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1  |  INTRODUC TION

Anaplastic lymphoma kinase (ALK) rearrangement is a fusion be-
tween the ALK gene and the echinoderm microtubule-associated 

protein-like 4 (EML4) gene. Molecular abnormality of the ALK 
gene is associated with permanent cell proliferation, leading to 
the growth of multiple tumours, such as non-small-cell lung cancer 
(NSCLC). Crizotinib (CRIZO) is an ALK inhibitor used in the treatment 
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Abstract
Crizotinib (CRIZO) has been widely employed to treat non-small-cell lung cancer. 
However, hepatic inflammatory injury is the major toxicity of CRIZO, which limits its 
clinical application, and the underlying mechanism of CRIZO-induced hepatotoxic-
ity has not been fully explored. Herein, we used cell counting kit-8 assay and flow 
cytometry to detect CRIZO-induced cytotoxicity on human hepatocytes (HL-7702). 
CRIZO significantly reduced the survival rate of hepatocytes in a dose-dependent 
manner. Furthermore, the reactive oxygen species (ROS) assay kit showed that 
CRIZO treatment strongly increased the level of ROS. In addition, CRIZO treatment 
caused the appearance of balloon-like bubbles and autophagosomes in HL-7702 cells. 
Subsequently, Western blotting, quantitative real-time PCR and ELISA assays re-
vealed that ROS-mediated pyroptosis and autophagy contributed to CRIZO-induced 
hepatic injury. Based on the role of ROS in CRIZO-induced hepatotoxicity, magne-
sium isoglycyrrhizinate (MgIG) was used as an intervention drug. MgIG activated the 
Nrf2/HO-1 signalling pathway and reduced ROS level. Additionally, MgIG suppressed 
hepatic inflammation by inhibiting NF-κB activity, thereby reducing CRIZO-induced 
hepatotoxicity. In conclusion, CRIZO promoted autophagy activation and pyroptosis 
via the accumulation of ROS in HL-7702 cells. MgIG exerts therapeutic effects on 
CRIZO-induced hepatotoxicity by decreasing the level of ROS.
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of advanced ALK-positive NSCLC. It acts by competitively binding 
to the adenosine triphosphate (ATP) site of ALK and is effective in 
inhibiting aberrant ALK activation. Since approved by the US Food 
and Drug Administration (FDA) for NSCLC treatment in 2011,1 
CRIZO has been used worldwide for several years with favourable 
clinical outcomes. However, in some large clinical trials, as high as 
57% of patients receiving a standard dose of CRIZO had elevated 
aminotransferase (aspartate/alanine) levels, discontinuation of the 
drug was required in about 2%–4% of patients and mortality was 
reported in 0.1% of patients.2–4 Currently, effective approaches 
for preventing and treating CRIZO-induced hepatotoxicity remain 
poorly understood as the underlying mechanism of CRIZO-induced 
hepatotoxicity is yet to be fully elucidated.

Drug-induced liver injury (DILI) is often complex and driven 
by multiple mechanisms, including apoptosis, autophagy, necrosis 
and oxidative stress. Prior studies evaluating the toxic effects of 
CRIZO on the liver have primarily focused on oxidative stress and 
mitochondrial apoptosis.5–7 Besides, although substantial necrosis 
was identified in CRIZO-treated hepatocytes, the specific necrotic 
pathway mainly contributing to CRIZO-induced hepatotoxicity re-
mains controversial. Moreover, previous evidence has suggested 
that ALK inhibitors could induce autophagy in tumour cells by inhib-
iting mTOR phosphorylation, and this autophagy led to cancer cell 
death.8–11 Thus, the present study also sought to determine whether 
autophagy is involved in CRIZO-induced hepatotoxicity and explore 
other mechanisms associated with hepatotoxicity.

The primary principles for DILI treatment in clinical settings are 
stopping the drug on time and treating DILI with appropriate anti-
inflammatory and hepatoprotective agents based on the clinical pat-
terns of DILI. Liver transplantation is recommended if DILI damage 
is severe and irreversible.12,13 Because DILI pathogenesis is complex, 
no specific drugs are currently available. Magnesium isoglycyrrhizin-
ate (MgIG) is a novel α-isomer compound synthesized by isomeri-
zation and salification from 18β-glycyrrhizic acid, a triterpenoid 
extracted from Glycyrrhiza glabra. It has been reported to exhibit 
antioxidant, anti-inflammatory and anti-allergic pharmacological ac-
tivities and is used for the treatment of viral hepatitis and abnormal 
liver function.14–16 Herein, we explored the effects and the underly-
ing mechanisms of MgIG on CRIZO-induced hepatotoxicity.

2  |  MATERIAL S AND METHODS

2.1  |  Drugs and reagents

CRIZO was purchased from Energy Chemical Reagent Co., Ltd. 
(Shanghai, China), it dissolved in dimethyl sulfoxide (DMSO) to make 
a 20 mM stock solution and further diluted to desired concentra-
tions with culture medium. Bafilomycin A1 (Baf A1) and N-acetyl-
L-cysteine (NAC) were purchased from MedChemExpress Co., Ltd. 
(New Jersey, United States). Baf A1 was dissolved in DMSO to make 
a 1 mM stock solution, which was diluted with culture media to the 
5 and 10 nM concentration during experiments. NAC was straightly 

dissolved in culture medium to make a 10 mM solution. MgIG (5 mg/
ml) was purchased from Zhengda Tianqing Pharmaceutical Group 
Co., Ltd. (Jiangsu, China).

2.2  |  Cell culture

HL-7702 cells were obtained from the College of Pharmacy, 
Wenzhou Medical University. Hepatocytes were cultured in Roswell 
Park Memorial Institute (RPMI) 1640 medium (Gibco, China) supple-
mented with 10% foetal bovine serum (FBS) (Gibco, China) and 1% 
penicillin/streptomycin (Gibco, China) in a humidified incubator with 
5% CO2 at 37°C. HL-7702 cells were treated with different concen-
trations of CRIZO for 24 h. Next, cells were pretreated with 1 mg/ml 
of MgIG for 1 h followed by 15 μM CRIZO for 24 h.

2.3  |  Cell viability assay

Cell viability was evaluated using cell counting kit 8 (CCK8) assay 
(MedChemExpress, New Jersey, United States). After 24 or 48 h of 
drug exposure, the supernatants were removed and then 100 μl of 
CCK8 (10 μl/100 μl culture medium) was added to each well. After 
2 h incubation, the optical density (OD) was measured at a wave-
length of 450 nm using a microplate reader (Thermo Fisher Scientific, 
Massachusetts, United States). Cell viability was calculated based on 
the absorbance values.

2.4  |  Cell death analysis

An Annexin V-PE/7-AAD apoptosis assay kit (Lianke Biotech, 
Hangzhou, China) was used to detect apoptosis and necrosis. After 
treatment with CRIZO for 48 h, hepatocytes were harvested and 
washed twice with pre-chilled phosphate-buffered saline (PBS). 
Then, the cells were resuspended in a 500 μl binding buffer contain-
ing 5 μl Annexin V-PE and 10 μl 7-AAD and incubated at room tem-
perature in the dark for 5 min. After staining, cells were analysed 
using a flow cytometer.

2.5  |  Nuclear protein extraction

Nuclear/cytosol protein extraction was performed using a nuclear 
protein extraction kit (Beyotime, Shanghai, China), according to 
the manufacturer's instructions. Briefly, cells were lysed with cy-
toplasmic lysis buffer on ice and vortexed vigorously. The lysates 
were centrifuged for 5 min at 16,000 g to obtain the supernatant 
containing cytosolic proteins and the pellet containing the nuclei. 
Following the nuclei were resuspended in 50 μl of nuclear extraction 
buffer, the samples were vortexed vigorously for 30 s with maximum 
power and then cooled on ice for 1  min, which was repeated 15 
times to ensure the nuclei were lysed adequately. Then the samples 
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were centrifuged for 10 min at 16,000 g to obtain nuclear protein. 
The proteins were boiled with 5 × loading buffer and then stored at 
−20°C for further analysis.

2.6  |  Western blotting

Cells were lysed by whole-cell lysis buffer (Beyotime, Shanghai, 
China) containing protease inhibitor (PMSF) and phosphatase in-
hibitor. Then, protein lysates (20–40 μg per sample) were separated 
using polyacrylamide gels. After electrophoresis, the resolved pro-
teins were transferred to 0.2  μm polyvinylidene fluoride (PVDF) 
membranes (Millipore, Massachusetts, United States) and blocked in 
5% skimmed milk for 2 h. The blot was incubated overnight with pri-
mary antibodies and subsequently with the secondary antibody for 
1 h. Antibodies against the following proteins were used: GAPDH, 
β-actin, NRF2, Histone-H3 and LC3 (Proteintech, Wuhan, China); 
NF-κB (P65), Phospho-NF-κB P65 (Ser536), mTOR and Phospho-
mTOR (Ser2448) (Cell Signalling Technology, Massachusetts, United 
States); and NLRP3, Caspase-1, GSDMD, MLKL and MLKL (phos-
phor S358) (Abcam, Massachusetts, United States).

2.7  |  Immunofluorescence

Firstly, HL-7702 cells were plated into 24-well culture plates with 
cell-climbing slices and treated as indicated. After fixing (4% para-
formaldehyde), permeabilizing (0.5% Trition X-100) and blocking (5% 
bovine serum albumin), cells were incubated with NF-κB (P65) anti-
body overnight, and then with CoraLite594-conjugated secondary 
antibody (Proteintech, Wuhan, China) in the dark for 1 h. Finally, cell 
nuclei were stained with DAPI and then observed with a fluores-
cence microscope (Leica Microsystems, Wetzlar, Germany).

2.8  |  Quantitative real-time polymerase chain 
reaction (RT-qPCR)

Total RNA was extracted from samples using an RNA simple Total 
RNA kit (Tiangen, Beijing, China). RNA was reverse transcribed to 
synthesize cDNAs using a RevertAid RT Reverse Transcription 
kit (Thermo Fisher Scientific, Massachusetts, United States). 
Subsequently, cDNA was quantified by qPCR using the SYBR-Green 
qPCR master mix (Toroivd, Shanghai, China). PCR amplification 

was performed using the following thermocycling protocol: pre-
denaturation at 95°C for 1 min followed by 45 cycles of denaturation 
at 95°C for 10 s, annealing at 60°C for 30 s. Finally, CT values were 
output from the instrument. ΔCT = CT (target gene) − CT (internal 
reference), ΔΔCT = ΔCT (experimental group) − ΔCT (control group). 
The relative expression of target genes was calculated using 2−ΔΔCT. 
All primer sequences are shown in Table 1.

2.9  |  Measurement of Caspase1 activity

Caspase-1 activity was determined using a chromogenic substrate 
Ac-YVAD-pNA (Beyotime, Shanghai, China) according to the manu-
facturer's instruction. Briefly, treated cells were collected and lysed 
with a cell lysate to extract cellular proteins. After aspiration of an 
equal volume of protein supernatant, 2 mM Ac-YVAD-pNA was 
added and the mixture was incubated at 37°C for 2 h. Finally, cas-
pase-1 activities of the samples were measured using a microplate 
reader at 405 nm.

2.10  |  Transmission electron microscopy

Treated and untreated cells (control cells) were harvested from the 
culture dish using a cell scraper and fixed with 2.5% glutaraldehyde 
at 4°C overnight. After staining, the cell masses were dehydrated, 
embedded in epoxy resin and sectioned at a thickness of 1  μm. 
Finally, ultrathin sections were examined under a H-7500 electron 
microscope (Hitachi, Tokyo, Japan).

2.11  |  Evaluation of mitochondrial respiratory 
chain complex I (RCC I) activity

RCC I activity was measured using the mitochondrial respiratory 
chain complex I activity assay kit (Solarbio, Beijing, China). Cells were 
collected and cleaved, and an appropriate amount of mitochondria 
isolation reagent was added (1 ml per 5 × 106 cells); then, cell samples 
were homogenized with a glass homogenizer (30 strokes) under ice 
bath condition; next, cells homogenate were centrifuged at 600 g 
for 10 min at 4°C in order to remove cell debris and nuclei; the su-
pernatant was then transferred into a new centrifuge tube before 
centrifuging at 11,000 g for 15 min at 4°C; then, the supernatant was 
discarded; the isolated mitochondria (the precipitation) were lysed 

TA B L E  1  Sequences of the primers used for quantitative real-time PCR

Gene Forward primer (5′-3′) Reverse primer (5′-3′)

GAPDH CCAGCAAGAGCACAAGAGGAAGAG GGTCTACATGGCAACTGTGAGGAG

HO-1 CTGCTCAACATCCAGCTCTTTG ATCTTGCACTTTGTTGCTGGC

Nrf2 GCCAACTACTCCCAGGTTGC GTGACTGAAACGTAGCCGAAG

IL-6 TTCGGTCCAGTTGCCTTCTC CTGAGATGCCGTCGAGGATG

IL-1β GGCTTATTACAGTGGCAATGAGGATGA TGTAGTGGTGGTCGGAGATTCGTAG
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using lysis buffer at 4°C for 20 min and centrifuged at 13,000 g for 
15 min at 4°C to obtain mitochondrial proteins. Then, RCC I activity 
was assessed spectrophotometrically.

2.12  |  Intracellular reactive oxygen species (ROS) 
quantification assay

Intracellular ROS levels were determined by staining cells with 2′, 
7′-Dichlorodihydrofluorescein diacetate (DCFH-DA, Beyotime, 
Shanghai, China). Firstly, the 10 mM DCFH-DA was diluted in a me-
dium without FBS to make a 10 μM DCFH-DA working solution. 
Secondly, cells were washed with PBS and incubated with DCFH-DA 
working solution at 37°C for 20 min. After washing thrice in a me-
dium without FBS, cells were harvested and analysed using a flow 
cytometer.

2.13  |  Statistical analysis

Statistical analysis was performed using GraphPad Prism 7.0 (IBM, 
California, United States). The results were calculated using data 
from at least three independent experiments. Values are presented 
as mean ± SD. Comparisons between two groups were performed 
using a two-tailed Student's t-test, and p < 0.05 was considered sta-
tistically significant.

3  |  RESULTS

3.1  |  Effects of CRIZO on hepatocyte cells

As shown in Figure 1A, the survival rate of HL-7702 cells reduced 
with an increase in CRIZO concentration and exposure time, with 
IC50 values of 17.2 μM for 24 h and 6.9 μM for 48 h, respectively, 
which suggested a great likelihood of hepatocellular damage dur-
ing CRIZO administration. Hepatocytes were swollen and deformed 
with increased vacuolation of the cytoplasm 24 h after CRIZO 
treatment at 15 μM (Figure  1B). Interestingly, evident balloon-like 
bubbles (arrows) were observed in the suspended dead cells and 
reminiscent of characteristic pyroptotic cell morphology (Figure 1B). 
Next, Annexin V-PE/7-AAD staining followed by flow cytometry 
was used to detect the proportion of apoptotic and necrotic cells. 
Treatment with CRIZO (5–15 μM) for 48 h increased the propor-
tion of 7-AAD-positive cells (Figure 1C), which implied that CRIZO 
markedly induced liver cell necrosis. This was further confirmed by 

propidium iodide (PI) staining (Figure 1D). Overall, these findings in-
dicated that CRIZO induced cell death by a necrotic mechanism.

3.2  |  CRIZO promoted hepatocyte 
pyroptosis and autophagy

To further explore whether CRIZO promotes necroptosis, HL-7702 
cells were treated with CRIZO and the key regulator associated with 
necroptosis or pyroptosis was detected by Western blotting. As 
shown in Figure 2A, CRIZO treatment stimulated the upregulation of 
GSDMD-N terminal (GSDMD-N), NLRP3 and cleaved-caspase-1 but 
did not induce MLKL phosphorylation. CRIZO caused the downregu-
lation of MLKL. CRIZO treatment also enhanced the activity of the 
caspase-1 enzyme (Figure 2B). In addition, CRIZO effectively induced 
the secretion of IL-1β and increased the mRNA level of IL-1β and IL-6 
(Figure 2E,F). This suggested that CRIZO could activate pyroptosis 
through the classical pathway but not necroptosis in HL-7702 cells. 
Moreover, whether CRIZO affected the activation of NF-κB (P65) 
was investigated. As anticipated, CRIZO markedly promoted phos-
phorylation and nuclear translocation of P65 (Figure 2C,D), which 
favoured the formation of NLRP3 inflammasome.17–20

Moreover, CRIZO treatment significantly increased autophagy in 
hepatocytes.

As shown in Figure  2G, CRIZO treatment induced mitochon-
drial swelling and formation of accumulated autophagosome and 
autophagolysosome structure in HL-7702 cells; the autophago-
some and autophagolysosome are important characteristics of 
autophagy. Consistently, Western blotting analysis demonstrated 
that CRIZO inhibited phosphorylation of mTOR and increased the 
level of LC3-ΙΙ in HL-7702 cells (Figure 2H). It was reported that 
sustained autophagy activation may promote necrosis in some cel-
lular settings.21–23 Other studies reported that autophagy could be 
an adaptive response to protect cells under certain circumstanc-
es.24–26 Baf A1 is an autophagy inhibitor that can block autophagic 
flux by inhibiting both the formation of autophagolysosome and 
the degradation of LC3-II. To determine the role of autophagy in 
CRIZO-induced hepatocyte injury, the cell survival rate was eval-
uated in HL-7702 cells that were exposed to CRIZO following Baf 
A1 pretreatment. CCK8 assay showed that Baf A1 successfully in-
creased cell survival rate (Figure 2I). Thus, it is reasonable to de-
duce that autophagy contributed to CRIZO-induced cytotoxicity 
in the liver.

Taken together, these results demonstrated that pyroptosis and 
autophagy collectively play a positive role in the development of 
hepatotoxicity induced by CRIZO.

F I G U R E  1  Characterization of hepatocyte death induced by CRIZO. (A) HL-7702 cells were treated with different concentrations of 
CRIZO for 24 or 48 h. Cell viability was measured by CCK8 assay (n = 5). (B) Optical microscopy images of adherent cells and nonadherent 
cells treated with DMSO or CRIZO (scale bar: 100 μm). (C) HL-7702 cells were treated with CRIZO (5–15 μM) for 48 h. The percentage of 
apoptotic and necrotic cells were determined by flow cytometric with Annxin A5-7AAD staining (n = 3). Lower left quadrant, living cells; 
lower right quadrant, early apoptotic cells; upper left quadrant, necrotic cells; upper right quadrant, late apoptotic cells or necrotic cells. (D) 
Fluorescence images of DAPI/PI (scale bar: 50 μm). Necrotic cells were observed by fluorescence labelling with DAPI (blue) and PI (red).
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3.3  |  CRIZO induced pyroptosis and excessive 
autophagy by accumulation of ROS

ROS is a crucial molecule that regulates various cell death signalling 
pathways involved in DILI.27–31 Based on the phenomenon of mito-
chondrial swelling after CRIZO treatment (Figure  2G), we thought 
that CRIZO might result in mitochondrial damage and accumulation 
of ROS.32,33 This conjecture was validated by detecting endocellular 
ROS at increasing concentrations of CRIZO (Figure 3A). Results were 
consistent with findings from the previous studies.5,7

Next, the role of ROS in CRIZO-induced hepatotoxicity was 
evaluated in vitro. Cells were pretreated with NAC (a potent ROS 
scavenger) for 1 h to counteract CRIZO-induced ROS accumulation 
(Figure 3A), and then, cell viability and related protein levels were 
measured. On one hand, compared with the CRIZO group, the pro-
tein expressions of GSDMD-N, NLRP3 and cleaved-caspase1 were 
decreased in CRIZO plus NAC group (Figure 3B), and the activity of 
caspase1 was also decreased (Figure 3C). In addition, the interfer-
ence of NAC caused reduction in phosphorylation and nuclear trans-
location of P65 (Figure  3B,D,E). On the contrary, the expression 
level of LC3 ΙΙ was decreased, and the level of p-mTOR/mTOR was 
increased (Figure 3B). These results showed that reducing ROS accu-
mulation in HL-7702 cells alleviated CRIZO-induced pyroptosis and 
excessive autophagy. Finally, as the CCK8 data shown in Figure 3F, 
NAC administration effectively recovered cell viability, suggesting 
that ROS accumulation significantly contributed to CRIZO-induced 
hepatotoxicity.

3.4  |  MgIG reduced CRIZO-induced ROS via 
upregulation of respiratory electron transport chain 
activity and re-activation of Nrf2/HO-1 pathway

The modulatory role of ROS in CRIZO-induced hepatotoxicity 
prompted us to seek an appropriate antioxidant for treatment. 
Acting as a hepatic protectant, MgIG presents significant advan-
tages in the liver targeting distribution, time to effect, curative 
effect and safety.34 Furthermore, MgIG was found to maintain ame-
liorated oxidative stress and inflammation caused by several com-
pounds, including epirubicin, arsenic trioxide, concanavalin A and li

popolysaccharide.15,16,35–37 Thus, it is most likely that MgIG can play 
an important role in reducing CRIZO-induced hepatotoxicity. To sup-
port this hypothesis, we performed a series of experiments. HL-7702 
cells were pretreated with or without MgIG for 1 h and then treated 
with or without CRIZO for 24 h. Flow cytometry analysis of intracel-
lular ROS showed that MgIG markedly reduced the CRIZO-induced 
ROS accumulation (Figure 4A). CRIZO significantly decreased pro-
tein expression of HO-1 and Nrf2 in whole cells as well as Nrf2 in 
the nucleus (Figure 4B), and co-treatment of CRIZO with MgIG led 
to the re-activation of the Nrf2/HO-1 pathway. Moreover, RT-qPCR 
results showed that the mRNA levels of Nrf2 and HO-1 were sig-
nificantly increased in the CRIZO plus MgIG group compared with 
CRIZO alone group (Figure  4C). Additionally, HO-1 transcription 
was downregulated in the CRIZO group compared with the vehicle 
group (Figure 4C). Collectively, these results suggested that MgIG 
could reverse the inhibition of the Nrf2/HO-1 pathway induced by 
CRIZO, which in turn decreased the accumulation of ROS. It is well 
known that impaired RCC Ι can cause severe electron leakage, which 
is a major source of mitochondrial ROS.32,38 As anticipated, CRIZO 
decreased RCC Ι activity in hepatocytes, leading to excessive gen-
eration of ROS, and MgIG upregulated RCC Ι activity to reduce ROS 
(Figure 4D).

3.5  |  MgIG ameliorated CRIZO-induced 
pyroptotic and autophagic hepatocyte damage

Supported by the above results, we further evaluated whether MgIG 
could protect hepatocytes from CRIZO-induced pyroptosis and ex-
cessive autophagy. As anticipated, the CCK8 assay showed that the 
CRIZO plus MgIG group alleviated hepatic cell damage in comparison 
with the CRIZO alone group (Figure 5A). In addition, electron micros-
copy and Western blotting analysis revealed that MgIG partially nor-
malized levels of autophagy altered by CRIZO (Figure 5B,C). MgIG 
markedly reversed the increase and activation of pyroptosis-related 
proteins induced by CRIZO; these proteins included GSDMD-N, 
NLRP3 and caspase1 (Figure 5D,E). The protein levels of p-P65/P65 
and nuclear P65 were reduced in cells treated by MgIG (Figure 5F,G). 
Subsequently, MgIG reduced the transcription and secretion of the 
inflammatory factors (Figure 5H,I).

F I G U R E  2  CRIZO promoted hepatocyte pyroptosis and autophagy. (A, G) After HL-7702 cells were exposed to CRIZO (0–15 μM) for 24 h, 
the expression levels of cleaved-caspase1, full-length caspase1 (caspase1-FL), GSDMD-N, full-length GSDMD (GSDMD-FL), NLRP3, MLKL, 
phosphorylated MLKL, LC3, mTOR and phosphorylated mTOR in different groups were determined by Western blotting (n = 3). (B) HL-7702 
cells' caspase1 activity was determined after CRIZO administration for 24 h (n = 3). (C) The expression levels of phosphorylated P65 in whole 
cell and P65 in nucleus were determined by Western blotting (n = 3). (D) Nuclear translocation of P65 was observed by immunofluorescence 
labelling with DAPI (blue) and anti-P65 (red). Scale bar: 20 μm. (E) IL-1β secretion from HL-7702 cells analysed by ELISA (n = 3). (F) The 
transcription levels of IL-1β and IL-6 were determined by qRT-PCR. (G) The representative transmission electron micrographs of the HL-7702 
cells (n = 3). N, nucleus; M, mitochondrion; single arrow: autophagosome; double arrow: autophagolysosome; Scale bar in upper row images: 
0.5 μm, scale bar in lower row images: 0.2 μm. (H) The expression levels of LC3 and phosphorylated P65 were determined by Western 
blotting. (I) HL-7702 cells were treated by CRIZO with or without Baf A1 for 24 h, the levels of LC3 were determined by Western blotting 
(n = 3) and the cell viability was measured by CCK8 assay (n = 5). The data are expressed as the mean ± SD; *p < 0.05, **p < 0.01, ***p < 0.001 
and ****p < 0.0001 vs. vehicle group; ####p < 0.0001 vs. CRIZO 15 μM treatment group.
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4  |  DISCUSSION

CRIZO is one of the most potent drugs for ALK-positive NSCLC, 
whose therapeutic efficacy is limited largely by hepatotoxicity. 
Previous developmental studies of CRIZO-induced hepatotoxicity 
have mainly concentrated on mitochondrial apoptosis.5,7 However, 
our study demonstrated that pyroptosis and autophagy are also in-
volved in CRIZO-induced hepatotoxicity.

Pyroptosis is inflammatory necrosis mediated by inflammasome 
activation. Compared with apoptosis, pyroptosis occurs more rap-
idly, which is accompanied with the release of inflammatory cyto-
kines. The pyroptosis signalling pathway can be divided into classical 
and non-classical pathways depending on whether caspase-1 is 
involved or not. Cells promote inflammasome formation and acti-
vation after stimulation of the classical pathway, which cleaves and 
activates caspase-1. The activated caspase-1, in turn, cleaves and 
activates the downstream executioner Gasdermin (GSDM) family, 
including GSDMD and GSDME, to liberate the N-terminal domain 
(GSDMD-N/GSDME-N). The N-terminal domain strongly binds to 
inner leaflet lipids and forms pores of 10–15 nm of inner diameter, 
allowing the release of mature IL-1β and triggering pyroptosis.18,39–41 
CRIZO and ceritinib have been reported to induce tumour cell py-
roptosis via the caspase-3/GSDME-dependent signalling pathway.40 
In our study, the expressions of NLRP3, cleaved-caspase-1 and 
GSDMD-N were significantly upregulated in hepatocytes at 24 h 
after CRIZO administration. Additionally, transcription and secretion 
of IL-1β were increased. Phosphorylation and nuclear translocation 
of P65 are implicated in NLRP3 inflammasome activation and inflam-
matory response regulation.17–20 Our data showed that CRIZO treat-
ment activated P65 in hepatic cells. These results demonstrated that 
CRIZO triggered hepatocyte pyroptosis via NF-κB/NLRP3/GSDMD 
pathway. We also detected that CRIZO caused the downregulation 
of MLKL and did not induce MLKL phosphorylation. MLKL plays a 
critical role necroptosis via phosphorylated by RIP3. This suggested 
that CRIZO could not activate cell necroptosis.

Autophagy is a ‘self-eating’ process negatively regulated by 
mTOR.42 DILI is often accompanied with the occurrence of au-
tophagy.43 Our study found that CRIZO induced autophagic flux 
in hepatic cells in a dose-dependent manner. However, the phos-
phorylation level of mTOR showed the opposite trend. Autophagy 
is known to be a ‘double-edged sword’ as it is both a self-defence 
mechanism against harmful stimuli and a programmed cell death 
mechanism.42,43 For example, the activation of autophagy was con-
ducive to protect against acetaminophen-induced hepatotoxicity,44 
but the gefitinib-induced liver injury was considered to develop 

via autophagy45; in addition, some anticancer agents killed cancer 
cells by inducing autophagy.8,46,47 To determine whether autophagy 
plays a positive or a negative role in CRIZO-induced hepatotoxicity, 
an autophagy inhibitor, Baf A1 was used to inhibit autophagosome-
lysosome fusion. The result showed that autophagy blockade ame-
liorated CRIZO-induced hepatic cell injury, suggesting that excessive 
autophagy participated in hepatic cell death. However, the ‘cross-
talk’ between autophagy and pyroptosis was not explored in the 
current study, which warrants further investigation.

Furthermore, the DCFH-DA assay showed that the levels of 
intracellular ROS were markedly elevated after CRIZO treatment, 
which is consistent with previous reports.5,7 A decrease in RCC Ι ac-
tivity was also observed, which was the most important source of 
ROS. Mounting evidence has shown that ROS is one of the critical 
signal molecules of autophagy and pyroptosis.17,48–50 Thus, NAC was 
used to partially scavenge ROS, and the results showed that ROS 
downregulation not only inhibited CRIZO-triggered pyroptosis by 
preventing NF-kB activation but also reduced autophagic flux via 
mTOR activation. This implies that CRIZO damaged the mitochon-
dria leading to increased ROS level, which induced pyroptosis and 
autophagy to cause hepatotoxicity.

The present study demonstrated that ROS is a positive regulator 
of CRIZO-induced pyroptosis and autophagy in hepatocytes. The 
modulatory role of ROS in CRIZO-induced hepatotoxicity prompted 
us to seek an appropriate antioxidant for treatment. MgIG is a strong 
hepatic protectant with anti-inflammatory, antioxidant and hepatic 
targeting effects in vivo.14–16,34 Although MgIG has broad applica-
tion prospects in the clinic for DILI, the effectiveness and mecha-
nism of MgIG in prophylaxis and treatment of CRIZO-induced liver 
injury remain elusive. In this study, we verified that MgIG reduced 
CRIZO-mediated ROS accumulation by re-activation of the Nrf2/
HO-1 pathway and upregulation of RCC I activity, which in turn 
decreased CRIZO-induced pyroptosis and autophagy, thereby en-
hancing the survival of hepatocytes. The intervention mechanism of 
MgIG on CRIZO-induced hepatotoxicity is shown in Figure 6.

5  |  CONCLUSION

In summary, this study demonstrates a novel mechanistic basis for 
CRIZO-induced hepatotoxicity, where ROS accumulation promotes 
pyroptosis and excessive autophagy. MgIG ameliorated CRIZO-
induced pyroptotic and autophagic hepatotoxicity by reducing ROS. 
These findings may form the basis for novel preventive and practical 
strategies for the clinical treatment of CRIZO-induced hepatic injury.

F I G U R E  3  CRIZO induced pyroptosis and excessive autophagy by accumulation of ROS. (A) HL-7702 cells were pretreated with or 
without 10 mM NAC before CRIZO treatment. The levels of ROS were determined by flow cytometric analysis in HL-7702 cells (n = 3). (B) 
HL-7702 cells were treated by 15 μM CRIZO with or without 10 mM NAC for 24 h. The expression levels of cleaved-caspase1, caspase1-FL, 
GSDMD-N, NLRP3, LC3, mTOR, phosphorylated mTOR and phosphorylated P65 in different groups were determined by Western blotting 
(n = 3). (C) HL-7702 cells' caspase1 activity was determined after administration for 24 h (n = 3). (D) The expression levels of P65 in nucleus 
were determined by Western blotting (n = 3). (E) Nuclear translocation of P65 was observed by immunofluorescence labelling with DAPI 
(blue) and anti-P65 (red). Scale bar: 20 μm. (F) Cell viability was measured by CCK8 assay (n = 5). The data are expressed as the mean ± SD; 
*p < 0.05, **p < 0.01, ***p < 0.001 and ****p < 0.0001 vs. vehicle group; #p < 0.05, ##p < 0.01, ###p < 0.001 vs. CRIZO 15 μM treatment group.
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F I G U R E  4  MgIG reduced CRIZO-induced ROS via upregulation of respiratory electron transport chain activity and Nrf2/HO-1 Pathway. 
(A) HL-7702 cells were treated with 15 μM CRIZO or 1 mg/ml MgIG alone or in combination for 24 h. The levels of ROS were determined 
by flow cytometric analysis (n = 3). (B) The expression levels of HO-1 and Nrf2 in whole cell and Nrf2 in nucleus were determined by 
Western blotting (n = 3). (C) The transcription levels of HO-1 and Nrf2 were determined by qRT-PCR (n = 3). (D) The activity of RCC Ι was 
determined by Mitochondrial Respiratory Chain Complexes Ι Activity Assay Kits (n = 3). The data are expressed as the mean ± SD; **p < 0.01, 
***p < 0.001 and ****p < 0.0001 vs. vehicle group; #p < 0.05, ##p < 0.01, ###p < 0.001 and ####p < 0.0001 vs. CRIZO 15 μM treatment group.

F I G U R E  5  MgIG ameliorated CRIZO-induced pyroptotic and autophagic hepatocyte damage. (A) Cell viability was measured by CCK8 
assay (n = 5). (B) The expression levels of LC3, mTOR and phosphorylated mTOR in different groups were determined by Western blotting. 
(C) The representative transmission electron micrographs of the HL-7702 cells. N, nucleus; M, mitochondrion; single arrow: autophagosome; 
double arrow: autophagolysosome. Scale bar in upper row images: 0.5 μm, scale bar in lower row images: 0.2 μm. (D) The expression levels 
of cleaved-caspase1, caspase1-FL, GSDMD-N, GSDMD-FL and NLRP3 in different groups. (E) Caspase1 activity was determined. (F) The 
expression levels of P65 in whole cell and P65 in nucleus were determined by Western blotting. (G) Nuclear translocation of P65 was 
observed by immunofluorescence labelling with DAPI (blue) and anti-P65 (red). Scale bar: 20 μm. (H) IL-1β secretion from HL-7702 cells 
analysed by ELISA. (I) The transcription levels of IL-1β and IL-6 were determined by qRT-PCR. The data are expressed as the mean ± SD; 
*p < 0.05, **p < 0.01, ***p < 0.001 and ****p < 0.0001 vs. vehicle group; #p < 0.05, ##p < 0.01, ###p < 0.001 and ####p < 0.0001 vs. CRIZO 15 μM 
treatment group.



4502  |    LI et al.



    |  4503LI et al.

AUTHOR CONTRIBUTIONS
Min Li: Investigation (lead); writing – original draft (lead). Chenxiang 
Wang: Funding acquisition (equal); investigation (equal). Zheng Yu: 
Investigation (equal). Qin Lan: Investigation (equal). Shaolin Xu: Data 
curation (lead); formal analysis (equal). Zhongjiang Ye: Data curation 
(equal); formal analysis (lead). Rongqi Li: Data curation (equal). Lili 
Ying: Formal analysis (equal). Xiuhua Zhang: Project administration 
(equal); writing – review and editing (lead). Ziye Zhou: Funding ac-
quisition (lead); project administration (lead).

ACKNOWLEDG EMENTS
This research was supported by Zhejiang Provincial Natural Science 
Foundation of China under Grant No. LYY19H310007 and Medical 
Health Science and Technology Project of Zhejiang Provincial 
Health Commission under Grant No. 2019KY448 and Project 
of Wenzhou Science and Technology Bureau under Grant No. 
Y20190653.

CONFLIC T OF INTERE S T
The authors declare that the research was conducted in the absence 
of any commercial or financial relationships that could be construed 
as a potential conflict of interest.

DATA AVAIL ABILIT Y S TATEMENT
The data that support the findings of this study are available from 
the corresponding author upon reasonable request.

ORCID
Ziye Zhou   https://orcid.org/0000-0003-0294-7399 

R E FE R E N C E S
	 1.	 Frampton JE. Crizotinib: a review of its use in the treatment of an-

aplastic lymphoma kinase-positive, advanced non-small cell lung 
cancer. Drugs. 2013;73(18):2031-2051.

	 2.	 FDA instructions for crizotinib. Accessed January, 2021. https://
www.acces​sdata.fda.gov/drugs​atfda_docs/label/​2021/20257​
0s030​lbl.pdf

	 3.	 Clinical and research information on drug-induced liver injury. 
Accessed June 02, 2022. https://www.ncbi.nlm.nih.gov/books/​
NBK54​7852/#IX-P

	 4.	 Crizotinib. Prescrire Int. 2013;22(143):264.
	 5.	 Guo L, Gong H, Tang TL, Zhang BK, Zhang LY, Yan M. Crizotinib 

and sunitinib induce hepatotoxicity and mitochondrial apoptosis 
in L02 cells via ROS and Nrf2 signaling pathway. Front Pharmacol. 
2021;12:620934.

	 6.	 Mingard C, Paech F, Bouitbir J, Krähenbühl S. Mechanisms of toxic-
ity associated with six tyrosine kinase inhibitors in human hepato-
cyte cell lines. J Appl Toxicol. 2018;38(3):418-431.

F I G U R E  6  Intervention mechanism of MgIG on CRIZO-induced hepatotoxicity. In hepatocytes, CRIZO activates excessive production 
of ROS due to RCC I dysfunction and Nrf2 downregulation, which causes the dysregulation of autophagy and activation of inflammasomes. 
The NLRP3 inflammasome activates caspase-1, in turn cleaves GSDMD into GSDMD-N, which facilitates the formation of membrane pores, 
ultimately resulting in pyroptosis. MgIG protected mitochondria from CRIZO damage and re-activated Nrf2/HO-1 antioxidant pathway, thus 
reduced CRIZO-induced ROS accumulation, which in turn inhibits CRIZO-induced autophagy and pyroptosis of hepatocyte.

https://orcid.org/0000-0003-0294-7399
https://orcid.org/0000-0003-0294-7399
https://www.accessdata.fda.gov/drugsatfda_docs/label/2021/202570s030lbl.pdf
https://www.accessdata.fda.gov/drugsatfda_docs/label/2021/202570s030lbl.pdf
https://www.accessdata.fda.gov/drugsatfda_docs/label/2021/202570s030lbl.pdf
https://www.ncbi.nlm.nih.gov/books/NBK547852/#IX-P
https://www.ncbi.nlm.nih.gov/books/NBK547852/#IX-P


4504  |    LI et al.

	 7.	 Yan H, du J, Chen X, et al. ROS-dependent DNA damage contrib-
utes to crizotinib-induced hepatotoxicity via the apoptotic path-
way. Toxicol Appl Pharmacol. 2019;383:114768.

	 8.	 Ozates NP, Soğutlu F, Lermioglu Erciyas F, et al. Effects of rapa-
mycin and AZD3463 combination on apoptosis, autophagy, 
and cell cycle for resistance control in breast cancer. Life Sci. 
2021;264:118643.

	 9.	 Schlafli AM, Tokarchuk I, Parejo S, et al. ALK inhibition activates 
LC3B-independent, protective autophagy in EML4-ALK positive 
lung cancer cells. Sci Rep. 2021;11(1):9011.

	10.	 Shang C, Hassan B, Haque M, et al. Crizotinib resistance mediated 
by autophagy is higher in the stem-like cell subset in ALK-positive 
anaplastic large cell lymphoma, and this effect is MYC-dependent. 
Cancer. 2021;13(2):181.

	11.	 Sorrentino D, Frentzel J, Mitou G, et al. High levels of miR-7-5p 
potentiate Crizotinib-induced Cytokilling and autophagic flux 
by targeting RAF1 in NPM-ALK positive lymphoma cells. Cancer. 
2020;12(10):2951.

	12.	 Germani G, Battistella S, Ulinici D, et al. Drug induced liver injury: 
from pathogenesis to liver transplantation. Minerva Gastroenterol. 
2021;67(1):50-64.

	13.	 Reuben A, Koch DG, Lee WM, Acute Liver Failure Study Group. 
Drug-induced acute liver failure: results of a U.S. multicenter, pro-
spective study. Hepatology. 2010;52(6):2065-2076.

	14.	 Li L, Zhou J, Li Q, Xu J, Qi J, Bian H. The inhibition of hippo/yap 
signaling pathway is required for magnesium isoglycyrrhizinate to 
ameliorate hepatic stellate cell inflammation and activation. Biomed 
Pharmacother. 2018;106:83-91.

	15.	 Liu M, Zheng B, Liu P, et al. Exploration of the hepatoprotective 
effect and mechanism of magnesium isoglycyrrhizinate in mice 
with arsenic trioxideinduced acute liver injury. Mol Med Rep. 
2021;23(6):438.

	16.	 Xie C, Li X, Zhu J, Wu J, Geng S, Zhong C. Magnesium isoglycyr-
rhizinate suppresses LPS-induced inflammation and oxidative stress 
through inhibiting NF-kappaB and MAPK pathways in RAW264.7 
cells. Bioorg Med Chem. 2019;27(3):516-524.

	17.	 Li H, Yuan L, Li X, Luo Y, Zhang Z, Li J. Isoorientin attenuated the py-
roptotic hepatocyte damage induced by benzo[a]pyrene via ROS/
NF-kappaB/NLRP3/Caspase-1 signaling pathway. Antioxidants. 
2021;10(8):1275.

	18.	 Liu Z, Gan L, Xu Y, et al. Melatonin alleviates inflammasome-
induced pyroptosis through inhibiting NF-kappaB/GSDMD signal 
in mice adipose tissue. J Pineal Res. 2017;63(1):e12414.

	19.	 Chen G, Guo T, Yang L. Paeonol reduces IL-beta production by in-
hibiting the activation of nucleotide oligomerization domain-like 
receptor protein-3 inflammasome and nuclear factor-kappaB in 
macrophages. Biochem Cell Biol. 2021;100(1):1-9.

	20.	 Li XY, Feng ZS, Lin XJ, et al. Moxibustion inhibits the expres-
sion of colonic NLRP3 through miR7/RNF183/NF-kappaB sig-
naling pathway in UC rats. Evid Based Complement Alternat Med. 
2021;2021:6519063.

	21.	 Mishra SK, Gao YG, Deng Y, Chalfant CE, Hinchcliffe EH, 
Brown RE. CPTP: a sphingolipid transfer protein that regu-
lates autophagy and inflammasome activation. Autophagy. 
2018;14(5):862-879.

	22.	 Rougier PR, Perennou D. Upright standing after stroke: how 
loading-unloading mechanism participates to the postural stabiliza-
tion. Hum Mov Sci. 2019;64:47-54.

	23.	 Wang J, Wang Q, Chen P, et al. Podophyllotoxin-combined 
5-aminolevulinic acid photodynamic therapy significantly pro-
motes HR-HPV-infected cell death. Photodermatol Photoimmunol 
Photomed. 2021. doi:10.1111/phpp.12754

	24.	 Guo R, Wang H, Cui N. Autophagy regulation on Pyroptosis: 
mechanism and medical implication in sepsis. Mediators Inflamm. 
2021;2021:9925059.

	25.	 Wu C, Chen H, Zhuang R, et al. Betulinic acid inhibits pyroptosis in 
spinal cord injury by augmenting autophagy via the AMPK-mTOR-
TFEB signaling pathway. Int J Biol Sci. 2021;17(4):1138-1152.

	26.	 Zhu X, Li S, Lin Q, et al. alphaKlotho protein has therapeutic ac-
tivity in contrast-induced acute kidney injury by limiting NLRP3 
inflammasome-mediated pyroptosis and promoting autophagy. 
Pharmacol Res. 2021;167:105531.

	27.	 Boelsterli UA. Mechanisms of NSAID-induced hepatotoxicity: 
focus on nimesulide. Drug Saf. 2002;25(9):633-648.

	28.	 Bova MP, Tam D, McMahon G, Mattson MN. Troglitazone induces 
a rapid drop of mitochondrial membrane potential in liver HepG2 
cells. Toxicol Lett. 2005;155(1):41-50.

	29.	 Haasio K, Koponen A, Penttilä KE, Nissinen E. Effects of entaca-
pone and tolcapone on mitochondrial membrane potential. Eur J 
Pharmacol. 2002;453(1):21-26.

	30.	 Mansouri A, Gattolliat CH, Asselah T. Mitochondrial dysfunc-
tion and signaling in chronic liver diseases. Gastroenterology. 
2018;155(3):629-647.

	31.	 Villanueva-Paz M, Morán L, López-Alcántara N, et al. Oxidative 
stress in drug-induced liver injury (DILI): from mechanisms to bio-
markers for use in clinical practice. Antioxidants. 2021;10(3):390.

	32.	 Luo N, Yue F, Jia Z, et al. Reduced electron transport chain complex 
I protein abundance and function in Mfn2-deficient myogenic pro-
genitors lead to oxidative stress and mitochondria swelling. FASEB 
J. 2021;35(4):e21426.

	33.	 Sanchez G, Chalmers S, Ahumada X, et al. Inhibition of 
chymotrypsin-like activity of the proteasome by ixazomib prevents 
mitochondrial dysfunction during myocardial ischemia. PLoS One. 
2020;15(5):e0233591.

	34.	 Zeng CX, Yang Q, Hu Q. A comparison of the distribution of two gly-
cyrrhizic acid epimers in rat tissues. Eur J Drug Metab Pharmacokinet. 
2006;31(4):253-258.

	35.	 Gao Y, Tian Y, Zhang X, et al. Magnesium isoglycyrrhizinate amelio-
rates concanavalin A-induced liver injury via the p38 and JNK MAPK 
pathway. Immunopharmacol Immunotoxicol. 2020;42(5):445-455.

	36.	 Jiang W, Guo H, Su D, Xu H, Gu H, Hao K. Ameliorative effect 
of magnesium isoglycyrrhizinate on hepatic encephalopathy by 
Epirubicin. Int Immunopharmacol. 2019;75:105774.

	37.	 Wang W, Li X, Xu J. Magnesium isoglycyrrhizinate attenuates D-
galactosamine/lipopolysaccharides induced acute liver injury of 
rat via regulation of the p38-MAPK and NF-kappaB signaling path-
ways. Immunopharmacol Immunotoxicol. 2018;40(3):262-267.

	38.	 Li S, Hiwasa T, Yajima S, et al. Nobiletin mitigates hepatocytes 
death, liver inflammation, and fibrosis in a murine model of NASH 
through modulating hepatic oxidative stress and mitochondrial 
dysfunction. J Nutr Biochem. 2022;100:108888.

	39.	 Du T, Gao J, Li P, et al. Pyroptosis, metabolism, and tumor immune 
microenvironment. Clin Transl Med. 2021;11(8):e492.

	40.	 Lu H, Zhang S, Wu J, et al. Molecular targeted therapies elicit con-
current apoptotic and GSDME-dependent pyroptotic tumor cell 
death. Clin Cancer Res. 2018;24(23):6066-6077.

	41.	 Sborgi L, Rühl S, Mulvihill E, et al. GSDMD membrane pore forma-
tion constitutes the mechanism of pyroptotic cell death. EMBO J. 
2016;35(16):1766-1778.

	42.	 Doherty J, Baehrecke EH. Life, death and autophagy. Nat Cell Biol. 
2018;20(10):1110-1117.

	43.	 Qian H, Chao X, Williams J, et al. Autophagy in liver diseases: a 
review. Mol Aspects Med. 2021;82:100973.

	44.	 Ni HM, Bockus A, Boggess N, Jaeschke H, Ding WX. Activation of 
autophagy protects against acetaminophen-induced hepatotoxic-
ity. Hepatology. 2012;55(1):222-232.

	45.	 Luo P, Yan H, Du J, et al. PLK1 (polo like kinase 1)-dependent au-
tophagy facilitates gefitinib-induced hepatotoxicity by degrad-
ing COX6A1 (cytochrome c oxidase subunit 6A1). Autophagy. 
2021;17(10):3221-3237.

https://doi.org/10.1111/phpp.12754


    |  4505LI et al.

	46.	 Xu C, Wang Y, Tu Q, et al. Targeting surface nucleolin induces 
autophagy-dependent cell death in pancreatic cancer via AMPK 
activation. Oncogene. 2019;38(11):1832-1844.

	47.	 Xu L, Su B, Mo L, et al. Norcantharidin induces immunogenic cell 
death of bladder cancer cells through promoting autophagy in 
acidic culture. Int J Mol Sci. 2022;23(7):3944.

	48.	 Noguchi T, Sekiguchi Y, Kudoh Y, et al. Gefitinib initiates sterile 
inflammation by promoting IL-1beta and HMGB1 release via two 
distinct mechanisms. Cell Death Dis. 2021;12(1):49.

	49.	 Wan F, Zhong G, Wu S, et al. Arsenic and antimony co-induced 
nephrotoxicity via autophagy and pyroptosis through ROS-
mediated pathway in vivo and in vitro. Ecotoxicol Environ Saf. 
2021;221:112442.

	50.	 Yuan T, Yang T, Chen H, et al. New insights into oxidative stress and 
inflammation during diabetes mellitus-accelerated atherosclerosis. 
Redox Biol. 2019;20:247-260.

How to cite this article: Li M, Wang C, Yu Z, et al. MgIG exerts 
therapeutic effects on crizotinib-induced hepatotoxicity by 
limiting ROS-mediated autophagy and pyroptosis. J Cell Mol 
Med. 2022;26:4492-4505. doi: 10.1111/jcmm.17474

https://doi.org/10.1111/jcmm.17474

	MgIG exerts therapeutic effects on crizotinib-­induced hepatotoxicity by limiting ROS-­mediated autophagy and pyroptosis
	Abstract
	1|INTRODUCTION
	2|MATERIALS AND METHODS
	2.1|Drugs and reagents
	2.2|Cell culture
	2.3|Cell viability assay
	2.4|Cell death analysis
	2.5|Nuclear protein extraction
	2.6|Western blotting
	2.7|Immunofluorescence
	2.8|Quantitative real-­time polymerase chain reaction (RT-­qPCR)
	2.9|Measurement of Caspase1 activity
	2.10|Transmission electron microscopy
	2.11|Evaluation of mitochondrial respiratory chain complex I (RCC I) activity
	2.12|Intracellular reactive oxygen species (ROS) quantification assay
	2.13|Statistical analysis

	3|RESULTS
	3.1|Effects of CRIZO on hepatocyte cells
	3.2|CRIZO promoted hepatocyte pyroptosis and autophagy
	3.3|CRIZO induced pyroptosis and excessive autophagy by accumulation of ROS
	3.4|MgIG reduced CRIZO-­induced ROS via upregulation of respiratory electron transport chain activity and re-­activation of Nrf2/HO-­1 pathway
	3.5|MgIG ameliorated CRIZO-­induced pyroptotic and autophagic hepatocyte damage

	4|DISCUSSION
	5|CONCLUSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGEMENTS
	CONFLICT OF INTEREST
	DATA AVAILABILITY STATEMENT

	REFERENCES


