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Figure S$1

A. The inhibitory effect of several TCM monomers (1uM) on MHCC97H cell motility were tested by wound
healing assay. The wound healing ratio (%) of 8 hours were calculated.

B. MHCC97H cells were treated with 2%, DMSO and different concentration of celastrol (5 nM, 10 nM, 50
nM, 100 nM, 500 nM, 1 uM, 5 pM, 10 uM) for 24h before MTS assay, the cell viability was calculated by
dividing the OD of each group by OD of the control group.

C. HepG2 cell were treated in the same way as above. The error bars represent S.E.; n = 3 preparations,
*P<0.05, **P < 0.01.
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Figure S2

A. Wound healing area of Huh7 cell. Images were collected before and 8 hours after 20% fetal calf
serum addition. 2%, DMSO were added to the Control group and 500 nM celastrol were added to the
treatment group. Bar = 100 ym.

B. Wound healing area of HepG2 cell.
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A. The flowchart shows the synthesis process of celastrol-biotin.
B. The mass spectrometry identified the celastrol-biotin (peak 719.4204).
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A. The coomassie brilliant blue (CCB) stain result shows the protein pulled down by celastrol-biotin.
The MHCC97H cell lysates were treated with 10 uM celastrol-biotin and equal volume of DMSO (-),
and then incubated with avidin-beads.

B. Western-blotting result of the co-immunoprecipitation assays. HEK293T cells transfected with Flag-
ROCK2 and GFP-ezrin were lysed and incubated with FLAG M2 beads, followed by the western
blotting with anti-GFP and anti-FLAG antibodies. The transfected cells were treated with 500 nM
celastrol for 6 hours, while the control group were treat with equal volume of DMSO. The cells
transfected with Flag-ROCK2 and GFP vector were negative control. Full-length blots are presented
in Supplementary Figure S8.



Supplemental Figure 5 Du et al.,

Residues Distance (A?)
MET-172 24
ASP-218 5.6
ASP-232 2.8
Figure S5

A. Cartoon representation of Y27632 (green) docked onto the ROCK2 model. Potential area of Y27632
interacted with the residues of ROCK2 were shown in yellow dotted lines. The numbers represent
the distance between each residue and Y27632.

B. The amino acid residues of ROCK2 that formed polar bonds with Y27632 and the distance between
each residue and Y27632.
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Figure S6

A. Western blotting analyses of ezrin pT567, ezrin and Tubulin, after treating Huh7 cells with different
concentration of celastrol for 6h. Full-length blots are presented in Supplementary Figure S8.

B. Western blotting analyses of ezrin pT567, ezrin and Tubulin, after treating HepG2 cells with different
concentration of celastrol for 6h. Full-length blots are presented in Supplementary Figure S8.
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