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Icohol feeding increases hepatic, plasma, biliary and fecal OPN levels. WT,

'Opn"™®F Tg mice were fed 7 wks either the control or the alcohol Lieber-DeCarli diet.
nalysis of liver Opn mRNA (A). Computer-assisted morphometric analysis of the
). There is increased OPN expression in Opn"=" Tg compared to WT mice with
nhancement by ethanol feeding (green arrows) as shown on IHC. PV: portal vein.
1l vein. BD: bile duct (C). Plasma (D), bile (E) and fecal (F) OPN levels. n=10/group;

*p<0.01 for ethanol vs control; ep<0.05, eep<0.01 and eeep<0.001 for Opn"=" Tg

eft) and liver bacterial 16S rRNA (C, right). Serum ethanol concentration (D). Serum

'G (E) and LDL plus VLDL (F). n=10/group; *p<0.05 and **p<0.01 for ethanol vs
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he scores for inflammation (B), hepatocyte ballooning degeneration (C) and steatosis
ower in ethanol-treated Opn™®" Tg followed by WT and Opn™ mice. Morphometric

) and oil red O staining (F). n=10/group; *p<0.05 for ethanol vs control; ep<0.05 and

or any genotype vs WT mice.

TNFa expression remains basal in ethanol-fed Opn™* Tg but increases in

d WT and more in Opn™ mice. WT, Opn” and Opn" Tg mice were fed 7 wks

“arrows) in ethanol-treated Opn"&" Tg compared to WT and Opn™ mice (A). Computer-
morphometric analysis of the TNFa IHC calculated as the number of TNFa® cells in 20

fields at 200x magnification (B, left). Western blot analysis for liver membrane-bound and

ng with plasma TNFa protein (B, right). IHC for F4/80 (red arrows) (C) and
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ing concentrations of rOPN, LBP, m-OPN or BSA. Sensograms showing that all
ind lipid A but differ in their binding affinity (A, bottom). Flow cytometry analysis of
of FITC-LPS to RAW 264.7 macrophages incubated in the presence or absence of
ft; a: control, b: FITC-LPS and ¢: FITC-LPS + rOPN) along with TLR4 and MD2

g Abs (B, right). The generation of intra- and extracellular hydroperoxides (C) along

sellular nitrates plus nitrites (D) by stimulation of RAW 264.7 macrophages with LPS is

partially blocked by co-treatment with rOPN. Tnfa mRNA (E) along with intra- and extracellular

TN in (F, top) increase under LPS treatment but decrease time-dependently by co-
f RAW 264.7 macrophages with rOPN. Levels of TNFa in human Kupffer cells (F,
=10; ***p<0.001 for LPS-treated vs its own control; ep<0.05, eep<0.01 and eeep<0.001

for rOPN co-treated vs its own control.

-LPS" staining is present in the ileal loop villi from FITC-LPS + BSA injected

almost absent in FITC-LPS + m-OPN injected mice (A). Morphometric analysis of
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ows micro- (yellow arrows) and macrovesicular (green arrows) steatosis by ethanol
us BSA, which is partially prevented by treatment with m-OPN. PV: portal vein. CV:
I vein (A). The scores for inflammation, hepatocyte ballooning degeneration and steatosis
ALT activity (C) and LPS levels (D). n=6; e¢p<0.05 and eep<0.01 for m-OPN vs BSA.
posed mechanism: overexpression of OPN in hepatocytes under alcohol consumption
to enhance its secretion into the plasma and/or its excretion into the bile and feces

to reach sufficient levels. The presence of OPN in feces blunts the increase in LPS

translocation. This is also validated by oral treatment with m-OPN. Likewise, binding of OPN to

nts macrophage infiltration and activation blocking the increase in TNFa, ROS and

nce, lowering alcohol-induced liver injury and steatosis (E).
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2
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e with the flow cytometry assays and Ning Wang (Department of Central Laboratory,
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