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Abstract 
AIM: To investigate over-expression of Osteopontin (OPN) pathway expression and mechanisms of action in human alcoholic liver disease (ALD), in vivo and in vitro acute alcohol models. 

METHODS: OPN pathway was evaluated in livers from patients with progressive stages of human ALD and serum from drinkers with and without liver cirrhosis. In vitro stellate LX2 cells exposed to acute alcohol and in vivo in acute alcoholic steatosis mouse models were also investigated for OPN pathway expression and function. WT and OPN/mice were administered an acute dose of alcohol and extent of liver injury was examined by histopathology and liver biochemistry after 16-24 h. The causative role of OPN was studied in OPN knockout animals and in vitro in stellate LX2 cells, utilizing siRNA, aptamer and neutralizing antibodies to block OPN and OPN pathway. OPN pathway expression and downstream functional consequences were measured for signaling by Western blotting, plasmin activation by spectrophotometric assays and cell migration by confocal imaging and quantitation. 

RESULTS: OPN expression positively correlated with disease severity in patients with progressive stages of ALD. In vivo, associated with alcoholic steatosis, a single dose of acute alcohol significantly increased hepatic OPN mRNA and protein, and a cleaved OPN form in a dose dependent manner. OPN mRNA and secreted OPN also increased in parallel with activation of LX2 stellate cells within 4 h of a single dose of alcohol. Expression of OPN receptors, v3-integrin and CD44, increased in human ALD, and in vivo and in vitro with alcohol administration. This was accompanied by downstream phosphorylation of Akt and Erk, increased mRNA expression of several fibrogenesis, fibrinolysis and extracellular matrix pathway genes, plasmin activation and Hepatic stellate cell (HSC) migration. Inhibition of OPN and OPN-receptor mediated signaling partially inhibited alcohol-induced HSC activation, plasmin activity and cell migration. 

CONCLUSION: OPN is a key mediator of the alcohol-induced effects on hepatic stellate cell functions and liver fibrogenesis.
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Core tip: The present study confirms a novel hypothesis that alcohol induced plasmin is mediated via Over-expression of Osteopontin (OPN) in Hepatic stellate cell (HSC). We show that OPN has a key role in alcohol-induced HSC functions such as signalling, cell migration and activation of fibrinolysis, ECM and fibrogenic pathways. Identification of transcriptional isoform OPN-C in patients with alcoholic cirrhosis and LX2, and proteoltyically cleaved cOPN in mice with a single dose of alcohol is novel. Importantly, we have defined novel mechanisms of OPN action in alcohol-induced liver injury that have a broader significance in other forms of liver injury. 
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INTRODUCTION
Over-expression of Osteopontin (OPN) in human alcoholic liver disease (ALD) was first identified by our group[1,2]. We showed significantly up-regulated OPN at the portal-parenchymal interface in reactive biliary ductules and other liver cells in cirrhotic patients[1,2]. Since then, others have confirmed our findings[3] and have demonstrated increased OPN in alcoholic hepatitis patients[4]. Experimental administration of alcohol and lipopolysaccharide (LPS) in rats led to increased OPN in association with liver disease[5,6]. Up-regulated OPN was also associated with phosphorylated Akt (P-Akt)[7], collagen 1 (Col1) and TNF-α indicating activation of fibrotic events in non-alcoholic steatohepatitis (NASH)[8], liver necrosis in the carbon tetrachloride (CCl4) model[9], and elevated serum alanine aminotransferase (ALT) levels in a drug induced liver injury mouse model[10]. These data suggest that OPN has a pathogenic role in liver injury. Nonetheless, it is unclear whether over-expression of OPN is a cause or association of tissue injury. Furthermore, little is known about the respective contribution of the multiple OPN isoforms arising from transcriptional splicing and post-translational modifications[11]. Transcriptional isoforms are known to be associated with cancers, specifically OPN-C is linked to more aggressive tumors and poor prognosis[12,13], but its role remains controversial[14]. We were the first to observe differential expression and functions of OPN-C isoform in hepatocyte and stellate cell culture models of alcohol[15], indicating the importance of studying its role in alcoholic liver injury.
One of the intriguing effects of OPN in metastatic cancer cells is enhancement of plasmin activation by increasing urokinase plasminogen activator (μPA) secretion through Akt[16] and Erk-dependent pathways[17,18]. In liver injury, activation of plasmin contributes to both tissue remodelling during fibrogenesis and recovery from hepatic injury by promoting fibrinolysis and removing fibrin[19,20]. Hepatic stellate cell (HSC) mediated plasminogen (PLG) activation and extracellular matrix (ECM) remodeling are recognised components of fibrogenesis[19]. In alcoholic liver injury, increased plasminogen activators have been shown to regulate liver matrix remodelling through activation of plasminogen to plasmin[21,22]. We demonstrated that acute experimental administration of alcohol increased plasminogen, leading to altered plasmin and fibrinolysis, both in vivo and in vitro in in liver cells, including HSCs[23]. However, the role of OPN in these actions of alcohol has not been clearly defined. This study examined the hypothesis that OPN drives alcohol induced plasmin regulation in liver cells and contributes to the process of fibrogenesis in ALD.

MATERIALS AND METHODS
Ethics
This work has been carried out in accordance with the Human Ethics Review Committee of Royal Prince Alfred Hospital (HREC/09/RPAH/148; HREC/11/RPAH/88) and The University of Sydney Animal Welfare Committee (K75-8-2009-3-5157 and K75-8-2009-3-4978).

Human samples
Hepatic mRNAs from patients with progressive stages of ALD and non-diseased donor liver described previously[1] were used for expression analysis. Serum samples from drinkers consuming > 50g/d (female) and > 80g/d (male) with no liver disease (alcoholic control) and with liver cirrhosis (alcoholic cirrhosis) (Table 1) were tested for secreted OPN by ELISA. 

Mouse model of acute alcoholic steatosis 
All animals used in these experiments were 9-11 wk-old C57BL6 female mice. WT mice were administered a single dose of ethanol (2g/4g/6g per kg body weight for 16 h) or equal volume of saline (n = 4/ group) as described[23]. In another set of experiment, an additional subset of WT and OPN knockout (OPN-/-) mice (global OPN deficient in C57BL6 background)[24] were given 6g/Kg alcohol (OPN-/- n = 8; WT n = 6) or saline (Control: OPN-/- n = 7; WT n = 5). Blood and tissue samples were collected 24 h post-gavage. Serum was tested for liver functions (ALT, aspartate aminotransferase (AST)) as described[23] and liver cholesterol (CHL) and triglyceride (TG) content were determined at the Sydney South West Pathology Services, RPAH. Liver tissue was used for histology, RNA and protein extraction. 

Cell Culture
Hepatic stellate LX2[23,25] cells were maintained in DMEM with 10% fetal calf serum unless otherwise specified. For alcohol and antibody inhibition studies, cells were seeded at a density of 3 x 106 cells/well in serum-free media in 6-well plates overnight prior to treatment. Cells were incubated ± 10 mmol/L ethanol (alcohol) for 1h (signaling), 4h (RNA, protein, migration, immunohistochemistry) and 16h (plasmin assay). For immunohistochemistry, cells (1  104 per well) were seeded in chamber slides with and without alcohol treatment. Treatments included 1mM 4-methylpyrazole (4-MP) to block alcohol metabolism, and antibodies (Table 2) against OPN, CD44v6, v3-integrin (ITGAV), and OPN-R3 aptamer[26] to inhibit OPN pathway. For signaling experiments, insulin (100 nmol/L) was added 30 minutes prior to the end of the incubation period to induce baseline phosphorylation in LX2 cells. 

OPN ELISA
Amount of secreted OPN in serum and culture media (CM) was determined by ELISA as described[27,28]. Briefly, 96-well plates were coated overnight with 3 μg/mL anti-human OPN antibody (Table 2) and blocked with 5% skim milk. 100 μL serum or CM from cells and recombinant human OPN (0-125ng/mL) for standard curve, were added to wells. Streptavidin-HRP (1/10000 dilution, Dako, Carpinteria, CA) and SigmaFast were used for spectrophotometric detection of secreted OPN (ng/mL) at 450nm. 

Quantitative-PCR 
Quantitative-PCR (Q-PCR) was carried out as described previously[1,2,23,29] using specific human and mouse primers (Table 3). 

OPN RNA interference
We utilized OPN specific siRNAs that blocked OPN (Stealth RNAiTM siRNA Duplex Oligoribonucleotides, Gibco, Invitrogen, United States), using reverse transfection process, achieving 70% transfection efficiency as per manufacturer’s instructions. Briefly, OPN RNAi oligonucleotides were incubated with LipofectamineTM RNAi MAX reagent for 30 min at room temperature in a 6-well plate. BLOCKiT Alexa Fluor 555 Red fluorescent (transfection control), Scrambled Stealth RNAi (high GC RNAi-scrambled control) and lipofectamine alone (negative control) were used as specific controls. For reverse transfection, cells (2  105 cells/mL) in Optimem media without antibiotics were added to the OPN RNAi lipofectamine mix and incubated at 37oC for 24 h. Post-transfected cells were grown in serum free DMEM containing antibiotics for another 24h for RNA extraction and 48 h for protein extraction and collection of CM. siOPN oligo that produced > 90% inhibition of OPN expression in LX2 was selected for further experiments.

Protein expression
Protein was isolated from frozen liver tissue using glass bead (Qiagen, Doncaster) homogenization in RIPA lysis buffer (Table 4). Cells ± alcohol ± 4-MP/antibodies/aptamer was lysed in RIPA lysis buffer for 20min, centrifuged at 12000g for 15 min at 4oC and supernatant collected.
Western blots (WB) were performed with 40-60 μg of total protein per lane using the NuPAGE system (Invitrogen). To ensure expression of each protein was measured in the same sample, membranes were cut into strips according to the expected molecular weight of each protein and simultaneously probed with appropriate antibodies (Table 2). Each membrane was washed in buffered Tris-Tween20 (TBST) and incubated with horseradish peroxidase (HRP) conjugated secondary antibody. The primary and secondary antibodies to phospho-Erk (P-Erk) and phospho-Akt (P-Akt) were removed by Restore PLUS Western Blot stripping Buffer (Theme Fisher Scientific Australia) and HRP inactivating buffer (Table 4) and re-probed with T-Erk and T-Akt antibodies. Enhanced ChemiLuminescence (Millipore) was used for visualization and bands quantitated with Image J software (National Institutes of Health, United States). 

Immunohistochemistry
LX2 cells post-treatment were fixed in 100% ethanol, semi-permeabilised with 4% paraformaldehyde and stained with HSC-specific vimentin and OPN primary antibodies as previously described[1]. AlexaFluor 488 and 594 were used as secondary antibodies for visualisation. 

Plasmin activity assay
Plasmin activity in serum was measured in the presence of plasminogen and substrate S2251 as previously described[23,30]. LX2 cells (5  104 cells/well) were seeded in 96-well plates overnight in DMEM which was replaced with serum-free media ±10 mmol/L alcohol ±1 mmol/L 4-MP. To block OPN-receptor binding, blocking antibodies (Table 2) were added and cells incubated for 16 h. Supernatants (50 μL) from wells were assayed for plasmin activation as previously described[23].

Migration assay
A novel migration assay was developed using prestained cells with 5M Hoechst33342 (Molecular Probes) to monitor migration across membrane by confocal microscopy. LX2 cells (1  105 cells/well) were seeded in serum-free media into the top Boyden chamber with 8m transwell inserts (BD Sciences, NSW, Australia) in a 6-well plate format. For inhibition treatments, blocking antibodies (anti-OPN, anti-CD44v6, anti-ITGAV, Table 2) and OPN-R3 aptamer were added. TGF (2 ng/mL) was added to the bottom chamber with serum-free media ± alcohol and incubated for 4 h. Membrane from each transwell was removed with scalpel and top-bottom orientation was noted.  Membranes were placed on superfrost plus slides (Lomb Scientific Pty Ltd, NSW, Australia) with a drop of prolong gold antifade reagent (Invitrogen, Oregon, United States). Slides were analysed using Z-stacks by Leica SP5 Confocal Imaging. To distinguish between migrated (M) and non-migrated (NM) sides, cells were imaged at 405 nm on both sides of the membrane (imaged at 633nm). At least six fields per treatment for M and NM were captured using Volocity Version 5.3.0 software (Improvision Ltd). A program was designed in Axiovision 4.4 Software to calculate the number of nuclei (stained blue) per field on each side of the membrane to correlate with the number of cells to determine average M and NM cell count. 
All experiments were conducted at least three times with internal replicates. Results are reported as average of all experiments tested for significance. Images represent typical experimental results. Data were analyzed using GraphPad Prism 5 with unpaired student’s t-test/non-parametric Mann-Whitney t-test for statistical inference. P-value < 0.05 was considered significant.
RESULTS
[bookmark: OLE_LINK2]Increased OPN expression in human ALD and experimental models of acute alcohol 
Human ALD: We tested the expression of OPN-C isoform mRNA in human livers. Similar to our previous report of total OPN up-regulation in human ALD [1], mRNA for the OPN-C isoform was increasingly expressed in patients with progressive stages of alcoholic steatosis (AS), alcoholic hepatitis (AH) and alcoholic cirrhosis (AC) (2.3-, 2.1-, 13-fold, respectively), compared to non-diseased (ND) control (Figure 1A). Significant increase in serum OPN (about 5-fold) in an independent cohort of alcoholic cirrhosis patients, compared to non-diseased alcoholics, confirmed mRNA data (Figure 1B). 
	
[bookmark: OLE_LINK1]In vivo mouse model of alcoholic steatosis: OPN mRNA expression increased (8.5-, 12.7-, 1171-fold) with increasing alcohol doses (2g/Kg, 4g/Kg, 6g/Kg, respectively) within 16 hours in WT mice compared to saline control (Figure 1C). β-actin mRNA did not change. The increase in OPN expression was associated with increasing hepatic steatosis, increased liver enzymes and triglycerides reported earlier[23]. Protein expression (WB) confirmed mRNA increase. In addition, emergence of a cleaved form of OPN (about 47kD) was evident with all doses of alcohol with maximum expression at 6g/kg alcohol (Fig 1D). Quantitation showed significant up-regulation (3.2-, 5.9-, 90-fold) of full length (about 53kD) OPN with 2g/Kg, 4g/Kg and 6g/Kg alcohol doses, respectively (Figure 1D) Relative fold-increase for the cleaved 47kD fragment could not be quantitated due to no visible expression in saline control. 

In vitro LX2 cells exposed to acute alcohol: Expression of both full length OPN-A and isoform OPN-C mRNAs were tested in LX2 cells ± alcohol. OPN-A and OPN-C mRNAs significantly increased by 15-fold and 286-fold, respectively, within 4 h of 10 mmol/L alcohol exposure compared to untreated control (Figure 1E). An associated increase (about 15-fold) in secreted OPN (Figure 1F) and intracellular OPN (red, Figure 1G) protein confirmed mRNA result. Concomitant to increased OPN (red), alcohol induced LX2 stellate cell activation, seen as detracted processes distinct from Control cells, was also evident on staining with vimentin (green) (Figure 1G). 

Increased expression of OPN cognate receptors, v3-integrin and CD44 in human ALD and experimental models of acute alcohol
Significant increase in the expression of OPN receptor v3-integrin (3-fold) was observed for AC compared to ND (Figure 2A), whereas CD44v6 mRNA increased (8.2-, 3.5-, 6.8-fold) in AS, AH and AC, respectively (Figure 2B). Similar to human data, all alcohol doses, except 2g/Kg (CD44), significantly induced both v3-integrin (Figure 2C) and CD44 (Figure 2D) receptor mRNAs in WT mice compared to saline control. A single acute dose of alcohol also induced both receptor mRNAs in LX2 in vitro, but reached significance only in CD44 mRNA expression (Figure 2E).

Alcohol-induced Erk and Akt phosphorylation is OPN dependent
Parallel to increased OPN and its receptors, downstream phosphorylated Akt (P-Akt) and Erk (P-Erk) were also induced in mice administered a single dose of alcohol (Figure 3A). However, no dose specific response to alcohol was observed. It is noteworthy that individual mice showing high P-Erk had low P-Akt and vice versa as shown in the WB image. Densitometric quantitation normalized with total-Akt (T-Akt) and -Erk (T-Erk), showed moderate but significant activation of P-Akt with 2g/Kg and 4g/Kg and of P-Erk at all doses of alcohol (Figure 3B). In vitro, a single acute dose of alcohol also significantly induced P-Akt and P-Erk (about 2.5-fold) in LX2 cells (Figure 3C, lanes 2) compared to untreated control (lanes 1). This increase was significantly inhibited by alcohol dehydrogenase (ADH) inhibitor 4-MP (lanes 3) and blocking antibodies to anti-OPN, -CD44v6 and -ITGAV (lanes 4, 5 and 6, respectively).

Alcohol-induced transcription of genes is dependent on OPN expression
[bookmark: OLE_LINK4]In vivo: mRNA expression of selected target genes related to plasmin, ECM remodelling and fibrogenesis pathways was tested by Q-PCR. In WT mice (dark bars), in addition to increased OPN and its receptors, alcohol (6g/Kg) also significantly increased uPA, PLG, MMP7, PAI-1 and SMA, and down-regulated TGF, compared to saline control (white bars) (Figure 3D). Increasing expression was also observed with other doses of alcohol, with some of these genes reaching significance (data not shown). To identify OPN target genes, mRNA expression in OPN-/- mice was compared to WT, under 6 g/Kg alcohol administration (grey bars). As expected, OPN mRNA was significantly inhibited (3 log fold) in knockout animals and OPN protein was not detected (Figure 4). Importantly, mRNA expression of CD44, v3-integrin, MMP7, PAI-1 and SMA remained significantly inhibited in OPN-/- animals compared to WT in the presence of alcohol (Figure 3D) and without any treatment (Figure 5). Conversely, uPA mRNA was significantly increased in the OPN-/- animals compared to WT, both in the presence of alcohol (Figure 3D) and with no treatment (Figure 5). 
In vitro: Similar to in vivo data, a single dose of alcohol in LX2 cells induced OPN, receptors CD44 and v3-integrin, shown as fold-change from control (Figure 3D, dark bars). In addition, μPA, PLG, PAI-1, MMP2, MMP3, MMP9, collagen-1 (Col-1), collagen-4, (Col-4) and TGF mRNAs were also up-regulated with alcohol in these cells. Furthermore, knocking down OPN in LX2 cells by siRNA in the presence of alcohol, most molecules, except uPA and v3-integrin, were significantly inhibited compared to LX2-scrambled control (grey bars). However, in the absence of alcohol, expression of all mRNAs, except μPA, remained significantly inhibited by siRNA compared to scrambled control (data not shown). 

OPN mediates alcohol induced activation of plasmin and hepatic stellate cell functions
	In vivo: Serum plasmin activity, measured as rate of pNA generation (pNA/mol/L), was significantly down-regulated with alcohol (6g/Kg) both in WT and OPN-/- mice, compared to their respective saline controls (Figure 6A). However, in untreated OPN-/- mice intrinsic plasmin activity was significantly higher (1.4-fold) compared to control WT. 
	In vitro: Plasmin activity significantly increased several fold in LX2 CM exposed to alcohol (Figure 6B, lane 2) compared to untreated cells (lane 1) and was significantly inhibited in the presence of 4-MP (0.2 pNA/mol/L, lane 3). Inhibiting OPN by anti-OPN antibody, OPN-R3 aptamer and siOPN also significantly inhibited alcohol-induced plasmin activation to 3.9 pNA/mol/L (lane 4), 0.38 pNA/mol/L (lane 5) and 1.8 pNA/mol/L (lane 6), respectively (Figure 6B). 

LX2 cell migration 
LX2 cell migration, recorded as percent migrated over non-migrated cells, significantly increased (1.7-fold) on exposure to alcohol (Figure 6C, lane 2) compared to control (lane 1). Blocking alcohol metabolism by 4-MP (lane 3), and OPN by anti-OPN antibody (lane 4) and OPN-R3 (lane 5), significantly inhibited migration. Furthermore, blocking OPN receptors through anti-CD44v6 (lane 6) and -ITGAV (lane 7) antibodies also reduced LX2 migration but reached significance with anti-ITGAV (lane 7). Representative confocal images of cells stained with Hoechst dye (blue) shown in the panel below show typical numbers of migrated cells for treatments in lanes 1-7. 

DISCUSSION 
These are the first studies describing specific mechanisms by which OPN activation mediates the acute pro-fibrogenic effects of alcohol on HSC. Our novel in vivo and in vitro data provides causative evidence that OPN mediates alcohol-induced functions, such as cell signaling, plasmin activation and HSC migration. We also show that OPN is a key modulator of several alcohol-induced molecules related to fibrinolysis, ECM remodeling and fibrogenesis as downstream targets of OPN. Indeed, our data indicate that OPN negatively regulates μPA and plasmin and positively regulates PAI-1, -SMA, TGF, collagens and MMPs, both in vivo and in vitro, suggesting a pro-fibrogenic role for this molecule. Human data provide further support for a clinical relevance of OPN pathway in ALD. Although human ALD is a chronic disorder, fatty liver or steatosis may be seen in humans after a single large dose of alcohol.  Steatosis is in turn associated with early liver injury and when persistent, with an increased risk of fibrosis. Our single binge alcoholic steatosis model is therefore appropriate to study the role of this cytokine in early liver injury.

Alcohol activates hepatic OPN and OPN pathway in human ALD, in vivo and in vitro experimental models of alcohol 
Extending our previous observation of elevated OPN mRNA in ALD[1], serum OPN levels also significantly increased in heavy drinkers with liver cirrhosis than those with no liver disease, confirming other recent observations[4,31] and underscoring the potential for OPN as a marker for liver injury. OPN exists as full length (OPN-A) and as alternatively spliced transcriptional isoforms (OPN-B, -C), but their specific functions are not clear. Our preliminary data comparing expression of all three OPN isoforms including hepatocyte cell lines (Huh7, HepG2) showed increased OPN-C primarily in human ALD and LX2 cells on alcohol exposure, but not in the hepatocyte cell lines[15,32]. Activated HSCs are known to produce OPN in animal models and human liver injury[33,35]. We now confirm that the greatest up-regulation of OPN-C was seen in patients with end stage cirrhosis and in activated LX2 stellate cells, the major fibrosis producing cell type. Increased OPN in alcoholic hepatitis patients, mainly in the areas of inflammation and fibrosis, and in HSCs was reported recently[4]. In our studies, the early activation of OPN-C isoform in LX2 and in advanced ALD, suggests a possible role for stellate cell derived OPN-C in a transient wound healing response, as well as in the process of fibrogenesis, perhaps even increasing the risk for malignant transformation in cirrhotic patients, as OPN-C is linked to HCC[13,14,28]. 
	In addition to the human and in vitro data, our in vivo experiments provide clear evidence that a single dose of alcohol not only increased hepatic OPN in WT mice, but also up-regulated a cleaved form of OPN (cOPN) in a dose-dependent manner. Proteolytic cleavage via plasmin[36], MMPs 3 and 7[37] and thrombin[38] generate OPN forms that are known to enhance receptor binding, signalling and other cellular functions[11]. It is well known that amount of alcohol intake is an important factor in the severity of liver injury. Therefore, emergence of a potentially more “activated” cOPN at higher dose of alcohol was intriguing. As far as we know, this is the first report to suggest that OPN activation may be mediated through alcohol induced cleavage of OPN. It has been suggested that alcohol treatment alone does not cause OPN cleavage, particularly via thrombin, and requires an additional hit with LPS in an experimental model of ASH[5]. In our model, showing suppressed plasmin activity but increased MMP7 expression with concurrent increase in cleaved OPN, supports MMP7 as the key protease to cleave OPN with alcohol alone. A contribution from MMP3 cannot be ruled out, nonetheless, another recent report also suggests contribution of MMP7 in OPN cleavage in alcoholic hepatitis patients[4]. Moreover, transcription inhibition of MMP7 in OPN-/- mice and inhibition of several MMPs, including MMP7, in in vitro LX2 on silencing OPN, suggests that MMP7 is a downstream target of OPN. We propose that alcohol may directly activate OPN and further enhance its activation via increased MMP7 in a positive feedback loop. It will be important to tease out the exact mechanism/s of alcohol-induced OPN activation via proteolytic cleavage. 
	An associated increase in OPN receptors CD44 and v3-integrin in human ALD, in vivo in acute alcoholic steatosis mouse model and in vitro in LX2 cells with a single dose of alcohol confirms that OPN pathway was indeed induced with alcohol. Alcohol treatment in vivo and in vitro, also activated downstream Akt and Erk phosphorylation, known to be the two major signaling pathways induced on OPN binding to CD44 and v3-integrin. HSCs are known to metabolise alcohol via ADH[39], therefore, to confirm that the effect on OPN was mediated via alcohol, we utilized ADH inhibitor 4-MP to inhibit alcohol metabolism in vitro. Inhibition of alcohol-induced Erk- and Akt signaling, downstream plasmin activation and LX2 cell migration by 4-MP, signify that alcohol metabolism was required for OPN action on HSC functions.

OPN mediates alcohol-induced components of fibrinolysis, ECM and fibrogenesis pathways
We identified several downstream alcohol-induced genes in vivo and in vitro belonging to plasmin/ECM (uPA, PLG, PAI-1, MMPs 2, 3, 7, 9) and fibrogenesis (TGF, PAI-1, SMA, collagens) pathways. Interestingly, inhibiting OPN in OPN-/- animals and silencing OPN in LX2 (LX2-siOPN), altered expression of several of these genes, identifying OPN-receptor signalling targets. As opposed to in vivo observations, alcohol increased expression of fibrogenic markers TGF, Col-1 and Col-4 (Figure 3E) and SMA reported previously[23], confirming activation of stellate LX2 cells with alcohol. Downregulation of TGF in mice with alcohol exposure was unexpected, but more importantly, in the primary TGF producing LX2 stellate cells, TGF was significantly upregulated with alcohol. 

The present study confirms a novel hypothesis that alcohol induced plasmin is mediated via OPN in hepatic stellate cells. In addition, we have also shown that OPN has a key role in alcohol-induced HSC functions such as signalling, cell migration, and activation of fibrogenic pathway. Alcohol effect on OPN activation and downstream target pathways was acute and required alcohol metabolism. Importantly, this study identified alcohol-induced transcriptional targets of OPN, in vivo and in vitro, related to fibrinolysis, ECM and fibrogenesis, significant pathways in disease progression, confirming a role for OPN in these processes.
[bookmark: OLE_LINK3]	Down-regulation of CD44 and v3-integrin as a consequence of OPN inhibition both in vivo and in vitro, demonstrates that OPN may positively regulate (autoregulation) its cognate receptors and pathway. Similarly, inhibition of TGF, SMA, PAI-1, MMPs, collagens 1 and 4 expression on silencing and knocking out OPN, suggests these fibrogenic molecules were also positively regulated by OPN. Most surprising and unlike other molecules, basal uPA expression was higher in OPN-/- mice (about 17-fold) and LX2-siOPN (50-fold) than their respective untreated controls (not shown). This points to a negative regulation of μPA by OPN, perhaps indirectly via regulating inhibitors of uPA, such as PAI-1. A markedly reduced basal expression of PAI-1 in OPN-/- mice and LX2-siOPN suggests that increased μPA may be a consequence of inhibited PAI-1, and that OPN may mediate, at least in part, the balance between μPA and PAI-1 expression in the liver. 
   It is intriguing that these effects are evident early and with only a single dose of alcohol. However, the limitation of this study is that it does not reproduce chronic injury. We are also exploring these pathways in a chronic alcoholic liver injury model (Figure 7).
    Implications of the results: This study extends our knowledge of OPN biology in alcohol-induced liver injury. Contribution of OPN in modulating hepatic fibrinolysis and fibrogenesis in hepatic stellate cells within hours of alcohol exposure is significant.  
	Although alcohol-induced and OPN-mediated activation of uPA, PLG and MMPs may facilitate fibrinolysis and matrix proteolysis, our data suggest that the overall impact of OPN remains pro-fibrogenic in the context of stellate cells.


Functional roles for OPN in HSCs
It is established that activated HSCs are an important hepatic source of plasmin[19]. We have identified OPN pathway as a novel mechanism that may contribute towards alcohol-induced plasmin activation in the HSCs. We show that in LX2 cells alcohol increased OPN and its cognate receptors resulting in Akt and Erk signalling, enhanced expression of downstream fibrinolytic targets uPA and PLG, and subsequent activation of plasmin. Inhibiting OPN action using three independent methods (neutralising OPN antibody, OPN-R3 aptamer, siOPN), clearly abrogated plasmin activation in these cells confirming a role for OPN in alcohol-induced function of the stellate LX2 cells. The anomalous observation of increased uPA mRNA but decreased plasmin in OPN inhibition experiments in LX2 cells may be explained by significantly reduced levels of plasminogen; so even though uPA was increased, reduced uPA substrate plasminogen may have limited the conversion to plasmin in these settings. In the knockout animals, however, increased plasmin was associated with increased uPA, signifying in vivo tissue- and in vitro cell type-specific differences in response to OPN inhibition.
	In addition, inhibition of OPN pathway (via OPN-R3, neutralizing antibodies to OPN and OPN receptors) demonstrated that alcohol-induced stellate cell migration was clearly dependent on OPN. Blocking OPN by OPN neutralizing antibody and OPN-R3, had a stronger inhibitory effect on LX2 migration than blocking CD44v6 or v3-integrin individually, implying a key role for OPN in HSC migration. Similar observations have been reported in highly invasive MDA-MB231 breast cancer cells where blocking OPN by OPN-R3 aptamer inhibited cell migration more than blocking either receptor[26]. We have identified a mechanism of alcohol-induced and OPN-mediated HSC migration similar to that in highly metastatic cancer cells. 
	In conclusion, we have demonstrated that alcohol activates the OPN pathway in human ALD and experimental in vitro and in vivo models of acute alcohol. In turn, activated OPN mediated several alcohol induced functions of stellate cells. The study identified OPN as a key mediator of acute alcohol-induced activation and initiation of pro-fibrogenic processes in hepatic stellate cells. Our functional data unequivocally shows that OPN mediated the alcohol-induced stellate cell functions such as signalling, plasmin activation and cell migration confirming a role for OPN and OPN pathway in alcoholic liver disease. Future research will explore the therapeutic role of interventions to target this pathway.
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COMMENTS
Background
The excessive use of alcohol is widely recognised as a major health and social problem worldwide. Alcohol is associated with over 60 medical diseases of which alcoholic liver disease (ALD) causes the most deaths and is consequently the greatest public health problem. Indeed, despite the increased incidence of other liver diseases (such as hepatitis C and fatty liver disease), alcohol abuse is still the most common cause of advanced liver disease. Alcohol abuse is also an important cause of liver cancer, the most rapidly rising form of cancer.

Research frontiers
One key issue with ALD is the early identification of liver injury via an appropriate biomarker. Osteopontin, a multifunctional cytokine, is known to be associated with the severity of liver injury in ALD, HepC and NASH, and indicates a poor prognosis in HCC. However, the mechanisms of action remain unclear. Existence of several, transcriptional and post-translational, forms of Over-expression of Osteopontin (OPN) are suspected to account for its multiple roles in disease. In this study, the authors identify several interesting lines of further investigations: early induction of OPN-C isoform and cleaved OPN with a single dose of alcohol; alcohol-induced HSC functions mediated via OPN; HSC derived OPN has a role in fibrogenesis via plasmin activation.

Innovations and breakthroughs 
We were the first to identify increased levels of Osteopontin and fibrinolysis related molecules in human alcoholic liver disease. Since then, others have confirmed our findings in alcoholic hepatitis and others forms of liver injury. This study underscores the role of OPN and its forms in human, and in acute alcohol models in vivo and in vitro. This is the first report to show that acute alcohol induces potentially more active transcriptional and post-translational forms of OPN, specifically OPN-C induction in HSCs and patients with advanced ALD. Our in vitro functional data unequivocally shows a novel mechanism of OPN action in HSCs in the processes of wound healing and fibrogenesis. 

Applications 
By understanding the role and action of OPN and consequences of OPN inhibition, this study represents a potential for OPN as an early marker for ALD and a therapeutic agent in liver injury.

Terminology
OPN-C and cOPN forms of OPN are reported as being more active forms due to increased binding capacities to cell surface receptors, integrin and CD44. In alcoholic liver injury, increased plasminogen activators are kown to regulate liver matrix remodelling through activation of plasminogen to plasmin. Induction of OPN pathway early with acute alcohol and regulation of plasmin activation in HSCs via OPN defines a novel mechanism  for fibrogenesis in ALD. 

Peer review
In this manuscript the expression levels and potential functions of OPN was studied in vitro (in a hepatic stellate cell line) and in vivo in patient samples as well as animal models. The effects on HSC are mainly convincing and therefore potentially relevant. 
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Figure 1 Over-expression of Osteopontin expression increased in human alcoholic liver disease, in vivo alcoholic steatosis mouse model and in vitro in stellate LX2 cells with a single acute dose of alcohol. A: Over-expression of Osteopontin (OPN)-C isoform mRNA (per ìg total RNA) increased progressively in livers from patients with alcoholic steatosis (AS), alcoholic hepatitis (AH) and alcoholic  cirrhosis (AC) compared to non-diseased (ND) donor livers; B: Circulating OPN protein significantly increased (> 4-fold) in serum from patients with alcoholic cirrhosis compared to non-diseased alcoholics; C: In vivo: Hepatic OPN mRNA expression significantly increased from saline control with increasing doses of 2g/Kg, 4g/Kg and 6g/Kg alcohol in wild type mice. No change was observed for â-actin expression used as control; D:  Full length (about 53 kD) and cleaved (about 47 kD) OPN protein expression was visible with all alcohol doses (WB panel) and significantly increased with 6g/Kg alcohol on quantitation, normalized to GAPDH (bar graph); E: In vitro: Isoforms OPN-A (15-fold) and OPN-C (about 286-fold) mRNAs (transcripts per ìg total RNA) significantly increased with a single acute dose of alcohol (10 mmol/L per 4h) compared to untreated control cells; F: Total secreted OPN protein (ELISA) in culture media from alcohol treated LX2 cells also increased with respect to control cells but did not reach significance; G: Intracellular OPN (red) was associated with alcohol-induced LX2 activation (green) observed as recessed processes in alcohol treated LX2 compared to control cells (immunofluorescence). Overlay shows increased expression of OPN in LX2 cells exposed to alcohol.

Figure 2 Increased expression of over-expression of Osteopontin cognate receptors v3-integrin and CD44 in human alcoholic liver disease; in vivo in mice and in vitro in LX2 cells with a single acute dose of alcohol. Increase in v3-integrin mRNA (transcripts per ìg total RNA) was observed with disease progression in human ALD, but only reached significance in AC compared to ND (A); CD44v6 mRNA significantly increased in all ALD stages (B). In vivo, all alcohol doses significantly increased mRNA expression of v3-integrin (C) but CD44 reached significance only at 4g/Kg and 6g/Kg (D). Alcohol (10 mmo/L per 4 h) also increased both v3-integrin and CD44 mRNA expression in LX2 cells compared to control (E).

[bookmark: _GoBack]Figure 3 Over-expression of Osteopontin mediates alcohol-induced cell signalling and downstream transcription of target genes in in vivo and in vitro experimental models. In vivo: Compared to saline control, significant but moderate increase was observed in P-Akt/T-Akt ratio (WB, top panels) with 2g/Kg and 4g/Kg alcohol (P-Akt graph) and P-Erk/T-Erk ratio (WB, bottom panels) with all doses of alcohol (P-Erk graph) (A, B). Note: individual mice showing high P-Erk had low P-Akt and vice versa. (C). In vitro: Compared to untreated cells (lanes 1), alcohol (10 mmo/L per 4 h) (lanes 2) significantly induced P-Akt (P-Akt graph) and P-Erk (P-Erk graph) in LX2, normalized to total -Akt (T-Akt) and -Erk (T-Erk), respectively. Phosphorylation of both Akt and Erk was abrogated by inhibiting alcohol metabolism through 4-methyl pyrazole (4-MP) (lanes 3) and blocking OPN pathway by neutralizing antibodies to OPN (lanes 4), CD44v6 (lanes 5) and v3-integrin (ITGAV) (lanes 6). (D). In vivo: In WT mice, mRNA expression (transcripts per g total RNA) for OPN pathway (OPN, CD44, v3-integrin), plasmin regulation (ìPA, PLG, MMP7) and fibrogenesis (PAI-1, -SMA) related molecules were significantly induced by alcohol (6g/Kg, dark bars) compared to saline control (white bars). TGF mRNA was down-regulated and Col-1 was not affected. mRNA expression of most molecules was significantly inhibited in OPN knockout mice (grey bars) compared to WT mice in the presence of alcohol. ìPA mRNA expression significantly increased in OPN-/- mice and Col-1 mRNA did not change. Significant compared to *saline control; # significant compared to alcohol treatment. (E). In vitro: Alcohol induced mRNA expression (fold-change from no treatment/scramble control) for OPN, CD44v6, v3-integrin, ìPA, PLG, PAI-1, MMP2, MMP3, MMP9, Col-1, Col-4 and TGF(dark bars, presented as fold-change from no treatment control)Silencing OPN in LX2 cells with siOPN significantly inhibited mRNA expression of these molecules, except v3-integrin and ìPA in the presence of alcohol (grey bars, presented as fold-change from scrambled control). *Significant compared to no treatment control; #significant compared to scrambled control in the presence of alcohol.

Figure 4 Over-expression of Osteopontin expression is inhibited in over-expression of osteopontin -/- animals. Over-expression of osteopontin (OPN) mRNA was significantly inhibited and protein was not observed in OPN-/- animals compared to WT with or without alcohol. N = 6-8 per group; bP  0.01 vs Control.  *=b

Figure 5 Knocking down over-expression of Osteopontin inhibits/increases mRNAs (log 10) related to plasmin, extracellular matrix and fibrogenesis. Associated with OPN knockout, mRNA expression ofv3-integrin, CD44, PLG, PAI-1, MMP7, TGF-, -SMA and Col1 was significantly down-regulated but ìPA and MMP9 were up-regulated in OPN-/- compared to WT control mice. N = 6-8 per group; aP  0.05 vs Control; bP  0.01 vs Control; dP  0.001 vs Control. *=a; **=b; ***=d.

Figure 6 Alcohol-induced plasmin activation is mediated via over-expression of Osteopontin. A: In vivo: Plasmin activity (pNA mol/L per minute) was significantly inhibited with alcohol (6 g/Kg) administration compared to saline control both in WT and OPN-/- mice. Conversely, basal plasmin activity was significantly higher in untreated OPN-/- compared to WT mice. ìPA and buffer alone were used as positive and negative controls, respectively. In vitro: B: Alcohol (10 mmol/L) significantly increased plasmin activity > 5-fold in LX2 (lane 2) compared to untreated cells (lane 1), which was significantly inhibited with 4-MP (lane 3), anti-OPN antibody (lane 4), OPN-R3 aptamer (lane 5) and OPN siRNA (siOPN) (lane 6); C: Compared to untreated cells (lane 1), LX2 cell migration (% migrated/non-migrated) significantly increased by 1.7-fold with alcohol (10 mmol/L) (lane 2) and was inhibited with 4-MP (lane 3). Blocking OPN with anti-OPN antibody (lane 4) and OPN-R3 aptamer (lane 5) and OPN binding with anti-ITGAV antibody (lane7) significantly reduced LX2 cell migration. Cell migration was moderately reduced with anti-CD44v6 and did not reach significance. Confocal (panel) shows typical images of migrated cells for each treatment. Migration was quantitated by counting Hoechst stained cells (blue nuclei) using confocal images in at least six fields per treatment. 


Figure 7 Pathways in a chronic alcoholic liver injury model.


Table 1 Characteristics of participants for OPN ELISA
	　
	Cases 
n = 25 (M); n = 4 (F)
	Control 
n = 17 (M); n = 4  (F)
	P-value
	Summary

	Age (yr)
	57.24
	51.95
	0.0817
	ns

	ALT (IU/L)
	36.59
	31.41
	0.2163
	ns

	AST (IU/L)
	51.45
	33.41
	0.0180
	b

	GGT (IU/L)
	220.76
	93.32
	0.0121
	b

	INR
	1.46
	1.04
	0.0017
	d

	Albumin (g/L)
	35.41
	43.55
	0.0004
	f

	Bilirubin  (µmol/L)
	48.38
	11.36
	0.0065
	d

	EtOH lifetime (Kg)
	1685
	1555
	0.9916
	ns


Patient characteristics identify Cases (drinkers with liver cirrhosis) from Controls (drinkers without liver disease) by significant differences in the liver function tests and other biochemical measures of liver injury. bP  0.01 vs conrtol; dP  0.001 vs conrtol; fP  0.0001 vs conrtol. INR: International Normalised Ratio for prothrombin time to predict survival.

Table 2 Antibodies for WB, IF and ELISA 

	Primary antibodies

	Specificity
	Host
	Isotype
	Use
	Dilution
	Samples
	Source (Catalog No.)

	OPNK20 (SPP1) 
	Goat
	Polyclonal IgG
	WB
	1:1000
	Human, LX2
	Santa Cruz, Santa Cruz, CA, United States (sc-10591)

	
	
	
	Blocking
	200 ìg/mL
	
	

	OPN (AF808)
	Goat
	Polyclonal IgG
	WB
	1:1000
	Mice
	RD (AF808)

	Capture Anti-OPN
	Mouse
	Monoclonal
	ELISA
	3 ìg/mL
	Human, LX2
	RD (MAB14331)

	Detection biotynlated anti-OPN
	Goat
	Polyclonal IgG
	ELISA
	200 ng/mL
	Human, LX2
	RD (BAF1433)

	OPN-R3 aptamer blocks SPP1 binding to receptors 
	100 nmol/L
	LX2
	Duke University, NC, United States

	v3-integrin (CD51/61) (ITGAV)
	Mouse
	Monoclonal
	Blocking
	10 ìg/ml
	LX2
	RD, Minneapolis, MN, United States (MAB3050)

	CD44v6
	Mouse
	Monoclonal IgG1
	Blcoking
	1:1000
	LX2
	RD (BBA13)

	Vimentin
	Rat
	Monoclonal
	IF
	1:200
	LX2
	RD (MAB2105)

	Phospho-Akt Ser473 (P-Akt)
	Rabbit
	Polyclonal
	WB
	1:1000
	LX2, Mice
	Cell Signalling Technology (No.9271)

	Total-Akt (pan) 
	Rabbit
	Polyclonal IgG
	WB
	1:1000
	LX2, Mice
	Cell Signalling Technology (No.4691)

	Phospho-Erk p44/42 (P-Erk)
	Mouse
	Monoclonal IgG
	WB
	1:2000
	LX2, Mice
	Cell Signalling Technology, Danvers, MA, United States (No.9106)

	Total-Erk (T-Erk)
	Rabbit
	Polyclonal
	WB
	1:1000
	LX2, Mice
	Cell Signalling Technology (No.9102)

	GAPDH
	Mouse
	Monoclonal
	WB
	1:200000
	Mice
	Ambion (AM4300)

	SECONDARY ANTIBODIES

	Anti-mouse HRP (P0161)
	1:10000
	Dako Australia Pty Ltd, Campbellfield, VIC, Australia

	Anti-rabbit HRP (P0449)
	1:7500
	

	Anti-goat HRP (P0448)
	1:10.000
	

	AlexaFluor 488; AlexaFluor 594
	1:400
	Molecular Probes




Table 3 Primer sequences for human (h-) and mouse (m-) genes
	Target gene
	Forward (5’      3’)
	Reverse (5’       3’)
	Expected size (bps)
	Ref.

	OPN and OPN pathway

	Total h-OPN 

	AATGGTGCATACAAGGCCATC 

	TGTCCTTCCCACGGCTGT
	90
	NM_000582[1]

	h-OPN-C
	CTGAGGAAAAGCAGAATG
	AATGGAGTCCTGGCTGT
	149
	[40]

	h-CD44v6
	GCTTTCAATAGCACCTTGCC
	GTTGCCAAACCACTGTTCCT
	867
	[41]

	h-v3-integrin
	TTGTTGCTACTGGCTGTTTTG
	TCCCTTTCTTGTTCTTCTTGAG
	89
	NM_002210

	m-OPN
	CAGCCTGCAAGATCCTA
	GCGCAAGGAGATTCTGCT TCT
	71
	[7]

	m-vβ3-integrin
	GTAATCGAGATGCCCCAGAG
	CTTCCATCCAGGGCAATATG
	142
	[42]

	m-CD44
	TCTGCCATCTAGCACTAAGAGC
	GTCTGGGTATTGAAAGGTGTAGC
	106
	[43]

	Fibrogenesis and ECM

	h-TGF
	CCACAACGAAATCTATGAC
	CGGTGACATCAAAAGATAAC
	260
	NM_000660

	m-TGF-β
	CCTTCCTGCTCCTCATGGCCA
	GTCCTTCCTAAAGTCAATGTA
	149
	[44]

	h-Collagen 11
	GATTCCCTGGACCTAAAGGTGC 
	AGCCTCTCCATCTTTGCCAGCA 
	106
	NM_000088.3

	m-Collagen 1 (Col1)
	GAGCGGAGAGTACTGGATCG
	GCTTCTTTTCCTTGGGGTTC
	158
	[45]

	h-Collagen 44
	CAGGCTCAACTGGTCTAAGAGG 
	AGGTGGACCAAAGTGACTGGCA 
	157
	NM_000092.4

	h-MMP2
	ATGACAGCTGCACCACTGAG
	ATTTGTTGCCCAGGAAAGTG
	164
	NM_004530.2

	h-MMP3
	GCAGTTTGCTCAGCCTATCC
	AGTGTCGGAGTCCAGCTTC 
	194
	NM_002422.3

	h-MMP9
	 ACGCCGCTCACCTTCACT
	AGGAGGAAAGGCGTGTGC 
	111
	NM_004994

	m-MMP7
	GCGGAGATGCTCACTTTGACA
	ATTCATGGGTGGCAGCAAAC
	87
	[46]

	m-MMP9
	CCCACATTTGACGTCCAGAGAAGAA
	GTTTTTGATGCTATTGCTGAGATCCA
	205
	[46]

	m-α-sma
	AACAGGAATACGACGAAG
	CAGGAATGATTTGGAAAGGA
	134
	[47]

	Plasmin-Plasminogen system

	h-μPA
	CACACACTGCTTCATTGATTAC
	TTGGTGGTGACTTCAGAGCCG
	409
	NM_002658

	h-PLG (Plasminogen)
	GCAGTGGAGAAAACTATGACGGC
	GAAGATGGTGGAGGTGTTGTGC
	244
	NM_000301[23]

	h-PAI-1
	CTTTGGTGAAGGGTCTGCTGTG
	TGGGTTTCTCCTCCTGTTGTCAG 
	183
	M16006[23]

	m-PLG
	GCCCAACCTACCAATGTCTGAAAG
	GGTGGAACTGAGGAATCTGACTGG
	292
	[23]

	m-μPA
	AGGGTGAGCGCCAATAGCAT
	GATACATTCACGTGGAGCAT
	530
	[48]

	m-PAI-1
	ATGCCATCTTTGTCCAGCGG
	TTGGTATGCCTTTCCACCCAG
	151
	[23]

	Normalising

	h--actin
	TGCCATCCTAAAAGCCAC
	TCAACTGGTCTCAAGTCAGTG 
	289
	NM_001101

	m-β-actin
	AAATCGTGCGTGACATCAAA
	AAGGAAGGCTGGAAAAGAGC
	178
	[49]




Table 4 Composition of buffers used in protein extraction and expression studies

	Buffer
	Composition

	RIPA
	0.5% (w/v) sodium deoxycholate, 150 mmol/L NaCl, 50 mmol/L Tris pH8.0, 20 mmol/L NaF, 10% (v/v) glycerol, 5.0mM EDTA pH = 8.0, 0.1% (w/v) SDS, 1.0% (v/v) Igepal CA-630 Electrophoresis reagent, 1  phosSTOP, 1x Complete protease inhibitor

	TBS
	50 mmol/L Tris, 150 mmol/L NaCl, pH = 7.5

	TBST
	0.1% (v/v) Tween20 in TBS

	Horseradish peroxidase inactivation
	0.05% (v/v) of sodium azide, 3% (w/v) skim milk and 0.1% (v/v) Tween 20 in TBS
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