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ABSTRACT 

Thioacetamide (TAA) is a potent hepatotoxicant and has been widely used to develop 

experimental liver fibrosis/cirrhosis models. Although the liver toxicity of TAA has been 

extensively studied, little is known about its potential influence on 

UDP-glucuronosyltransferases (UGTs) associated with the development of liver fibrosis. 

The present study aimed to uncover the regulation patterns of UGTs in TAA induced liver 

fibrosis of rats. Potential counteracting effects of hepatoprotective agents were also 

determined. TAA treatment for 8 weeks induced a significantly transcriptional 

upregulation of the major UGT isoforms including UGT1A1, UGT1A6, and UGT2B1, 

accompanied with the dramatic elevations of most typical serum biomarkers of liver 

function and fibrosis scores. Upon TAA intoxication, the mRNA and protein levels of the 

major UGT isoforms were increased to 1.5-2.5-fold and 2.5-3.3-fold of that of the normal 

control, respectively. The hepatoprotective agents Schisandra lignans extract (SLE) and 

dimethyl diphenyl bicarboxylate (DDB) could largely abolish TAA induced upregulation 

of all the three UGT isoforms. Enzyme activities of UGTs, however, remained unchanged 

after TAA treatment. The dissociation of protein expression and enzyme activity could 

possibly be attributed to the inactivating effects of TAA, upon a NADPH dependent 

bioactivation, on UGTs. This study suggests the transcriptional upregulation of UGTs 

may be an alternative mechanism of their preserved activities in liver fibrosis/cirrhosis.      
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Introduction 

UDP-glucuronosyltransferases (UGTs), a group of membrane-bound enzymes that reside 

in the endoplasmic reticulum, catalyze the conjugation of UDP-glucuronic acid to the 

hydroxyl, carboxyl, amine, or thiol group of numerous structurally-diverse endogenous 

substances and xenobiotics (Radominska-Pandya et al., 2005). Since the addition of 

glucuronic acids generally increases the water solubility of substances and thus, 

facilitates elimination, UGTs play an important role on detoxifying or inactivating 

endogenous and xenobiotic substances (Wang et al., 2010). Alternatively, UGTs catalyzed 

glucuronidation could contribute to the bioactivation and/or toxification of some 

substances, as in the case of acyl glucuronidation of carboxylic drugs such as 

non-steroidal anti-inflammatory drugs (Southwood et al., 2007; Koga et al., 2011). 

Nevertheless, the dysregulations of UGTs caused by various pathological factors and 

exogenous toxicants could trigger significant changes of pharmacological, toxicological, 

and/or pathological consequences of various substances.  

 

The dysregulations of cytochrome P450s in hepatic fibrosis/cirrhosis have been 

extensively studied (Gomez-Lechon et al., 2009; Morgan, 2009). In contrast, the current 

understanding of UGTs dysregulation in hepatic injury remains still very limited and the 

previous results are largely controversial. UGTs activities were found largely preserved in 

liver diseases, possibly because of the activation of latent UGT enzymes (Desmond et al., 

1994), the increased expression in remaining viable cells (Debinski et al., 1995), and the 

increased contribution of extrahepatic UGTs (Omar et al., 1996). However, more recent 
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studies focusing on the mRNA levels of individual UGT isoforms from both the clinical 

patients with liver diseases (Congiu et al., 2002) and the mice with inflammation 

(Richardson et al., 2006) indicated downregulations of most UGT isoforms. The major 

limitation of previous studies concerning UGT regulation in liver injury is that the 

expression and enzyme activity of individual isoforms have not been concomitantly 

evaluated, resulting in inconsistencies across various studies with different measures. In 

addition, results obtained from clinical patients may be complicated by other confounding 

factors including gene polymorphisms and concomitant drugs, tobaccos, and dietary 

components. Therefore, it is important to determine simultaneously the expression and 

enzyme activity of individual UGT isoforms in the experimental models of liver injury 

for the better understanding of liver injury per se on regulating UGTs.           

 

Thioacetamide (TAA), originally used as a fungicide, is a potent hepatotoxicant and has 

been widely used in developing experimental liver fibrosis/cirrhosis models mimicking 

the human liver fibrosis/cirrhosis (Nozu et al., 1992; Kang et al., 2005). As the largest 

metabolic organ in biological systems, the liver endowed with many types of drug 

metabolizing enzymes plays a critical role on the metabolic elimination of many 

endogenous substances and exogenous toxicants. Therefore, extensive understanding of 

the dysregulation of drug metabolizing enzymes in liver injury should be an essential step 

for exploring pathological processes and consequences of liver diseases. It had been 

previously reported that most CYP450 isoforms were down-regulated in a TAA induced 

rat cirrhosis model (Nakajima et al., 1998). In contrast, the profile of UGTs regulation in 

TAA induced liver injury models remains largely unknown.  
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Considering that some recent reports suggested a dysregulation of most individual UGT 

isoforms in liver injury, we hypothesized herein that TAA induced fibrosis/cirrhosis 

would also result in a dysregulation of UGT isoforms. The major purpose of this study 

was to test the hypothesis by concomitant evaluation of the mRNA, protein, and enzyme 

activity of major rat UGT isoforms including UGT1A1, UGT 1A6, and UGT 2B1 in a 

TAA induced liver injury model. In addition, it was of great interest to determine whether 

hepatoprotective agents would be effective in counteracting TAA induced dysregulation 

of UGTs. For this purpose, Schisandra lignan extract (SLE) and dimethyl diphenyl 

bicarboxylate (DDB), both of which had been well proven to possess powerful 

hepatoprotective effects against liver injury induced by various pathological factors(Gao 

et al., 2005; Abdel-Hameid, 2007; Xie et al., 2010), were included in this study to further 

verify our hypothesis.  
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Materials and Methods 

Chemicals and Reagents 

TAA was obtained from Jiahui Medicine Chemical Co. Ltd (Anhui, China). DDB and 

SLE were obtained from Qingze Science and Technology Co. Ltd (Nanjing, China). BCA 

protein assay kit, SDS-polyacrylamide gel electrophoresis, and sample loading buffer 

were purchased from Beyotime Institute of Biotechnology (Jiangsu, China). UGT1A1, 

UGT1A6, and UGT2B antibodies (Goat anti-rat IgG) were obtained from Santa Cruz 

Biotechnology Inc (CA, USA). Bilirubin was purchased from Laboratory for the Control 

of Drugs of Jiangsu Province (Nanjing, China). Testosterone (TES), 

4-methylumbelliferone (4-MU), 4-MU-O-glucuronide, glucose-6-phosphate, NADP+, 

glucose-6-phosphate dehydrogenase, UDPGA, alamethicin, and D-Saccharic acid 

1,4-lactone monohydrate were all purchased from Sigma-Aldrich (Shanghai, China). The 

purity of all the chemicals was proven to exceed 99%. HPLC grade acetonitrile and 

methanol were obtained from Merck (Darmsadt, Germany). Deionized water was purified 

using a Milli-Q system (Millipore Corporation, Billerica, MA). 

 

Animals and Treatment 

Male Sprague–Dawley rats (200–250g) were caged and fed at 20-25°C, with a 12-hour 

light-dark cycle and free access to food and water. The animals were acclimatized to the 

environment for a week, and fasted with free access to water for 12 h prior to each 

experiment. All animal experimental procedures were approved by the Animal Care and 

Use Committee of China Pharmaceutical University and were in accordance with the 
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guiding principles in the use of animals in toxicology adopted by Chinese Society of 

Toxicology. Animals were randomly divided into 5 groups with 6 individuals in each 

group. Four groups of rats were intraperitoneally injected with TAA (200 mg/kg, 3 % in 

physiological saline) twice a week for a consecutive 8 weeks to induce hepatic fibrosis 

(Barash et al., 2008). Another group of rats serving as normal control was treated with 

normal saline. After an initial TAA treatment for 4 weeks, the rats were intragastrically 

administered with 1 % CMC-Na (TAA control), SLE low dose (100mg/kg, suspended in 

1% CMC-Na), SLE high dose (400mg/kg, in 1% CMC-Na), or DDB (200 mg/kg, in 1% 

CMC-Na) once a day, respectively, for another 4 weeks. All the rats were weighed before 

treatment and at appropriate time points throughout the whole experimental duration, and 

were observed daily for signs of illness. Rats were sacrificed by cervical dislocation 

under ether anesthesia at the end of 8th week. Blood samples were collected for 

biochemical determinations; the liver tissues were quickly removed, weighed, and frozen 

immediately in liquid nitrogen until analysis.  

 

To determine the acute effects of TAA on regulating UGTs, rats were intraperitoneally 

injected with a single dose of TAA at 200 mg/kg, while the normal control group of rats 

was injected with normal saline. Six hours after treatment, the rats were sacrificed under 

ether anesthesia and the livers were quickly removed and immediately frozen in liquid 

nitrogen. The liver samples were used for the determination of mRNA levels and enzyme 

activities of UGTs.  

 

Hepatic Function Biomarkers and Fibrosis Determination  
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Hepatic function biomarkers including alanine aminotransferase (ALT), aspartate 

aminotransferase (AST), alkaline phosphatase (AP), albumin (ALB), γ-Glutamyl 

Transpeptidase (γ-GT), and total bilirubin (T-Bil) were determined by an automatic blood 

biochemical analyzer (Beckman Counter LX20, USA).  

 

Slices of the same part of each rat liver were cut off and fixed in phosphate buffered 10 % 

formaldehyde solution and then embedded in paraffin wax. Sections of liver tissues with 

5 µm thickness were cut and stained with hematoxylin–eosin (HE) according to standard 

procedures, and then examined for histopathological changes under the microscope 

(Olympus BH2, Japan). The extent of fibrosis was graded, according to the 

semi-quantitative METAVIR scoring system (Huwart et al, 2008), as no fibrosis (score 0), 

portal fibrosis without septa (score 1), portal fibrosis with few septa (score 2), numerous 

septa without cirrhosis (score 3), and established cirrhosis (score 4). The assessment of 

the extent of fibrosis was performed in blind by an experienced pathologist. 

 

RT-PCR Analysis 

Frozen liver samples were crushed with a glass mortar in liquid nitrogen. RNA was 

extracted using a RNA extraction kit (Keygene, Shanghai, China) according to the 

manufacturer’s instructions. The RNA pellet was dried and dissolved in RNase free water 

and stored at -80°C until use. RNA concentrations were determined with a 

spectrophotometer at 260 nm. For cDNA synthesis, a reaction media containing 5 μg of 

total RNA , 1μl of Oligo dT (10 μM), 1μl of dNTPs (10 mM), and RNase free water to a 

final volume of 15 μl was heated at 65 °C for 5 min and then immediately placed in ice 
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water bath for 5 min. To each sample, 0.5 μl of RNase inhibitor (40 U), 2 μl of 10×AMV 

Reaction Buffer, 1 μl of DTT (1 M), and 1 μl of reverse transcriptase (AMV) was add and 

kept at 37°C for 60 min and then at 70°C for 15 min. The cDNA samples were kept at 

-80°C until use. 

 

Primers for rat UGT1A1, UGT 1A6, UGT 2B1, and glyceraldehyde phosphate 

dehydrogenase (GADPH) were designed using the primer select software (Primer 

Premier, 5.0, CA) based on the previous reports (Nozu et al., 1992; Kang et al., 2005). 

Sequences of the PCR primers are as follows (sense and antisense for each isoform, 

5’-3’): UGT1A1 (554 bp), ACG AAG TGG TGG TCA TAG CA, CTG TAA GAT TTC 

AGT GGC AAG; UGT1A6 (270 bp), TGG TGC TAG TGC CAG AAG TCA A, GAG 

CAT CAA ACT GGT TCT CCC T; UGT2B1 (439 bp), GTC ACG GTT CTT GTA TCT 

TCG G, GAA CAA CAG GCA CAT AGG AAG G; GAPDH (352 bp), CGG GAA GCT 

TGT CAT CAA TGG, GGC AGT GAT GGC ATG GAC TG. The PCR mixture 

containing 5 μl of 10×Taq buffer, 1 μl of dNTPs (10 mM), 2 μl of each primer (10 μM), 2 

μl of cDNA template, 0.5 μl of Taq DNA polymerase, and 4 μl of MgCl2 (2.5 mM) was 

initially denatuated at 95°C for 90 seconds, followed by 32 cycles amplification for 

UGT1A1, 30 cycles for UGT1A6, 28 cycles for UGT2B1, or 30 cycles for GAPDH. 

Each cycle was performed as the following steps: 90 seconds at 94°C (denaturation); 45 

seconds at 59.5°C for UGT1A1, 59°C for UGT1A6, 56°C for UGT2B1, or 55°C for 

GAPDH (annealing); and 45 seconds at 72°C (extension). The final extension was 

performed at 72°C for 10 minutes. Then, 8 µL of the PCR-amplified mixture was 

subjected to electrophoresis on 1.5% agarose gel and visualized by ethidium bromide 
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staining. The gel was then photographed by ultraviolet gel image formation (BIO-RAD 

Gel DocTM XR, USA) and the gray scale was determined by a digitalized software 

(Quantity one, BIO-RAD, USA). 

 

Western Immunoblotting 

Liver tissue proteins (70 μg) were resolved by SDS-10% polyacrylamide gel 

electrophoresis and transferred to a PVDF membrane at 180 mA for 60 min using a wet 

transfer method (Bio-Rad, wet blotter). After transferring, the membranes were blocked 

with 5 % non-fat dry milk in Tris-buffered saline/Tween 20 buffer (TBST) at 37 °C for 90 

minutes. Then, the membranes were incubated overnight at 4°C with each diluted 

antibody (1:200 for UGT1A1, 1:150 for UGT 1A6, and 1:200 for UGT2B) in 5 % non-fat 

dry milk-TBST and washed 3 times with TBST for 15 minutes each time. For references, 

β-actin was detected using a polyclonal antibody (1:200). A peroxidase-conjugated rabbit 

anti-goat IgG (bioworld, USA) (1:5000) was used as second antibody and incubated with 

the membranes for 60 minutes at 37°C. The membranes were washed extensively again 

(3 times, 15 min/time) with TBST buffer before detection using enhanced 

chemiluminescence (ECL) detection reagents (bioworld, USA). After exposure in the 

darkroom, the film was then photographed and the signal intensity was detected by a 

digitalized software (Quantity one, BIO-RAD, USA). The protein levels of UGTs were 

normalized to that of the reference band β-actin. 

 

Preparation of Rat Liver Microsomes 

For enzyme activities analysis of UGTs, each group of rats’ livers were pooled together 
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and the hepatic microsomal suspensions were prepared by differential centrifugation as 

previously described (Hao et al., 2007) and resuspended in 0.25 M sucrose/1 mM EDTA 

solution (pH 7.4). Protein concentrations were determined with a BCA protein assay kit 

according to the manufacturer’s instructions. Final protein concentration was adjusted to 

about 10 mg/ml with the same buffer. The suspensions were frozen and maintained at 

-80°C until use. 

 

Enzyme Activities Assay of UGTs 

Enzyme activities of UGTs in rat liver microsomes were determined using the typical 

substrate bilirubin for UGT1A1, 4-MU for UGT1A6, and TES for UGT2B1. For 

UGT1A1 test, the pooled and alamethicin-permeabilized microsomes（2mg/ml） from 

each group were incubated for 30 min at 37°C in the presence of 10 mM MgCl2 and 320 

μM bilirubin in a final volume of 0.2 ml. The reactions were initiated by the addition of 

20 mM UDPGA and terminated by the addition of 200 μl ice cold glycine/HCl (2 M, pH 

2.7). The bilirubin glucuronidation was assayed by the electrophotometrical 

determination of metabolites as described elsewhere with minor modifications (Gordon et 

al., 1983). Bilirubin glucuronides were determined by measuring the absorbance at 550 

nm using a detection kit, based on the conversion of mono- and di-bilirubin glucuronides 

to dipyrrolic azo derivatives. Since bilirubin is a light sensitive compound, all handling 

procedures for bilirubin were carried out under dim light.  

 

For UGT1A6 and UGT2B1 test (Hirotada S, et al., 2008; Nobumitsu H, et al., 2001), 

the pooled and alamethicin-permeabilized microsomes (2mg/ml) of each group were 
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incubated at 37°C with 4-MU (500 μM) for 5 min, or TES (75 μM) for 18 min in the 

media containing 10 mM MgCl2 in a final volume of 0.2 ml in PBS (PH 7.4) and. The 

reactions were initiated by the addition of 20 mM UDPGA and terminated by the addition 

of 200 μl of ice cold acetonitrile. After centrifugation, 10 μl of supernatant was injected 

into a HPLC system (Shimadzu, Japan) for the detection of 4-MU, TES, and their 

glucuronides. The UV detector was set at 220 nm for the detection of 4-MU and its 

glucuronide, and at 250 nm for TES and its glucuronide, respectively. Separation was 

achieved on a Diamonsil C18 column (150×4.6 mm, 5 μm, Dikma Technologies, USA). 

A mobile phase consisting acetonitrile and 50 mM ammonium phosphate buffer (30:70, 

v:v) was used for TES and its glucuronide detection. For 4-MU and its glucuronide 

detection, the mobile phase was composed of acetonitrile and 20 mM ammonium 

phosphate buffer (10:90, v:v). The flow rate was set at 1.0 ml/min in both cases. 

 

To determine the potential inactivating effects of TAA on UGTs, TAA (5, 50, and 200 μM) 

was pre-incubated with rat liver microsomes for 0.5 h with or without the addition of 

NADPH before the addition of UDPGA and probe substrates to initiate the UGTs 

catalyzed reactions. Effects of hydrogen peroxide (0.2, 1, and 5 mM) pre-incubation were 

also determined likewise. In another set of incubations, DDB (10, 50, and 200μM) or 

GSH (1 and 5 mM) was added concomitantly with TAA in the UGT1A6 activity test.  

 

TAA disposition in liver microsomes 

To investigate whether the hepatoprotective agents were influential on the TAA 

disposition, an assay of NADPH dependent metabolic depletion of TAA was performed 
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in the in vitro liver microsomes incubation system. The incubation mixture contained 1 

mg/ml microsome protein, TAA (0.1 mM), NADPH-regenerating system, and the 

hepatoprotective agent SLE (0-500 μg/mL) or its lignan component schizandrol A (0-200 

μM) and deoxyschizandrin (0-100 μM), or DDB (0-500 μM), in a final volume of 200 μl. 

NADPH-regeneration system was finally added to initiate the reaction. All the 

incubations were conducted at 37°C for 0.5 h and terminated by adding ice-cold 

acetonitrile. The concentration of remaining TAA was determined by HPLC-UV 

(Chilakapati et al., 2005). Five replicates were performed for each of the incubations.   

 

Statistical Analysis 

Data are expressed as mean ± SD, and statistically significant differences were assessed 

with the one-way ANOVA followed by post-hoc analysis (Dunnett's test) in most cases, 

except for the liver fibrosis scores that were analyzed by a chi-squared test. All statistical 

analyses were carried out with SPSS software version 16.0 (SPSS, Chicago, USA); the 

difference was considered statistically significant when the probability value was less 

than 0.05 (P<0.05). 
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Results 

Body and Liver Weight 

TAA treatment for 8 weeks caused a significant growth retardation of rats, as evidenced 

by the significant decrease of final body weight and body weight gains. Although the 

absolute liver weights were not changed significantly, TAA treatment for 8 weeks 

induced a significant increase of liver weight index. SLE or DDB treatment exerted a 

slight ameliorating effect on the body weight loss, but little impact on the increase of 

liver weight index, induced by TAA (Supplemental Table 1). 

 

Histopathology 
 
Induction of hepatic fibrosis was notable in rats exposed to TAA for 8 weeks, 

characterized with a fibrosis score of 2.83±0.41. Both SLE and DDB exerted a significant 

attenuating effect on TAA induced hepatic fibrosis, as evidenced from both 

histopathological examinations (Supplemental Fig.1) and fibrosis scores (Table 1).   

 

Serum ALT, AST, AP, Albumin, γ-GT, and Total Bilirubin  

Typical serum biomarkers of hepatic functions including ALT, AST, AP, ALB, γ-GT, and 

T-Bil were determined. The results are shown in Fig. 1. Compared with the normal 

control, the levels of all serum biomarkers except ALB were significantly increased after 

TAA treatment for 8weeks, indicating a serious hepatic injury caused by TAA. Rats 

treated with SLE and DDB showed remarkably lower levels of serum biomarkers, 

compared with those in TAA group. 
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mRNA levels of UGTs 

The mRNA levels for the major rat liver UGTs including UGT1A1, UGT 1A6, and UGT 

2B1 were determined by RT-PCR. TAA treatment significantly increased the mRNA 

levels of all the three UGT isoforms in rat livers, with UGT1A1 increased to 182%, 

UGT1A6 to 157%, and UGT2B1 to 206% of those in the control group, respectively 

(Fig.2). It was of interest to find that both hepatoprotective agents SLE and DDB 

treatment exhibited a significant counteracting effect on the TAA induced adaptive 

mRNA upregulation of UGTs. The mRNA levels of all the three UGT isoforms in the 

SLE (400 mg/kg) and DDB treatment group were even restored back to the normal levels 

(97%-132% of the normal control). 

 

Protein Expression of UGTs 

For assessing the protein expression levels of the major rat liver UGTs, a western blotting 

analysis using the polyclonal antibody of UGT1A1, UGT1A6, and UGT2B was applied 

in this study. In accordance with the mRNA levels, TAA treatment resulted in a nearly 

3-fold increase of the protein levels of all the three UGT isoforms, compared with the 

normal control (Fig. 3). SLE and DDB treatment significantly counteracted the TAA 

induced upregulation of UGT protein levels. Both high dose SLE (400 mg/kg) and DDB 

treatment restored the UGT protein levels back to normal levels (97%-135% of normal 

control).  

 

To evaluate the regulating effects of SLE and DDB per se on UGTs, SLE (400 mg/kg) or 

DDB (200 mg/kg) was administered intragastrically to healthy rats once a day for 2 
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weeks and the protein levels of hepatic UGTs were determined by western blotting. As a 

result, no significant differences were found between the hepatoprotective agents treated 

groups and the control group, suggesting that SLE and DDB themselves have little direct 

effect on regulating UGTs (Supplemental Fig.2). 

 

Enzyme Activities of UGTs 

Enzyme activities for the major rat UGT isoforms UGT1A1, UGT1A6, and UGT2B1 

were determined using the typical substrate bilirubin, 4-MU, and TES, respectively, in 

pooled liver microsomes incubation systems. The incubation conditions including 

microsomal protein levels and incubation time were optimized to ensure a linear 

production of glucuronidation metabolites of each substrate.  

 

In contrast to the UGT mRNA and protein expressions, it was surprising to find that TAA 

treatment exhibited little effect on the enzyme activities of all the three UGT isoforms 

tested in the microsomal incubation systems. In addition, neither SLE nor DDB treatment 

showed significant influence on the enzyme activities of UGTs, when compared with 

either normal control or TAA group (Fig.4).  

 

The lack of correlation between protein expression and enzyme activity upon TAA 

intoxication prompted us to hypothesize that TAA may directly inactivate UGTs. To test 

this hypothesis, TAA (0, 5, 50, and 200 μM) was pre-incubated in liver microsomes with 

the addition of NADPH for 0.5 h, and then the remaining enzyme activities of UGTs 

were determined by adding the respective probe substrates as described in the UGT 
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activity test. The pre-incubation of TAA without the addition of NADPH showed little 

effect on UGT activities. In contrast, TAA pre-incubation with NADPH dramatically and 

concentration-dependently inactivated the enzyme activities of all the three UGT 

isoforms (Fig.5). Likewise, hydrogen peroxide pretreatment significantly inactivated the 

enzyme activities of UGTs (Fig.6). Taking the UGT1A6 test as an example, the addition 

of DDB and GSH partially abolished TAA induced inactivation of enzyme activity 

(Fig.7). 

 

Acute Effects of TAA on Regulating UGTs in Rats 

To observe the acute effects of TAA on regulating UGTs, rats were intraperitoneally 

injected with a single dose of TAA (200mg/kg). The mRNA levels and enzyme activities 

of liver microsomal UGTs after six hours TAA treatment were determined. As shown in 

Fig.8, a single dose of TAA treatment exerted little influence on both the mRNA levels 

and enzyme activities of most UGTs, except for a slight reduction of UGT2B1 activity. 

 

Effect of DDB and SLE on TAA Disposition in Vitro 

To determine whether SLE and DDB could influence TAA disposition, the NADPH 

dependent metabolic depletion of TAA was determined in microsomal incubation systems 

in vitro. The influences of DDB and schizandrol A on the metabolic elimination of TAA 

were very limited. SLE and its lignan component deoxyschizandrin at high 

concentrations exhibited slight inhibitory effects on the metabolic elimination of TAA in 

microsomes; however, such a high concentration would be difficult to achieve at in vivo 

conditions (Fig. 9).  
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Discussion 

As a typical hepatotoxicant, TAA induces a progressive liver fibrosis and cirrhosis in 

experimental animals mimicking the pathological processes and consequences of liver 

cirrhosis in human beings. The present study contributes to disclose that the mRNA and 

protein expression levels of the major UGT isoforms in rats including UGT1A1, UGT 

1A6, and UGT 2B1 are adaptively up-regulated in a TAA induced rat liver fibrosis model, 

whereas the enzyme activities of UGTs remain largely unchanged. The dissociation of 

protein expression and enzyme activity is potentially attributed to the inactivating effects 

of TAA upon NADPH dependent bioactivation on UGTs. The hepatoprotective agents 

SLE and DDB elicit a significant counteracting effect on the adaptive change of UGT 

expressions, accompanied with powerful hepatoprotective effects as evidenced from the 

examinations of serum biomarkers and histopathology.  

 

In accordance with previous reports (Karantonis et al., 2010; Shaker et al., 2010), the 

present study confirmed that TAA treatment resulted in a significant retardation of natural 

body growth, liver hypertrophy, elevated serum biomarkers of liver function, and the 

progressive liver fibrosis. As expected, both SLE and DDB treatments exhibited powerful 

hepatoprotective effects, supported by the significant recovery of most indexes 

determined. The hepatoprotective effect of SLE (and its lignans components), a 

well-known herbal medicine not only widely used in China, but also served as a 

component of Kampo medicines and dietary supplements (Mu et al., 2006), had been 

previously proven in many other experimental models of liver injury. DDB, an 
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intermediate produced from the chemical synthesis of schisandrin C, had been clinically 

used for more than 30 years in the treatment of viral and chemical hepatitis (Gao and 

Kang, 2006; Abdel-Hameid, 2007). The model-independent hepatoprotective effects of 

SLE and DDB may be explained by their powerful anti-oxidative effects (Chiu et al., 

2003; Ko and Chiu, 2005).  

 

Although the pathological processes and underlying mechanisms of TAA induced liver 

fibrosis/cirrhosis have been extensively studied, little is known about the potential 

dysregulation of drug metabolizing enzymes in this model. The present study found that 

the major rat UGT isoforms including UGT1A1, UGT1A6, and UGT2B1 were 

transcriptionally up-regulated after a consecutive 8 weeks TAA intoxication. 

Correspondingly, the protein levels of all the three isoforms were increased in parallel 

with the mRNA upregulation. The references in the current literature concerning the 

transcriptional regulation of UGTs in liver injury are largely controversial. Some reports 

showed that most UGT isoforms were transcriptionally down-regulated in the liver 

samples from humans with liver diseases, which was found correlated with inflammation 

but not with fibrosis scores (Congiu et al., 2002), and also from the liver samples of mice 

treated with lipopolysaccharides or bacterial infections (Richardson et al., 2006). 

However, another set of reports witnessed an upregulation of most UGT isoforms in the 

cirrhotic human (Debinski et al., 1995) and rat liver samples (Debinski et al., 1996), as 

well as in regenerated rat liver tissues after partial hepatectomy (Pellizzer et al., 1996). 

Such discrepancies across different researches may be explained by the diverse severity 

and property of liver diseases, various pathological factors, and different animal models 
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applied. The large individual variability of UGT isoforms in human beings caused by 

potential genetic and environmental factors, and the exposures to drugs and dietary 

components, further complicated the determination of liver injury per se on regulating 

UGTs.    

 

It is important to note that most previous studies concerning UGT regulations in liver 

injury have not performed a concomitant assay of mRNA, protein, and enzyme activity, 

which may constitute another cause for the controversial results obtained in different 

researches. We found that, in spite of a 2-3-fold upregulation of mRNA and protein levels 

after 8 weeks TAA treatment, the enzyme activities of all the three UGT isoforms remain 

unchanged. Similar phenomenon had been found in a previous study, in which the 

influence of octachlorostyrene treatment on inducing UGT mRNA levels was much more 

prominent than that on the glucuronidation activity towards 1-naphthol (Yanagiba et al., 

2009). It is now well known that TAA is bioactivated mainly by CYP2E1 to produce 

reactive intermediates and the metabolite di-S-oxide, which is highly reactive against 

macromolecules by covalent binding and/or oxidative modifications (Kang et al., 2008). 

We hypothesized that the enzyme activity of UGTs may be inactivated by the reactive 

metabolites and/or reactive oxygen species generated from the process of TAA 

bioactivation. To test this hypothesis, microsomes obtained from healthy rats were 

pre-incubated with either TAA or hydrogen peroxide for 0.5 h, and then the remaining 

enzyme activities of UGTs were determined. The results confirmed that the enzyme 

activity of all the three UGT isoforms was dramatically inactivated by TAA treatment, 

providing a good explanation on TAA induced unparallel change between the expressions 
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and activities of UGTs. It is important to note that the inactivating effect of TAA on the 

enzyme activities of UGTs is NADPH dependent, suggesting that the metabolic 

bioactivation is necessary for TAA to inactivate UGTs. Hydrogen peroxide can also 

inactivate the enzyme activities of UGTs; however, a relatively high concentration is 

necessary to take effect. This evidence suggests that the reactive metabolites produced 

from TAA bioactivation may play an important role on inactivating UGTs. However, the 

contribution of TAA induced oxidative stress cannot be excluded, considering that both 

GSH and DDB pretreatment partially abolished TAA induced inactivation of UGTs. Since 

DDB has little effect on the metabolic depletion of TAA in liver microsomes (Fig.9), its 

effect on protecting against TAA inactivating effect on UGTs is unlikely resulted from its 

influence on TAA bioactivation. It deserves further research to determine whether such 

effects of DDB and GSH are attributed to their anti-oxidant activities and/or capacities of 

trapping TAA reactive metabolites.    

 

The potential influences of single dose treatment of TAA to rats were further evaluated to 

determine whether the chronic TAA intoxication induced transcriptional upregulation of 

UGTs was associated with the liver fibrosis progression or merely an acute effect of TAA. 

The results showed that single dose treatment of TAA had little effect on regulating both 

the mRNA levels and enzyme activities of UGTs. It seems controversial between the in 

vivo and in vitro assay in terms of the inactivating effect of TAA on UGTs. However, it 

would be understandable considering that some in vivo protective machinery such as 

antioxidant and the trapping of reactive metabolites might prevent the enzyme from 

inactivation by a single dose of TAA treatment. Together, these results suggest that the 
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transcriptional upregulation of UGTs after chronic TAA treatment is more likely an 

adaptive response from the progression of liver fibrosis, and that repeated doses of TAA 

intoxication may be necessary to inactivate UGTs in vivo. The major limitation of this 

study is that the underlying molecular mechanisms of TAA induced upregulation of UGTs 

have not been addressed. TAA induced liver injury was typically characterized with 

oxidative stress and lipid peroxidation (Low et al., 2004; Natarajan et al., 2006; Aller et 

al., 2008), and the antioxidant treatment was very effective to prevent TAA induced liver 

injury (Hyoudou et al., 2007; Tsai et al., 2010). In addition, we found in the present study 

that SLE and DDB, both proven as good antioxidants, could significantly attenuate TAA 

induced liver injury and transcriptional upregulation of UGTs. These lines of evidence 

suggest that TAA triggered oxidative stress might be an underlying factor contributing to 

the transcriptional upregulation of UGTs. Therefore, it will be of interest to determine in 

future studies whether Nrf2, an oxidative stress responsive transcription factor, is 

involved in TAA induced upregulation of UGTs, considering that some recent reports 

documented an important role of Nrf2 on regulating UGTs (Enomoto et al., 2001; 

Umemura et al., 2006; Yeager et al., 2009).  

 

In conclusion, TAA induced liver fibrosis leads to a transcriptional upregulation of UGTs; 

however, the enzyme activities of UGTs remain largely unchanged. The dissociation 

between enzyme expression and activity is possibly attributed to the UGT inactivating 

effects of TAA upon bioactivation. Both SLE and DDB can largely abolish TAA induced 

transcriptional upregulation of UGTs, in spite of both the hepatoprotective agents 

themselves possessing little effect on regulating UGTs. Results obtained from the present 
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study may provide novel explanations on the preserved UGT activities in liver injury, and 

may shed a light on understanding the influence of hepatoprotective agents on regulating 

UGTs in liver injury.   

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

25 
 

 

 

AUTHORSHIP CONTRIBUTIONS 

 

Participated in research design: Hao, Wang 

Conducted experiments: Hao, Zhang, Jiang, Sun, Xie, Zhou 

Performed data analysis: Hao, Zhang, Jiang, Gong 

Wrote or contributed to the writing of the manuscript: Hao, Zhang, Jiang, Wang 

 

 

 

 

 

 

 

 

 

 

 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

26 
 

 

References 

Abdel-Hameid NA (2007) Protective role of dimethyl diphenyl bicarboxylate (DDB) 

against erythromycin induced hepatotoxicity in male rats. Toxicol In Vitro 

21:618-625. 

Aller MA, Vara E, Garcia C, Mendez M, Mendez-Lopez M, Mejia I, Lopez L, Arias JL 

and Arias J (2008) Prehepatic portal hypertension worsens the enterohepatic 

redox balance in thioacetamide-cirrhotic rats. Pathophysiology 15:233-242. 

Barash H, Gross E, Edrei Y, Pappo O, Spira G, Vlodavsky I, Galun E, Matot I and 

Abramovitch R (2008) Functional magnetic resonance imaging monitoring of 

pathological changes in rodent livers during hyperoxia and hypercapnia. 

Hepatology 48:1232-1241. 

Chilakapati J, Shankar K, Korrapati MC, Hill RA and Mehendale HM (2005) Saturation 

toxicokinetics of thioacetamide: role in initiation of liver injury. Drug Metab 

Dispos 33:1877-1885. 

Chiu PY, Tang MH, Mak DH, Poon MK and Ko KM (2003) Hepatoprotective 

mechanism of schisandrin B: role of mitochondrial glutathione antioxidant 

status and heat shock proteins. Free Radic Biol Med 35:368-380. 

Congiu M, Mashford ML, Slavin JL and Desmond PV (2002) UDP 

glucuronosyltransferase mRNA levels in human liver disease. Drug Metab 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

27 
 

Dispos 30:129-134. 

Debinski HS, Lee CS, Danks JA, Mackenzie PI and Desmond PV (1995) Localization of 

uridine 5'-diphosphate-glucuronosyltransferase in human liver injury. 

Gastroenterology 108:1464-1469. 

Debinski HS, Mackenzie PI, Lee CS, Mashford ML, Danks JA, Tephly TR, Green M and 

Desmond PV (1996) UDP glucuronosyltransferase in the cirrhotic rat liver. J 

Gastroenterol Hepatol 11:373-379. 

Desmond PV, Smyth FE and Mashford ML (1994) Release of latent 

glucuronosyltransferase activity contributes to the sparing of glucuronidation 

in experimental liver injuries. J Gastroenterol Hepatol 9:350-354. 

Enomoto A, Itoh K, Nagayoshi E, Haruta J, Kimura T, O'Connor T, Harada T and 

Yamamoto M (2001) High sensitivity of Nrf2 knockout mice to 

acetaminophen hepatotoxicity associated with decreased expression of 

ARE-regulated drug metabolizing enzymes and antioxidant genes. Toxicol Sci 

59:169-177. 

Gao M, Zhang J and Liu G (2005) Effect of diphenyl dimethyl bicarboxylate on 

concanavalin A-induced liver injury in mice. Liver Int 25:904-912. 

Gao W and Kang J (2006) Separation of atropisomers of anti-hepatitis drug dimethyl 

diphenyl bicarboxylate analogues by capillary electrophoresis with 

vancomycin as the chiral selector. J Chromatogr A 1108:145-148. 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

28 
 

Gomez-Lechon MJ, Jover R and Donato MT (2009) Cytochrome p450 and steatosis. 

Curr Drug Metab 10:692-699. 

Gordon ER, Sommerer U and Goresky CA (1983) The hepatic microsomal formation of 

bilirubin diglucuronide. J Biol Chem 258:15028-15036. 

Hao HP, Wang GJ, Cui N, Li J, Xie L and Ding ZQ (2007) Identification of a novel 

intestinal first pass metabolic pathway: NQO1 mediated quinone reduction 

and subsequent glucuronidation. Curr Drug Metab 8:137-149. 

Hyoudou K, Nishikawa M, Kobayashi Y, Kuramoto Y, Yamashita F and Hashida M (2007) 

Analysis of in vivo nuclear factor-kappaB activation during liver 

inflammation in mice: prevention by catalase delivery. Mol Pharmacol 

71:446-453. 

Kang JS, Wanibuchi H, Morimura K, Puatanachokchai R, Salim EI, Hagihara A, Seki S 

and Fukushima S (2005) Enhancement by estradiol 3-benzoate in 

thioacetamide-induced liver cirrhosis of rats. Toxicol Sci 85:720-726. 

Kang JS, Wanibuchi H, Morimura K, Wongpoomchai R, Chusiri Y, Gonzalez FJ and 

Fukushima S (2008) Role of CYP2E1 in thioacetamide-induced mouse 

hepatotoxicity. Toxicol Appl Pharmacol 228:295-300. 

Karantonis HC, Gribilas G, Stamoulis I, Giaginis C, Spiliopoulou C, Kouraklis G, 

Demopoulos C and Theocharis SE (2010) Platelet-activating factor 

involvement in thioacetamide-induced experimental liver fibrosis and 

cirrhosis. Dig Dis Sci 55:276-284. 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

29 
 

Ko KM and Chiu PY (2005) Structural determinants of schisandrin B which enhance 

mitochondrial functional ability and glutathione status as well as heat shock 

protein expression in rat hearts and H9c2 cells. Mol Cell Biochem 

276:227-234. 

Koga T, Fujiwara R, Nakajima M and Yokoi T (2011) Toxicological evaluation of acyl 

glucuronides of nonsteroidal anti-inflammatory drugs using human 

embryonic kidney 293 cells stably expressing human 

UDP-glucuronosyltransferase and human hepatocytes. Drug Metab Dispos 

39:54-60. 

Low TY, Leow CK, Salto-Tellez M and Chung MC (2004) A proteomic analysis of 

thioacetamide-induced hepatotoxicity and cirrhosis in rat livers. Proteomics 

4:3960-3974. 

Morgan ET (2009) Impact of infectious and inflammatory disease on cytochrome 

P450-mediated drug metabolism and pharmacokinetics. Clin Pharmacol Ther 

85:434-438. 

Mu Y, Zhang J, Zhang S, Zhou HH, Toma D, Ren S, Huang L, Yaramus M, Baum A, 

Venkataramanan R and Xie W (2006) Traditional Chinese medicines Wu Wei 

Zi (Schisandra chinensis Baill) and Gan Cao (Glycyrrhiza uralensis Fisch) 

activate pregnane X receptor and increase warfarin clearance in rats. J 

Pharmacol Exp Ther 316:1369-1377. 

Nakajima M, Iwata K, Yamamoto T, Funae Y, Yoshida T and Kuroiwa Y (1998) Nicotine 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

30 
 

metabolism in liver microsomes from rats with acute hepatitis or cirrhosis. 

Drug Metab Dispos 26:36-41. 

Natarajan SK, Basivireddy J, Ramachandran A, Thomas S, Ramamoorthy P, Pulimood 

AB, Jacob M and Balasubramanian KA (2006) Renal damage in 

experimentally-induced cirrhosis in rats: Role of oxygen free radicals. 

Hepatology 43:1248-1256. 

Nozu F, Takeyama N and Tanaka T (1992) Changes of hepatic fatty acid metabolism 

produced by chronic thioacetamide administration in rats. Hepatology 

15:1099-1106. 

Omar He-D, Sanders RA and Watkins JB, 3rd (1996) Minimal effect of acute 

experimental hepatitis induced by lipopolysaccharide/D-galactosamine on 

biotransformation in rats. Biochem Pharmacol 52:1921-1924. 

Pellizzer AM, Smid SA, Strasser SI, Lee CS, Mashford ML and Desmond PV (1996) 

UDP-glucuronosyltransferase in the regenerating rat liver. J Gastroenterol 

Hepatol 11:1130-1136. 

Radominska-Pandya A, Bratton S and Little JM (2005) A historical overview of the 

heterologous expression of mammalian UDP-glucuronosyltransferase 

isoforms over the past twenty years. Curr Drug Metab 6:141-160. 

Richardson TA, Sherman M, Kalman D and Morgan ET (2006) Expression of 

UDP-glucuronosyltransferase isoform mRNAs during inflammation and 

infection in mouse liver and kidney. Drug Metab Dispos 34:351-353. 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

31 
 

Shaker ME, Salem HA, Shiha GE and Ibrahim TM (2010) Nilotinib counteracts 

thioacetamide-induced hepatic oxidative stress and attenuates liver fibrosis 

progression. Fundam Clin Pharmacol. 

Southwood HT, DeGraaf YC, Mackenzie PI, Miners JO, Burcham PC and Sallustio BC 

(2007) Carboxylic acid drug-induced DNA nicking in HEK293 cells 

expressing human UDP-glucuronosyltransferases: role of acyl glucuronide 

metabolites and glycation pathways. Chem Res Toxicol 20:1520-1527. 

Tsai MK, Lin YL and Huang YT (2010) Effects of salvianolic acids on oxidative stress 

and hepatic fibrosis in rats. Toxicol Appl Pharmacol 242:155-164. 

Umemura T, Kuroiwa Y, Kitamura Y, Ishii Y, Kanki K, Kodama Y, Itoh K, Yamamoto M, 

Nishikawa A and Hirose M (2006) A crucial role of Nrf2 in in vivo defense 

against oxidative damage by an environmental pollutant, pentachlorophenol. 

Toxicol Sci 90:111-119. 

Wang Q, Hao HP, Zhu XX, Yu G, Lai L, Liu YT, Wang YX, Jiang S and Wang GJ (2010) 

Regioselective Glucuronidation of Tanshinone IIa after Quinone Reduction: 

Identification of Human UDP-Glucuronosyltransferases, Species Differences, 

and Interaction Potential. Drug Metab Dispos 38:1132-1140. 

Xie Y, Hao H, Kang A, Liang Y, Xie T, Sun S, Dai C, Zheng X, Xie L, Li J and Wang G 

(2010) Integral pharmacokinetics of multiple lignan components in normal, 

CCl4-induced hepatic injury and hepatoprotective agents pretreated rats and 

correlations with hepatic injury biomarkers. J Ethnopharmacol 131:290-299. 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

32 
 

Yanagiba Y, Ito Y, Kamijima M, Gonzalez FJ and Nakajima T (2009) Octachlorostyrene 

induces cytochrome P450, UDP-glucuronosyltransferase, and sulfotransferase 

via the aryl hydrocarbon receptor and constitutive androstane receptor. 

Toxicol Sci 111:19-26. 

Yeager RL, Reisman SA, Aleksunes LM and Klaassen CD (2009) Introducing the 

"TCDD-inducible AhR-Nrf2 gene battery". Toxicol Sci 111:238-246. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

33 
 

 

 

 

Footnotes 

H.H and L.Z contributed equally to this work.  

 

This work was supported by the National Natural Science Foundation of China [Grants 

91029746, 30801422, 30973583]; the Program for New Century Excellent Talents in 

University of China [Grant NCET-09-0770]; and a Foundation for the Author of National 

Excellent Doctoral Dissertation of China [Grant 200979]. 

 

 

 

 

 

 

 

 

 

 

 

 

 

This article has not been copyedited and formatted. The final version may differ from this version.
DMD Fast Forward. Published on July 6, 2011 as DOI: 10.1124/dmd.111.039172

 at A
SPE

T
 Journals on A

pril 19, 2024
dm

d.aspetjournals.org
D

ow
nloaded from

 

http://dmd.aspetjournals.org/


 
DMD #39172 

34 
 

 

 

 

 Legends for Figures 

 

Fig. 1. Biochemical parameters of liver function after 8 weeks TAA intoxications. The 

serum level of T-Bil, ALT, AST, AP, γ-GT, and ALB for control group is of 2.96±0.25 

μmol/L, 44.40±3.21 IU/L, 149.25±18.01 IU/L, 191.80±10.66 U/L, 1.20±0.45 U/L, and 

19.80±0.84 g/L, respectively. Data are expressed as percentage (%) of control (mean ± 

SD, n=6). * P < 0.05, ** P <0.01, compared with the control group; △ P < 0.05, △△ P < 

0.01, compared with TAA group. 

 

Fig. 2. RT-PCR analysis of the mRNA levels of UGT1A1, UGT1A6, and UGT2B1. The 

mRNA levels of UGTs were normalized to that of GADPH in the same preparation and 

quantitated by densitometry. Data are expressed as percentage (%) of control, and bars 

represent mean ± SD of six individual liver samples.  * P<0.05, ** P <0.01, compared 

with the control group; △ P < 0.05, △△ P < 0.01, compared with TAA group. 

 

Fig. 3. Immunoblot analysis of the protein levels of UGT1A1, UGT1A6, and UGT2B1. 

The protein levels of UGTs were normalized to that of β-actin in the same preparation 

and quantitated by densitometry. Each of the UGTs protein blots is a representative of six 

liver samples. Densitometry data are expressed as percentage (%) of the control, and bars 

represent mean ± SD of six liver samples. * P<0.05, ** P <0.01, compared with the 
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control group; △ P < 0.05, △△ P < 0.01, compared with TAA group. 

 

 

Fig. 4. Enzyme activities of UGT1A1, UGT1A6, and UGT2B1. Bilirubin (320 μM), 

4-MU (500 μM), and TES (75 μM) was used as the typical substrate for UGT1A1, 

UGT1A6, and UGT2B1, respectively. Data are expressed as percentage (%) of control; 

bars represent mean ± SD of five replicates. * P<0.05, ** P <0.01, compared with the 

control group; △ P < 0.05, △△ P < 0.01, compared with TAA group. 

 

Fig. 5. The inactivating effects of TAA on the enzyme activities of UGT1A1, UGT1A6, 

and UGT2B1. TAA was pre-incubated in liver microsomes with the addition of NADPH 

regenerating system for 0.5 h before the enzyme activity assay of UGTs. The 

pre-incubation of TAA without the addition of NADPH had little effect on UGT activities. 

Data are expressed as percentage (%) of control, and bars represent mean ± SD of five 

incubations. * P<0.05, ** P <0.01, compared with the control group. 

 

Fig. 6. The inactivating effects of hydrogen peroxide on UGT1A1, UGT1A6, and 

UGT2B1. Hydrogen peroxide (200 μM, 1mM, and 5 mM) was pre-incubated with 

microsomes for 0.5 h before the enzyme activity test of UGTs. Data are expressed as 

percentage (%) of control; bars represent mean ± SD five incubations. * P<0.05, ** P 

<0.01, compared with the control group. 

 

Fig. 7. The protective effects of DDB and GSH against the inactivating effect of TAA on 
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UGT1A6. NADPH regenerating system was included in all the groups of samples except 

TAA 200 μM (-) group. Data are expressed as mean ± SD of five incubations. * P<0.05, 

** P <0.01, compared with TAA 200 μM (-) group; △△ P <0.01, compared with TAA 200 

μM (+) group.  

 

Fig. 8. Acute effects of TAA on regulating mRNA and enzyme activities of UGTs in rats. 

a, mRNA levels of UGT1A1, UGT1A6, and UGT2B1. The mRNA levels of UGTs were 

normalized to that of GADPH in the same preparation and quantitated by densitometry. b, 

enzyme activities of UGTs. Data are expressed as percentage (%) of control; bars 

represent mean ± SD of triplicate samples. * P<0.05, ** P <0.01, compared with the 

control group. 

 

Fig. 9. Effects of DDB and SLE and its major components on the metabolic depletion of 

TAA in microsomal incubation systems. TAA (0.1mM) was incubated in liver micrsomes 

incubation systems containing NADPH regenerating system for 0.5 h at 37 °C. Velocity 

of TAA metabolic depletion was calculated by measuring the loss of TAA in the 

incubation media. Data are expressed as mean ± SD of five incubations. *P<0.05, 

compared with control incubations (without the addition of hepatoprotective agents). 
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Table 1. Liver fibrosis scores of rats with TAA intoxication for 8 weeks 

Groups 
Fibrosis grading scores (number of rats) 

Mean ± SD 
0 1 2 3 4 

TAA 0 0 1 5 0 2.83±0.41 

SLE 100 0 1 3 2 0 2.17±0.75 

SLE 400 0 3 1 2 0 1.83±0.98△ 

DDB 0 2 3 1 0 1.83±0.75△ 

The extent of fibrosis was graded according to the semi-quantitative METAVIR scoring 

system and scored as 0, 1, 2, 3, and 4, respectively. The liver fibrosis for rats of normal 

control was graded as zero. △P < 0.05, compared with TAA group. 
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