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Supplementary Materials: Suppression of hepatic
epithelial-to-mesenchymal transition by melittin via
blocking of TGFB/Smad and MAPK-JNK signaling
pathways
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Figure S1. TGF-p1-stimulated EMT in AML12 and HSC. (a) Time effect of TGF-f1 on fibrosis and
EMT were examined by morphologic changes in AML12 and HSC, 200x magnification. (b) Expression
of fibrosis and EMT markers in TGF-B1-stimulated AML12 and HSC. The quantitative ratios are
shown as relative optical densities of bands that are normalized to the expression of 3-actin. The data
are representative of three similar experiment and quantified as mean values + S.E. *p < 0.05 versus
normal control.
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Figure S2. TGF-p1-stimulated EMT in HSC. MEL inhibited the TGF-p1-stimulated a-SMA and EMT
marker in HSC protein expression (a) and RNA expression (b). The quantitative ratios are shown as
relative optical densities of bands that are normalized to the expression of B-actin. The data are
representative of three similar experiment and quantified as mean values +S.E. *p <0.05 versus normal
control, * p <0.05 versus TGF-B1 treatment.
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Figure S3. AML12 was transfected with control or specific Smad4 and JNK1/2 siRNA for 24 h. The
expression of Smad4 and JNK1/2 were suppressed by Smad4 (a) and JNK1/2 (b) siRNA transfection.
The quantitative ratios are shown as relative optical densities of bands that are normalized to the
expression of 3-actin. The data are representative of three similar experiment and quantified as mean

values + S.E. *p < 0.05 versus TGF-$1 treatment.
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Figure S4. The histological changes in liver fibrosis and EMT induced by CCls. (a) H&E staining
(200x), Masson’s trichrome staining (200x), immunohistochemistry for TGF-p1 (400x) and
immunofluorescence double staining (400x) for E-cadherin (green) and vimentin (red), x
magnification. (b) Expression of fibrosis and EMT markers in CCls induction for 8 weeks in vivo. The
quantitative ratios are shown as relative optical densities of bands that are normalized to the
expression of 3-actin. The data are representative of three similar experiment and quantified as mean
values + S.E. *p < 0.05 versus NC.

Table S1. Primers used for real-time qPCR.

Gene Description Primer Sequences (F, forward; R, reverse) References

a-SMA F: 5-GACAGAAACGAGACTGGGTCA-3’ [1]
R: 5-CCGGTGATGCTGTAGAAAACC-3

Eecndhori F: 5-GACAGAAACGAGACTGGGTCA-3' 2]
cadnerin R: 5-CCGGTGATGCTGTAGAAAACC-3’

70-1 F: 5-ACT CCCACT TCC CCAAAAAC-3 53]
R: 5'-CCACAG CTG AAGGAC TCA CA-3'

Fibronectin F: 5-TCTGGGAAATGGAAAAGGGGAATGG-3’ o
R: 5-CACTGAAGCAGGTTTCCTCGGTTGT-3'
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Vimenti F: 5-GATCGATGTGGACGTTTCCAA-3' 2]
Hentn R: 5-GTTGGCAGCCTCAGAGAGGT-3,

Zeb1 F: 5-TGG CAA GAC AAC GTG AAA GA-3 4
¢ R:5-AAC TGG GAA AAT GCT TCT CTG G-3’ 4]

Zeb2 F: 5-TGA CCG GTC CAG AAG AAATG-3 (4]
R: 5-GGC CAT CTC TTT CCT CCA GT-3

Twist F:5-CCCCACTITTTG ACG AAG AAT G-% 5]
° R: 5-AAA ATG GAG CCA GTC ACA TGT GG-¥
F: 5-CTT GTG TCT CGA CCT GT-3

Snaill R: 5-CTT CAC ATC CGA GTG GGT TT-3 e}

Suails F: 5-GCA CTG TGA TGC CCA GTC TA-3’ »
na R: 5-CAG TGA GGG CAA GAG AAA GG-3'
F: 5'- GACCTCTATGCCAACACAGTGC -3’

- I 2
p-actin R: 5-GTACTCCTGCTTGCTGATCCAC-3' 2
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