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ABSTRACT
C-terminal binding protein 1 (CtBP1) is a critical transcriptional corepressor of many tumor
suppressor genes and plays diverse roles in the progression of cancers. The transcriptional
repression function of CtBP1 is mediated by recruiting histone-modifying enzymes, such as
histone deacetylases and histone methyltransferases, to target genes by binding with DNA-
interacting factors. Several post-translational modifications of CtBP1 have been identified,
including ubiquitination, phosphorylation, and SUMOylation. This paper reports that CtBP1 is
conjugated by ISG15. Endogenous CtBP1 was modified by ISG15 after interferon-α treatment in
HeLa cells. The ISGylation process of CtBP1 was regulated by deISGylation enzyme USP18 and
ISG15 E3 ligase EFP. Interestingly, CtBP1 ISGylation affected the binding affinity between CtBP1
and some components of CtBP1-associated transcriptional complexes. HDAC1 and LSD1 bound
more efficiently to ISG15-conjugated CtBP1 than non-conjugated CtBP1. On the other hand,
binding between CtBP1 and HDAC4 was unaffected by ISG15 modification. Furthermore, ISG15
modification enhanced the transcriptional repression activity of CtBP1 on several target genes
related to EMT and apoptosis. These findings suggest that the ISG15 modification of CtBP1
modulates the function and activity of CtBP1 and that CtBP1 ISGylation may provide a new
insight for CtBP1-mediated cancers.
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Introduction

C-terminal binding protein 1 (CtBP1) was initially recog-
nized by its binding to the C-terminus of adenovirus E1A
protein and is highly conserved among metazoans
(Boyd et al. 1993). Humans have two CtBP family pro-
teins, CtBP1 and CtBP2, which show high similarity in
amino acid sequence and structure. Although CtBP1
and CtBP2 exhibit many overlapping functions, they
perform distinct and unique functions in diverse cellular
processes (Stankiewicz et al. 2014; Chen 2021). The role
of CtBPs as an oncogene has been identified in various
tumors, including melanoma, leukemia, breast, prostate,
and colon cancers. The pro-tumorigenic function of
CtBPs involves regulating a diverse range of genes
involved in cell proliferation, apoptosis, EMT and inva-
sion, and stem cell-like behaviors (Chinnadurai 2009;
Chen 2021; Kwon et al. 2023). In CtBP-knockout mouse
embryonic fibroblasts (MEFs), the expression of proa-
poptotic and epithelial genes like plakoglobin, keratin-
8, PERP, p21, Bax, and E-cadherin, was increased. On
the other hand, the effect was abrogated when the
MEFs were rescued with CtBP1 (Grooteclaes et al.
2003). Furthermore, several tumor suppressors, includ-
ing PTEN, p16INK4A, and GAS5, were negatively regulated

by CtBP (Paliwal et al. 2007; Mroz et al. 2008; Blevins et al.
2017). Since CtBPs do not have a DNA binding motif,
they are directed onto the promoters or enhancers of
specific genes through interaction with DNA-binding
transcription factors. All CtBP-binding transcription
factors have a PXDLS sequence that can bind to the tran-
scription factor-binding domain of CtBP1. Once bound
to the transcription factors, CtBPs form a corepressor
complex by recruiting several epigenetic modifiers,
including histone methyl transferases (HMTases),
histone deacetylases (HDACs), and lysine-specific
demethylase (LSD1) (Shi et al. 2003; Chen 2021). Coordi-
nated regulation of the chromatin structure by these
CtBP-associated epigenetic regulators may contribute
to the transcriptional repression of CtBPs.

Diverse post-translational modifications (PTMs), such
as ubiquitination, phosphorylation, and SUMOylation,
influence the protein stability, transcriptional activity,
and subcellular localization of CtBPs (Byun and
Gardner 2013). CtBP1 is ubiquitinated by XIAP, and
CtBP2 is ubiquitinated by CHIP, both of which result in
degradation by proteasome (Lee et al. 2012; Lee and
Yoo 2013). HIPK2 and JNK1 phosphorylate CtBP at
Ser422 and trigger the ubiquitination and subsequent
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proteasomal degradation of CtBP (Zhang et al. 2003;
Wang et al. 2006). AMPK and Pak1 phosphorylate
CtBP1 at Ser158, leading to a decrease in the CtBP core-
pressor functions by triggering CtBP translocation to the
cytoplasm (Barnes et al. 2003; Kim et al. 2013). SUMOyla-
tion at Lys428 in the consensus SUMOylation motif
(ΨKxE) of CtBP1 increased the nuclear localization and
corepressor activity. Several SUMO E3 ligases, including
Pc3, PIAS1, and PIAS2, are involved in CtBP1 SUMOyla-
tion. Interestingly, CtBP2 has no SUMO consensus site
(Lin et al. 2003). CtBP1 is retained in the cytoplasm and
nucleus, whereas the localization of CtBP2 is limited to
the nucleus. Although the sequence identity between
CtBP1 and CtBP2 is high, their N-terminal regions
differ. The N-terminus of CtBP2 is acetylated at three
Lys residues (Lys6, Lys8, and Lys10) by the p300
nuclear acetyltransferase, and acetylation at Lys10 is
critical for nuclear retention (Zhao et al. 2006). Recently,
it was reported that KAT2A succinylated CtBP1 and regu-
lated the pro-tumorigenic function of CtBP1 (Zhou et al.
2023).

Interferon (IFN)-stimulated gene 15 (ISG15) is a ubi-
quitin-like protein that is involved in diverse biological
functions, such as immune modulation, DNA damage
response, autophagy, and protein translation (Zhang
and Zhang 2011). Like ubiquitination, E1 activating
enzyme, E2 conjugating enzyme, and E3 ligase partici-
pate in the covalent conjugation of target proteins by
ISG15. ISGylation processes are reversed by ISG15-
deconjugating enzyme ubiquitin-specific protease 18
(USP18) (Zhang and Zhang 2011). Similar to other
PTMs, ISGylation alters the stability, subcellular localiz-
ation, activity, and interacting partners of the target
proteins (Tecalco-Cruz 2021). Several molecules impli-
cated in tumorigenesis have been identified as ISGyla-
tion targets. The ISGylation of PP2Cβ negatively
regulates the activity of PP2Cβ against NF-κB acti-
vation (Takeuchi et al. 2006; Shao et al. 2023). The
tumor suppressive function of p53 is promoted by
ISGylation under DNA damage conditions (Park et al.
2016). The ubiquitination ligase activity of CHIP is
enhanced by ISG15 conjugation, which leads to cell
growth inhibition through c-Myc degradation (Yoo
et al. 2018). ISG15 modification of YAP is essential
for its stabilization and the malignant phenotypes of
lung adenocarcinoma (Xue et al. 2022; Um et al.
2023).

Although the regulatory mechanisms of CtBP1 by
several PTMs have been identified, it is unclear if CtBP1
is ISGylated and how ISGylation affects its corepressor
activity. In this report, we found that CtBP1 is covalently
modified by ISG15. In addition, the ISGylation of CtBP1
regulates the binding affinity between its interacting

partners, including HDAC1 and LSD1. Furthermore, the
ISGylation of CtBP1 enhances the corepressor activity
on target genes related to EMT and apoptosis. In
summary, CtBP1 ISGylation and other CtBP1 modifi-
cations may allow the more subtle and diverse regu-
lation of the CtBP1 function and activity as an
oncogene during tumorigenesis.

Materials and methods

Cells and antibodies

HeLa, HEK293T, and CtBP1−/− MEFs were maintained in
DMEM containing 10% FBS and antibiotic–antimycotic
solution. In the case of CtBP1−/− MEFs, 2 mM L-gluta-
mine was added. All cells were grown in incubators
with conditions at 37°C, 5% CO2, and 95% humidity.
The manufacturers and catalog numbers of the anti-
bodies used are as follows: CtBP1 (Santa Cruz, sc-
17759), ISG15 (Santa Cruz, sc-166755), Myc (Santa Cruz,
sc-40), HA (Cell signaling, #3724), Flag (Sigma, F3165),
GFP (Proteintech, 66002), HDAC1 (Santa Cruz, sc-
81598), HDAC4 (Proteintech 17449-1-AP), β-actin
(Sigma–Aldrich, A1978).

Western blotting
PBS-washed cells were pipetted with lysis buffer (50 mM
Tris-HCl (pH 8.0), 0.5% NP-40, 120 mM NaCl, and
complex protease inhibitors (containing aprotinin, leu-
peptin, and NEM)) for suspension and rotated for
30 min at 4°C. The cell extract was cleared by centrifu-
gation, and the lysate was mixed with sampling buffer
and boiled for 10 min. The protein samples were sub-
jected to SDS-PAGE and subsequent transfer to PVDF
membranes (Millipore). After membrane blocking with
5% non-fat milk, the primary antibodies were treated
for one hour or O/N. The HRP-conjugated secondary
antibodies (CELLNEST; CNG004-0005, CNG005-0005)
were treated for one hour. And the protein signals
were visualized by an enhanced chemiluminescence
system.

In vivo ISGylation assay
In HEK293T cells, MycHis-CtBP1, HA-UBE1L, HA-UbcH8,
and Flag-ISG15 were expressed as indicated for 48 h.
After PBS washing, the cells were lysed in lysis buffer
(25 mM Tris-HCl (pH 8.0), 0.1% NP-40, 150 mM NaCl,
and 10 mM Imidazole) supplemented with complex pro-
tease inhibitors. After centrifugation, 30 µl of Ni-NTA
agarose beads (Clontech) was added to the clarified
supernatants and rotated O/N. After washing with
wash buffer (20 mM Tris-HCl, 900 mM NaCl, 0.5% NP-
40, and 10 mM Imidazole), the slurry was suspended
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with 150 mM Imidazole containing lysis buffer. The
elutes were boiled, processed by SDS-PAGE, and
immunoblotted.

Realtime RT–PCR and primers

Invitrogen Trizol reagent was used for total RNA extrac-
tion from CtBP1−/−MEFs. The first cDNA was synthesized
using RevertAid reverse transcriptase (Thermo Scien-
tificTM; EP0441) and oligo (dT) primers. Semiquantitative
realtime RT–PCR was performed with qPCR PreMIX
(Enzynomics; RT501M). To calculate the relative mRNA
transcript of the specific genes, we used the ΔΔCt
method normalized to the GAPDH gene. The sequences
of primer pairs for the mouse genes used in this study
are as follows: Bax (5′-CACTAAAGTGCCCGAGCTGA-3′

and 5′-GGGTCCCGAAGTAGGAGAGG-3′), Noxa (5′-AGTG-
CACCGGACATAACTGTG-3′ and 5′-GAGTTGAGCACACT
CGTCCTT-3′), E-cadherin (5′-GGTCATCAGTGTGCTCACCT
CT-3′ and 5′-GCTGTTGTGCTCAAGCCTTCAC-3′) (Zhang
et al. 2022), and GAPDH (5′-TGCGACTTCAACAGCAACT
C-3′ and 5′-GCCTCTCTTGCTCAGTGTCC-3′) (Kim et al.
2017). All measurements were taken in triplicate.

Results

CtBP1 is a target for ISG15 conjugation

To identify the novel regulatory mechanism of CtBP1, we
investigated whether CtBP1 is ISGylated. Type Ι IFNs
induce the ISG15-conjugation system, including ISG15
(Zhang and Zhang 2011). Immunoprecipitation analysis
revealed two CtBP1 bands conjugated with ISG15 in
HeLa cells after IFN-α treatment (Figure 1A). The
MycHis-tagged CtBP1, ISG15, and enzymes for ISG15
conjugation (UBE1L(E1), UbcH8(E2)) were overexpressed
in HEK293T cells to determine if the overexpressed
CtBP1 could also be modified with ISG15. Two ISGylated
CtBP1 bands were detected in the pulldown of MycHis-
CtBP1 or the immunoprecipitation of Flag-ISG15 (Figure
1B). The C-terminal diglycine residue of mature ISG15 is
critical for conjugation to target proteins. When ISG15
mutant, in which the C-terminal diglycine was replaced
with Ala–Ala (ISG15 AA), was overexpressed instead of
the ISG15 wild-type, no ISGylated CtBP1 band was
detected (Figure 1C). These results suggest that CtBP1
is modified by ISG15.

USP18 and EFP regulate the ISGylation process of
CtBP1

Like ubiquitination, the ISGylation process is dynamically
regulated by a protein that removes ISG15 from the

targets and E3 ligases that increase the interaction
between ISG15 and the substrates. USP18 belongs to
the ubiquitin-specific protease (USP) family and cleaves
ISG15 from its conjugates (Dao and Zhang 2005). One
HECT domain E3 (HERC5) and two RING finger E3s (EFP
and HHARI) are known for ISGylation (Zou and Zhang
2006). To further determine the molecular constituents
for CtBP1 ISGylation process, we explored whether
USP18 and EFP are involved in the CtBP1 ISGylation
process. The interaction between CtBP1 and USP18 was
verified by Ni-NTA pulldown assay (Figure 2A). ISG15
was efficiently removed from CtBP1 by wild-type USP18
but not by the catalytically inactive mutant USP18
(C64S) (Figure 2B). EFP interacts with CtBP1 and strongly
increases the ISGylation of CtBP1 (Figure 2C andD). These
data suggest that USP18 and EFP dynamically regulate
the ISGylation status of CtBP1.

ISGylation of CtBP1 enhances interaction with its
binding partners

The molecular consequences of ISGylation vary accord-
ing to the substrates. For some target proteins, ISG15
conjugation modulates the interaction between the
target protein and its binding partners. 4EHP inhibits
translation by binding to the 5′ cap of mRNA. ISG15
modification of 4EHP enhanced its binding affinity to
the 5′ cap structure (Okumura et al. 2007). Filiamin B is
a scaffold protein for RAC1 and JNK signaling com-
ponents. Interaction between filamin B and JNK signal-
ing components, including RAC1, MEKK1, and MKK4,
was inhibited by filamin B ISGylation (Jeon et al. 2009).
p53 ISGylation induced by DNA damage promotes the
occupancy of p53 to its target genes and leads to the
positive regulation of p53 tumor suppressive function
(Park et al. 2016).

The CtBP proteins are targeted onto the promoters of
specific genes through interaction with DNA-interacting
transcription factors, such as KLF4, ZEB1/2, and E2F7
(Stankiewicz et al. 2014). Once bound to the transcription
factors, CtBPs form a corepressor complex by recruiting
many epigenetic modifiers, including HDACs, G9a, and
LSD1 (Shi et al. 2003; Dcona et al. 2017). We examined
whether the interactionof CtBP1with its bindingpartners
are regulated by CtBP1 ISGylation. The binding between
LSD1 and CtBP1 increased when CtBP1 ISGylation was
induced, whereas the removal of ISG15 from CtBP1 by
USP18 returned the binding affinity to that when CtBP1
was not ISGylated (Figure 3A). LSD1 binding to CtBP1
increased as CtBP1 ISGylation was enhanced by EFP
(Figure 3B). Similarly, in the case of HDAC1, the binding
of the two proteins increased when CtBP1 was ISGylated,
and the binding decreased when ISGylation was
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abrogated by USP18 (Figure 3C). Furthermore, the
binding affinity between CtBP1 and endogenous
HDAC1 was enhanced when CtBP1 ISGylation was
increased by EFP (Figure 3D). On the other hand, the
binding between CtBP1 and HDAC4 was not changed
depending on the ISGylaton status of CtBP1 (Figure 3E).
These results indicate that binding affinities of several
epigenetic modifiers recruited to the CtBP1 corepressor
complex are regulated by the ISGylation status of CtBP1.

CtBP1 ISGylation promotes the transcriptional
inhibition of its target genes

CtBP proteins repress a wide range of genes that play a
role in proliferation and apoptosis, EMT, and stem cell-
like behaviors (Chinnadurai 2009; Chen 2021). CtBP1-
associated proteins, including LSD1, HDAC1, and
HDAC4, belong to histone-modifying enzymes that facili-
tate the epigenetic silencing of target promoters by coor-
dinating the demethylation of histone H3K4 or the

deacetylation of histone H3K9 (Chinnadurai 2007). Thus,
regulating the binding between CtBP1 and its associated
epigenetic modifiers would affect the corepressor func-
tion of CtBP1. As CtBP1 ISGylation increases the associ-
ation between CtBP1 and its binding partners, such as
LSD1 or HDAC1, we examined whether the CtBP1 ISGyla-
tion status modulates the transcriptional corepression
activity of CtBP1 on its target genes. It has been reported
that CtBP1 corepresses epithelial and proapoptotic
genes, including E-cadherin, Noxa, and Bax (Grooteclaes
et al. 2003; Chen 2021). CtBP1 overexpression in
CtBP1−/− MEFs suppressed the expression of E-cadherin,
Bax, and Noxa. Coexpression of the ISGylation system
enhances the transcriptional suppression of these
genes. USP18, which removes ISG15 from CtBP1, allevi-
ates the transcriptional repression-enhancing effects of
CtBP1 ISGylation (Figure 4). Overall, ISGylation of CtBP1
augments the transcriptional corepression activity of
CtBP1 by increasing the affinity between CtBP1 and its
binding partners.

Figure 1. CtBP1 is a target for ISG15 modification. (A) HeLa cells were treated for 48 h with or without IFN-α (2000 U/ml). The cell
lysates were immunoprecipitated with anti-CtBP1 antibody, followed by immunoblotting with anti-ISG15 antibody to detect
ISG15-conjugated CtBP1. (B) MycHis-CtBP1, HA-UBE1L (E1), HA-UbcH8 (E2), and Flag-ISG15 were expressed in HEK293T cells as indi-
cated. After 48 h, the cell lysates were subjected to NTA pulldown under denaturing conditions, followed by immunoblotting with
anti-Flag or anti-Myc antibodies. The same cell lysates were also immunoprecipitated with anti-Flag antibody, followed by immuno-
blotting with anti-Myc antibody. (C) MycHis-CtBP1, HA-E1 and E2, Flag-ISG15 WT or ISG15 AA (conjugation-defective mutant) were
expressed in HEK293T as indicated. The cell lysates were subjected to NTA pulldown under denaturing conditions and immunoblot-
ting with anti-Flag or anti-Myc antibodies to detect ISG15-conjugated CtBP1.

ANIMAL CELLS AND SYSTEMS 69



Discussion

CtBP1 is overexpressed in a wide range of cancers
and is implicated in the pro-tumorigenic features,
including cell proliferation and survival, EMT, and
stem cell-like behaviors (Chinnadurai 2009; Blevins
et al. 2017). Diverse PTMs, including ubiquitination,
phosphorylation, SUMOylation, acetylation, and succi-
nylation, are involved in the dynamic regulation of

CtBPs, but the link between CtBP1 and ISGylation is
unclear. In this study, we identified that CtBP1 was
modified by ISG15. USP18 removed ISG15 from
CtBP1, and EFP acted as an ISG15 E3 ligase for
CtBP1. The ISG15 conjugation of CtBP1 modulated
the binding affinity between its interacting
partners, including HDAC1 and LSD1. Furthermore,
ISGylation of CtBP1 enhanced the corepressor activity

Figure 2. USP18 and EFP regulate the CtBP1 ISGylation process. (A) As indicated, HEK293T cells were transfected with plasmids that
encode Flag-USP18 and MycHis-CtBP1. The cell lysates were subjected to NTA pulldown under denaturing conditions, followed by
immunoblotting with anti-Flag or anti-Myc antibodies. (B) MycHis-CtBP1, HA-E1 and E2, Flag-ISG15, and HA-USP18 or USP18 C64S
(active-site mutant) were expressed in HEK293T cells as indicated for 48 h. The cell lysates were subjected to NTA pulldown under
denaturing conditions, followed by immunoblotting with anti-Flag antibody to detect ISG15-conjugated CtBP1. (C) As indicated,
HEK293T cells were transfected with plasmids that encode MycHis-CtBP1 and Myc-EFP. The cell lysates were subjected to NTA pull-
down, and immunoblotted with anti-Myc antibody. (D) MycHis-CtBP1, HA-E1 and E2, Flag-ISG15, and Myc-EFP were expressed in
HEK293T cells as indicated for 48 h. The cell lysates were subjected to NTA pulldown under denaturing conditions and immunoblot-
ting with anti-Flag antibody to detect ISG15-conjugated CtBP1.
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on repressing the target genes related to EMT and
apoptosis.

The oncogenic role of CtBP1 is executed by the tran-
scriptional regulation of target genes as a corepressor.
CtBP1 assembles on the specific target gene promoters

by binding with several transcriptional factors and facili-
tates the recruitment of epigenetic modifiers to regulate
gene expression. The association of CtBP1 with epige-
netic modifiers in the CtBP1-associated complexes
occurs directly or indirectly. The direct interactions

Figure 3. ISGylation of CtBP1 increases its interaction with LSD1 and HDAC1. HEK293T cells were transfected with plasmids that
encode MycHis-CtBP1, ISG15 conjugation system (HA-E1 and E2, Flag-ISG15), Flag-USP18, Myc-EFP, and GFP-LSD1 (A and B) or
HDAC1 (C and D) or HDAC4 (E) as indicated. After 48 h, Cell lysates were subjected to NTA pulldown under denaturing conditions,
followed by immunoblotting. *: nonspecific bands.

ANIMAL CELLS AND SYSTEMS 71



with CtBP1 are mediated through the PXDLS-containing
epigenetic modifiers, such as HDAC3/4, p300, and CBP. It
appears that non-PXDLS-containing epigenetic
modifiers, such as HDAC1/2, LSD1, and G9 are recruited
to CtBP1 at other regions or indirectly mediated through
other cofactors (Turner and Crossley 2001; Chinnadurai
2007; Byun and Gardner 2013; Chen 2021). Interestingly,
LSD1 and HDAC1 bind to CtBP1 more efficiently when
CtBP1 is ISGylated, whereas the association between
CtBP1 and HDAC4 is unaffected by CtBP1 ISGylation.
Further studies will be needed to elucidate the mechan-
ism of CtBP1 ISGylation and histone-modifying enzyme
recruitment by identifying the ISG15 modification site
of CtBP1.

The CtBP1-associated transcriptional corepressor
complexes repress epithelial and proapoptotic genes,
including E-cadherin, Noxa, and Bax (Grooteclaes et al.
2003; Chen 2021). In the present study, CtBP1 ISGylation
augmented the repression of these genes by CtBP1. In
addition, USP18 relieved the enhanced transcriptional
repression of the target genes by CtBP1 ISGylation.
Enhanced binding affinity between the histone-modify-
ing enzymes and CtBP1 by ISGylation increased the tran-
scriptional corepressor activity of CtBP1. As CtBP1 is a
potential target for cancer treatment, inhibitors of the
assembly of CtBP1-associated complexes to reverse
target gene repression are being developed (Dcona
et al. 2017; Chen 2021). From this perspective, inhibiting
CtBP1 ISGylation might provide a new therapeutic strat-
egy for CtBP1-mediated cancer treatment.

In humans, there are two CtBP isoforms, CtBP1 and
CtBP2, which share 76% sequence homology. While
these two proteins have many overlapping functions,
they also perform distinct and unique roles in different
biological processes (Chinnadurai 2007; Chen 2021).

Although they are highly conserved proteins, there are
some distinct differences in their PTM regulation.
CtBP1 is SUMOylated at Lys428 in the consensus
SUMOylation motif (ΨKxE), whereas CtBP2 lacks a
SUMO consensus site. CtBP1 SUMOylation increases
the nuclear localization and corepressor activity of
CtBP1 (Chen 2021). The N-terminus of CtBP1 and
CtBP2 are somewhat different. CtBP1 is not acetylated,
whereas CtBP2 is acetylated at three Lys residues (Lys6,
Lys8, and Lys10) at the N-terminus by nuclear acetylase
p300. Acetylation increases the nuclear retention of
CtBP2 (Zhao et al. 2006). It remains to be identified if
CtBP2 is ISGylated and the effect of ISGylation on its
function.

The functions and properties of CtBP1, including
protein stability, subcellular localization, and transcrip-
tional activity, are regulated by various PTMs. In this
study, ISGylation was added to the PTM of CtBP1.
ISGylation regulates the affinity between the binding
partners of CtBP1 and its transcriptional activity. The
interplay between PTMs for CtBP1 is unknown, and eluci-
dating the crosstalk between diverse PTMs will provide a
better insight into the regulatory mechanisms of CtBP1.
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Figure 4. ISGylation of CtBP1 augments the repression of its target genes. MycHis-CtBP1, ISG15 conjugation system (HA-E1 and E2,
Flag-ISG15), or Flag-USP18 were overexpressed in CtBP1−/− MEFs as indicated for 48 h. The total RNA was isolated using the Trizol-
Chloroform extraction method. Briefly, 2 µg of RNA was used to synthesize cDNA, and realtime quantitative RT-PCR analysis of E-cad-
herin, Bax, and Noxa was performed. The analysis was done in triplicate, and the results are presented as mean ± SD. The p-value was
calculated using a Student’s t-test. *p < 0.05, **p < 0.01, ***p < 0.001.
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