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1. Immunohistochemical of the liver tissues 

In brief, the paraffin-embedded liver tissue sections were deparaffinized and 

hydrated, followed by antigen was retrieved by citric acid buffer (pH = 6.0) microwave 

antigen retrieval, and the endogenous peroxidase was blocked with a 3% H2O2. 

Subsequently, the sections were blocked with 5% BSA (Cat. No. 36106ES25; Yeasen), 

then incubated with primary antibodies against PCNA (1:6000), COX-2 (1:200), β-

catenin (1:200), HMGB-1 (1:1000), and secondary antibody, respectively. After color 

development with 3,3’-diaminobenzidine tetrahydrochloride, the sections were 

counterstained with hematoxylin and mounted using coverslips with aqueous mounting 

media. Finally, the spectral optical density of the stained sections was automatically 

acquired from 420 to 720 nm in 10 nm increments with a CRi Nuance Multispectral 

Imaging System (Cambridge Research and Instrumentation Inc., Woburn, MA, USA) 

as described in our previous study (Li et al., 2012). 

Spectral unmixing for each image was performed using Nuance software (v3.0.2) 

and pure spectral libraries of individual chromogens. The DAB single-channel image 

and hematoxylin single-channel image are obtained by spectral decomposition. The 



total signal (optical density) of marker of co-localization in DAB image is the total 

expression of protein-positive regions. The total signals (optical density) of marker of 

co-localization in DAB image and hematoxylin image are the protein expression level 

located in the nucleus. The difference between the DAB channel and hematoxylin 

channel protein expression level is used as the cytoplasmic expression. The measured 

background noise was subtracted from each image. Three equal-sized fields were 

chosen at random to quantify the expression of the corresponding protein in each image. 
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2. Supplementary Figures and its legends 
 

 
Supplementary Figure 1. Separation of nanosized materials by using HPLC. 1: Ψ-
Bufarenogin; 2: Gamabufotali; 3: Bufarenogin; 4: Arenobufagin; 5: Telocinobufagin; 6: 
Bufotaline; 7: Cinobufotalin; 8: Bufalin; 9: Cinobufagin; 10: Resibufogenin. 
 



 
Supplementary Figure 2. Nano-LSW-low has low toxicity to normal organs. (A) 
Histological analysis of livers from the control group, LSW group, LSW-ET, and nano-
LSW-low group at the 14th day. The yellow triangle pointed to inflammation infiltration. 
(B) Scores of inflammation of livers samples. (C) H&E staining analysis of liver, 
kidney and small intestine of control group and nano-LSW-low group. 
 
 



 

Supplementary Figure 3. Messenger RNA changes of associated with the 
inflammation, steatosis, fibrosis in mice. (A, B, C, D, E, F) The mRNA expression of 
COX-2, TNF-α, PPAR-γ, AP-2, Smad-2, TGF-β1, respectively. Compared with the 
control group, ∗, P<0.05; ∗∗, P<0.01; †, P > 0.01. Compared with the nanoDEN group, 
#, P<0.05; ##, P<0.01; ‡, P > 0.01. The DAB images of PCNA in the Week 30 group. 
 
 
 



 

Supplementary Figure 4. The DAB images of PCNA in the Week 10-30 groups. 
 
 



Supplementary Tables 
 
Table 1. Component analysis of LSW-ET 

 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



Table 2. Summary of the primers designed and used in this study 
Gene Forward primer (5’ to 3’) Reverse primer (5’ to 3’) 

β-catenin CCTAGCTGGTGGACTGCAGAA CACCACTGGCCAGAATGATGA 

PPAR-γ CGCTGATGCACTGCCTATGA AGAGGTCCACAGAGCTGATTCC 

TEG-β1 GTGTGGAGCAACATGTGGAACTCTA CGCTGAATCGAAGCCCTGTA 

Smad-2 AACCCGAATGTGCACATAAGAA ATGCTTGAGCATCGCACTGAA 

COX-2 CTGGAACATGGACTCACTCAGTTTG AGGCCTTTGCCACTGCTTGTA 

TNF-α ACCCTCACACTCAGATCATCTTC TGGTGGTTTGCTACGACGT 

AP-2 CATGGCCAAGCCCAACAT CGCCCAGTTTGAAGGAAATC 

HMGB-1 TAAGAAGCCGAGAGGCAAAA AGGCCAGGATGTTCTCCTTT 

GAPDH TGTGTCCGTCGTGGATCTGA TTGCTGTTGAAGTCGCAGGAG 

 
 


