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in Mice through Toll-like Receptor 4 

 

Supplementary Data 

 

Table S1. Real-Time PCR Primer Sequences. 

 

Gene name Sense Antisense 

t-bet GATCATCACTAAGCAAGGACG GGAGAGACTGCAGGACGATC 

perforin  CAGTAGAGTGTCGCATGTACAGT GCAGTCTCCTACCTCATCAGC 

granzyme b  GATCCTCCTGCTACTGCTGAC GCAGCATGATGTCATTGGAG 

β-actin:  AGTGTGACGTTGACATCCGT GCAGCTCAGTAACAGTCCGC 

 

Supplementary Experimental Procedures 

 

Animal Treatment 

For induction of hepatitis, mice were injected with Con A (15mg/kg; type IV, 

Sigma) intravenously (i.v.). To determine the effect of LPS on Con A-induced 

hepatitis, the mice were injected with LPS (0.5mg/kg; O55:B5, Sigma) 

intraperitoneally (i.p.) and Con A (10mg/kg) i.v. at the same time. At the indicated 

times, mice were sacrificed and the livers were sampled. The bone marrow 

transplantation (BMT) experiment was performed and the effect of BMT was 

evaluated as previously described (1). For the T cell transfer experiment, the 



splenocytes from TLR4 wt or TLR4-/- mice were isolated and resuspended in PBS at 

2.4×108 cells/ml. Under chloral hydrate anesthesia, 50μl of the suspension was 

injected into the lateral left lobe of liver of the recipient at a rate of 10μl/sec by using 

a 29-gauge syringe under direct visualization. Gut sterilization treatment and 

endotoxin assay were performed as previously described (1).  

Histological Analyses 

Livers were fixed in 4% buffered formalin, embedded in paraffin, and stained 

with hematoxylin-eosin to assess inflammation and necrosis. Apoptosis was assessed 

by TUNEL staining of paraffin-embedded slides (Calbiochem, La Jolla, CA) 

according to the manufacturer’s recommendations. 

Measurement of Serum Cytokine Levels 

Blood samples were obtained from retro-orbital puncture. The serum was 

isolated and stored at -20°C until use. The levels of IL-2, IL-6, IL-10, IL-12, IFN-γ 

and TNF-α in serum were determined using ELISA kits (Biosource, Chevy Chase, 

MD) according to the manufacturer’s instructions. Each value represents the mean of 

triplicate values. 

Biochemical Analyses 

Protein lysates and RNA were prepared from primary liver samples for western 

blotting or quantitative PCR analyses, respectively. Antibodies specific for Antibodies 

specific for phosphorylated Erk1/2, total Erk1/2, Caspase 3, PARP, Mcl-1, Bax and 

GAPDH were all purchased from Cell Signaling Technology (Danvers, MA). 

Real-time quantitative PCR for analysis of mRNA expression was performed as 



described (1). The sequences of the used primers are listed in Supplementary Table 

S1. 
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