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cFUTS8 promotes liver cancer progression by miR-548¢/FUTS
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Dear Editor,

Hepatocellular carcinoma (HCC) is a serious and lethal malig-
nancy. According to the global cancer statistics of 2018 (GLOBOCAN
2018) provided by the World Health Organization, HCC led to an
estimated 781,631 deaths in 2018, comprising 8.2% of the global
cancer mortality burden." Despite improvements in the HCC survival
rate, most patients still suffer from metastases and recurrence within
5 years post-surgery.” And it is the unclear molecular pathogenesis
that hampers the control of HCC. The discovery of circular RNAs
(circRNAs) has the potential to provide new opportunities but also
presents several new challenges.® Therefore, there is an urgent need
to identify the regulatory role of circRNAs in HCC progression. As a
novel molecular regulator, circRNAs have been confirmed to control
the progression of HCC, typically acting as RNA sponges.*> Likewise,
in this study, we determined that the circRNA cFUT8 can promote
HCC development by binding free miR-548c and inhibiting the miR-
548c/FUT8 regulatory axis.

Firstly, we observed that cFUT8 was overexpressed in HCC
tissue, through bioinformatics and qRT-PCR analysis (Fig. 1a and
Supplementary Fig. STa-S1c). The location of cFUT8 was identified
using RNAscope (Fig. 1b). Using the Kaplan—-Meier survival curve
analysis, we determined that cFUT8 expression was negatively
associated with the prognosis of patients with HCC (Fig. 1c).
Meanwhile, relative cFUT8 expression was also correlated with the
pathologic features of HCC, including the BCLC stage and
lymphatic invasion (Supplementary Table S1).

In order to identify the regulatory functions of cFUT8 in HCC, we
firstly examined the expression levels of cFUT8 in six HCC cell lines
(Supplementary Fig. S2a) and constructed cFUT8 stable knockdown
cell models using HepG2 and Huh7 cell lines (Supplementary Fig.
S2b). We observed that cell proliferation activities were significantly
inhibited in vivo and ex vivo (Fig. 1d, e and Supplementary Fig. S2c).
However, loss of cFUT8 expression had no detectable influence on
the normal liver cell line LO2 (Supplementary Fig. S2d), which
suggested that cFUT8 may only affect the progression of HCC cells.
Using flow cytometric analysis, we detected that the cell cycle was
inhibited, with the cycle halting at the G2 stage for most cells (Fig.
1f). Next, we determined that the invasive activities of HCC cells
were positively correlated with cFUT8 expression (Fig. 1g; Supple-
mentary Fig. S2a, e). And in this instance, following cFUT8
knockdown, we also observed the metastases formed by cells
cannot be detected (Fig. 1h). Following cFUT8 mimic infection, we
observed that HepG2 and Huh7 cells with cFUT8-overexpression
presented with more elongated, spindle-like mesenchymal mor-
phology (Fig. 1i), which indicated that cFUT8 expression may also be
associated with epithelial-mesenchymal transition (EMT). In order to
support this inference, we induced EMT via TGF- treatment among
cFUT8-knockdown and control cells and examined the EMT cell
markers using western blotting. Following TGF-f induction, we
found that E-cadherin expression was upregulated, and vimentin,
Slug, Snail, and f-catenin expression was significantly inhibited
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among cFUT8-knockdown cells (Fig. 1j and Supplementary Fig. S2f).
However, the role of cFUT8 during EMT processes still requires
further investigation. In addition, using shcFUT8-2, we obtained
consistent results (Supplementary Fig. S2g-i), which also verified
that cFUT8 promoted the proliferation and invasion activities of HCC.
Taken together, these results indicate that cFUT8 could promote
HCC cell development, thus maintaining malignant potential.

Based on previous bioinformatics analysis, we hypothesized
that the function of cFUT8 in this instance may relate to the
binding of free miR-548c and the inhibition of the miR-548c/FUT8
regulatory axis. To verify this prediction, we examined whether
FUT8 expression levels have any biological relevance in modulat-
ing HCC cell activities, which may be related to cFUTS. Firstly, we
detected FUT8 expression levels in liver cancer and normal liver
cell lines (Supplementary Fig. S3a). Following knockdown of FUT8
in HepG2 and Huh7 cells (Supplementary Fig. S3b), we observed
that cell proliferation, xenograft formation, and cell invasion
activities were significantly inhibited (Fig. Tk-m and Supplemen-
tary Fig. S3c). Furthermore, stable knockdown of FUT8 also
significantly increased E-cadherin protein levels (Supplementary
Fig. S3d), similar to the effects observed in cFUT8-knockdown.
Next, we increased the free miR-548c levels within HCC cell lines
by infecting with miR-548c mimics. And then, we determined
whether free miR-548c levels have any biological relevance to
cFUT8 expression. As expected, the regulatory effects of cFUT8
were significantly counteracted by the increased presence of free
miR-548c. After adding exogenous miR-548¢c, the protective
effects of cFUT8 on FUT8 expression were significantly reduced,
and cell invasion, migration, and xenograft formation activities
were also inhibited (Supplementary Fig. S4a-f).

Finally, to verify the predicted regulatory pattern of cFUTS8, via
binding of free miR-548c and indirectly increasing FUT8 expression,
we used Pearson correlation analysis. Thus, we determined that FUT8
expression was positively correlated with cFUT8 expression at the
MRNA level, in both HCC clinical tissue samples and cell lines (Fig.
1n). Then, we detected the subcellular location of both cFUT8 and
miR-548c using fluorescence in situ hybridization (FISH). The results
showed that cFUT8 and miR-548c were predominantly co-localized
in the HCC cell cytoplasm (Fig. 10). To determine whether
endogenous cFUT8 may serve as a binding platform for miR-548c,
we conducted RNA immunoprecipitation (RIP) in HepG2 and Huh7
cells. Strikingly, endogenous miR-548c binding to cFUT8 increased
more than 30-fold (Supplementary Fig. S5a). Similarly, endogenous
cFUTS, pulled down by miR-548¢, was also significantly increased at
almost 40-fold in these cells (Supplementary Fig. S5b). With similar
processing, expression of FUT8 was significantly enhanced when
miR-548c was present (Supplementary Fig. S5c). However, this
enrichment was attenuated when coupled with cFUT8 (Fig. 1p).
When the free miR-548c level was increased, we identified that FUT8
expression was significantly inhibited at both the mRNA and protein
levels (Supplementary Fig. S5d, e). Meanwhile, we performed a dual-
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luciferase reporter assay to assess whether FUT8 is a direct target of
miR-548c. As shown in Fig. 1q, the luciferase activity in both HepG2
and Huh7 cells was significantly reduced by miR-548c mimic
transfection, compared with the negative control. Therefore, by
binding free miR-548c in the cytoplasm, cFUT8 may indirectly
control the expression of FUTS.

SPRINGER NATURE

Overall, we proposed a cFUT8/miR-548c/FUT8 regulatory model
for HCC progression (Fig. 1r). During EMT, cFUT8 may dramatically
increase the expression levels of FUT8 by controlling the availability
of miR-548c in HCC cancer cells. Our study thus highlights the
pathologic role of cFUT8 in HCC, which may aid in the development
of novel diagnostic and therapeutic approaches for HCC.
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Fig. 1 cFUT8 promotes liver cancer progression via miR-548¢c/FUT8 regulatory axis. a Relative cFUT8 expression in liver cancer and para-
carcinoma tissues was detected by qRT-PCR (n =57, **p <0.01). b Specimens from patients with HCC show high cFUT8 expression in the
cytoplasm of tumor lesions, examined by RNAScope (T represents cancer tissues; N represents para-carcinoma tissues). ¢ Utilizing the
Kaplan—Meier survival curves analysis, cFUT8 expression was determined to be negatively correlated with overall survival rate and disease-free
survival rate of HCC patients. d Cell proliferation of HepG2 cells and Huh7 cells with or without cFUT8 knockdown was measured by the CCK-8
assay at different time points (left). Meanwhile, the cFUT8 expression level was examined at each time point using qRT-PCR (right). Mean + SD
of absorbance from each group (n=8) is shown. p-values were calculated by paired Student’s t-test (**p <0.01). e Knockdown of cFUT8
remarkably reduced the volumes of the tumor mass. Volumes of tumors formed by shCtrl or shcFUT8-1 stable clones in NOD-SCID mice were
measured using a Vernier caliper on a weekly basis. The top panel shows the mean = SD (n = 5) from each group at each time point. The
bottom panel shows the gross view of isolated tumors. P-values were calculated by paired Student’s t-test (**p < 0.01). f Knockdown of cFUT8
in HepG2 and Huh7 led to cell cycle arrest at the G2 stage. g Silencing of cFUT8 in HepG2 and Huh7 cells significantly suppressed their
invasive ability. The invasive ability of HCC cell lines and their derivatives were determined by Transwell assays (*p < 0.05; **p <0.01). h
Injection of cFUT8 stable knockdown clones of Huh7 and HepG2 into the spleen of nude mice. The knockdown of cFUT8 inhibited the
metastatic ability of HCC cells in vivo. Representative images of isolated livers (top) and hematoxylin and eosin (H&E) stained liver sections in
each group are shown (bottom). i Cell morphology of HepG2-0oecFUT8 and Huh7-oecFUT8, compared to HepG2-vector and Huh7-vector
(blank control), presented with elongated, spindle-like mesenchymal morphology. j Silencing cFUT8 expression in HepG2 and Huh7 cells
significantly decreased the expression of FUT8 at the protein level. Utilizing western blot, we determined that the expression level of E-
cadherin was increased. We also found that other EMT markers, including Vimentin, Slug, Snail, and p-catenin, were significantly suppressed
after the silencing of cFUT8 expression. k Knockdown of FUT8 also significantly reduced the proliferation of HepG2 and Huh7 cells. Cell
proliferation of HepG2 cells (left) and Huh7 cells (right) with or without FUT8 knockdown was measured by the CCK-8 assay at different time
points (**p < 0.01). | Silencing of FUT8 also remarkably reduced the volumes of the tumor mass. The mean + SD (n =5) from each group at
each time point was shown. All P-values were calculated by paired Student'’s t-test (**p < 0.01). m Silencing of FUT8 also significantly reduced
the cell invasion activities of HepG2, Huh7, and HLE cells (**p < 0.01). n cFUT8 expression level was positively associated with FUT8 expression
at the mRNA level, both in clinical HCC tissues (left) and HCC cell lines (right). o cFUT8 was co-localized with miR-548c¢ in the cytoplasm as
shown by FISH. p cFUT8 attenuated the inhibitory effects of miR-548c on FUT8 expression, examined by RIP. q Dual-Luciferase Reporter Assay
System showed that miR-548c could directly bind at 3'UTR of FUT8. r A putative regulative model of cFUT8 in HCC

ACKNOWLEDGEMENTS

This work was supported by the National Natural Science Foundation of China (Grant
Nos. 81871699, 81871949, 81572345, 81972390, 81672956, and 81572433). This work
was also supported by the Jiangsu Six Talent Peaks Project (WSN-102) and the Beijing
Science and Technology Project (Z181100003818003). Foundation of Jilin Province
Science and Technology Department (172408GH010234983, 20200301001RQ), National
Science System (SNI), SENACYT, as well as Program for JLU Science and Technology
Innovative Research Team.

ADDITIONAL INFORMATION

The online version of this article (https:/doi.org/10.1038/541392-020-00393-3)
contains supplementary material, which is available to authorized users.

Competing interests: The authors declare no competing interests.

Chong Li'?, Zhuoyuan Xin', Luyun He?, Jing Ning?, Kaisu Lin®,
Jiahui Pan', Jagannatha Rao (&, Guoging Wang @' and Hong Zhu®
"Key Laboratory of Zoonosis Research, Ministry of Education, College
of Basic Medical Science, Jilin University, 130021 Changchun, China;
2Institute of Biophysics, Chinese Academy of Sciences, 100101 Beijing,

China; >Department of Oncology, The First Affiliated Hospital of

Soochow University, 215006 Suzhou, China and “Instituto de
Investigaciones Cientificas y Servicios de Alta Tecnologia, Asociacion de

Interés Publico (INDICASAT-AIP), Panama City, Republic of Panama

These authors contributed equally: Chong Li, Zhuoyuan Xin, Luyun He.
Correspondence: Guoging Wang (ging@jlu.edu.cn) or
Hong Zhu (zhuhong_jasmine@suda.edu.cn)

Signal Transduction and Targeted Therapy (2021)6:30

REFERENCES

1. Bray, F. et al. Global cancer statistics 2018: GLOBOCAN estimates of incidence and
mortality worldwide for 36 cancers in 185 countries. CA Cancer J. Clin. 68, 394-424
(2018).

2. Heimbach, J. K. et al. AASLD guidelines for the treatment of hepatocellular carci-
noma. Hepatology 67, 358-380 (2018).

3. Memczak, S. et al. Circular RNAs are a large class of animal RNAs with regulatory
potency. Nature 495, 333-338 (2013).

4. Han, D. et al. Circular RNA circMTO1 acts as the sponge of microRNA-9 to suppress
hepatocellular carcinoma progression. Hepatology 66, 1151-1164 (2017).

5. Wang, Y.-G. et al. hsa_circ_0091570 acts as a ceRNA to suppress hepatocellular
cancer progression by sponging hsa-miR-1307. Cancer Lett. 460, 128-138
(2019).

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) 2021

SPRINGER NATURE


https://doi.org/10.1038/s41392-020-00393-3
http://orcid.org/0000-0002-4801-3535
http://orcid.org/0000-0002-4801-3535
http://orcid.org/0000-0002-4801-3535
http://orcid.org/0000-0002-4801-3535
http://orcid.org/0000-0002-4801-3535
http://orcid.org/0000-0001-9326-3755
http://orcid.org/0000-0001-9326-3755
http://orcid.org/0000-0001-9326-3755
http://orcid.org/0000-0001-9326-3755
http://orcid.org/0000-0001-9326-3755
mailto:qing@jlu.edu.cn
mailto:zhuhong_jasmine@suda.edu.cn
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	cFUT8 promotes liver cancer progression by miR-548c/FUT8 axis
	Acknowledgements
	ADDITIONAL INFORMATION
	References




