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Cytochrome B5 type A alleviates HCC metastasis via regulating
STOML2 related autophagy and promoting sensitivity to
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The incidence of hepatocellular carcinoma (HCC) is increasing in the world. However, its role and underlying molecular mechanism
in HCC progression remain unclear. We found that CYB5A plays a key role in HCC metastasis by inhibiting the JAK1/STAT3 pathway
through binding to STOML2. CYB5A combined with STOML2 can predict the outcome of patients. To demonstrate the effect of
CYB5A on JAKT inhibitor function, we applied Ruxolitinib in metastatic tumors with high CYB5A expression and found that it slowed
disease progression and prolonged survival in mice. To the best of our knowledge, this study is the first to report the Ruxolitinib

effect on the metastatic ability of HCC cells in vivo and in vitro.
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INTRODUCTION
Hepatic blood flow is abundant, and hepatocellular carcinoma
(HCC) mainly metastases through blood. HCC cells gradually
infiltrate into adjacent blood vessels, forming adjacent micro-
vascular invasion, follow by forming macrovascular invasion, and
finally, intrahepatic metastasis, which is also the most important
site for HCC metastasis. HCC cells can also enter the blood system
and travel with the blood to distant organs, most commonly the
lungs, followed by the bones and brain, and eventually lead to a
patient's death from multiple organ dysfunction syndrome.
Therefore, HCC treatment needs to find the key molecules and
corresponding signaling pathways that affect metastasis.
Cytochrome B5 Type A (CYB5A) is also known as Cytochrome
B5, Cyb5, MCB5. The protein encoded by this gene binds to the
membrane that is mainly expressed in the liver. CYB5A binds iron
porphyrin elements acting as an electron carrier for membrane-
bound oxygenases to reduce hemoglobin into the ferrous
hemoglobin required for stearyl coenzyme desaturase activity
[1]. Defects in this gene are one of the causes of inherited
hereditary methemoglobinemia [2, 3]. In fact, CYB5A is associated
with the initiation and progression of tumors. In various cancer
types, such as prostate cancer and adrenal cortical cancer, scholars
found that CYB5A is significantly downregulated in cancer
compared with the corresponding adjacent normal tissues
through statistical analysis without subjective impression [4-6].
This seems to suggest that CYB5A may be a tumor-suppressor

gene in pan-cancer. Unfortunately, the antitumor effect of CYB5A
in pancreatic cancer has only been briefly discussed so far [7, 8].
The CYB5A role in HCC and the underlying mechanism of CYB5A
in inhibiting tumors have not been explored.

Signal Transducer and Activator of Transcription 3 (STAT3)
signaling pathway have been reported in many inflammations
and tumors [9]. IL-6, or interleukin-6, binds to a cell surface
receptor and autophosphorylates Janus kinase (JAK) in the
cytoplasmic region of gp130 and then phosphorylates STAT3
and activates it [10]. The activated STAT3 binds in pairings and
enters the nucleus as a transcription factor, where it binds to
specific sites on the chromosome and thus initiating the
expression of related genes. Studies have shown that STAT3
can promote the expression of B cell lymphoma protein-2
(BCL2), Matrix metalloproteinase-9 (MMP-9), Hypoxia Inducible
Factor 1 Subunit Alpha (HIF1A), and so on [11-15]. In addition,
many researchers have found that STAT3 activation can act as a
proto-oncogene by inhibiting autophagy activity in many other
tumors [16-19].

Here, we demonstrated that reduced CYB5A expression levels
are associated with HCC progression and poor prognosis.
Silencing CYB5A enhances the stability of Stomatin Like 2
(STOML2), which stimulates STAT3 phosphorylation. Moreover,
JAK inhibitor Ruxolitinib’s application in metastatic tumors with
high CYB5A expression inhibited disease progression and
prolonged survival in mice. Overall, our study demonstrates a
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novel signaling pathway that mediates HCC progression produced
by CYB5A.

MATERIALS AND METHODS

Duolink® PLA

Before starting, the samples should be deposited on glass slides and cells
were fixed, using PBS to wash cells three times, disposing of cells with
0.25%Triton-X100 for 5min, then washing cells with PBST solution.
Following the steps of Duolink® PLA Fluorescence Protocol(sigma) to test.
Using the fluorescence or confocal microscope to analyze the images.

Confocal microscope
HCC cells were plated in confocal culture dishes. MRFP-GFP-LC3 adenoviral
vectors were purchased from HanBio Technology. LC3 puncta were
examined with Zeiss LSM800 confocal microscope (Carl Zeiss).

Other Materials and Methods are described in S Materials and Methods.

RESULTS

CYB5A is frequently downregulated in human HCC

To study the differentially expressed genes in HCC patients, We
referred to the QiangGao report that studied the protein
expression levels of patients with HBV-related HCC [20]. We
performed a supervised analysis to identify robust and represen-
tative prognostic proteins (Fig. 1A). Three downregulated proteins
that mainly converged on amino acid metabolism and oxidor-
eductase activity were identified after stringent filtering (Supple-
mentary data 1). This article is devoted to studying CYB5A, one of
the three genes. The other two genes, SARDH and STARD5, were
studied in our other topics.

From HCCDB data, an integrative molecular database of HCC,
we know that CYB5A expression is the highest in normal human
liver tissues, compared with other normal tissues (Supplementary
fig. 1-1A), and it decreased significantly in HCC tissues (Supple-
mentary fig. 1-1B). gRT-PCR results manifested that CYBSA mRNA
was decreased in human HCC tissues (n = 18) compared with that
in normal liver samples p < 0.05 (Fig. 1B), and we obtained the
same conclusion from RNA sequencing results of 7 GEO databases
(Supplementary fig. 1-1C). Besides, CYB5A protein was expressed
at a significantly lower level in HCC samples by western blot
analysis (Fig. 1C, Supplementary fig. 1-1D), and IHC (Fig. 1D).
Moreover, TCGA clinicopathological characteristic analysis indi-
cated that CYB5A expression is negatively associated with AJCC
stage (p <0.01), pathological grade (p <0.0001), and serum AFP
(p<0.0001), and is related to gender (p<0.001) (Fig. 1E and
Supplementary data 2). Our data reveal that CYB5A is pathologi-
cally associated with cancer recurrence and patient outcome. The
Kaplan-Meier curves showed that patients in low CYB5A expres-
sion group exhibited a decreased trend in overall survival (OS) and
disease-free survival (DFS) than high CYB5A expression group
(Fig. 1F), consistent with TCGA, GEO(GSE14520) and HCCDB
dataset analysis (Supplementary figs. 1-2A-F). Unfortunately,
univariate and multivariate Cox regression analyses in Clinical
Cohort and TCGA Cohort revealed that CYB5A was not an
independent predictor of HCC aggressiveness (Supplementary
figs. 1-2G-J). CYB5A mRNA level and protein levels decreased with
the increasing malignant degree of HCC cell lines (Fig. 1G, H). As
widely used normal human liver cell lines (e.g., LO2, Chang liver,
and WRL-68) are reported as Hela contaminants [21-23], we have
not confirmed their relationship to HCC cell lines.

These results indicated that CYB5A is frequently downregulated
in HCC patients and may act as a predictor for HCC survival and
recurrence.

CYB5A inhibits HCC metastasis

In order to further clarify the function of CYB5A in HCC, we first
need to explore whether there are mutations in patients. However,
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we found that CYB5A is rarely mutated, by mining the TCGA
database (only 1 of 360 HCC patients) (Supplementary data 3).
And there are almost no pathogenic reports of human CYB5A
gene mutation. Therefore, the effect of CYB5A gene mutation on
the differential expression of HCC was not considered.

Then, we selected two cell lines with high expression of CYB5A
(Huh-7 and Hep-G2) and two HCC cell lines with low expression of
CYB5A (HCCLM3 and SNU-387). CYB5A was knocked down or
overexpressed in the corresponding cell lines by lentivirus
transfection shRNA and 3xflag-CYB5A, respectively, and the gene
expression was confirmed by immunoblot and gRT-PCR (Supple-
mentary figs. 2-1A-D). Simultaneously, we surprisingly found that
CYB5A may affect the expression of some commonly used loading
control, such as GAPDH and a/B-Tublin. So, we chose (3-Actin as a
loading control (Supplementary fig. 2-1E).

Wound-healing assays showed that CYB5A overexpression
reduced SNU-387 and HCCLM3 migration whereas CYB5A knock-
down accelerated Hep-G2 and Huh-7 migration (Supplementary
fig. 2-2A). Matrigel-uncoated (migration) and -coated (invasion)
transwell assays showed that CYB5A upregulation in SNU-387 and
HCCLM3 significantly reduced cell migration and invasion whereas
CYB5A downregulation in Hep-G2 and Huh-7 enhanced cell
migration and invasion (Fig. 2A, Supplementary fig. 2-2B). In order
to reduce the workload, Lv-shCYB5A-3 was only used in most of
the subsequent knockdown experiments, and the group was
labeled as shCYB5A-3 or shCYB5A.

The hepatic metastatic models of HCC cells injected through
the spleen demonstrated that CYB5A knockdown increased the
number of metastatic nodules while CYB5A overexpression
reduced it (Fig. 2B). We evaluated CYB5A’s role in tumor
metastasis by injecting HCC cells into nude mice via their tail
veins and monitoring lung metastatic nodules. CYB5A repression
increased lung metastasis incidence and metastatic nodules’
number whereas CYB5A induction decreased them (Fig. 2C,
Supplementary fig. 2-2C, D). Through reticular fiber (RET) staining
of the lung tumor tissues, it was found that RET was more
complete in tissues with relatively high expression of CYB5A.
Besides, we injected HCC cells into nude mice via their left
ventricle. After waiting for four weeks, we observed that cell lines
with relatively low expression of CYB5A had less bone and brain
metastatic nodule (Fig. 2D, Supplementary fig. 2-2E). Furthermore,
while proving bone metastasis, micro-computed tomography
(Micro-CT) (Fig. 2E) and tartrate-resistant acid phosphatase (TRAP)
staining showed that cell lines that knockdown CYB5A caused
stronger osteolytic destruction of cortical bone and that CYB5A
overexpression would weaken it (Fig. 2F). In short, we proved the
inhibitory effect of CYB5A on the HCC metastasis in vivo and
in vitro. The relevant statistics are shown in the supplemental figs.
(Supplementary figs. 2-3A-G).

Overexpression or knockdown of CYB5A had no significant
effect on the proliferation of HCC lines HCCLM3 or Huh-7 as
measured using CCK8 proliferation analysis (Supplementary figs.
2-4A, B). Similar to its effects on cell proliferation, no significant
difference was found in colonies’ number in colony formation
assays (Supplementary figs. 2-4C, D). Therefore, we think that
CYB5A's effect on HCC proliferation is not obvious.

The inhibition of metastasis by CYB5A is related to its ability
to increase autophagy

In order to explain the phenomenon that CYB5A can inhibit HCC
metastasis, mRNA sequencing analysis was performed. The
differential expression genes (|fold change|>2, p <0.05) were
filtered (Supplementary data 4). After gene enrichment analysis,
STAT3 and Hypoxia Inducible Factor 1 Subunit Alpha (HIF1A) are at
the top of the list. This suggests that CYB5A may affect the state of
cells under hypoxia. Similarly, we sequenced mRNA under the
condition of hypoxia. Combined with the two analyses’ results, the
enrichment of differential genes is most concentrated on “Cellular
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Fig.1 CYB5A is frequently downregulated in human HCC. A Workflow for selecting prognostic proteins with dots showing the 42 candidate
proteins. B CYB5A mRNA level was analyzed in 18 HCC and paracancerous tissue specimens using real-time quantitative reverse transcription-
polymerase chain reaction (QRT-PCR). C, D Western blot and immunohistochemical (IHC) analyses of CYB5A protein expression in HCC tissues
and adjacent normal tissues. T: tumor; P: normal paracancerous tissue. E Low CYB5A expression was associated with poor clinicopathological
features, including gender, AJCC stage (I and II-1V), pathological grade (G1, G2, or G3-G4), and serum AFP (<400 pg/L or 2400 pg/L) in TCGA
cohort (n=360). *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001; ns, not significant. F A Kaplan-Meier analysis of overall survival (OS) and
disease-free survival (DFS) in a clinical cohort (n = 80) with different CYB5A expressions. G, H Relative CYB5A levels in six HCC cell lines were
analyzed by qRT-PCR and western blot. Data are means + SD of three independent experiments.
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Fig.2 CYB5A inhibits metastasis of HCC. A Invasion and migration transwell assays for indicated cell lines. Scale bar: 50 pm. B Representative
images of intrahepatic metastases (n = 10). SP: specimen, HE: Hematoxylin-eosin staining. T: tumor, L: normal liver. C Representative images of
pulmonary metastases (n = 10). Damaged reticular fibers indicate tumor metastasis. RET: reticular fiber staining. D-F Representative images of
bone or brain metastases (n = 10). The areas of overt osteolysis were tracked by micro-computed tomography (Micro-CT) analysis. Osteoclasts
during osteolysis of the tumor were shown by tartrate-resistant acid phosphatase (TRAP) staining.
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Fig.3 The inhibition of metastasis by CYB5A is related to its ability to increase autophagy. A The different expression genes under normoxia
between HCCLM3-control and HCCLM3-CYB5A cell lines. The significant thresholds were |fold change|>2 and p <0.05. Significant different
expression genes were filtered and enriched in GO TRRUST analysis and KEGG signaling pathway. B, C After the cells were fixed by
paraformaldehyde, LC3 expression was detected by immunofluorescence (IF) and immunocytochemistry (ICC). D Cell lines treated with or without
100 nM bafilomycin A1 (Baf A1) for 4 h. Cell lysates were analyzed by western blotting. E Images represented the typical transmission electron
microscopy of indicated cell lines in the top panel and statistical analysis of autophagolysosome (ASS) numbers are in the bottom panel. The red
arrows indicate ASS. F Images represented the typically indicated cell lines that stably expressed mRFP-EGFP-LC3 fusion protein which was shown
by confocal microscopic analysis in the top panel and statistical analysis of autophagosome and ASS numbers in the bottom panel. Scale bar: 20 pm.
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Processes”, and most of the sub-pathways are related to
autophagy (Fig. 3A, Supplementary figs. 3-1 A-C). Autophagy is
known to decrease the metastatic ability of tumor cells [24-26].
The metastatic ability decreased upon rapamycin (200 nM, 24 h)
treatment in HCC cell lines (Supplementary figs. 3-2A, B).
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To detect the occurrence of autophagy after CYB5A over-
expression or knockdown, we conducted immunocytochemistry
(ICQ), immunofluorescence (IF), and western blot analysis to
examine the levels of autophagy-related protein: LC-3B. As shown
the expression levels of LC3-II/l proteins were increased in CYB5A-
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Fig. 4 CYB5A promotes autophagy by inhibiting the STAT3 signaling pathway. A The image of phosphorylated protein content
determination array (top panel). Core differential proteins were screened by |[fold change|> 1.2 of the phosphorylation Ab array (bottom
panel). B Western blotting showed that p-STAT3 was the most differentially expressed protein. C Western blot was performed to detect
autophagy-related protein expression in HCCLM3 cells. The relative density of each band was analyzed by ImageJ software. D Indicated Cells
were exposed to IL-6 (20 ng/mL, 24 h). Whole-cell lysates were analyzed by Western blotting. E Western blot was performed to detect JAK1,
JAK2, JAK3, and TYK2 expression in the indicated cells. F Indicated cells were exposed to Hypoxia (20 h). Whole-cell lysates were analyzed by
Western blotting. G Typical IF images of CYB5A and p-STAT3 expression in the indicated HCC cell lines. H p-STAT3, LC-3B, and CYB5A levels in
lung xenograft tumors were shown by IHC. To prove that CYB5A inhibits STAT3 rather than parallelism, we performed rescue experiments

in vitro and in vivo (Supplementary figs. 4-1F and 4-2).

overexpressing HCC cells and decreased in CYB5A-knockdown HCC
cells (Fig. 3B, Q). Since the increased LC3-Il/l may be due to either
autophagy induction or inhibition of autophagic flux, Bafilomycin
A1 (BafA1), an inhibitor of fusion between autophagosomes and
lysosomes [27], was used in this study. The BafA1-treated negative
control cells displayed increased accumulation of LC3-Il, and the
ectopic expression of CYB5A may enhance these effects (Fig. 3D).
Taken together, our data indicated that inductive effects of CYB5A
on autophagy could be resulted from early induction stages of
autophagy rather than from autophagosome degradation suppres-
sion. Furthermore, autophagosomes were evaluated in HCCLM3,
SNU-387, Huh-7, and Hep-G2 cells with or without CYB5A
expression regulation exposed to 20 h of hypoxia (5% oxygen).
Transmission electron microscopy showed an increase in the
formation of autophagic vesicles in cells with relatively high
expression of CYB5A (Fig. 3E, Supplementary fig. 3-1D, E). In
addition, we established HCCLM3, SNU-387, Huh-7, and Hep-G2
cells that stably expressed a tandem mRFP-EGFP-LC3 construct
(Fig. 3F, Supplementary fig. 3-1F, G). We found that CYB5A induced
the autophagic flux in cells with relatively high expression of
CYBS5A. As mentioned above CYB5A expression was correlated with
HIF1A. Besides, hypoxia is an important way to activate autophagy
[24, 26, 28]. Consequently, we further investigated the relationship
between them. Analysis of TCGA database suggested a negative
correlation between CYB5A and HIF1A (Supplementary fig. 3-
3A-D); The cell status of HCCLM3 cell lines overexpressing CYB5A
was significantly worse than that of the control group under
hypoxia for 24 h, in contrast, the cell status of Huh-7 cell line of
CYB5A was knocked down was significantly better than that of the
control group (Supplementary fig. 3-3E). The apoptosis rate under
hypoxia was increased by CYB5A overexpression, and decreased by
CYB5A inhibition (Supplementary fig. 3-3F-H). These suggested
that CYB5A further inhibited tumor progression in hypoxia.

Collectively, our data indicate that CYB5A inhibits HCC cell
metastasis through autophagy pathway.

CYB5A promotes autophagy by inhibiting the STAT3 signaling
pathway
Because mRNA level may not affect the corresponding protein’s
activation state, we performed phosphorylated protein content
determination microarray. And the typical differences of phosphory-
lated proteins were selected (Fig. 4A, Supplementary fig. 4-1A,
Supplementary data 5) and tested by western blot analysis (Fig. 4B,
Supplementary fig. 4-1B). Coincidentally, the results showed that p-
STAT3(Y705) was the most differentiated phosphorylated protein.
To further confirm that CYB5A does play a role in this
autophagy pathway rather than in other pathways, we measured
the relative density of autophagy-related proteins (Fig. 4C,
Supplementary fig. 4-1C). As expected, p-Beclin-1 exhibited the
biggest difference. (Several articles have reported that JAK1/STAT3
pathway is upstream of the autophagy star protein p-Beclin-1
[29]). Further, HCC cells exposed to IL-6 (20 ng/mL, 24 h) showed
p-STAT3(Y705) concentration had a more obvious diversity, but
STAT3 concentration had no significant difference (Fig. 4D,
Supplementary fig. 4-1D). This implies that CYB5A may affect
kinase expression in STAT3. To examine this possibility, we
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measured the expression of the four most important Janus
kinases (JAK1, JAK2, JAK3, and TYK2) upstream of STAT3 [30, 31].
The JAK1 expression was significantly negatively regulated by
CYB5A (Fig. 4E, Supplementary fig. 4-1E). Differences in relative
density of proteins in the related pathways demonstrated by
western blotting analysis, JAK1, p-JAK1, p-STAT3, BCL2, p-Beclin-1,
MMP-9, and LC3 had a trend of change consistent with
expectations (Fig. 4F, Supplementary fig. 4-1F). The purpose of
hypoxia is to induce stronger autophagy.

Immunofluorescence (IF) showed the difference in relative
concentrations of CYB5A and p-STAT3 (Fig. 4G) and IHC of lung
xenograft tumors, demonstrating a similar trend (Fig. 4H).

To prove that CYB5A inhibits STAT3 rather than parallelism, we
performed rescue experiments in vitro and in vivo (Supplementary
figs. 4-1G and 4-2). In conclusion, we firmly believe that CYB5A
induces autophagy by inhibiting STAT3 pathway as clearly sorted
out in Supplementary fig. 4-1H.

CYB5A inhibits the STAT3 signaling pathway by inhibiting
STOML2

To further study the possible mechanisms underlying the superior
tumor-suppressor  effect of CYB5A, we utilized co-
immunoprecipitation (co-IP) and mass spectrometry analysis
(Supplementary data 5). The top 5 peptide spectrum matches
(PSM) were confirmed by western blotting analysis, and the result
demonstrated a co-precipitation of the exogenous (3xflag-CYB5A)
with Stomatin Like 2 (STOML2) (Fig. 5A, B). Endogenous co-IP in
Huh-7 and Hep-G2 cell lines ruled out changes in the spatial
structure of exogenous proteins (Fig. 5C). IF demonstrates that the
cytoplasmic colocalization of CYB5A and STOML2 in cells and
CYB5A and STOML2 are negatively correlated with relative content
(Fig. 5D and Supplementary fig. 5-1A).

In our rescue test (in vivo, in vitro and at protein expression
levels), we used lentivirus to regulate STOML2 expression to
confirm that CYB5A regulates STOML2 (Supplementary figs. 5-1B,
5-2, 5-3, 5-4). In order to explain the changes in STOML2 density,
we performed gRT-PCR, but no significant change was found in
mMRNA relative contents of STOML2 and STAT3, accompanied by a
significant trend in the downstream genes of STAT3 (Supplemen-
tary fig. 5-1C). TCGA database indicated that the relative RNA
content of CYB5A was not significantly linked to STOML2 and
STAT3, but negatively correlated with the downstream gene of
STAT3 (Supplementary fig. 5-1D). We further found that CYB5A
enhanced STOML2 ubiquitination, indicating that CYB5A pro-
motes STOML2 degradation (Fig. 5E). Duolink® in situ proximity
ligation assay (PLA) analysis showed a strong PLA signal between
CYB5A and STOML2 in the cytoplasm (Fig. 5F).

STOML2 promotes tumor progression by upregulating IL-6 to
promote STAT3 pathway [32]. IL-6 is a highly expressed cytokine in
the microenvironment of HCC patients [33]. The western blotting
analysis also proved that STOML2 also promoted IL-6 expression in
HCC cell lines; meanwhile, we unexpectedly found that Huh-7 cells
exposed to IL-6 (20 ng/mL, 24 h) inhibited the protein level of
CYB5A (Fig. 5G). As a result, CYB5A and STOML2 form a loop
through IL-6. IHC of lung xenograft tumors shown a CYB5A is
negatively correlated with STOML2 in vivo (Fig. 5H).
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Low CYB5A and high STOML2 suggest a poor prognosis
Similarly, IHC was performed on HCC samples from 80 clinical
patients, resulting in a malignant degree of hepatocellular
carcinoma, lower CYB5A and LC3 expression levels, and higher
STOML2 and p-STAT3 expression levels (Fig. 6A, B).
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Moreover, Cox regression analysis indicated that combining low
CYB5A expression and high STOML2 expression was an indepen-
dent risk factor for OS of HCC patients, and the combination
indicated a worse overall survival (OS) (Fig. 6C, D, Supplementary
fig. 6-1A, B). In summary, we stated that CYB5A regulates the
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Fig. 5 CYB5A inhibits the STAT3 signaling pathway by inhibiting STOML2. A The whole-cell lysates obtained from HCC cell lines were co-
immunoprecipitated by Flag antibody and analyzed by liquid chromatography-tandem mass spectrometry (LC-MS). And the Coomassie-
stained SDS-PAGE analysis of washed beads. B The results were obtained and the top five proteins in PSM were selected for WB verification.
C The whole-cell lysates obtained from untreated Huh-7 cell lines and Hep-G2 cell lines were co-immunoprecipitated by CYB5A antibody. D IF
demonstrating the colocalization of CYB5A and STOML2 HCC cells, also shown in Supplementary fig. 5-1A. E HCCLM3-Con and HCCLM3-
CYB5A cell lines transfected with HA-Ub were treated with Baf A1 and MG-132. The cell extracts were analyzed by co-IP and western blot.
F Duolink PLA demonstrating the close proximity of CYB5A and STOML2 in HCC cells. G The expression changes of IL-6 and CYB5A after
STOML2 overexpression were demonstrated by western blot assay (left panel). And The change of CYB5A expression in Huh-7 and HCCLM3
cells treated with IL-6 (20 ng/mL, 24 h) was demonstrated by WB assay (right panel). H STOML2 levels in lung xenograft tumors are shown by
IHC. In our rescue test (in vivo, in vitro and at protein expression levels), we used lentivirus to regulate STOML2 expression to confirm that

:YB5A regulates STOML2 (Supplementary figs. 5-1B, 5-2, 5-3, 5-4).

STAT3 pathway by inhibiting the protein expression level and not
the RNA level of STOML2.

CYB5A and Ruxolitinib synergically inhibit HCC metastasis
To extensively investigate CYB5A clinical significance, a clinically
available oral JAK1 inhibitor [30] inhibits tumor cell survival by
activating autophagy [34, 35], and Ruxolitinib was applied to our
experiment. Ruxolitinib can inhibit HCC cell lines’ proliferation, but
JAK1 inhibitor has not been used clinically to treat HCC patients.
As far as we know, our experiment is the first to explore
Ruxolitinib’s impact on metastasis of HCC cells. Ruxolitinib could
significantly inhibit the number of HCCLM3 cells and Huh-7 cells
passing through transwell chamber, and in the same cell line
treated with the same drug, the more CYB5A expression, the more
obvious the inhibitory effect (Fig. 7A, B). Then, we established a
Ruxolitinib treatment model of lung metastatic xenografts using
HCCLM3 cell line (n=6) (Fig. 7C). The region of interest (ROI)
growth rate of BLI was utilized to evaluate the change in
metastatic tumor tissue volume, and OS was deployed to assess
mice’s prognosis. The results showed that Ruxolitinib could well
inhibit the HCCLM3 metastases’ progression, and the therapeutic
effect was a little more obvious when CYB5A was highly expressed
(Fig. 7D-F). This suggests that, possibly, metastatic tumors in
patients with high CYB5A expression exhibit more sensitivity to
JAKT inhibitors.

DISCUSSION

HCC is a common malignancy with an annual incidence and
mortality, resulting in more than 800,000 yearly deaths. Even in
the early stage of HCC, the 5-year recurrence rate is still as high as
70% [36-38]. The onset of HCC is incident, without obvious
abnormal symptoms in the early stage. Most patients have
developed to the late stage when HCC is diagnosed, without
proper surgical treatment, leading to higher recurrence and
mortality rates. Therefore, exhaustive and thorough HCC research
is highly demanding.

Based on the above problems and research status, we screened
three differential genes using the existing network data through
rigorous bioinformatics analysis. Due to the limited length, we
choose one of them, CYB5A, as this article’s topic. We found that
CYB5A is closely related to tumor development as it is significantly
downregulated in prostate cancer, adrenocortical cancer, breast
cancer, and HCC [4, 6, 39, 40] and can inhibit the proliferation and
metastasis of pancreatic cancer cells [8]. However, no research has
yet been conducted to explain the mechanism, although as
presented in various network databases and our validation cohort,
CYB5A is characterized by low expression in HCC. To investigate
the impact of CYB5A on the malignant phenotype of HCC cells, we
performed several experiments in vitro. We found that although
the enforced expression of CYB5A did not inhibit HCC cells’
proliferation, it significantly inhibited their metastatic ability.

Metastatic ability is a typical characteristic of HCC malignancy.
Different Xenograft models were employed to simulate the top
three common organ-specific metastases of HCC (intrahepatic,
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pulmonary, and skeletal metastases). Moreover, CYB5A was found
to be strongly related to autophagy through gene sequencing.
Much evidence shows that autophagy can inhibit tumor
metastasis. Based on previous literature reports and experimental
phenomena, we conclude a close relationship between CYB5A
promoting autophagy and CYB5A inhibiting metastasis. We
induced autophagy induction of HCC cells with Rapamycin and
successfully inhibited metastasis. Various experiments confirmed
that CYB5A stimulated autophagy of HCC cells.

As a cytochrome, CYB5A is a protein regulating cell REDOX. In
this paper, the expression difference of CYB5A was found to verify
its inhibition of metastasis, and there was no indication that the
difference was caused by the gene mutation of CYB5A. To clarify
the role of CYB5A in HCC, we looked for other possible causes.
Similarly, autophagy is a key way for cells to overcome oxidative
stress. Therefore, we paid special attention to the relationship
between CYB5A expression and autophagy.

Iron metabolism is also a function of CYB5A. The REDOX of iron
plays a key role in ferroptosis which downstream is the autophagy
pathway. Ferroptosis is also a signaling pathway that shows
differences after we regulate the expression of CYB5A. This is a
very interesting phenomenon, which may indicate a certain
relationship between CYB5A and ferroptosis. However, due to
space limitation, this paper only discusses the influence of CYB5A
on its downstream autophagy, and the relationship between
CYB5A and ferroptosis will be further studied by our
research group.

Since autophagy-related signaling pathways are complex,
further studies are required to clarify the regulatory mechanisms
of autophagy. We screened out the differential protein p-STAT3 by
sequencing results combined with the phosphoric acid antibody
chip, and detected the changes of p-Beclin-1 found in almost all
the expression differences of autophagy-related proteins. Since
p-STAT3 changes but total STAT3 does not, we believe that CYB5A
regulates the phosphorylation level of STAT3. Fortunately, we
found a change in the protein level of the upstream gene JAK1 of
STAT3, highlighting that CYB5A affects the STAT3 pathway
through JAKT.

Besides, STAT3/Bcl-2/Beclin-1 signaling is associated with the
induction of autophagy inhibition. Previous reports have shown
that Beclin-1, as an important autophagy-related protein, can bind
to and be inhibited by Bcl-2 protein, thus preventing autophagy
[41-43]. Besides, STAT3 can transcriptionally activate the apoptotic
inhibitor protein Bcl-2, which also inhibits autophagy induction by
disassociating the Bcl-2/Beclin-1 complex. Once activated, STAT3
upregulates Bcl-2 expression, leading to autophagy inhibition. In
our study, after regulating STAT3 expression, the phosphorylation
level of Beclin-1 was reversed, and the autophagy phenotype and
metastatic phenotype were changed. These results indicated that
STAT3 inhibited the induction of HCC autophagy. We hypothe-
sized that CYB5A-mediated autophagy might occur by targeting
STAT3, thereby weakening the metastatic ability of HCC cells. In
fact, we found that CYB5A indeed promoted CYB5A cell
autophagy and inhibited HCC metastasis in vivo and in vitro by
promoting the disintegration of Bcl-2/Beclin-1 complex. To explain
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Fig. 6 Low CYB5A and high STOML2 suggest a poor prognosis. A Representative images of immunohistochemical staining of CYB5A,
STOML2, p-STAT3, and LC-3B in human HCC tumor sections (n =80). B Correlation between immunohistochemistry staining intensity for
CYB5A, STOML2, p-STAT3, and LC-3B in human HCC tumor sections (n = 80). C Univariate and Multivariate analyses were performed in the
clinical cohort. The bar corresponds to 95% confidence intervals. D OS in the clinical cohort.
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why CYB5A could inhibit JAK1 activity we found that CYB5A was
closely linked to the oncogenic gene STOML2 using experiments
on protein interactions. STOML2 is considered a star oncopro-
moter gene [44-47] and can activate the JAK/STAT3 pathway by
stimulating IL-6 expression [32]. Our experiments showed that
STOML2 could be inhibited by CYB5A. CYB5A, STOML2, and IL-6
seem to form a feedback loop.

In addition to its biological importance, our work may be relevant
to clinical management of HCC patients. As CYB5A and STOML2
expression is associated with HCC recurrence risk, measuring CYB5A
and STOML2 levels post-surgery may be an effective approach to
predict patient outcomes. Furthermore, our data raise an important
clinical question: are JAK1 inhibitors, including Ruxolitinib, suitable
for HCC patients with a high CYB5A expression? Our animal
experiments suggest that metastatic HCC patients with a high
CYB5A expression may be treated with Ruxolitinib. Thus, detecting
CYB5A and its associated pathway and differentially managing
patients with different CYB5A levels is crucial.

DATA AVAILABILITY
All data generated and analyzed during this study are included in this published
article and its additional file.

REFERENCES

1. Maghzal G, Thomas S, Hunt N, Stocker R. Cytochrome b5, not superoxide anion
radical, is a major reductant of indoleamine 2,3-dioxygenase in human cells. J Biol
Chem. 2008;283:12014-25.

2. Rawa K, Chelmecka-Hanusiewicz L, Plochocka D, Pawinska-Wasikowska K, Bal-
wierz W, Burzynska B. Characterization of a novel mutation in the NADH-
cytochrome b5 reductase gene responsible for rare hereditary methaemoglobi-
naemia type |. Acta haematologica. 2013;130:122-5.

3. Percy M, Lappin T. Recessive congenital methaemoglobinaemia: cytochrome b(5)
reductase deficiency. Br J Haematol. 2008;141:298-308.

4, Wu X, Xu Q, Chen P, Yu C, Ye L, Li T. Association between CYP17A1, CYB5A
polymorphisms and efficacy of abiraterone acetate/prednisone treatment in
castration-resistant prostate cancer patients. Pharmacogenomics Pers. Med.
2020;13:181-8.

5. Fujisawa Y, Sakaguchi K, Ono H, Yamaguchi R, Kato F, Kagami M, et al. Combined
steroidogenic characters of fetal adrenal and Leydig cells in childhood adreno-
cortical carcinoma. J Steroid Biochem Mol Biol. 2016;159:86-93.

6. Blanke K, Sacco J, Millikan R, Olshan A, Luo J, Trepanier L. Polymorphisms in the
carcinogen detoxification genes CYB5A and CYB5R3 and breast cancer risk in
African American women. Cancer Causes Control. 2014;25:1513-21.

7. Giovannetti E, Wang Q, Avan A, Funel N, Lagerweij T, Lee J, et al. Role of CYB5A in
pancreatic cancer prognosis and autophagy modulation. J Natl Cancer Inst.
2014;106:djt346.

8. Giovannetti E, Giaccone G. CYB5A and autophagy-mediated cell death in pan-
creatic cancer. Autophagy 2014;10:697-8.

9. Yu H, Lee H, Herrmann A, Buettner R, Jove R. Revisiting STAT3 signalling in cancer:
new and unexpected biological functions. Nat Rev Cancer. 2014;14:736-46.

10. Sansone P, Bromberg J. Targeting the interleukin-6/Jak/stat pathway in human
malignancies. J Clin Oncol. 2012;30:1005-14.

11. Anglesio M, George J, Kulbe H, Friedlander M, Rischin D, Lemech C, et al. IL6-
STAT3-HIF signaling and therapeutic response to the angiogenesis inhibitor
sunitinib in ovarian clear cell cancer. Clin Cancer Res. 2011;17:2538-48.

12. Shishodia G, Shukla S, Srivastava Y, Masaldan S, Mehta S, Bhambhani S, et al.
Alterations in  microRNAs miR-21 and let-7a correlate with aberrant
STAT3 signaling and downstream effects during cervical carcinogenesis. Mol
Cancer. 2015;14:116.

13. Yang W, Yu T, Huang X, Bilotta A, Xu L, Lu Y, et al. Intestinal microbiota-derived
short-chain fatty acids regulation of immune cell IL-22 production and gut
immunity. Nat Commun. 2020;11:4457.

14. McCaffrey L, Montalbano J, Mihai C, Macara I. Loss of the Par3 polarity protein
promotes breast tumorigenesis and metastasis. Cancer Cell. 2012;22:601-14.

15. Xiang X, Feng D, Hwang S, Ren T, Wang X, Trojnar E, et al. Interleukin-22 ame-
liorates acute-on-chronic liver failure by reprogramming impaired regeneration
pathways in mice. J Hepatol. 2020;72:736-45.

16. Tai W, Shiau C, Chen H, Liu C, Lin C, Cheng A, et al. Mcl-1-dependent activation of
Beclin 1 mediates autophagic cell death induced by sorafenib and SC-59 in
hepatocellular carcinoma cells. Cell Death Dis. 2013;4:485.

SPRINGER NATURE

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

. Siegelin M, Raskett C, Gilbert C, Ross A, Altieri D. Sorafenib exerts anti-glioma

activity in vitro and in vivo. Neurosci Lett. 2010;478:165-70.

. Guo J, Wu G, Bao J, Hao W, Lu J, Chen X. Cucurbitacin B induced ATM-mediated

DNA damage causes G2/M cell cycle arrest in a ROS-dependent manner. PloS
One. 2014;9:288140.

. Alvarez J, Greulich H, Sellers W, Meyerson M, Frank D. Signal transducer and

activator of transcription 3 is required for the oncogenic effects of non-small-cell
lung cancer-associated mutations of the epidermal growth factor receptor.
Cancer Res. 2006;66:3162-8.

Gao Q, Zhu H, Dong L, Shi W, Chen R, Song Z, et al. Integrated proteogenomic
characterization of hbv-related hepatocellular carcinoma. Cell 2019;179:1240.
Gartler S. Apparent Hela cell contamination of human heteroploid cell lines.
Nature 1968;217:750-1.

Ye F, Chen C, Qin J, Liu J, Zheng C. Genetic profiling reveals an alarming rate of
cross-contamination among human cell lines used in China. FASEB J.
2015;29:4268-72.

Capes-Davis A, Theodosopoulos G, Atkin |, Drexler H, Kohara A, MacLeod R, et al.
Check your cultures! A list of cross-contaminated or misidentified cell lines. Int J
cancer. 2010;127:1-8.

Deng Y, Song P, Chen X, Huang Y, Hong L, Jin Q, et al. 3-bromopyruvate-
conjugated nanoplatform-induced pro-death autophagy for enhanced photo-
dynamic therapy against hypoxic tumor. ACS Nano. 2020;14:9711-27.

Li G, Li L, Li M, Chen X, Su Q, Deng Z, et al. DAPK3 inhibits gastric cancer
progression via activation of ULK1-dependent autophagy. Cell Death Differ.
2021;28:952-67.

Ostendorf B, Tavazoie S. Autophagy suppresses breast cancer metastasis. Dev.
Cell. 2020;52:542-4.

Li X, Lee Y, Kang Y, Dai B, Perez M, Pratt M, et al. Hypoxia-induced autophagy of
stellate cells inhibits expression and secretion of lumican into microenvironment
of pancreatic ductal adenocarcinoma. Cell Death Differ. 2019;26:382-93.

Tao J, Yang G, Zhou W, Qiu J, Chen G, Luo W, et al. Targeting hypoxic tumor
microenvironment in pancreatic cancer. J Hematol Oncol. 2021;14:14.

Tian J, Kou X, Wang R, Jing H, Chen C, Tang J, et al. Autophagy controls
mesenchymal stem cell therapy in psychological stress colitis mice. Autophagy.
2020;17:2586-603.

Johnson D, O’Keefe R, Grandis J. Targeting the IL-6/JAK/STAT3 signalling axis in
cancer. Nat Rev Clin Oncol. 2018;15:234-48.

Chuang C, Greenside P, Rogers Z, Brady J, Yang D, Ma R, et al. Molecular definition
of a metastatic lung cancer state reveals a targetable CD109-Janus kinase-Stat
axis. Nat Med. 2017;23:291-300.

Qu H, Jiang W, Wang Y, Chen P. STOML2 as a novel prognostic biomarker
modulates cell proliferation, motility and chemo-sensitivity via IL6-Stat3 pathway
in head and neck squamous cell carcinoma. Am J Trans| Res. 2019;11:683-95.
Umemura A, Park E, Taniguchi K, Lee J, Shalapour S, Valasek M, et al. Liver
damage, inflammation, and enhanced tumorigenesis after persistent mTORC1
inhibition. Cell Metab. 2014;20:133-44.

Machado-Neto J, Coelho-Silva J, Santos F, Scheucher P, Campregher P, Hamers-
chlak N, et al. Autophagy inhibition potentiates ruxolitinib-induced apoptosis in
JAK2 cells. Invest New Drugs. 2020;38:733-45.

Kusoglu A, Bagca B, Ay N, Saydam G, Avci C. Ruxolitinib regulates the autophagy
machinery in multiple myeloma cells. Anticancer Agents Med Chem.
2020;20:2316-23.

Serper M, Taddei T, Mehta R, D'Addeo K, Dai F, Aytaman A, et al. Association of
provider specialty and multidisciplinary care with hepatocellular carcinoma
treatment and mortality. Gastroenterology 2017;152:1954-64.

Llovet J, De Baere T, Kulik L, Haber P, Greten T, Meyer T, et al. Locoregional
therapies in the era of molecular and immune treatments for hepatocellular
carcinoma. Nat Rev Gastroenterol Hepatol. 2021;18:293-313.

Su F, Weiss N, Beste L, Moon A, Jin G, Green P, et al. Screening is associated with a
lower risk of hepatocellular carcinoma-related mortality in patients with chronic
hepatitis B. J Hepatol. 2021;74:850-59.

Lugmani Y, Al Azmi A, Al Bader M, Abraham G, El Zawahri M. Modification of gene
expression induced by siRNA targeting of estrogen receptor alpha in MCF7
human breast cancer cells. Int J Oncol. 2009;34:231-42.

Zhou W, Zhang S, Cai Z, Gao F, Deng W, Wen Y, et al. A glycolysis-related gene
pairs signature predicts prognosis in patients with hepatocellular carcinoma.
Peer). 2020;8:29944.

Pattingre S, Tassa A, Qu X, Garuti R, Liang X, Mizushima N, et al. Bcl-2 anti-
apoptotic proteins inhibit Beclin 1-dependent autophagy. Cell 2005;122:927-39.
Luo S, Rubinsztein D. Apoptosis blocks Beclin 1-dependent autophagosome
synthesis: an effect rescued by Bcl-xL. Cell Death Differ. 2010;17:268-77.

Akar U, Chaves-Reyez A, Barria M, Tari A, Sanguino A, Kondo Y, et al. Silencing of
Bcl-2 expression by small interfering RNA induces autophagic cell death in MCF-7
breast cancer cells. Autophagy 2008;4:669-79.

Cell Death and Disease (2022)13:623



44. Wang D, Qi H, Li A, Deng F, Xu Y, Hu Z, et al. Coexisting overexpression of STOML1
and STOML2 proteins may be associated with pathology of oral squamous cell
carcinoma. Oral Surg, Oral Med, Oral Pathol Oral Radiol. 2020;129:591-9. e3

45. Guo X, Guo H, Guo H. Clinical significance of SLP-2 in epithelial ovarian cancer
and its regulatory effect on the Notch signaling pathway. Eur Rev Med Pharmacol
Sci. 2020;24:1666-71.

46. Ma W, Xu Z, Wang Y, Li W, Wei Z, Chen T, et al. A positive feedback loop of SLP2
activates MAPK signaling pathway to promote gastric cancer progression. Ther-
anostics. 2018;8:5744-57.

47. Yang C, Li J, Li L, Ko Y, Chen J. Stomatin-like protein 2 regulates survivin
expression in non-small cell lung cancer cells through B-catenin signaling
pathway. Cell Death Dis. 2018;9:425.

ACKNOWLEDGEMENTS

We thank Qingsong Hu (USTC), Mian Wu (USTC), and Ning Zhang (HMU) for daily
discussions. Yingjian Liang (HMU), Xuan Song (HMU), Yang Haiyan (HMU) for helpful
suggestions. This study was funded by National Natural Science Foundation of China
(Grant No. 81972307, No. 81772588, No. UT19A2008 and No. 81773194), Changjiang
Scholars and Innovative Research Team in University (Grant No. IRT1122), Foundation
of the First Affiliated Hospital of Harbin Medical University (Grant No. 201713008),
China Postdoctoral Science Foundation (2020M671911,2020TQ0313), Natural Science
Foundation of Anhui Province (2008085QH376), Innovative Research Program of
Harbin Medical University (2019-KYYWF-0362).

AUTHOR CONTRIBUTIONS

Conceptualization: HG, SL, LL, JW, YL; methodology: DY, DW, YW, SZ, JW, SZ, KM, ZL;
software: YL, LS, CJ, XL, GY; validation: HG, SL, HZ, ZL, XG, TC; formal analysis; SZ, DY,
LL, JW, YL; investigation: HG, SL, LL, JW; writing-original draft, HG, SZ; writing-review
& editing, HZ, LL, JW, YL; visualization: HG, YL, LS, CJ, XL, GY; funding acquisition, YW,
YL, JW, LL; resources: LL, JW, YL; supervision: LL, JW, YL.

COMPETING INTERESTS

The authors declare no competing interests.

Cell Death and Disease (2022)13:623

H. Guo et al.

ETHICS APPROVAL AND CONSENT TO PARTICIPATE

Tissue samples were obtained from patients with hepatobiliary surgery who agreed
to participate in the research at The First Affiliated Hospital of Harbin Medical
University (Harbin, China).

ADDITIONAL INFORMATION

Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/541419-022-05053-8.

Correspondence and requests for materials should be addressed to Yao Liu, Jiabei
Wang or Lianxin Liu.

Reprints and permission information is available at http://www.nature.com/
reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims
in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons

5Y Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this license, visit http://
creativecommons.org/licenses/by/4.0/.

© The Author(s) 2022

SPRINGER NATURE

13


https://doi.org/10.1038/s41419-022-05053-8
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Cytochrome B5 type A alleviates HCC metastasis via regulating STOML2 related autophagy and promoting sensitivity to ruxolitinib
	Introduction
	Materials and methods
	Duolink&#x000AE; PLA
	Confocal microscope

	Results
	CYB5A is frequently downregulated in human HCC
	CYB5A inhibits HCC metastasis
	The inhibition of metastasis by CYB5A is related to its ability to increase autophagy
	CYB5A promotes autophagy by inhibiting the STAT3�signaling pathway
	CYB5A inhibits the STAT3�signaling pathway by inhibiting STOML2
	Low CYB5A and high STOML2�suggest a poor prognosis
	CYB5A and Ruxolitinib synergically inhibit HCC metastasis

	Discussion
	References
	Acknowledgements
	Author contributions
	Competing interests
	Ethics approval and consent to participate
	ADDITIONAL INFORMATION




