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SUPPLEMENTARY APPENDIX

Supplemetary Design and Methods

Liver histopathology 
The pathological score is defined as follows: 0, no hepatocellular

damage; 1, mild injury characterized by cytoplasmic vacuolization and
focal nuclear pyknosis; 2, moderate injury with dilated sinusoids,
cytosolic vacuolization, and blurring of intercellular borders; 3, moder-
ate to severe injury with coagulative necrosis, abundant sinusoidal
dilatation, red blood extravasation into hepatic chords, hypere-
osinophilia and migration of neutrophils; and 4, severe necrosis with
loss of hepatic architecture, disintegration of hepatic chords, hemor-
rhage and neutrophil infiltration. We also evaluated the inflammatory
cell infiltrate and the presence of thrombi. Morphological analyses
were performed blindly and independently by two pathologists and
consisted of the evaluation of the tissue architecture and changes
induced by hypoxia and/or treatment regimens. The inter-observer
difference was less than 5%.

Molecular studies by quantitative reverse-transcription
polymerase chain reaction  analysis of hepatocytes
obtained by laser capture microdissection 
The cDNA of cells isolated by laser capture microdissection

(LCM) was pre-amplified by 14 polymerase chain reaction (PCR)
cycles (each cycle consisted of 15 s at 95°C and 240 s at 60°C) in a
solution including 0.05X Taqman probes or 50 nM forward and
reverse oligonucleotide primers, 5 μL of cDNA and 1x Taqman
PreAmp Master Mix (Applied Biosystems). The pre-amplified solu-
tion was diluted 1/20 and 5 μL of the diluted solution were used as

a template for subsequent quantitative reverse-transcription PCR
(qPCR), in the presence of 1/20 Taqman probe and 1x Taqman
Universal Master Mix (Applied Biosystems) or 1x Power SYBR
Green Master Mix and 400 nM each primer. All qPCR were per-
formed in a final volume of 20 μL. Thermal cycling included in all
cases an initial incubation at 95°C for 10 min then 40 PCR cycles (15
s at 95 °C and 60 s at 60°C). Samples were analyzed in triplicate on
an ABI Prism 7900 SDS instrument (Applied Biosystems). The
oligonucleotide primers used in qPCR are shown in Online
Supplementary Table S1. The relative gene expression level was cal-
culated by the comparative method using the average of the expres-
sions of Gapdh (Taqman probe Mm99999915_g1; Applied
Biosystems) and rRNA18S (Hs99999901_s1) as endogenous refer-
ences. Data were analyzed as indicated in User Bulletin #2 (Applied
Biosystems).

Antibodies used in immunoblot analysis
Gels were transferred to nitrocellulose membranes for immunoblot

analysis with specific antibodies against nuclear factor-κB p65 (NF-κB
p65, clone C22B4, Cell Signaling), phospho-nuclear factor-κB p65 (p-
NF-κB p65, Ser 536, Cell Signaling), heme oxygenase-1 (HO-1; SC-
10789; Santa Cruz Biotechnology, Santa Cruz, CA, USA), biliverdin
reductase (BVR; Assay Designs), heat shock protein 70 (HSP70, clone
K-20, Santa Cruz Biotechnology, Santa Cruz, CA, USA), heat shock
protein 27 (HSP27; SC-1048; Santa Cruz Biotechnology, Santa Cruz,
CA, USA), peroxiredoxin-6 (Prx6; Sigma Chemical Co, St Louis, MO;
USA) and actin (Sigma Chemical Co., St Louis, MO; USA). Actin was
used as the loading control.
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Online Supplementary Table S1. List of genes studied by quantitative rt-pcr and of the primers used.


