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Fig. 2 Morphology of HCC cells after treatment with Erastin x100
A-C: Cell morphology of Huh7 cells after treatment with 0 10 and 20 pmol/L Erastin; D-F: Cell morphology of Hep3B cells after treatment with
0 10 and 20 wmol/L Erastin; G-I. Cell morphology of HepG2 cells after treatment with 0 10 and 20 pwmol/L Erastin.
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Fig. 4 Morphology of HCC cells after treatment with RSL3 x100
A-C: Cell morphology of Huh7 cells after treatment with 0 0.5 and 1 wmol/L RSL3; D—F: Cell morphology of Hep3B cells after treatment with
0 1 and 2 wmol/L RSL3; G-I: Cell morphology of HepG2 cells after treatment with O 1 and 2 pmol/L RSL3.
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Fig. 5 Effects of Erastin on the expression levels of GPX4 in HCC cells

A-C: Western blot results of GPX4 protein in Huh7 Hep3B and HepG2 cells after Erastin treatment; D—F: Statistical analysis of Western blot re—

sults; a: O pmol/L group; b: 2.5 pwmol/L group; ¢: 5 pmol/L group; d: 10 pwmol/L group; e: 20 pwmol/L group; f: 40 pwmol/L group; * P<0.05

**P<0.01 ***P<0.001 vs O wmol/L group.
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Fig. 6 Effects of RSL3 on the expression levels of GPX4 in HCC cells

A-C: Western blot results of GPX4 protein in Huh7 Hep3B and HepG2 cells after RSL3 treatment; D-F: Statistical analysis of Western blot re—

sults; a: O pmol/L group; b: 0. 156 25 pmol/L group; c: 0.312 5 wmol/L group; d: 0. 625 wmol/L group; e:

group; © P<0.05 **P<0.01 ***P<0.001 vs O wmol/L group.

1. 25 pmol/L group; f: 2.5 pwmol/L
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A: Histogram results of lipid ROS detected by flow cytometry in Huh7
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Fig. 7 Effects of Erastin on lipid ROS in HCC cells

Hep3B  and HepG2 cells after Erastin treatment; B: Statistical analysis of

flow cytometry results; a: O pmol/L group; b: 10 wmol /L group; ¢: 20 pmol/L group; © P<0.05 **P<0.01 *** P<0.001 vs 0 wmol /L group.
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8 RSL3 ROS
Fig. 8 Effects of RSL3 on lipid ROS in HCC cells
A: Histogram results of lipid ROS detected by flow cytometry in Huh7 Hep3B and HepG2 cells after RSL3 treatment; B: Statistical analysis of flow
cytometry results; a: 0 wmol/L group; b: 0.5 pmol/L group; ¢: 1 pmol/L group; d: 2 pmol/L group; **P<0.01 ***P<0.001 vs O wmol/L
group.
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Establishment of an in vitro model for Erastin and RSL3-induced

ferroptosis in hepatocellular carcinoma
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Abstract Objective To establish an in vitro model of ferroptosis induced by Erastin and RAS-selective lethal 3
( RSL3) in hepatoma cells and to provide theoretical basis for the development of novel therapeutic strategies for
HCC. Methods Hepatoma cells ( HCCLM3 HepG2 Hep3B Huh7 and PLC/PRF/5) in logarithmic growth
phase were treated with Erastin (0-40 pmol/L) and RSL3 (0-10 pwmol/L) at double concentrations respectively.
After 24 h  CCK-8 method was used to detect cell viability draw growth curve calculate IC5, and HCC cells sen—
sitive to inducers were selected for follow-up experiments. The effect of inducer on the state of hepatoma cells was
observed under light microscope and immunoblotting and flow cytometry were used to verify whether the ferroptotic
model in vitro was successfully constructed. Results Huh7 Hep3B and HepG2 cells were sensitive to Erastin and
RSL3  but HCCLM3 and PLC/PRF/5 were insensitive to Erastin and RSL3. When the concentration of Erastin and
Hep3B and HepG2 cells were selected

for subsequent experiments. Compared with the control group the expression of Glutathione peroxidase 4 ( GPX4)

RSL3 reached the maximum the survival rate was still above 65%. Huh7
a ferroptotic marker was down-regulated in a concentration-dependent manner. In Huh7 Hep3B and HepG2 cells
lipid reactive oxygen species ( ROS) levels significantly increased after 24 h treatment with 10 wmol/L and 20
pmol /L Erastin - respectively; in Huh7 cells lipid ROS levels significantly increased after 24 h treatment with 0. 5
pmol /L and 1 wmol/L RSL3
after 24 h treatment with 1 pmol/L and 2 pwmol/L RSL3 respectively compared with control group. Conclusion
Huh7 Hep3B and HepG2 cells are highly sensitive to Erastin and RSL3. Huh7 Hep3B and HepG2 cells treated
with 10 pwmol/L Erastin for 24 h are good models for simulating ferroptosis induced by Erastin in vitro  Huh7 cells
treated with 0.5 pwmol/L RSL3 for 24 h and Hep3B and HepG2 cells treated with 1 pmol/L RSL3 for 24 h are good

models for simulating ferroptosis induced by RSL3 in wvitro.

respectively; in Hep3B and HepG2 cells lipid ROS levels significantly increased

hepatocellular carcinoma; Erastin; RSL3; ferroptosis; in vitro model
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