation of A342 in rat BDL (n = 4) and
in mouse BDL (1 = 4) vs. respective SO livers. Mann-Whitney test in A and Student’s t-tests in B were
used. Means + SEM, * p < 0.05, *** p < 0.001.
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Figure 3. Endothelial (eNOS) and neuronal NO synthase (nNOS) in cirrhotic/fibrotic and normal livers.
Western blot and densitometry of (A) eNOS in hCL vs. hNL(n = 4); (B) eNOS in rat BDL vs. sham
operated (SO) controls (n = 4). (C) nNOS in rat BDL (1 = 4) vs. SO (D) nNOS in hCL vs. hNL (n = 3);
Student’s t-tests. Means + SEM, ** p < 0.01, *** p < 0.001.

In BDL rats, the development of fibrosis was confirmed by RT-qPCR analyses showing upregulation
of x-SMA mRNA associated with the reduction of GFAP mRNA in BDL vs. sham operated (SO) rat
livers (Figure 4A). BDL-induced fibrosis increased expression of NEP in rat (Figure 4B) and mouse
livers (Figure 4C). In normal liver (upper row of Figure 4D) stained for NEP and GFAP, or x-SMA, or
desmin (red fluorescence), a further marker of HSC [36], NEP was moderately expressed throughout
the liver tissue. Desmin was used as a marker detectable in both activated and quiescent HSC [37].
NEP was absent from GFAP-positive HSC, but was strongly expressed in the vessels. In BDL rat
liver, NEP was strongly expressed in GFAP-negative areas (lower left micrograph of Figure 4D) and
in the fibrotic areas containing large population of activated a-SMA positive HSC (middle panel in
Figure 4D). Most cells residing in fibrosis-unaffected areas and a large population of x-SMA positive
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HSC in fibrotic septae were NEP-negative (middle panel in Figure 4D). NEP was colocalized with
a-SMA and desmin in fibrotic nodules (middle and right panel of Figure 4D).
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Figure 4. Bile duct ligation (BDL)-induced changes in proteins involved in generation and degradation
of AB. (A) RT-qPCR of a-smooth muscle actin (x-SMA) and glial fibrillary acidic protein (GFAP) mRNA
in the livers of BDL rats vs. sham operated (SO) controls. (B,C) Western blot and densitometry of
neprilysin (NEP) in rat and mouse BDL livers vs. SO controls. (D) Costaining for NEP (green) and GFAP
(red) (left panel), for NEP and a-SMA (red) (middle panel), for NEP and desmin (red) in (right panel) in
SO (upper row) and BDL (lower row) rat liver. Cell nuclei are stained with 4’,6-Diamidin-2-phenylindol
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(DAPI, blue). The images are representative out of 4 animals (10 sections per animal) analyzed per
group. Scale bar representative for all images in D: 200 um. (E,F) WBs with densitometry of APP and
PS1 in BDL and SO rats. Two-tailed Student’s ¢-tests. Means + SEM (n = 3-6), * p < 0.05, ** p < 0.01.

In rat BDL livers, the amount of APP was higher than in the livers of SO animals
(Figure 4E). Accumulation of APP indicates its decreased cleavage by Af-generating enzymes.
Also, downregulation of PS1 protein (Figure 4F) reflects the failure in APP processing for efficient A3
generation. To explore the parallels in A3-degrading function between HSCs and astrocytes, we first
assessed the expression of the Ap-degrading enzyme NEP by astrocytes in astroglial primary culture
(APC) and rodent hepatic stellate cell lines. Rat and mouse HSC cell lines (HSC-T6 and M1-4HSC)
contained more NEP than APC (Figure 5A,B). A two-fold higher uptake of Ap42 (reflected by its
decrease in cell culture supernatant) by M1-4HSC and HSC-T6 vs. APC was quantified by ELISA
(Figure 5C). The amount of AB42 internalized by human stellate cells (cell line LX-2) increased with
the number of cells in culture (Figure 5D).
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Figure 5. Comparison of Af3 degrading potency of rat and mouse x-SMA-positive HSC cell lines and
astrocytes. (A,B) Western blots of NEP and «-SMA in lysates of HSC-T6, M1-4HSC and astroglial
primary culture (APC). (C) AB42 ELISA of cell culture supernatants from APC, M1-4HSC and HSC-T6
(n = 4 in each group) vs. control samples without cells (w/o cells) after administration of 1000
pg/mL AB42. (D) AB42 ELISA of cell culture supernatants from LX-2 with increasing number of cells
after administration of 1000 pg/mL A(42. Statistics were generated using a one way ANOVA with
post hoc Bonferroni’s multiple comparison test. The data are shown as means + SEM, * p < 0.05,
** p < 0.01, respectively.

To investigate whether A3 simply accumulates or undergoes enzymatic degradation by the cells,
the activities of zinc-dependent A p-degrading enzymes known to be present in HSC were blocked by
5 mM EGTA in M1-4HSC cell lysates. After 30 and 60 min of incubation, the level of A was reduced
to 50% and 25% respectively, compared to the initial level in control samples without cell lysates
(Figure 6A,B). This confirmed the enzymatic degradation of A3 by M1-4HSC rather than its nonspecific
loss that can occur in cell lysates [38]. The use of the specific NEP inhibitor LBQ657 established that
enzymatic A3 metabolism in HSC can be ascribed primarily to the activity of NEP. In the presence
of LBQ657, the utilization of AB340 and Ap42 from the medium was inhibited by 75% compared to
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samples without LBQ657, as evidenced by the increased level of Af peptides in the supernatants

(Figure 6C,D).
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Figure 6. Effects of NEP inhibitors on uptake and degradation of Af and the expression of fibrotic
markers in HSC and human liver sinusoidal endothelial cells (hLSEC). (A,B) Time-dependent
degradation of APB42 and AP40 by M1-4HSC lysates (1 = 5) assessed by ELISA 30 and 60 min
after incubation with A3. The degradation of both AB fragments by M1-4HSC lysates was inhibited in
the presence of EGTA (cf. M1-4HSC vs. EGTA+M1-4HSC in A and B). The concentrations of A(342/40
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in cell-containing samples were normalized to their respective time-specific controls without cell lysates
and EGTA (-/- in (A) and (B)). (C,D) Degradation of A340 (C) and Ap42 (D) exposed to the respective
Ap fragment with and without LBQ657 (1 uM) by primary mHSC (n = 5) assessed by ELISA. The
concentrations of A342/40 in cell-containing samples were normalized to their respective time-specific
controls without (w/o) cells (C,D). (E) Expression of a-SMA mRNA in M1-4HSC 48h after incubation
with AB42 and/or LBQ657. (F) ELISA of Col-1 in M1-4HSC incubated with Ap40 and AR42; (G) TGF-
release by primary murine HSC in presence of A3 and/or LBQ657 vs. control (ctrl.) assessed by ELISA;
(H) TGF-p (red) and eNOS (green) staining in hLSEC cell line upon treatment with Ap42. Cell nuclei
are stained with DAPI; Scale bar for both images in H: 100 um. Quantification of eNOS and TGF-f3
in hLSEC. Statistics were generated using a one way ANOVA with post hoc Bonferroni’s multiple
comparison test in (A-G) and two-tailed Student’s t-test in (H). The data are shown as means + SEM,
* p<0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001, respectively.

To test whether A suppresses the activation of HSC, we examined the expression of the fibrotic
hallmark proteins «-SMA, TGF-3, and collagen I (Col-1 [39]) in HSCs. A3 markedly reduced a-SMA
mRNA in M1-4HSC (Figure 6E). Furthermore, a-SMA mRNA decreased in M1-4HSC after incubation
of cells with A3 and LBQ657 (Figure 6E). Both Ap42 and A (40 reduced Col-1 production (Figure 6F)
in M1-4HSC. In primary mHSC, Ap42 decreased the release of TGF-{ into the culture supernatant only
upon simultaneous incubation of cells with LBQ657 (Figure 6G). A applied alone did not decrease
TGEF- (Figure 6G, cf. ctrl. Vs. AB42). This can be ascribed to Af3’s rapid degradation by primary HSC
(in contrast to M1-4HSC), whereas in combination with an agent preventing its degradation, LBQ657,
A showed efficacious downregulation of TGF-3-release by HSC.

The increasing number of data shows that human LSEC constitutively produce high levels of
TGF-p [40] that, in turn, activates HSC. The antifibrotic effects of A3 were further confirmed by the
inhibition of TGF-f production in immortalized human liver sinusoidal endothelial cell line (hLSEC),
as shown by immunofluorescence analysis and quantification of TGF-3- and eNOS-positive cells
(Figure 6H).

To explore the role of Ap on the factors increasing the permeability of liver endothelial cells, its
influence on the expression of eNOS, the marker of sinusoidal permeability, in immortalized hLSEC
was evaluated. The decrease of TGF-f3 correlated inversely with eNOS in hLSEC, as demonstrated by
an intense staining of eNOS in cells barely expressing TGF-f3 by immunofluorescence images (arrows
in Figure 6H) and quantification of eNOS- vs. TGF-f3-positive cells (Figure 6H).

We assessed the expression of eNOS in the livers of 3xTg-AD and 5XFAD transgenic mice, which
have been previously well-characterized as models of AD [19,20]. In these mice, A3 production in
the brain and its systemic level were increased [41,42]. Immunofluorescence of Ap42 (Figure 7A) and
multiplex analysis of A340 and A342 (Figure 7B) displayed stronger immunoreaction of Af342 in liver
sections and homogenates of 5XFAD compared to the wild type (WT) mice. In addition, a decrease
in the expression of Col-1 and x-SMA was observed in 5XFAD mice (Figure 7A). As a reflection of
Ap’s influence on sinusoidal permeability, there were 1.6- and 2.2-fold increases in eNOS detected
by WB in livers of 5XFAD and 3xTg-AD mice, respectively, compared to corresponding age matched
nontransgenic controls (Figure 7C).
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Figure 7. Up-regulation of Ap and eNOS in the liver of 5xFAD and 3xTg-AD mice. (A) Immune
fluorescence analysis showing A 342 immunoreaction (green in upper row), x-SMA (red) and Col-1(green
in lower row) in 5XFAD vs. WT mouse sections. Scale bar of 100 pm applies to all images in A.
(B) Multiplex analysis of soluble murine A340 and A {42 in liver homogenates of 5XFAD mice vs. WT
controls. (C) Western blot analysis and densitometry of eNOS in 5xFAD and 3xTg-AD mice vs. WT age
matched controls (n = 4-5). Two-tailed Student’s t-test. The data are shown as means + SEM, ** p<0.01,
***p < 0.001.
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The brain of 3xTg-AD mice exhibits high content of soluble AB40, AB42 concomitant with
increased expression of eNOS (Figure 8A,B). High brain levels of A simultaneous to upregulation of
eNOS have been reported in another transgenic model of AD with impaired BBB function [43]. This,
together with our results, may hint at a blood-tissue modulating function of A3, which, in the brain,
leads to the impairment of the BBB, while in the liver, its high content assures the facilitated blood-liver
exchange supporting normal liver function.

A mouse brain
800+ - 250- ”
E 600- % T 200 2
e S 150+
= 400- =
5 q 100{ -
< 200- o
< —- < 50-
0 — ; 0l— :
WT 3xTg-AD WT  3xTg-AD
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3xTg-AD

Figure 8. Correlation between generation of A342 and eNOS in the brain of 3xTg-AD mice. (A) multiplex
analysis of soluble A340 and AB42 in 3XTg-AD mouse brain homogenates vs. WT controls. Two-tailed
Student’s ¢-test. The data are shown as means + SEM, ** p<0.01. (B) Increased expression of eNOS
in the cortex and hippocampus of 3xTg-AD mice vs. wild type (WT) controls. Brain sections taken
from n = 3 mice per group were stained with eNOS (green) and x-SMA (red). Please note the increased
expression of eNOS in the cortex and hippocampus of 3xTg-AD mice. Scale bar of 200 um applies to
all images in B.

Altogether, our data strongly supports the notion that A plays an important role in the liver,
maintaining sinusoidal permeability while exhibiting antifibrotic activity.
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4. Discussion

Herein we describe the down-regulation of Af3 peptides in human and rodent fibrotic and cirrhotic
livers and demonstrate Af3-dependent regulation of liver sinusoidal permeability markers using
different in vitro and in vivo models.

Activation and contraction of HSC in cirrhosis leads to increased extracellular matrix protein
production resulting in defenestration of liver sinusoids [44] which limit blood-liver exchange and
hepatic flow. We demonstrate that A3 promotes the maintenance of a quiescent phenotype of HSC, as
evidenced by its suppressive effects on x-SMA in activated HSC. Notably, in human cerebrovascular
smooth muscle cells, AP induces the degradation of x-SMA [45].

Liver perfusion is regulated by NO, a powerful vasodilator produced in hepatocytes and
endothelial cells [46]. The AB-induced inactivation of HSC reflected in downregulation of x-SMA and
Col-1 and the increased production of NO in LSEC are similar to the effects of NO in vivo. Furthermore,
HSC-targeted nanoparticle delivery of NO blocks hepatic Col-1 and x-SMA expression in rats with
fibrosis and portal hypertension [47].

Our data suggest that A exerts its antifibrotic function by both autocrine and paracrine effects on
HSCs and LSECs: Ap-suppressed TGF-{3 release and elevated NO-production by LSEC may inhibit
Col-1 and a-SMA generation in HSC. The coordinated actions of A and NO in the liver can be
deduced from the functional link between them in neurochemical studies [15-18], and in our in vitro
and in vivo studies demonstrating increased intracellular amounts of eNOS in A 3-treated hLSEC, from
high levels of A3 and eNOS in the liver of TgAD mice, as well as from their simultaneous reduction
in human and rodent cirrhosis. These results are consistent with the previously reported influence
of AP fibrils on the generation of stable NO metabolites in the brain [48]. The causative relationship
between the loss of Af and NO/eNOS in human and rodent cirrhotic/fibrotic liver shown here can be
concluded from the established fact that NO positively regulates the expression of key enzymes of Af3
generation, BACE1, and PS1 [49]. Accordingly, the decrease of BACE1, PS1 and Af3 in human cirrhotic
and rodent fibrotic liver explains the cross talk between Af- and NO-producing systems in healthy
and diseased liver.

Another finding of this study is that cirrhosis down-regulates MBP, the main component of myelin
sheaths which are significantly decreased during cirrhosis [35]. In vitro, MBP, together with A3 and
proinflammatory cytokines, strongly stimulate the expression of functional NO synthase-2 and the
production of NO via activation of inducible NOS in adult human astrocytes [18]. Thus, it is likely that
endothelial cell dysfunction during cirrhosis, characterized by poor permeability of liver sinusoids, is
most likely partially caused by decreased MBP-stimulated production of NO.

Low levels of NEP and MBP in human cirrhosis may also decrease the hepatic clearance of Af3
delivered by the blood, leading to its increased plasma levels in cirrhotic patients [50]. The physiological
significance of the rise of NEP in BDL is poorly understood. In view of the capacity of NEP to degrade
Ap, its upregulation in the BDL model of cirrhosis may exaggerate injury already promoted by low
levels of PS1 and BACE1. From a physiological point of view, in the condition of low activity of A
-generating enzymes, a further decrease of A by NEP degradation in BDL seems meaningless. High
portal pressure in the BDL model is mainly ascribed to an excess of angiotensin (Ang) II generated
from Ang I and catalyzed by ACE [51]. The contribution of NEP to increased portal pressure was
disproved by vasoconstrictor effects of thiorphan, the specific inhibitor of NEP [52]. The increase of
NEP in BDL liver could be a counter-regulatory mechanism contributing to generation of Ang-(1-7), a
vasorelaxant that is increased in BDL to counteract the vasoconstrictor effects of ACE and Ang II [51].

Our findings (as outlined in Figure 9) highlight A as a coordinator of multiple signals and
interactions between hepatocytes, HSC, and LSEC, which are summarized in the following scenario:
Healthy hepatocytes generate large amounts of Af3 via amyloidogenic proteolysis of APP by BACE and
PS1[6,53]. AP released into the extracellular space prevents fibrosis and increases vascular permeability.
The importance of A for liver-specific functions is particularly evident from its reduction in cirrhosis.
During cirrhosis, the decreased expression of APP and its cleaving enzymes BACE1 and PS1, which
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are regulated by NO [49], results in a dramatic intrahepatic decrease of A3. In cirrhosis, impaired
synthesis of MBP, which mimics the effects of A in increasing the production of NO [15-18] may
further reduce sinusoidal permeability and damage hepatic nerves. A} controls the phenotype of HSC
and LSEC by suppressing a-SMA, TGF-f3, and Col-1, and by reverting activated HSC to quiescence.
The AB-mediated cross talk between HSC and LSEC further promotes the permeability of LSEC via
upregulation of eNOS and decreased Col-1 production by HSC.
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Figure 9. Influence of Af3 on the liver-specific functions associated with the permeability of liver

sinusoids. Ap-related activities in normal liver (left panel) and changes in cirrhosis affected liver (middle
panel) based on in vivo results of this study. Summarized results showing the decrease of A and
proteins involved in its generation (APP, BACE-1, PS1) and degradation (NEP, MBP) during cirrhosis.
Damage to nerve fibers through impaired production of MBP. Influence of impaired A3 generation
on the permeability of liver sinusoids via reduced eNOS. Summary of in-vitro results (right panel):
Af-associated activities of cultured liver endothelial cells, activated HSC (A-HSC) and astrocytes.
Schematic presentation of A (pink circles) uptake by HSC and astrocytes. In our experiments, a
greater capacity for internalization of A3 by A-HSC vs. astrocytes was shown. Antifibrotic effects of
Ap on HSC and endothelial cells: decreased synthesis of TGF-f3, x-SMA and collagen 1 by A-HSC;
decreased production of TGF-f3 and increased synthesis of eNOS by liver endothelial cells.

The clinical implications of our findings can be summarized as follows: Because A3 may have
opposing effects in brain and liver, efforts to lower its accumulation in the brain could have adverse
effects on the liver. This would need to be considered in any clinical trials utilizing A3 antibodies, as
well as BACE and y-secretase inhibitors, which may influence the systemic A3 concentration [54,55].
Therefore, more tailored treatment approaches, such as vaccination against brain-specific forms of Af3,
may be required, especially in patients with concurrent liver disease. One of these strategies targeting
a posttranslationally modified A [56] is currently under clinical evaluation.

Furthermore, our data suggest that AP constructs that specifically bind to HSC, either alone or in
combination with an approach targeting IFNvy [57] and/or NO [46], might be a potential therapeutic
option for the treatment of advanced stages of cirrhosis. These three target molecules are known to
regulate the permeability of blood-tissue interfaces [58-60].

Author Contributions: G.H.B. conceived the project; G.H.B. and L.D. oversaw the entire project, analysed,
interpreted the data and wrote the manuscript; RW., T.S.W., WM. and H.C. acquired and analysed the data and
provided professional advice; T.S., M.E,, B.P, M.G., AL, US.,, M.B,, R.T,, and E.B.-K. performed experiments;
S.LE,RG.,EG,TL,ES,MS., CH.G. and WH.EII revised and commented on the manuscript. All authors have
read and agreed to the published version of the manuscript.



Cells 2020, 9, 452 19 of 22

Funding: This work was supported by Interfaculty Centre for Pharmacogenomics and Pharma Research (ICEPHA)
Graduate school Tuebingen-Stuttgart and the Robert Bosch Stiftung, Stuttgart, Germany. SLF is supported by NIH
Grant RO1 DK-56621.

Acknowledgments: The authors thank Tigran Arakelyan (On-Off Studio, Yerevan, Armenia) for drawing of
Figure 9 and Lisa Hasler/Jonas Neher (DZNE Tiibingen) for assistance with A3 V-plex analysis. We acknowledge
support by Open Access Publishing Fund of University of Tiibingen.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

11.

12.

13.

14.

15.

Ghiso, ].; Shayo, M.; Calero, M.; Ng, D.; Tomidokoro, Y.; Gandy, S.; Rostagno, A.; Frangione, B. Systemic
catabolism of Alzheimer’s AP40 and A(342. |. Biol. Chem. 2004, 279, 45897-45908. [CrossRef] [PubMed]
Friedman, S.L. Hepatic stellate cells: Protean, multifunctional, and enigmatic cells of the liver. Physiol. Rev.
2008, 88, 125-172. [CrossRef] [PubMed]

Buniatian, G.H.; Gebhardt, R.; Mecke, D.; Traub, P.; Wiesinger, H. Common myofibroblastic features of
newborn rat astrocytes and cirrhotic rat liver stellate cells in early cultures and in vivo. Neurochem. Int. 1999,
35, 317-327. [CrossRef]

Buniatian, G.H.; Hartmann, H.J.; Traub, P.; Weser, U.; Wiesinger, H.; Gebhardt, R. Acquisition of blood-tissue
barrier-supporting features by hepatic stellate cells and astrocytes of myofibroblastic phenotype. Inverse
dynamics of metallothionein and glial fibrillary acidic protein expression. Neurochem. Int. 2001, 38, 373-383.
[CrossRef]

Pihlaja, R.; Koistinaho, J.; Kauppinen, R.; Sandholm, J.; Tanila, H.; Koistinaho, M. Multiple cellular and
molecular mechanisms Are involved in human Af clearance by transplanted adult astrocytes. Glia 2011, 59,
1643-1657. [CrossRef]

Huse, ].T,; Byant, D.; Yang, Y.; Pijak, D.S.; D’Souza, I.; Lah, J.J.; Lee, VM.Y,; Doms, R.W.; Cook, D.G.
Endoproteolysis of 3-secretase (3-site amyloid precursor protein-cleaving enzyme) within its catalytic
domain: A potential mechanism for regulation. J. Biol. Chem. 2003, 278, 17141-17149. [CrossRef]
Butterfield, D.A.; Boyd-Kimball, D. Amyloid -Peptide (1-42) Contributes to the oxidative stress and
neurodegeneration found in Alzheimer disease brain. Brain Pathol. 2006, 14, 426—432. [CrossRef]

Sutcliffe, ].G.; Hedlund, P.B.; Thomas, E.A.; Bloom, EE.; Hilbush, B.S. Peripheral reduction of 3-amyloid is
sufficient to reduce brain 3-amyloid: Implications for Alzheimer’s disease. J. Neurosci. Res. 2011, 89, 808-814.
[CrossRef]

Roher, AEE.; Esh, C.L.; Kokjohn, T.A.; Castafio, EM.; Van Vickle, G.D.; Kalback, WM.; Patton, R.L.;
Luehrs, D.C.; Daugs, I.D.; Kuo, YM.; et al. Amyloid beta peptides in human plasma and tissues and their
significance for Alzheimer’s disease. Alzheimer’s Dement. 2009, 5, 18-29. [CrossRef]

Shirotani, K.; Tsubuki, S.; Iwata, N.; Takaki, Y.; Harigaya, W.; Maruyama, K.; Kiryu-Seo, S.; Kiyama, H.;
Iwata, H.; Tomita, T.; et al. Neprilysin degrades both amyloid 3 peptides 1-40 and 1-42 most rapidly and
efficiently among thiorphan- and phosphoramidon-sensitive endopeptidases. ]. Biol. Chem. 2001, 276,
21895-21901. [CrossRef]

Nakamura, T. Changes in expression of bile canalicular CD10 and sinusoidal CD105 (endoglin) in peritumoral
hepatic tissue. Tumori 2009, 95, 495-500. [CrossRef] [PubMed]

DeLeve, L.D. Liver sinusoidal endothelial cells in hepatic fibrosis. Hepatology 2015, 61, 1740-1746. [CrossRef]
[PubMed]

Funyu, J.; Mochida, S.; Inao, M.; Matsui, A.; Fujiwara, K. VEGF can act as vascular permeability factor in the
hepatic sinusoids through upregulation of porosity of endothelial cells. Biochem. Biophys. Res. Commun.
2001, 280, 481-485. [CrossRef] [PubMed]

Argaw, A.T.; Asp, L.; Zhang, ].; Navrazhina, K.; Pham, T.; Mariani, ].N.; Mahase, S.; Dutta, D.].; Seto, J.;
Kramer, E.G.; et al. Astrocyte-derived VEGF-A drives blood-brain barrier disruption in CNS inflammatory
disease. J. Clin. Invest. 2012, 122, 2454-2468. [CrossRef] [PubMed]

Hartz, AM.S.; Bauer, B.; Soldner, E.L.B.; Wolf, A.; Boy, S.; Backhaus, R.; Mihaljevic, I.; Bogdahn, U.;
Kliinemann, H.H.; Schuierer, G.; et al. Amyloid-f contributes to blood-brain barrier leakage in transgenic
human amyloid precursor protein mice and in humans with cerebral amyloid angiopathy. Stroke 2012, 43,
514-523. [CrossRef] [PubMed]


http://dx.doi.org/10.1074/jbc.M407668200
http://www.ncbi.nlm.nih.gov/pubmed/15322125
http://dx.doi.org/10.1152/physrev.00013.2007
http://www.ncbi.nlm.nih.gov/pubmed/18195085
http://dx.doi.org/10.1016/S0197-0186(99)00071-6
http://dx.doi.org/10.1016/S0197-0186(00)00116-9
http://dx.doi.org/10.1002/glia.21212
http://dx.doi.org/10.1074/jbc.M213303200
http://dx.doi.org/10.1111/j.1750-3639.2004.tb00087.x
http://dx.doi.org/10.1002/jnr.22603
http://dx.doi.org/10.1016/j.jalz.2008.10.004
http://dx.doi.org/10.1074/jbc.M008511200
http://dx.doi.org/10.1177/030089160909500415
http://www.ncbi.nlm.nih.gov/pubmed/19856663
http://dx.doi.org/10.1002/hep.27376
http://www.ncbi.nlm.nih.gov/pubmed/25131509
http://dx.doi.org/10.1006/bbrc.2000.4148
http://www.ncbi.nlm.nih.gov/pubmed/11162543
http://dx.doi.org/10.1172/JCI60842
http://www.ncbi.nlm.nih.gov/pubmed/22653056
http://dx.doi.org/10.1161/STROKEAHA.111.627562
http://www.ncbi.nlm.nih.gov/pubmed/22116809

Cells 2020, 9, 452 20 of 22

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Thiel, V.E.; Audus, K.L. Nitric oxide and blood-brain barrier integrity. Antioxidants Redox Signal. 2001, 3,
273-278. [CrossRef] [PubMed]

Cho, D.H.; Nakamura, T.; Fang, J.; Cieplak, P.; Godzik, A.; Gu, Z.; Lipton, S.A. 3-Amyloid-related
mitochondrial fission and neuronal injury. Science 2009, 324, 102-105. [CrossRef]

Chiarini, A.; Dal Pra, I.; Menapace, L.; Pacchiana, R.; Whitfield, J.F.; Armato, U. Soluble amyloid beta-peptide
and myelin basic protein strongly stimulate, alone and in synergism with combined proinflammatory
cytokines, the expression of functional nitric oxide synthase-2 in normal adult human astrocytes. Int. . Mol.
Med. 2005, 16, 801-807.

Oddo, S.; Caccamo, A.; Shepherd, ].D.; Murphy, M.P,; Golde, T.E.; Kayed, R.; Metherate, R.; Mattson, M.P,;
Akbari, Y.; LaFerla, EM. Triple-transgenic model of Alzheimer’s disease with plaques and tangles. Neuron
2004, 39, 409—-421. [CrossRef]

Oakley, H.; Cole, S.L.; Logan, S.; Maus, E.; Shao, P.; Craft, J.; Guillozet-Bongaarts, A.; Ohno, M.; Disterhoft, J.;
Van Eldik, L.; et al. Intraneuronal beta-amyloid aggregates, neurodegeneration, and neuron loss in transgenic
mice with five familial Alzheimer’s disease mutations: Potential factors in amyloid plaque formation. J.
Neurosci. 2006, 26, 10129-10140. [CrossRef]

Cholongitas, E.; Marelli, L.; Shusang, V.; Senzolo, M.; Rolles, K.; Patch, D.; Burroughs, A.K. A systematic review
of the performance of the Model for End-Stage Liver Disease (MELD) in the setting of liver transplantation.
Liver Transplant. 2006, 12, 1049-1061. [CrossRef] [PubMed]

Arias, M.; Sauer-Lehnen, S.; Treptau, J.; Janoschek, N.; Theuerkauf, I.; Buettner, R.; Gressner, A.M.;
Weiskirchen, R. Adenoviral expression of a transforming growth factor-31 antisense mRNA is effective in
preventing liver fibrosis in bile-duct ligated rats. BMIC Gastroenterol. 2003, 3, 29. [CrossRef] [PubMed]

Tag, C.G.; Sauer-Lehnen, S.; Weiskirchen, S.; Borkham-Kamphorst, E.; Tolba, R.H.; Tacke, F.; Weiskirchen, R.
Bile duct ligation in mice: Induction of inflammatory liver injury and fibrosis by obstructive cholestasis. J.
Vis. Exp. 2015, 96, €52438. [CrossRef] [PubMed]

Tag, C.; Weiskirchen, S.; Hittatiya, K.; Tacke, F; Tolba, R.; Weiskirchen, R. Induction of experimental
obstructive cholestasis in mice. Lab. Anim. 2015, 49, 70-80. [CrossRef]

Proell, V.; Mikula, M.; Fuchs, E.; Mikulits, W. The plasticity of p19ARF null hepatic stellate cells and the
dynamics of activation. Biochim. Biophys. Acta-Mol. Cell Res. 2005, 1744, 76-87. [CrossRef]

Vogel, S.; Piantedosi, R.; Frank, J.; Lalazar, A.; Rockey, D.C.; Friedman, S.L.; Blaner, W.S. An immortalized rat
liver stellate cell line (HSC-T6): A new cell model for the study of retinoid metabolism in vitro. J. Lipid Res.
2000, 41, 882-893.

Xu, L.; Hui, A.Y,; Albanis, E.; Arthur, M.].; O'Byrne, S.M.; Blaner, W.S.; Mukherjee, P.; Friedman, S.L.; Eng, EJ.
Human hepatic stellate cell lines, LX-1 and LX-2: New tools for analysis of hepatic fibrosis. Gut 2005, 54,
142-151. [CrossRef]

Lourhmati, A.; Buniatian, G.H.; Paul, C.; Verleysdonk, S.; Buecheler, R.; Buadze, M.; Proksch, B.; Schwab, M.;
Gleiter, C.H.; Danielyan, L. Age-dependent astroglial vulnerability to hypoxia and glutamate: The role for
erythropoietin. PLoS ONE 2013, 8, e77182. [CrossRef]

Livak, K.J.; Schmittgen, T.D. Analysis of relative gene expression data using real-time quantitative PCR and
the 2728CT method. Methods 2001, 25, 402—408. [CrossRef]

Huang, H.; Bihaqi, S.W.; Cui, L.; Zawia, N.H. In vitro Pb exposure disturbs the balance between Af3
production and elimination: The role of ABPP and neprilysin. Neurotoxicology 2011, 32, 300-306. [CrossRef]
Guglielmotto, M.; Aragno, M.; Autelli, R.; Giliberto, L.; Novo, E.; Colombatto, S.; Danni, O.; Parola, M.;
Smith, M.A_; Perry, G.; et al. The up-regulation of BACE1 mediated by hypoxia and ischemic injury: Role of
oxidative stress and HIF1«. J. Neurochem. 2009, 108, 1045-1056. [CrossRef] [PubMed]

Bruce, K.D.; Sihota, K.K.; Byrne, C.D.; Cagampang, ER. The housekeeping gene YWHAZ remains stable in a
model of developmentally primed non-alcoholic fatty liver disease. Liver Int. 2012, 32, 1315-1321. [CrossRef]
[PubMed]

Weiskirchen, S.; Tag, C.G.; Sauer-Lehnen, S.; Tacke, F.; Weiskirchen, R. Isolation and culture of primary
murine hepatic stellate cells. In Methods in Molecular Biology; Humana Press Inc.: New York, NY, USA, 2017;
Volume 1627, pp. 165-191.

Liao, M.C.; Ahmed, M.; Smith, S.O.; Van Nostrand, W.E. Degradation of amyloid 3 protein by purified
myelin basic protein. J. Biol. Chem. 2009, 284, 28917-28925. [CrossRef]


http://dx.doi.org/10.1089/152308601300185223
http://www.ncbi.nlm.nih.gov/pubmed/11396481
http://dx.doi.org/10.1126/science.1171091
http://dx.doi.org/10.1016/S0896-6273(03)00434-3
http://dx.doi.org/10.1523/JNEUROSCI.1202-06.2006
http://dx.doi.org/10.1002/lt.20824
http://www.ncbi.nlm.nih.gov/pubmed/16799946
http://dx.doi.org/10.1186/1471-230X-3-29
http://www.ncbi.nlm.nih.gov/pubmed/14565855
http://dx.doi.org/10.3791/52438
http://www.ncbi.nlm.nih.gov/pubmed/25741630
http://dx.doi.org/10.1177/0023677214567748
http://dx.doi.org/10.1016/j.bbamcr.2004.12.009
http://dx.doi.org/10.1136/gut.2004.042127
http://dx.doi.org/10.1371/journal.pone.0077182
http://dx.doi.org/10.1006/meth.2001.1262
http://dx.doi.org/10.1016/j.neuro.2011.02.001
http://dx.doi.org/10.1111/j.1471-4159.2008.05858.x
http://www.ncbi.nlm.nih.gov/pubmed/19196431
http://dx.doi.org/10.1111/j.1478-3231.2012.02813.x
http://www.ncbi.nlm.nih.gov/pubmed/22583519
http://dx.doi.org/10.1074/jbc.M109.050856

Cells 2020, 9, 452 21 of 22

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Nam, S.W.; Song, H.J.; Back, S.J.; Kim, T.H.; Cho, S.H.; Han, ].-Y.; Yoo, K;; Lee, Y.S.; Chung, K.W. Decreased
hepatic nerve fiber innervation in patients with liver cirrhosis. Gut Liver 2010, 1, 165-170. [CrossRef]
[PubMed]

Takase, S.; Leo, M.A.; Nouchi, T.; Lieber, C.S. Desmin distinguishes cultured fat-storing cells from
myofibroblasts, smooth muscle cells and fibroblasts in the rat. J. Hepatol. 1988, 6, 267-276. [CrossRef]
Buniatian, G.; Gebhardt, R.; Schrenk, D.; Hamprecht, B. Colocalization of three types of intermediate filament
proteins in perisinusoidal stellate cells: Glial fibrillary acidic protein as a new cellular marker. Eur. J. Cell
Biol. 1996, 70, 23-32.

Chauhan, A.; Ray, I.; Chauhan, V.P.S. Interaction of amyloid beta-protein with anionic phospholipids:
Possible involvement of Lys28 and C-terminus aliphatic amino acids. Neurochem. Res. 2000, 25, 423-429.
[CrossRef]

Friedman, S.L.; Roll, EJ.; Boyles, J.; Bissell, D.M. Hepatic lipocytes: The principal collagen-producing cells of
normal rat liver. Proc. Natl. Acad. Sci. USA 1985, 82, 8681-8685. [CrossRef]

Karrar, A.; Broomé, U.; Uzunel, M.; Qureshi, A.R.; Sumitran-Holgersson, S. Human liver sinusoidal
endothelial cells induce apoptosis in activated T cells: A role in tolerance induction. Gut 2007, 56, 243-252.
[CrossRef]

Ou-Yang, M.H.; Van Nostrand, W.E. The absence of myelin basic protein promotes neuroinflammation and
reduces amyloid (3-protein accumulation in Tg-5xFAD mice. . Neuroinflammation 2013, 10, 134. [CrossRef]
Cho, S.M,; Lee, S.; Yang, S.H.; Kim, H.Y,; Lee, M.].; Kim, H.V,; Kim, J.; Baek, S.; Yun, J.; Kim, D.; et al.
Age-dependent inverse correlations in CSF and plasma amyloid-f3(1-42) concentrations prior to amyloid
plaque deposition in the brain of 3XxTg-AD mice. Sci. Rep. 2016, 6, 20185. [CrossRef] [PubMed]
Santhanam, A.V.R.; D'Uscio, L.V.; He, T.; Das, P.; Younkin, S.G.; Katusic, Z.S. Uncoupling of endothelial
nitric oxide synthase in cerebral vasculature of Tg2576 mice. |. Neurochem. 2015, 134, 1129-1138. [CrossRef]
[PubMed]

Xu, B.; Broome, U.; Uzunel, M.; Nava, S.; Ge, X.; Kumagai-Braesch, M.; Hultenby, K.; Christensson, B.;
Ericzon, B.G.; Holgersson, J.; et al. Capillarization of hepatic sinusoid by liver endothelial cell-reactive
autoantibodies in patients with cirrhosis and chronic hepatitis. Am. J. Pathol. 2003, 163, 1275-1289. [CrossRef]
Jung, S.S.; Van Nostrand, W.E. Humanin rescues human cerebrovascular smooth muscle cells from
Ap-induced toxicity. J. Neurochem. 2003, 84, 266-272. [CrossRef] [PubMed]

McNaughton, L.; Puttagunta, L.; Martinez-Cuesta, M. A.; Kneteman, N.; Mayers, I.; Mogbel, R.; Hamid, Q.;
Radomski, M.W. Distribution of nitric oxide synthase in normal and cirrhotic human liver. Proc. Natl. Acad.
Sci. USA 2002, 99, 17161-17166. [CrossRef]

Duong, HT.T,; Dong, Z.; Su, L.; Boyer, C.; George, J.; Davis, T.P.; Wang, J. The use of nanoparticles to
deliver nitric oxide to hepatic stellate cells for treating liver fibrosis and portal hypertension. Small 2015, 11,
2291-2304. [CrossRef]

Ishii, K.; Muelhauser, E; Liebl, U.; Picard, M.; Kiihl, S.; Penke, B.; Bayer, T.; Wiessler, M.; Hennerici, M.;
Beyreuther, K,; et al. Subacute NO generation induced by Alzheimer’s 3-amyloid in the living brain: Reversal
by inhibition of the inducible NO synthase. FASEB J. 2018, 14, 1485-1489.

Nagai, N.; Ito, Y.; Shibata, T.; Kubo, E.; Sasaki, H. A positive feedback loop between nitric oxide and
amyloid (3 (1-42) accelerates mitochondrial damage in human lens epithelial cells. Toxicology 2017, 381, 19-30.
[CrossRef]

Wang, Y.R.; Wang, Q.H.; Zhang, T,; Liu, YH.; Yao, X.Q.; Zeng, F,; Li, J.; Zhou, F.Y.; Wang, L.; Yan, ].C,; et al.
Associations between hepatic functions and plasma amyloid-beta levels—implications for the capacity of
liver in peripheral amyloid-beta clearance. Mol. Neurobiol. 2017, 54, 2338-2344. [CrossRef]

Herath, C.B.; Lubel, ].S.; Jia, Z.; Velkoska, E.; Casley, D.; Brown, L.; Tikellis, C.; Burrell, L.M.; Angus, PW.
Portal pressure responses and angiotensin peptide production in rat liver are determined by relative activity
of ACE and ACE2. Am. ]. Physiol. Liver Physiol. 2009, 297, G98-G106. [CrossRef]

Ferro, C.J.; Spratt, ].C.; Haynes, W.G.; Webb, D.J. Inhibition of neutral endopeptidase causes vasoconstriction
of human resistance vessels in vivo. Circulation 1998, 97, 2323-2330. [CrossRef] [PubMed]

Steiner, H.; Haass, C. Intramembrane proteolysis by presenilins. Nat. Rev. Mol. Cell Biol. 2000, 1, 217-224.
[CrossRef] [PubMed]

Wisniewski, T.; Drummond, E. Developing therapeutic vaccines against Alzheimers disease. Expert Rev.
Vaccines 2016, 15, 401-415. [CrossRef] [PubMed]


http://dx.doi.org/10.5009/gnl.2007.1.2.165
http://www.ncbi.nlm.nih.gov/pubmed/20485634
http://dx.doi.org/10.1016/S0168-8278(88)80042-4
http://dx.doi.org/10.1023/A:1007509608440
http://dx.doi.org/10.1073/pnas.82.24.8681
http://dx.doi.org/10.1136/gut.2006.093906
http://dx.doi.org/10.1186/1742-2094-10-134
http://dx.doi.org/10.1038/srep20185
http://www.ncbi.nlm.nih.gov/pubmed/26830653
http://dx.doi.org/10.1111/jnc.13205
http://www.ncbi.nlm.nih.gov/pubmed/26111938
http://dx.doi.org/10.1016/S0002-9440(10)63487-6
http://dx.doi.org/10.1046/j.1471-4159.2003.01524.x
http://www.ncbi.nlm.nih.gov/pubmed/12558989
http://dx.doi.org/10.1073/pnas.0134112100
http://dx.doi.org/10.1002/smll.201402870
http://dx.doi.org/10.1016/j.tox.2017.02.014
http://dx.doi.org/10.1007/s12035-016-9826-1
http://dx.doi.org/10.1152/ajpgi.00045.2009
http://dx.doi.org/10.1161/01.CIR.97.23.2323
http://www.ncbi.nlm.nih.gov/pubmed/9639376
http://dx.doi.org/10.1038/35043065
http://www.ncbi.nlm.nih.gov/pubmed/11252897
http://dx.doi.org/10.1586/14760584.2016.1121815
http://www.ncbi.nlm.nih.gov/pubmed/26577574

Cells 2020, 9, 452 22 of 22

55.

56.

57.

58.

59.

60.

May, P.C.; Willis, B.A.; Lowe, S.L.; Dean, R.A.; Monk, S.A.; Cocke, PJ.; Audia, J.E.; Boggs, L.N.; Borders, A.R.;
Brier, R.A.; et al. The potent BACE1 inhibitor LY2886721 elicits robust central A pharmacodynamic
responses in mice, dogs, and humans. J. Neurosci. 2015, 35, 1199-1210. [CrossRef] [PubMed]

DeMattos, R.B.; Lu, J.; Tang, Y.; Racke, M.M.; DeLong, C.A.; Tzaferis, J.A.; Hole, J.T.; Forster, B.M.;
McDonnell, P.C.; Liu, F; et al. A Plaque-specific antibody clears existing 3-amyloid plaques in Alzheimer’s
disease mice. Neuron 2012, 76, 908-920. [CrossRef]

Bansal, R.; Prakash, J.; Post, E.; Beljaars, L.; Schuppan, D.; Poelstra, K. Novel engineered targeted
interferon-gamma blocks hepatic fibrogenesis in mice. Hepatology 2011, 54, 586-596. [CrossRef]

Ng, C.T; Fong, L.Y.; Sulaiman, M.R.; Moklas, M.A.M.; Yong, Y.K.; Hakim, M.N.; Ahmad, Z. Interferon-Gamma
Increases Endothelial Permeability by Causing Activation of p38 MAP Kinase and Actin Cytoskeleton
Alteration. |. Interf. Cytokine Res. 2015, 35, 513-522. [CrossRef]

Duran, WN.; Beuve, A.V.; Sanchez, F.A. Nitric oxide, S-Nitrosation, and endothelial permeability. ILIBMB
Life 2013, 65, 819-826. [CrossRef]

Tai, L.M.; Holloway, K.A.; Male, D.K,; Loughlin, A.J.; Romero, I.A. Amyloid-B-induced occludin
down-regulation and increased permeability in human brain endothelial cells is mediated by MAPK
activation. J. Cell. Mol. Med. 2010, 14, 1101-1112. [CrossRef]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1523/JNEUROSCI.4129-14.2015
http://www.ncbi.nlm.nih.gov/pubmed/25609634
http://dx.doi.org/10.1016/j.neuron.2012.10.029
http://dx.doi.org/10.1002/hep.24395
http://dx.doi.org/10.1089/jir.2014.0188
http://dx.doi.org/10.1002/iub.1204
http://dx.doi.org/10.1111/j.1582-4934.2009.00717.x
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Human Liver Tissue Samples 
	Animal Models 
	Cell Culture 
	Western Blot Analyses 
	Real-Time qPCR of Rat Liver Tissue and Cell Cultures 
	Real-Time qPCR of Human Liver Tissue 
	Additional Information to qRT-PCR Analysis and Use of Housekeeping Gene YWAHZ 
	A Quantification in Cell Cultures 
	Quantification of TGF-1 in Cell Culture Supernatants 
	Quantification of A Peptides in Liver and Brain Homogenates 
	Immunofluorescence Staining 
	Collagen 1 ELISA of Cell Culture Supernatants 
	Statistical Analyses 
	Ethics Approval Statements 

	Results 
	Discussion 
	References

