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Abstract The antibiotic heliomycin (resistomycin), which is generated from Streptomyces resi-
stomycificus, has multiple activities, including anticancer effects. Heliomycin was first described 
in the 1960s, but its clinical applications have been hindered by extremely low solubility. A series 
of 4- aminomethyl derivatives of heliomycin were synthesized to increase water solubility; studies 
showed that they had anti- proliferative effects, but the drug targets remained unknown. In this 
study, we conducted cellular thermal shift assays (CETSA) and molecular docking simulations to 
identify and validate that heliomycin and its water- soluble derivative, 4- (dimethylaminomethyl)helio-
mycin (designated compound 4- dmH) engaged and targeted with sirtuin- 1 (SIRT1) in p53- functional 
SAS and p53- mutated HSC- 3 oral cancer cells. We further addressed the cellular outcome of SIRT1 
inhibition by these compounds and found that, in addition to SIRT1, the water- soluble 4- dmH pref-
erentially targeted a tumor- associated NADH oxidase (tNOX, ENOX2). The direct binding of 4- dmH 
to tNOX decreased the oxidation of NADH to NAD+ which diminished NAD+- dependent SIRT1 
deacetylase activity, ultimately inducing apoptosis and significant cytotoxicity in both cell types, as 
opposed to the parental heliomycin- induced autophagy. We also observed that tNOX and SIRT1 
were both upregulated in tumor tissues of oral cancer patients compared to adjacent normal tissues, 
suggesting their clinical relevance. Finally, the better therapeutic efficacy of 4- dmH was confirmed 
in tumor- bearing mice, which showed greater tNOX and SIRT1 downregulation and tumor volume 
reduction when treated with 4- dmH compared to heliomycin. Taken together, our in vitro and in vivo 
findings suggest that the multifaceted properties of water- soluble 4- dmH enable it to offer superior 
antitumor value compared to parental heliomycin, and indicated that it functions through targeting 
the tNOX- NAD+- SIRT1 axis to induce apoptosis in oral cancer cells.
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This useful study reports that a water- soluble analog of heliomycin, 4- dmH, induces protein degra-
dation of not only SirT1 but also tNOX, unlike heliomycin, which induces degradation of SirT1 but 
not tNOX, a difference that could in principle explain why 4- dmH induces apoptosis while helio-
mycin induces autophagy. The presented data provide solid support for the authors' conclusions.

Introduction
Heliomycin (also known as resistomycin) was identified as a secondary metabolite produced by 
Streptomyces resistomycificus and has been reported to have antiviral (Brazhnikova et  al., 1958; 
Slesarchuk et al., 2020), antifungal (Zhang et al., 2013), antibacterial (Adinarayana et al., 2006), 
antimicrobial, RNA synthesis- inhibiting (Arora, 1985), and HIV- 1 protease- suppressing (Roggo 
et al., 1994) activities. It also possesses cytotoxicity against cancer cells from different tissues, such 
as cervical, gastric, hepatic, and breast cancers (Adinarayana et  al., 2006; Vijayabharathi et  al., 
2011; Riaz et  al., 2020; Liu et  al., 2018). Interestingly, heliomycin isolated from marine sponges 
was reported to inhibit histone deacetylases (HDACs), as assessed by colorimetric assays and in silico 
docking studies (Abdelfattah et al., 2018). Among the HDACs, sirtuin- 1 (SIRT1), a member in the Sir2 
family of histone deacetylases, acts in different cellular compartments to remove acetyl groups from 
histone and non- histone proteins, and thereby modulate various cell functions, including metabo-
lism, healthspan, tumorigenesis, apoptosis, and autophagy (Xu et al., 2021; Garcia- Peterson and Li, 
2021; Wang et al., 2021b; Vaquero et al., 2007; Houtkooper et al., 2012; Donmez and Guarente, 
2010; Song and Surh, 2012; Choupani et al., 2018; Lee et al., 2008). Given its position at the inter-
section between apoptosis and autophagy, it is not surprising that SIRT1 contributes to a complex 
regulatory network in which conventional signaling molecules undergo multifaceted interactions (Sun 
et al., 2020; Karbasforooshan et al., 2018; Yousafzai et al., 2021); however, no study has investi-
gated the link between SIRT1 and heliomycin.

In an effort to identify cellular targets of heliomycin, we previously conducted a cellular thermal 
shift assays (CETSA), which is based on the concept that ligand binding augments the heat resis-
tance of a target protein in intact cells (Martinez Molina et al., 2013; Martinez Molina and Nord-
lund, 2016). Data from CETSA and molecular docking simulations provided direct and experimental 
evidence linking heliomycin to SIRT1, which exhibited an enhanced melting temperature when incu-
bated with heliomycin (Lin et al., 2022). Our results also demonstrated that heliomycin treatment 
downregulated SIRT1 expression and that the binding of heliomycin to SIRT1 triggered autophagy 
to repress the growth of bladder cancer cells. Given that the medical applications of heliomycin have 
been limited due to its extremely low solubility in aqueous media, we synthesized a series of chemi-
cally modified heliomycin derivatives. We found that their cytotoxicity was similar to that of the refer-
ence anticancer drug doxorubicin in several cancer cell lines (Nadysev et  al., 2018; Tikhomirov 
et al., 2021; Figure 1). To continue with this line of investigation, we herein sought to elucidate the 

Figure 1. Structures of heliomycin and 4- (dimethylaminomethyl)heliomycin (designated 4- dmH).
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molecular mechanism and identify the cellular targets of the novel water- soluble 4-((dimethylamino)
methyl)heliomycin (designated 4- dmH). We report that in addition to targeting SIRT1, as does its 
parental heliomycin, 4- dmH engages with the tumor- associated NADH oxidase (tNOX, ENOX2), as 
analyzed by CETSAs and molecular docking studies. Upon this binding, tNOX is ubiquitinylated and 
degraded, which in turn attenuates signaling by the tNOX- NAD+- SIRT1 regulatory axis and induces 
apoptosis in oral cancer cells.

Results
Both heliomycin and its water-soluble derivative, 4-dmH, target 
intracellular SIRT1
We previously synthesized a series of heliomycin- derived Mannich bases with enhanced water solu-
bility and demonstrated that they possessed anticancer activity against different cancer cell lines 
(Nadysev et al., 2018); however, the cellular targets and molecular mechanisms of heliomycin and 
these derivatives remained unknown. Very recently, SIRT1 was shown to function as a cellular target 
for heliomycin, and this targeting was identified as being important for the anticancer activity of heli-
omycin in bladder cancer cells (Lin et al., 2022). To assess whether the same was true for one of our 
novel water- soluble derivatives, 4- dmH, we first generated CETSA- based isothermal dose- response 
fingerprint curves (ITDRFCETSA). Our results indicated that the heat resistance of SIRT1 was positively 
and dose- dependently associated with the water- soluble 4- dmH, with an OC50 value of 1.0 μM for 
SAS cells and 0.9 μM for HSC- 3 cells (Figure 2a). We next investigated the SIRT1- targeting ability of 
4- dmH by determining the melting temperature (TM) from CETSA melting curves, and found that the 
TM values were elevated from 47.0 °C (control) to 56.6 °C (4- dmH- exposed) in SAS cells, and from 
47.2 °C (control) to 58.8 °C (4- dmH- treated) in HSC- 3 cells (Figure 2b).

ITDRFCETSA also indicated that the parental heliomycin engaged with SIRT1 in oral cancer cells, 
as supported by the positive correlation of SIRT1 heat resistance with the heliomycin concentration 
(Figure 3a). Similarly, heliomycin treatment was associated with a greater than a 5 degree increase 
in TM values calculated from the CETSA melting curves of two oral cancer cell lines (Figure 3b). Our 
CETSA- based results suggested that the test compounds altered the unfolding and aggregation prop-
erties of SIRT1 in response to heat challenge, indicating that both 4- dmH and heliomycin biophysically 
interact with SIRT1 in oral cancer cells.

We next determined whether these compounds affect the in vitro deacetylase activity of SIRT1 
using a fluorogenic substrate and recombinant protein, and found that both heliomycin and 4- dmH 
effectively inhibited SIRT1 deacetylase activity in vitro at 20 and 200 μM (Figure 4a). The degree 
of inhibition was comparable to that reported for the specific human SIRT1 inhibitor, sirtinol (IC50, 
131 μM) (Mai et al., 2005). Given that heliomycin was previously reported to target and downregulate 
SIRT1 in bladder cancer cells (Lin et al., 2022), in this present study, we addressed the question of 
SIRT1 inhibition by 4- dmH and its associated molecular events. We found that 4- dmH markedly atten-
uated SIRT1 protein expression at 1 and 2 μM for SAS cells and at 2 μM for HSC- 3 cells (Figure 4b), 
and that pretreatment with the proteasome inhibitor, MG132, markedly reversed 4- dmH- inhibited 
SIRT1 expression in both cell lines (Figure 4c). Our immunoprecipitation results showed that 4- dmH 
increased the ubiquitination level of SIRT1 (Figure 4d), suggesting that 4- dmH may downregulate 
SIRT1 via ubiquitin- proteasomal degradation.

Heliomycin provokes autophagy whereas 4-dmH triggers apoptosis
To further address the cellular outcome of 4- dmH- inhibited SIRT1, we explored the cell death pathway 
and signaling mechanisms involved in the system. As heliomycin was reported to induce autophagy 
in bladder cancer cells (Lin et al., 2022), we used AO staining (which detects acidic vesicular organ-
elles) to assess whether heliomycin and/or water- soluble 4- dmH induced autophagy in oral cancer 
cells. Our results showed that heliomycin markedly enhanced autophagy in SAS cells at 1 and 2 μM 
and in HSC- 3 cells at 2  μM; on the contrary, water- soluble 4- dmH largely failed to provoke auto-
phagy in either line at concentrations up to 2  μM (Figure  5a). The lack of autophagic activity of 
4- dmH prompted us to explore apoptosis, which is a cell death- related pathway previously reported 
to be triggered by a different heliomycin derivative in bladder cancer cells (Lin et al., 2022; Nadysev 
et al., 2018). Interestingly, we found that 2 μM of 4- dmH, but not the parental heliomycin, effectively 

https://doi.org/10.7554/eLife.87873
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Figure 2. CETSA- based determination of binding between 4- dmH and SIRT1 protein. (a) Cells were incubated with different concentrations of 4- dmH 
as described in the Methods. Dose- dependent thermal stabilization of SIRT1 was assessed after heating samples at 54 °C for 3 min in SAS cells and 
HSC- 3 cells. The band intensities of SIRT1 were normalized with respect to the intensity of actin. Representative chemiluminescence data are shown on 
the top. Data are presented as the average and values (mean ±SE) performed in triplicate (n=3). The representative images are generated by SigmaPlot 
followed by regression wizard. (b) CETSA- melting curves of SIRT1 in the presence and absence of 4- dmH in SAS cells and HSC- 3 cells as described in 
the Methods. The immunoblot intensity was normalized to the intensity of the 40 °C samples. Representative chemiluminescence data are shown on 
the top. Data are presented as the average and values (mean ±SE) performed in triplicate (n=3). The representative images are generated by SigmaPlot 
followed by regression wizard. The denaturation midpoints were determined using a standard process.

The online version of this article includes the following source data for figure 2:

Source data 1. Original files for the western blot analysis in Figure 2.

Source data 2. Tiff files containing Figure 2 of the relevant western blot analysis with the uncropped gels or blots with the relevant bands.

https://doi.org/10.7554/eLife.87873
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Figure 3. CETSA- based determination of binding between heliomycin and SIRT1 protein. (a) Cells were incubated with different concentrations of 
heliomycin as described in the Methods. Dose- dependent thermal stabilization of SIRT1 was assessed after heating samples at 54 °C for 3 min in SAS 
cells and HSC- 3 cells. The band intensities of SIRT1 were normalized with respect to the intensity of actin. Representative chemiluminescence data are 
shown on the top. Data are presented as the average and values (mean ±SE) performed in triplicate (n=3). The representative images are generated by 
SigmaPlot followed by regression wizard. (b) CETSA- melting curves of SIRT1 in the presence and absence of heliomycin in SAS cells and HSC- 3 cells as 
described in the Methods. The immunoblot intensity was normalized to the intensity of the 40 °C samples. Representative chemiluminescence data are 
shown on the top. Data are presented as the average and values (mean ±SE) performed in triplicate (n=3). The representative images are generated by 
SigmaPlot followed by regression wizard. The denaturation midpoints were determined using a standard process.

Figure 3 continued on next page

https://doi.org/10.7554/eLife.87873
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triggered JC- 1 staining; this denotes a loss of mitochondrial membrane potential (MMP), which is an 
indicator of apoptosis (Figure 5b). The heliomycin- induced autophagy was accompanied by upreg-
ulation of autophagy markers, ULK1, Atg5/Atg7, and cleaved LC3- II, but downregulation of Bcl- 2 
(Figure 5c top). The ineffective apoptosis by heliomycin was evidenced by the downregulation of 
pro- apoptotic Bak and Puma and a lack of caspases 3- directed PARP cleavage and c- Flip downregu-
lation (Figure 5c bottom). Alternatively, the water- soluble 4- dmH upregulated Bax, Noxa, Puma, and 
PARP cleavage; this suggested the possible relevance of a p53- dependent apoptotic pathway in these 
cells (Figure  5d). Noteworthily, the 4- dmH- induced downregulation of SIRT1 was concurrent with 
an increase in c- Myc acetylation, leading to downregulation of anti- apoptotic c- Flip in p53- mutated 
HSC- 3 cells, suggesting the possible involvement of a p53- independent pathway (Figure 5d right). 
The absence of upregulation of ULK1, Atg 5, Atg7, and cleaved LC3- II provided evidence for the 
inadequate autophagy by 4- dmH (Figure 5d bottom).

Given that autophagy can either support survival or cause cell death, we analyzed the cellular 
outcome of heliomycin- induced autophagy by cell impedance measurements. Our results demon-
strated that heliomycin decreased cell proliferation in both oral cancer cell lines, although the induced 
cytotoxic effect was less evident at 1 μM in HSC- 3 cells. However, heliomycin did not exhibit cyto-
toxicity toward non- cancerous human BEAS- 2B cells (Figure  6a). The water- soluble 4- dmH also 
effectively diminished cell proliferation in a dose- dependent manner in oral cancer cells, but not in 
that of BEAS- 2B cells (Figure 6b). The preferential cytotoxicity of 4- dmH toward cancer cells was 
also reported in our previous study, indicating that 4- dmH displayed much higher IC50 values against 
non- cancerous human dermal microvascular endothelium HMEC- 1 cells compared to those of tumor 
cells (Nadysev et al., 2018). Additionally, our results from colony- forming assays revealed that both 
compounds exhibited high growth- suppressive ability against oral cancer cells (Figure 6c). Never-
theless, the lack of changes in cell phase population indicated that the diminution in cell growth by 
heliomycin and 4- dmH was least likely to arise from cell cycle arrest (Figure 6d).

4-dmH, but not heliomycin, targets intracellular tNOX, an upstream 
regulator of SIRT1
We next addressed the molecular mechanisms underlying SIRT1 inhibition and concurrent cell death 
by these two compounds in oral cancer cells. Being an NAD+- dependent protein deacetylase, SIRT1 
activity is primarily governed by NAD+/NADH ratio, thus, there exists a positive correlation between 
these two (Mouchiroud et al., 2013; He et al., 2022; Donmez, 2012; Teertam and Phanithi, 2022; 
Li et al., 2023; Bai et al., 2011; Ma et al., 2015; Fulco et al., 2003; Yang et al., 2022). We ques-
tioned whether these two compounds inhibit SIRT1 by affecting the intracellular NAD+/NADH levels, 
and were surprised to find that 4- dmH, but not heliomycin, caused a prominent inhibition of intracel-
lular NAD+/NADH ratio (Figure 7a). The discrepancy in their ability to reduce NAD+ generation led 
us to explore the role of a tumor- associated NADH oxidase (tNOX, ENOX2) in 4- dmH- suppressed 
SIRT1 and apoptosis induction. We have previously reported that tNOX inhibition reduced the intra-
cellular NAD+/NADH ratio and SIRT1 deacetylase activity, increasing p53 acetylation and apoptosis 
(Tikhomirov et al., 2015; Chang et al., 2020; Lin et al., 2019; Chen et al., 2017). In the light of this 
information, we assessed the effect of the compounds on tNOX expression and found that 4- dmH, 
but not heliomycin, considerably diminished tNOX protein expression in a concentration- dependent 
manner (Figure 7b). Pretreatment with the proteasome inhibitor, MG- 132, competently recovered 
the tNOX downregulation triggered by 1 or 2  μM 4- dmH in both cell lines, suggesting that the 
proteasomal degradation pathway may be associated with 4- dmH- mediated tNOX downregulation 
(Figure 7c). Consistently, 4- dmH increased the ubiquitination level of tNOX, suggesting the possible 
involvement of ubiquitination- and proteasome- driven protein degradation in the 4- dmH- induced 
downregulation of tNOX (Figure 7d). The RNAi- mediated knockdown of tNOX significantly triggered 

The online version of this article includes the following source data for figure 3:

Source data 1. Original files for the western blot analysis in Figure 3.

Source data 2. Tiff files containing Figure 3 of the relevant western blot analysis with the uncropped gels or blots with the relevant bands.

Figure 3 continued
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Figure 4. SIRT1 inhibition and downregulation by water- soluble 4- dmH. (a) SIRT1 activity was determined by a SIRT1 Activity Assay Kit (Fluorometric) 
with control or recombinant protein treated with test compounds. Values (mean ±SE) are from three independent experiments (n=3). The significance 
of differences between control and treatment groups was calculated using a one- way ANOVA followed by an appropriate post- hoc test such as LSD. 
The significant values are as *p<0.05, ***p<0.001. (b) 4- dmH markedly attenuated SIRT1 protein expression analyzed by western blotting. Values (mean 

Figure 4 continued on next page

https://doi.org/10.7554/eLife.87873
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spontaneous autophagy and apoptosis in SAS cells (Figure 7e), further validating its role in the regu-
lation of cell death.

Using CETSA, we explored whether tNOX could be a cellular target of 4- dmH. Our results demon-
strated that the heat stability of tNOX was found to be dose- dependently enhanced by 4- dmH 
(Figure  8a), indicating that there was direct binding between the protein and tested compound. 
The 4- dmH treatment increased the TM value from 45.7 °C (control) to 50.9 °C (4- dmH- incubated) 
in SAS cells, and from 47.7  °C (control) to 56.9  °C (4- dmH- incubated) in HSC- 3 cells (Figure 8b), 
further corroborating this direct interaction. In contrast, 4- dmH treatments did not seem to increase 
the melting temperature of PARP or the nicotinamide adenine dinucleotide phosphate (NADPH) 
oxidase- 4 (NOX4), excluding those two proteins as potential targets of 4- dmH (Figure 8c). Similarly, 
our results from CETSA indicated that the parental heliomycin did not directly bind to tNOX in either 
cell line (Figure 8d).

Molecular docking simulation predicts better binding of heliomycin 
with SIRT1, and 4-dmH with tNOX protein
To study the binding mode of 4- dmH and its parental heliomycin in the binding pockets of the protein 
structures of SIRT1 and tNOX, we used molecular docking simulations. The binding poses of heli-
omycin and 4- dmH were predicted to have similar orientations for SIRT1 (Figure 9a). The docking 
energy scores indicated that the heliomycin- SIRT1 complex (–10.1 kcal/mol) exhibited higher affinity 
than the 4- dmH- SIRT1 complex (–8.0 kcal/mol). The heliomycin- SIRT1 and 4- dmH- SIRT1 complexes 
were mainly stabilized with hydrophobic interactions, with three consistent H- bonds predicted in the 
binding pocket (red circles and ellipses, Figure 9b). However, although the 3- hydroxyl, 7- hydroxyl, 
and 2- carbonyl groups of heliomycin and 4- dmH consistently formed hydrogen bonds with Ala262, 
Arg274, and Ile347, respectively, the 4- dmH- SIRT1 complex exhibited an additional H- bond with 
Ser441 in the side 4- dimethylaminomethyl group (Figure 9b). The additional H- bond was predicted 
to decrease ligand affinity to SIRT1’s binding cavity due to its interference with the hydrophobic 
interactions.

Next, we performed a docking study of heliomycin and 4- dmH with tNOX. Previous reports 
showed that doxorubicin (adriamycin) could inhibit tNOX activity (Morré et  al., 1997; Hedges 
et  al., 2003). Therefore, we simulated the binding poses of heliomycin, 4- dmH, and doxorubicin 
(as positive control) using a blind docking approach. The results of our computational simulations 
showed that heliomycin, 4- dmH, and doxorubicin could bind in the same pocket of tNOX protein, 
but with different orientations of their core moieties (Figure 9c). The docking energy scores of the 
4- dmH- tNOX and doxorubicin- tNOX complexes were similar to one another (–8.5 and –8.4 kcal/
mol, respectively), while the heliomycin- tNOX complex had a slightly lower affinity (–8.1 kcal/mol). 
A number of consistent interaction residues were found in the three docked complexes, including 
Ile90, Lys98, Pro111, Pro113, Leu115, Pro117, and Pro118 (Figure 9d). Both heliomycin and 4- dmH 
produced three H- bonds, but the flipped orientation of 4- dmH yielded a higher number of hydro-
phobic interactions than the heliomycin- tNOX complex. This suggests that the hydrophobic moieties 
surrounding 4- dmH yield a higher affinity for tNOX protein.

±SE) are from three independent experiments (n=3). The significance of differences between control and treatment groups was calculated using a 
one- way ANOVA followed by an appropriate post- hoc test such as LSD. The significant values are as **p<0.01, ***p<0.001. (c) 4- dmH- suppressed 
SIRT1 expression was reverted by MG132, the proteasome inhibitor, in SAS cells and HSC- 3 cells. Aliquots of cell lysates were resolved by SDS- 
PAGE and analyzed by western blotting. β-Actin was detected as an internal control. Representative images are shown. Values (means ± SDs) are 
from three independent experiments (n=3). The significance of differences between control and treatment groups was calculated using a one- way 
ANOVA followed by an appropriate post- hoc test such as LSD. The significant values are as *p<0.05, **p<0.01, *** p<0.001. (d) The lysates of HA- Ub 
overexpressing cells were immunoprecipitated with nonimmune IgG or an antibody against SIRT1, and the bound proteins were detected by western 
blotting with anti- HA or anti- SIRT1 antibodies. The total lysates were also immunoblotted with anti- SIRT1 or anti-β-actin antibodies. Aliquots of cell 
lysates were resolved by SDS- PAGE and analyzed by western blotting. β-actin was detected as an internal control. Representative images are shown.

The online version of this article includes the following source data for figure 4:

Source data 1. Original files for the western blot analysis in Figure 4.

Source data 2. PDF containing Figure 4b- d of the relevant western blot analysis with the uncropped gels or blots with the relevant bands.

Figure 4 continued
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Figure 5. Heliomycin and 4- dmH provoked different cell death pathways in oral cancer cells. (a) Cells were exposed to heliomycin or 4- dmH and 
the percentage of the autophagic population was determined by AO staining using flow cytometry. The results are expressed as a percentage of 
autophagic cells. Values (mean ±SE) are from three independent experiments (n=3). The significance of differences between control and treatment 
groups was calculated using a one- way ANOVA followed by an appropriate post- hoc test such as LSD. The significant values are as *p<0.05, **p<0.01. 

Figure 5 continued on next page

https://doi.org/10.7554/eLife.87873
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Furthermore, for further evaluation of the importance of the consistent interaction residues in the 
three docked compound- tNOX complexes, the seven interaction residues on tNOX were substituted 
with alanine or glycine amino acids and then simulated the protein structures. The simulated protein 
structures appear slightly different from the original tNOX structure. Overall, the root mean square 
difference between the original tNOX structure and the structures with residues substituted by alanine 
or glycine amino acids was estimated at 3.339 or 4.024 angstroms (Å), respectively (Figure 9—figure 
supplement 1a). The simulated protein structures were also employed to conduct the docking anal-
ysis for 4- dmH. The results of further docking analysis revealed that 4- dmH could bind within the same 
pocket of different types of tNOX structures but with varying orientations (Figure 9—figure supple-
ment 1b). This observation also suggests that the replacement of both key residues with alanine or 
glycine could result in a reduction of the binding affinity of 4- dmH to tNOX, with values of –8.2 and 
–7.6 kcal/mol, respectively. Moreover, the substitution of both key residues with alanine or glycine also 
reduces the number of the original interacting residues and interaction forces in core moieties in the 
4- dmH- tNOX complexes (Figure 9—figure supplement 1c and d). Together, our experimental results 
and molecular docking simulations are consistent with the notion that 4- dmH possesses a better 
affinity ability for tNOX than for SIRT1.

4-dmH exhibits greater therapeutic efficacy in vivo
Given our observations indicating that SIRT1 and tNOX are cellular target(s) for heliomycin or 4- dmH, 
we next investigated the therapeutic effects of these compounds in vivo. Mice were inoculated with 
SAS cells, and tumor- bearing animals (average tumor diameter 0.5–1 cm) were randomly split into 
three groups and intratumorally injected with buffer, 200 μg heliomycin in water, or 200 μg 4- dmH 
in vehicle buffer. We found that 4- dmH treatment yielded a significant reduction in tumor sizes at 
day 6, and continued to do so until animals were terminated at day 10 (Figure 10a). By comparison, 
heliomycin treatment appeared to be less effective in diminishing tumor growth compared to 4- dmH 
(Figure 10a and b). Protein analysis of mouse tumor tissues further showed that 4- dmH exhibited 
greater inhibition of tNOX expression compared to heliomycin, but the two compounds were similar 
in their abilities to downregulate SIRT1 expression (Figure 10c). Interestingly, tNOX knockdown was 
reported to partially attenuate SIRT1 expression and repressed growth in various cancer cell types, 
such as lung (Lee et al., 2015), bladder (Lin et al., 2016), and stomach (Chen et al., 2017). We also 
observed that tNOX is acetylated/ubiquitinated under certain stresses and the SIRT1 depletion affects 
tNOX expression (data not shown). It is speculated that SIRT1 deacetylates tNOX and modulates its 
protein stability. Thus, there is a reciprocal regulation between tNOX and SIRT1. Although heliomycin 
does not bind to tNOX, its inhibition of SIRT1 activity/expression might have an impact on tNOX 
expression. Consistent with our in vitro data, heliomycin enhanced the levels of autophagy- associated 
markers, such as Atg 5, Atg 7 and cleaved LC3. 4- dmH treatment was associated in vivo with upregu-
lations of pro- apoptotic Bak and caspase 3- directed PARP cleavage, and the concurrent downregula-
tion of anti- apoptotic Flip (Figure 10c), suggesting that the greater inhibition of tumor volume by this 
water- soluble derivative of heliomycin was related to apoptosis induction.

Finally, we explored the potential clinical relevance of tNOX and SIRT1 protein in oral cancer. 
Protein analysis of tissues from oral cancer patients indicated that both tNOX and SIRT1 were upreg-
ulated in four out of five tumor samples compared to their adjacent normal tissues (Figure 10d). 

(b) Cells were exposed to heliomycin or 4- dmH and the percentage of the apoptotic population was determined by JC- 1 staining using flow cytometry. 
The results are expressed as a percentage of autophagic cells. Values (mean ±SE) are from three independent experiments (n=3). The significance of 
differences between control and treatment groups was calculated using a one- way ANOVA followed by an appropriate post- hoc test such as LSD. The 
significant value is as *p<0.05. (c, d) Cells were treated with heliomycin for various concentrations, and aliquots of cell lysates were resolved by SDS- 
PAGE and analyzed for protein expression by western blotting. β-actin was used as an internal loading control to monitor for equal loading.

The online version of this article includes the following source data for figure 5:

Source data 1. The flow cytometry dot blot autophagy data in Figure 5a.

Source data 2. The flow cytometry dot blot JC- 1 staining data in Figure 5b.

Source data 3. Original files for the western blot analysis in Figure 5.

Source data 4. PDF containing Figure 5c,d of the relevant western blot analysis with the uncropped gels or blots with the relevant bands.

Figure 5 continued

https://doi.org/10.7554/eLife.87873
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Figure 6. The effects of heliomycin and 4- dmH on proliferation, colony formation, and cell cycle progression of oral cancer cells. (a, b) Cell proliferation 
was dynamically monitored by impedance measurements in SAS, HSC- 3 cells, and BSEA- 2B cells as described in the Methods. Shown are the 
normalized cell index values measured. (c) Cells were treated with various concentrations of compounds and allowed to form colonies. Colony numbers 
were determined and documented. Values (means ± SDs) are from three independent experiments (n=3). There was a significant reduction in cells 

Figure 6 continued on next page

https://doi.org/10.7554/eLife.87873
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Data mining in the Kaplan- Meier plotter (pan- cancer RNA- seq dataset; https://www.kmplot.com/), 
revealed that high tNOX expression was associated with a poor prognosis for overall survival [hazard 
ratio (HR): 2.81, log- rank p=0.008] among 78 stage- III head- neck cancer patients. The median overall 
survival in the low tNOX expression cohort was 213.9 months, compared to 28.7 months in the high 
tNOX expression cohort (Figure 10e). However, we did not find any significant correlation between 
tNOX and the survival rate in the earlier stages of the disease. The expression of SIRT1 did not appear 
to significantly contribute to predicting overall survival at any stage of head- neck cancer.

In sum, we herein show that in addition to targeting SIRT1, as does its parental heliomycin, the 
enhanced water solubility and preferential targeting of tNOX by 4- dmH grants it superior therapeutic 
value compared to heliomycin. Upon this binding, tNOX is ubiquitinylated and degraded, which in 
turn attenuates signaling by the tNOX- NAD+- SIRT1 regulatory axis and induces apoptosis in oral 
cancer cells, as evidenced by the results of in vitro and in vivo studies.

Discussion
Oral cancers, a disease of epithelial origin, are commonly found in the lining of the lips, mouth, and 
upper throat. The updated data in GLOBOCAN 2020 estimated that there were nearly 0.38 million 
new cases and over 0.17  million deaths worldwide from cancers in the lip and oral cavity (Sung 
et al., 2021). Unfortunately, the prognosis and 5- year overall survival of oral cancer patients remain 
disappointing, despite countless efforts to improve early diagnosis and expand treatment options 
(Sieviläinen et al., 2019; Lacas et al., 2017; Carvalho et al., 2005). In conjunction with surgery, radio-
therapy, and chemotherapy, targeted therapy has emerged as a promising therapy for oral cancers, 
such as by targeting proteins that are overexpressed in cancer cells (e.g. EGFR and PD1; Li et al., 
2022; Cheng et al., 2022; Cao et al., 2022). In this regard, we explored the possibility of the antibi-
otic heliomycin and a water- soluble heliomycin derivative as therapeutic strategies and identified their 
cellular targets. Here, we report that the water- soluble heliomycin derivative, 4- dmH exhibits a higher 
affinity for tNOX compared to its parental heliomycin, and that tNOX has a stronger affinity than SIRT1 
for the 4- dmH. In addition to the action of 4- dmH on SIRT1, its preferential targeting of tNOX resulted 
in greater therapeutic efficacy in diminishing oral cancer cell proliferation and inhibiting tumor growth 
by inhibiting tNOX activity, increasing its protein degradation, and ultimately provoking apoptosis in 
p53- functional and p53- mutated oral cancer systems (Figure 10f).

Heliomycin (also called resistomycin) was originally isolated from marine sponges and shown to 
possess a wide range of activities, including HDAC inhibitor activity (Abdelfattah et al., 2018). HDAC 
inhibitors are currently under investigation for playing important roles in cancer epigenetic pathways, 
exhibiting antitumor activity, and decreasing tumor resistance (Basha and Basavarajaiah, 2022; Sun 
et  al., 2022; Contreras- Sanzón et  al., 2022). Our group has explored the anticancer properties 
of heliomycin and established its binding with SIRT1 in the native cellular environment of bladder 
cancer cells (Lin et al., 2022; Nadysev et al., 2018). SIRT1, which belongs to class III of the HDAC 
super- family, has the unique feature of being NAD+- dependent; it contributes to inflammatory oral 
diseases and oral cancer by modulating many transcription factors and antioxidant enzymes (Pan 
et al., 2022). In the present study, we observed upregulation of SIRT1 in tumor tissues of animals and 
oral cancer patients (Figure 10). However, data mining using a pan- cancer RNA- seq dataset (https://
www.kmplot.com/) suggests that SIRT1 expression does not have significant importance in predicting 
overall survival at any stage of head- neck cancer. A potential correlation between SIRT1 expression 
and prognosis for head- neck cancer may warrant further discussion. Using molecular docking simu-
lations and cell- based studies, we herein demonstrated that both 4- dmH and heliomycin targeted 

treated with heliomycin or 4- dmH compared to the controls. The significance of differences between control and treatment groups was calculated using 
a one- way ANOVA followed by an appropriate post- hoc test such as LSD. The significant value is as *** p<0.001. (d) Cells were exposed to different 
concentrations of compounds for 24 hr and assayed for the cell cycle phase using flow- cytometry. The graphs are representative of three independent 
experiments (n=3) and generated by SigmaPlot.

The online version of this article includes the following source data for figure 6:

Source data 1. The colony formation representative data in Figure 6c.

Source data 2. The flow cytometry dot blot cell cycle analysis data in Figure 6d.

Figure 6 continued
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Figure 7. tNOX inhibition and downregulation by water- soluble 4- dmH. (a) The intracellular NAD+/NADH ratio was measured by an NADH/NAD 
Quantification Kit (BioVision Inc) with control or lysates of SAS cells treated with heliomycin or 4- dmH. Values (mean ±SE) are from three independent 
experiments (n=3). The significance of differences between control and treatment groups was calculated using a one- way ANOVA followed by 
an appropriate post- hoc test such as LSD. The significant value is as *p<0.05. (b) 4- dmH, but not heliomycin, markedly attenuated tNOX protein 
expression analyzed by western blotting. Values (mean ±SE) are from three independent experiments (n=3) for 4- dmH groups. The significance of 
differences between control and treatment groups was calculated using a one- way ANOVA followed by an appropriate post- hoc test such as LSD. 
The significant values are as **p<0.01, *** p<0.001. (c) 4- dmH- suppressed tNOX expression was reversed by MG- 132 in SAS cells and HSC- 3 cells. 
Aliquots of cell lysates were resolved by SDS- PAGE and analyzed by western blotting. β-Actin was detected as an internal control. Values (mean ±SE) 

Figure 7 continued on next page
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SIRT1 and inhibited its activity and expression, to attenuate the growth of oral cancer cells. Given 
that SIRT1 contributes to a complex regulatory network, it is of primary importance to understand the 
fundamental regulatory mechanisms of SIRT1 in cell death regulation (Wang et al., 2023; Wang et al., 
2021a; Lee et al., 2018; Zhu et al., 2020; Ran et al., 2023; Zhang et al., 2020).

Being an NAD+- dependent protein deacetylase, it is not surprising that SIRT1 activity is primarily 
governed by NAD+/NADH ratio (Mouchiroud et al., 2013; He et al., 2022; Donmez, 2012; Teertam 
and Phanithi, 2022; Li et al., 2023; Bai et al., 2011; Ma et al., 2015; Fulco et al., 2003; Yang et al., 
2022). We further investigated the molecular events underlying the prominent inhibition of intracel-
lular NAD+/NADH ratio by 4- dmH, but not heliomycin. tNOX functions as a terminal hydroquinone 
oxidase, catalyzing not simply the oxidation of the reduced form of NADH but also the transfer of 
protons and electrons to molecular oxygen across the plasma membrane (Hostetler et al., 2009). 
tNOX exhibits relatively low expression in non- transformed cells, but is highly correlated with the hall-
marks of cancer cells; positively regulates cell proliferation, and its downregulation is associated with 
cell- death- related pathways (Hostetler et al., 2009; Sumiyoshi et al., 2022; Liu et al., 2008; Ronconi 
et al., 2016). In recent years, efforts to target tNOX with RNA interference or conventional anticancer 
drugs have shown promising results in reducing cancer, not just in cell- based functional studies but 
also in animals inoculated with cancer cells of colon cancer and melanoma (Liu et al., 2012; Islam 
et al., 2021). Specifically, tNOX- depletion in cancer cells abolishes cancer phenotypes, reducing NAD+ 
production, proliferation, and migration/invasion while increasing apoptosis (Lee et  al., 2015; Lin 
et al., 2016; Liu et al., 2008; Cheng et al., 2016). Here, we report consistent findings in oral cancer 
cells, validating the essential role of tNOX in cell death regulation (Figure  7e). Moreover, tNOX- 
overexpressing in non- cancerous cells stimulates the growth of cells, decreases doubling time, and 
enhances cell migration (Islam et al., 2019; Su et al., 2012; Zeng et al., 2012; Chueh et al., 2004). 
We further substantiated the clinical relevance of tNOX in oral cancer by showing that the majority of 
our oral cancer patients exhibit higher tNOX protein expression in tumor tissues compared to their 
normal counterparts and there is a reverse correlation between tNOX expression and overall survival 
in a Kaplan- Meier analysis (Figure 10). Given that tNOX contributes to regulating SIRT1 activity, we 
propose that tNOX targeting is a better operational strategy for reducing cancer growth in both in 
vitro and in vivo studies.

Another significant finding of this study is the cellular thermal shift as analysis (CETSA)- based results 
showing the direct binding capacities of heliomycin and 4- dmH toward SIRT1 and tNOX. Moreover, 
4- dmH and doxorubicin have very similar predicted affinities for tNOX protein. Based on our previous 
report, we postulated that the NADH- binding motif of tNOX is located within the range from Gly590 
to Leu595 (Chueh et al., 2002). However, our simulation results indicated that the binding site of 
the studied compounds is located well away from the NADH- binding motif of the tNOX protein. The 
consistent interacting residues involved in the hydrogen bonds and hydrophobic interactions of the 
studied compounds were predicted to be Ile90, Lys98, Pro111, Pro113, Leu115, Pro117, and Pro118 
(Figure 9D), which are not located in the NADH- binding motif. At this point, we are uncertain of the 
exact mechanism(s) by which these compounds inhibit tNOX. However, we speculate that the hydro-
phobic moieties and extra hydrogen bonds formed between 4- dmH or doxorubicin and the inter-
acting residues of tNOX protein might affect its substrate binding. To clarify this issue, further efforts 
involving the co- crystallization of tNOX/inhibitor complexes are warranted.

are from three independent experiments (n=3). The significance of differences between control and treatment groups was calculated using a one- way 
ANOVA followed by an appropriate post- hoc test such as LSD. The significant values are as *p<0.05, **p<0.01, *** p<0.001. (d) The lysates of HA- Ub 
overexpressing cells were immunoprecipitated with nonimmune IgG or an antibody against ENOX2, and the bound proteins were detected by western 
blotting with anti- HA or anti- ENOX2 antibodies. The total lysates were also immunoblotted with anti- tNOX or anti-β-actin antibodies. (e) The RNA 
interference- mediated tNOX depletion was conducted in SAS cells for 48 hr. The percentage of apoptotic/autophagic cells was examined by flow 
cytometry. The presented values (mean ± SDs) represent three independent experiments (n=3). The significance of differences between control and 
treatment groups was calculated using a one- way ANOVA followed by an appropriate post- hoc test such as LSD. The significant value is as ** p<0.01.

The online version of this article includes the following source data for figure 7:

Source data 1. Original files for the western blot analysis in Figure 7.

Source data 2. PDF containing Figure 7b- e of the relevant western blot analysis with the uncropped gels or blots with the relevant bands.

Source data 3. The flow cytometry dot blot autophagy and apoptosis data in Figure 7e.

Figure 7 continued

https://doi.org/10.7554/eLife.87873
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Figure 8. CETSA- based determination of binding between 4- dmH and tNOX protein. (a) Cells were incubated 
with different concentrations of the 4- dmH as described in the Methods. Dose- dependent thermal stabilization of 
tNOX was assessed after heating samples at 54 °C for 3 min in SAS cells and HSC- 3 cells. The band intensities of 
tNOX were normalized with respect to the intensity of actin. Representative chemiluminescence data are shown on 

Figure 8 continued on next page
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Taken together, our present results show that the superior anticancer activity of 4- dmH over its 
parental heliomycin resides in its direct targeting of tNOX and SIRT1, and suggest that the tNOX- 
NAD+- SIRT1 regulatory axis contributes to inducing apoptosis independent of p53 status, as evidenced 
by the results of in vitro and in vivo studies of oral cancer.

Conclusions
In conclusion, we focused on the identification and validation of the intracellular targets of heli-
omycin and its water- soluble derivative, 4- dmH, by CETSA and molecular docking simulations in 
p53- functional SAS and p53- mutated HSC- 3 oral cancer cells. Our CETSA- and cell- based results 
suggested that the targeting and inhibition of SIRT1 by heliomycin provoked autophagy and atten-
uated the growth of oral cancer cells. In addition to targeting SIRT1, as does its parental helio-
mycin, the enhanced water solubility of 4- dmH can maximize its anticancer effects and inhibit 
cooperatively tNOX and SIRT1 to induce apoptosis in oral cancer cells independent of their p53 
status. Considering that tNOX not only supports but also exerts functions independent of SIRT1, 
the tNOX- and SIRT1- inhibiting function of 4- dmH, thus, results in the different biological outcomes 
from the SIRT1- binding heliomycin, as evidenced by the results of in vitro and in vivo studies of 
oral cancer.

Methods
Materials
The anti- SIRT1 (# 2496), anti- Atg5 (# 2630), anti- ULK1 (# 6439), anti- LC3 (# 4108), anti- PARP (# 9542), 
anti- Bak (# 12105), anti- Bax (# 2772), anti- Puma (# 4976), anti- Noxa (# 14766), anti- Bcl2 (# 15071), 
anti- c- Flip (# 56343), anti- c- Myc (# 5605), HA- tag (# 3724), and anti- cleaved caspase- 3 (# 9661) anti-
bodies were purchased from Cell Signaling Technology, Inc (Beverly, MA, USA). The anti- acetyl- c- Myc 
(# ABE26) antibody was from Millipore Corp. (Temecula, CA, USA). The anti- Atg7 (# NB110- 55474) 
antibody was obtained from Novus Biologicals (Centennial, CO, USA). The anti- NOX4 (# SC- 30141) 
antibody was obtained from Santa Cruz Biotechnology (Dallas, TX, USA). The antisera to tNOX used 
for immunoblotting were generated as described previously (Chen et al., 2006). The commercially 
available anti- ENOX2 (# 10423–1- AP) antibody and anti-β-actin (# 60008–1- Ig) antibodies were from 
Proteintech (Rosemont, IL, USA) was used for immunoprecipitation. The anti- mouse (# 115- 035- 003) 
and anti- rabbit IgG (# 111- 035- 003) antibodies were purchased from the Jackson ImmunoResearch 
Laboratories Inc, (West Grove, PA, USA).

the top. Data are presented as the average and values (mean ±SE) are from three independent experiments (n=3). 
The representative images are generated by SigmaPlot followed by regression wizard. (b) CETSA- melting curves 
of tNOX in the presence and absence of 4- dmH in SAS cells and HSC- 3 cells as described in the Methods. The 
immunoblot intensity was normalized to the intensity of the 40 °C samples. Representative chemiluminescence 
data are shown on the top. Data are presented as the average and values (mean ±SE) are from three independent 
experiments (n=3). The representative images are generated by SigmaPlot followed by regression wizard. The 
denaturation midpoints were determined using a standard process. (c) Western blot analysis for PARP or NOX4 
in the presence and absence of 4- dmH in SAS cells are shown. The immunoblot intensity was normalized to the 
intensity of the 40 °C samples. (d) CETSA- melting curves of tNOX in the presence and absence of heliomycin in 
SAS cells and HSC- 3 cells as described in the Methods. The immunoblot intensity was normalized to the intensity 
of the 40 °C samples. Representative chemiluminescence data are shown on the top. Data are presented as the 
average and values (mean ±SE) are from three independent experiments (n=3). The representative images are 
generated by SigmaPlot followed by regression wizard. The denaturation midpoints were determined using a 
standard process.

The online version of this article includes the following source data for figure 8:

Source data 1. Original file for the western blot analysis in Figure 8.

Source data 2. PDF containing Figure 8 of the relevant western blot analysis with the uncropped gels or blots 
with the relevant bands.

Figure 8 continued
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Figure 9. The binding modes of heliomycin and 4- dmH after docking into the pocket of SIRT1 (a, b) and tNOX (c, d). (a) Superimposition of the 
docked heliomycin (red) and 4- dmH (blue). (b) Schematic presentations of possible interactions between test compounds and SIRT1 residues. 
(c) Superimposition of the docked heliomycin (red) and 4- dmH (blue), and doxorubicin (purple). (d) Schematic presentations of possible interactions 
between test compounds and tNOX residues. The key residues surrounding the binding pocket of SIRT1 and tNOX were identified via the best docking 
pose of each compound. The red circles and ellipses indicate the identical residues that interacted with different compounds.

The online version of this article includes the following source data and figure supplement(s) for figure 9:

Figure supplement 1. The seven interaction residues on tNOX were substituted with alanine or glycine amino acids and then simulated the protein 
structures.

Figure supplement 1—source data 1. The simulated tNOX structures (a, b) and the binding modes of 4- dmH after docking study (c, d).

https://doi.org/10.7554/eLife.87873
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Figure 10. Therapeutic potential of heliomycin and 4- dmH in oral cancer. (a–c) In a tumor- bearing mouse xenograft model, control mice were 
intratumorally injected with vehicle buffer and treatment group mice were intratumorally treated with heliomycin or 4- dmH as described in the Methods. 
The morphology of the tumor tissues excised from tumor- bearing mice (a) and quantitative analysis of xenografted tumor volume during the treatment 
period (b) are shown. The significance of differences between control and treatment groups was calculated using a one- way ANOVA followed by an 

Figure 10 continued on next page
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Cell culture
The SAS (human squamous cell carcinoma of the tongue, JCRB0260) and HSC- 3 (human tongue 
squamous cell carcinoma, JCRB0623) cells were purchased from the Japanese Collection of Research 
Bioresources Cell Bank (Osaka, Japan). The BEAS2B (human bronchial epithelial, ATCC CRL- 9609) 
cells were obtained from the Bioresource Collection and Research Center, Hsinchu, Taiwan. Cells were 
grown in Dulbecco’s Modified Eagle Medium (DMEM) and the media were supplemented with 10% 
FBS, 100 units/ml penicillin, and 50 µg/ml streptomycin. Cells were maintained at 37 °C in a humidified 
atmosphere of 5% CO2 in the air, and the media were replaced every 2–3 days. Cells were treated 
with different concentrations of heliomycin (dissolved in DMSO) or the derivative 4- dmH (dissolved 
in water). All three cell lines were evaluated to be negative for mycoplasma using PCR- based assays 
(LookOut Mycoplama PCR Detection Kit, MP0040A, Merck KGaA, Darmstadt, Germany).

ON- TARGETplus tNOX siRNA and negative control siRNA were purchased from Thermo Scien-
tific, Inc (Grand Island, NY). Briefly, cells were seeded in 10 cm dishes, allowed to attach overnight, 
and then transfected with tNOX siRNA or control siRNA using the Lipofectamine RNAiMAX Reagent 
(Gibco/BRL Life Technologies) according to the manufacturer’s instructions.

Chemistry
Heliomycin was produced at the Gause Institute of New Antibiotics (Moscow, Russian Federation) 
using Actynomyces variabilis var. heliomycini (Brazhnikova et  al., 1958). 4- (Dimethylaminomethyl)
heliomycin (4- dmH) was prepared from heliomycin by the previously reported method (Nadysev 
et al., 2018). The structures of both compounds are illustrated in Figure 1. The purities of the tested 
compounds of heliomycin and the water- soluble derivative were 97 and 99%, respectively, as exam-
ined by HPLC analysis.

Continuous observation of cell proliferation by cell impedance 
determinations
For continuous monitoring of changes in cell proliferation, cells (104  cells/well) were plated onto 
E- plates, and the plates were incubated for 30 min at room temperature, and placed on an xCELLi-
gence System (Roche, Mannheim, Germany). The cells were grown overnight and then exposed to 
heliomycin (dissolved in DMSO) or 4- dmH (dissolved in water), and impedance was measured every 
hour, as previously described (Lee et al., 2015). Cell impedance was defined by the cell index (CI) 
= (Zi − Z0) [Ohm]/15[Ohm], where Z0 is background resistance and Zi is the resistance at a given time 
point. A normalized cell index was determined as the cell index at a given time point (CIti) divided by 
the cell index at the normalization time point (CInml_time).

Measurement of mitochondrial membrane potential
Changes in mitochondrial membrane potential (a characteristic of apoptosis) were studied using JC- 1 
staining (Theremo Fisher Scientific Inc, Waltham MA, USA). Cells were treated with different concen-
trations of heliomycin or 4- dmH for 18 hr. The cells were then washed, incubated with 10 μM JC- 1 at 
37 °C for 30 min, washed with PBS, pelleted, and resuspended in PBS. The fluorescence intensity of 
cells was analyzed using a Beckman Coulter FC500 flow cytometer (Brea, CA, USA).

appropriate post- hoc test such as LSD. The significant value is as **p<0.05. (c) Tissues from three sets of tumor- bearing mice were grounded and 
prepared for western blotting analysis. (d) The tumor and adjacent tissues from oral cancer patients were grounded and prepared for western blotting 
analysis. β-actin was used as an internal loading control to monitor for equal loading. (e) Kaplan- Meier plots of the association between tNOX (ENOX2) 
expression and overall survival in 78 stage- III head- neck cancer patients. (f) Schematic diagram of the mechanism governing 4- dmH- induced apoptosis 
and heliomycin- mediated autophagy in oral cancer cells.

The online version of this article includes the following source data for figure 10:

Source data 1. Original files for the western blot analysis in Figure 10.

Source data 2. PDF containing Figure 10c, d of the relevant western blot analysis with the uncropped gels or blots with the relevant bands.

Figure 10 continued
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Autophagy determination
Autophagosomes, which are acidic intracellular compartments that mediate the degradation of cyto-
plasmic materials during autophagy, were visualized by staining with acridine orange (AO; Sigma 
Chemical Co.). Cells were washed with PBS, stained with 2 mg/ml AO for 10 min at 37 °C, washed, 
trypsinized, and analyzed using a Beckman Coulter FC500 and cytoFLEX. The results are expressed as 
a percentage of total cells.

Apoptosis determination
An Annexin V- FITC Apoptosis Detection Kit (BD Pharmingen, San Jose, CA, USA) was utilized to 
measure apoptosis. tNOX knockdown cells were cultured in 6  cm culture dishes, trypsinized, and 
harvested by centrifugation. Each pellet was rinsed with PBS, resuspended in 1×binding buffer, and 
stained with Annexin V- FITC (fluorescein isothiocyanate) followed by propidium iodide (PI; to deter-
mine necrotic or late apoptotic cells). The percentages of viable (FITC- negative and PI- negative), 
early apoptotic (FITC- positive and PI- negative), late apoptotic (FITC- positive and PI- positive), and 
necrotic (FITC- negative and PI- positive) cells were evaluated by cytoFLEX. The results are expressed 
as a percentage of total cells.

Colony formation assay
Onto each 6 cm dish, 103 cells were cultured in growth medium with various concentrations of heli-
omycin and 4- dmH at least 10  days. At the end of the experiment, colonies were fixed in 1.25% 
glutaraldehyde at room temperature for 30 min, washed with distilled water, and colored with a 0.05% 
methylene blue mixture. The number of colonies was determined and documented.

Cell cycle analysis
In brief, after treatments, 106 cells were collected and washed in PBS, slowly fixed in 75% ethanol, 
and kept at –20 °C for at least 1 hr. The cell pellet was then washed again with PBS, and centrifuged 
at 500 × g for 5 min. The pellet was resuspended in 200 μl cold PBS and nuclear DNA was stained in 
the dark with propidium iodide (PI) solution (20 mM Tris pH 8.0, 1 mM NaCl, 0.1% NP- 40, 1.4 mg/mL 
RNase A, 0.05 mg/mL PI) for 30 min on ice. Total cellular DNA content was analyzed with an FC500 
flow cytometer (Beckman Coulter Inc, Brea, CA, USA).

Cellular target identification by cellular thermal shift assay (CETSA)
CETSA was used to identify whether SIRT1 or tNOX are cellular targets of heliomycin and its water- 
soluble derivative, 4- dmH. Samples were prepared from control and compound- exposed cells. For 
each set, 2×107  cells were seeded in a 10  cm culture dish. After 24  hr of culture, the cells were 
pretreated with 10 μM MG132 for 1 hr, washed with PBS, treated with trypsin, collected by centrifu-
gation at 12,000 rpm for 3 min at room temperature, gently resuspended with 1 ml of PBS, pelleted 
by centrifugation at 7500 rpm for 3 min at room temperature, and resuspended with 1 ml of lysis 
buffer (20  mM Tris- HCl pH 7.4, 100  mM NaCl, 5  mM EDTA, 2  mM phenylmethylsulfonyl fluoride 
(PMSF), 10 ng/ml leupeptin, and 10 μg/ml aprotinin). The samples were transferred to Eppendorf 
tubes and subjected to three freeze- thaw cycles; for each cycle, they were exposed to liquid nitrogen 
for 3 min, placed in a heating block at 37 °C for 3 min, and vortexed briefly. For the experimental 
sample set, heliomycin or its derivative was added to a final concentration of 20 μM; the same volume 
of vehicle solvent was added for the control sample set. The samples were heated at 37 °C for 1 hr 
and dispensed to 100 μl aliquots. Pairs consisting of one control aliquot and one experimental aliquot 
were heated at 40 °C, 43 °C, 46 °C, 49 °C, 52 °C, 55 °C, 58 °C, 61 °C, or 67 °C for 3 min. Insoluble 
proteins were separated by centrifugation at 12,000 rpm for 30 min at 4 °C, and the supernatants 
(containing soluble proteins) were resolved by SDS- PAGE. Western blot analysis was performed using 
commercially available SIRT1 antibodies or tNOX antisera (Liu et al., 2008; Chen et al., 2006). β-Actin 
was detected as a loading control.

An isothermal dose- response fingerprint (ITDRFCETSA) was obtained in a manner similar to that 
described above for the CETSA melting- curve experiments. Cells were seeded in 60  mm culture 
dishes. After 24 hr of culture, the cells were pretreated with 10 μM MG132, exposed to the test 
compound for 1 hr (final concentration, 0.001, 0.01, 0.1, 0.25, 0.5, 0.75, 1, 1.5, or 2 μM), washed with 
PBS, treated with trypsin, pelleted at 12,000 rpm for 5 min at room temperature, gently resuspended 
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with 1 ml of PBS, pelleted at 7500 rpm for 3 min at room temperature, and resuspended with the 
same described above. The samples were subjected to three freeze- thaw cycles, wherein they were 
exposed to liquid nitrogen for 3 min, placed in a heating block at 25 °C for 3 min, and vortexed briefly. 
The samples were then heated at 54 °C for 3 min and cooled for 3 min at room temperature. Insoluble 
proteins were separated by centrifugation at 12,000 rpm for 30 min at 4 °C, and the supernatants 
(containing soluble proteins) were subjected to SDS- PAGE and western blot analysis using an anti-
body against SIRT1 or antisera to tNOX. β-Actin was used as a loading control.

Western blot analysis and immunoprecipitation
Cell extracts were prepared in the lysis buffer described above. Volumes of extract containing equal 
amounts of proteins (40 µg) were resolved by SDS- PAGE and transferred to PVDF membranes (Schle-
icher & Schuell, Keene, NH, USA), and the membranes were blocked, washed, and probed with the 
indicated primary antibody overnight. The membranes were washed, incubated with horseradish 
peroxidase- conjugated secondary antibody for 1 hr, and developed using enhanced chemilumines-
cence (ECL) reagents (Amersham Biosciences, Piscataway, NJ, USA) according to the manufacturer’s 
protocol.

For immunoprecipitation, protein extracted from cells grown in 100 mm dishes were pre- cleared 
with 20 μl of Protein G Agarose Beads (for rabbit antibodies) for 1 hr at 4 °C with rotation. Ubiquitin 
antibodies or control IgG were incubated onto beads in 500 μl of lysis buffer, overnight with rotation 
at 4 °C. Beads were precipitated by centrifugation at 3000 rpm for 2 min at 4 °C. Beads were washed 
three times with lysis buffer and samples were prepared for western blotting analysis.

Determination of SIRT1 deacetylase activity in vitro
SIRT1 deacetylase activity was determined using a SIRT1 Direct Fluorescent Screening Assay Kit 
(Cayman Chemical Company, Ann Arbor, MI) according to the manufacturer’s protocol. Briefly, 
substrate solution was prepared by adding 240 μl of NAD+ solution and 850 μl of diluted Assay Buffer 
to 15 μl of the p53 peptide Arg- His- Lys- Lys(εacetyl)- AMC, to yield a final concentration of 125 μM 
peptide (substrate) and 3 mM of NAD+. Using a 96- well plate, the background was determined in 
wells containing 30 μl of Assay Buffer and 5 μl of DMSO. Maximal initial activity (defined as 100%) was 
determined in wells containing 5 μl of diluted human recombinant SIRT1, 25 μl of Assay Buffer, and 
5 μl of DMSO. To measure the ability of the test compound to modulate SIRT1 activity, 5 μl of 2 μΜ 
compound was added to wells containing 25 μl of Assay Buffer and 5 μl of diluted human recombi-
nant SIRT1. Reactions were initiated by adding 15 μl of Substrate Solution to each well. The plate was 
then covered and incubated on a shaker for 45 min at room temperature. Reactions were stopped by 
adding 50 μl of Stop/Developing Solution to each well and incubating the plate for 30 min at room 
temperature. Plates were read in a fluorimeter using an excitation wavelength of 350–360 nm and an 
emission wavelength of 450–465 nm.

Measurement of the intracellular NAD+/NADH ratio
The oxidized and reduced forms of intracellular NAD were determined using an NADH/NAD Quan-
tification Kit (BioVision Inc Milpitas, CA, USA), as described by the manufacturer. Briefly, 2×105 cells 
were washed with cold PBS, pelleted, and extracted by two freeze/thaw cycles with 400 µl of NADH/
NAD+ extraction buffer. The samples were vortexed and centrifuged at 14,000 rpm for 5 min. The 
extracted NADH/NAD+- containing supernatant (200 µl) was transferred to a microcentrifuge tube, 
heated to 60 °C for 30 min (to decompose NAD+ but not NADH), and then placed on ice. The samples 
were then centrifuged and transferred to a multiwell plate. Standards and an NAD+ cycling mix were 
prepared according to the manufacturer’s protocol. The reaction mix was distributed at 100 µl/well to 
wells of a 96- well plate pre- loaded with NADH standards and samples, and the plate was incubated at 
room temperature for 5 min to convert NAD+ to NADH. The provided NADH developer solution was 
added to each well, and plates were incubated at room temperature for 15 or 30 min. The reaction 
was stopped with 10 µl of stop solution per well, and absorbance was measured at 450 nm.

Molecular docking simulation
A crystal structure of the SIRT1 catalytic domain bound to an EX- 527 analog (PDB: 4I5I) (Zhao et al., 
2013) was employed for our molecular docking study. EX- 527 is a nanomolar SIRT1 inhibitor with an 
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IC50 value as low as 38 nM (Solomon et al., 2006); therefore its co- crystal structure of SIRT1 protein 
was judged to be suitable for our docking analysis. The water molecule and ligand molecule of the 
initial crystal structure were removed using the PyMOL program (https://pymol.org/; accessed on 1 
November 2022; PyMOL Molecular Graphics System, Schrodinger, New York, NY) to prepare for the 
docking analysis. A predicted full- length structure of the tNOX protein was obtained from the Alpha-
Fold Protein Structure Database (Jumper et al., 2021; Varadi et al., 2022) and used in this study. 
Molecular docking was performed using the AutoDock Vina package (Trott and Olson, 2010) in the 
PyRx software (Dallakyan and Olson, 2015) to assess the probable binding modes of heliomycin and 
its derivative in the SIRT1 catalytic domain and the protein structure of tNOX. The docking site was 
determined according to the inhibitor binding site of the EX- 527 analog in the crystal structure of 
SIRT1, which was used as the setting in the grid selection. Because we lacked information about the 
ligand- bound pocket, blind docking was performed by adopting the whole- protein structure of tNOX, 
as the grid selection. Each compound was optimized in its molecular geometry, torsional barriers, and 
intermolecular- interaction geometry using the MMFF94 forcefield in CHARMM (Brooks et al., 2009). 
The best docking conformation of each compound, which was chosen based on the lowest binding 
energy, was employed in the interaction analyses. The interaction diagram was generated using the 
LigPlot +software (Laskowski and Swindells, 2011) to display the hydrogen bonds and hydrophobic 
moieties. The docking pose of each compound was visualized using the PyMOL program.

Homology modeling of tNOX protein structure
To evaluate the impact of key interacting residues derived from post- docking analysis, the key resi-
dues on the tNOX protein were substituted with alanine or glycine amino acid and then conducted the 
protein structure simulation. The tNOX structure from the AlphaFold database was used as a template 
during these processes. The 3D structures of the modified tNOX protein sequences were homology- 
modeled using the I- TASSER standalone package version 5.2 (Yang et al., 2015) (https://zhanggroup. 
org/I-TASSER/download/) with default parameters. The simulated structures were also applied in the 
molecular docking study to assess possible binding affinity and binding modes between 4- dmH and 
the modified tNOX protein.

In vivo xenograft studies
Specific pathogen- free (SPF) ASID mice were purchased from the National Laboratory Animal Center 
(Taipei, Taiwan). The animal use protocols were approved by the Institutional Animal Care and Use 
Committee of National Chung Hsing University (Taichung, Taiwan) (IACUC No. 108–127). Mice were 
subcutaneously inoculated with 100  μl containing 2×106  live SAS cells in PBS. The tumor- bearing 
animals were randomized divided into three groups (n=4 per group) when the tumor mass reached an 
average diameter of 0.5–1 cm. Mice were intratumorally injected with vehicle buffer (20% DMSO in 
PBS) as untreated control (Vehicle group), with 200 μg heliomycin in vehicle buffer (Heliomycin group), 
with 200 μg 4- dmH in vehicle buffer (4- dmH group). Intratumoral therapy was performed three times 
at 1 week intervals. The tumor size was recorded every 2 days and the tumor volume was calculated 
using the formula: length × width2×0.5. Mice were euthanized 4 days after the final treatment. The 
significance of differences in tumor size was determined by a one- way ANOVA.

Patient specimens
Five pairs of cancer tissues and their corresponding normal counterparts were obtained from Chan-
ghua Christian Hospital in Taiwan (CCH IRB No. 130616). Diagnosis of oral cancer was based on 
histological examination of hematoxylin and eosin- stained tissue section. Patient specimens were 
immediately frozen in liquid nitrogen after surgery and used for western blot analysis.

Statistics
All data are expressed as the means ±SEs/SDs of three independent experiments. Between- group 
comparisons were performed using a one- way analysis of variance (ANOVA) followed by an appro-
priate posthoc test. A value of p<0.05 was considered to be statistically significant.

Acknowledgements

https://doi.org/10.7554/eLife.87873
https://pymol.org/
https://zhanggroup.org/I-TASSER/download/
https://zhanggroup.org/I-TASSER/download/


 Research article Biochemistry and Chemical Biology | Cancer Biology

Islam et al. eLife 2023;12:RP87873. DOI: https://doi.org/10.7554/eLife.87873  23 of 27

Financial support was provided by grants from the Ministry of Sciences and Technology, Taiwan (MOST 
106–2320- B- 005–008- MY3 to PJC and MOST 108–2923- B- 005–001- MY3 to PJC), the Russian Foun-
dation for Basic Research (Project 19- 53- 52008 to AES), and the National Chung Hsing University and 
Changhua Christian Hospital (NCHU- CCH 11105 to CWW).

Additional information

Funding

Funder Grant reference number Author

The Ministry of Sciences 
and Technology, Taiwan

MOST 106-2320-B-005-
008-MY3

Pin Ju Chueh

The Minsitry of Sciences 
and Technology, Taiwan

MOST 108-2923-B-005-
001-MY3

Pin Ju Chueh

Russian Foundation for 
Basic Research

Project 19-53-52008 Andrey E Shchekotikhin

National Chung Hsing 
University and Changhua 
Christian Hospital

NCHU-CCH 11105 Che-Wei Wang

The funders had no role in study design, data collection and interpretation, or the 
decision to submit the work for publication.

Author contributions
Atikul Islam, Data curation, Formal analysis, Validation, Investigation, Methodology, Writing – orig-
inal draft; Yu- Chun Chang, Data curation, Formal analysis, Validation, Investigation, Methodology; 
Xiao- Chi Chen, Data curation, Validation, Investigation, Visualization, Methodology; Chia- Wei Weng, 
Data curation, Software, Formal analysis, Visualization, Methodology, Writing – original draft; Chien- Yu 
Chen, Software, Formal analysis, Validation, Investigation; Che- Wei Wang, Resources, Formal analysis, 
Funding acquisition, Investigation, Methodology, Writing – original draft; Mu- Kuan Chen, Concep-
tualization, Resources, Supervision, Funding acquisition, Writing – review and editing; Alexander S 
Tikhomirov, Conceptualization, Resources, Data curation, Funding acquisition, Validation, Writing – 
original draft, Writing – review and editing; Andrey E Shchekotikhin, Conceptualization, Resources, 
Data curation, Funding acquisition, Writing – review and editing; Pin Ju Chueh, Conceptualization, 
Resources, Supervision, Funding acquisition, Investigation, Writing – original draft, Project administra-
tion, Writing – review and editing

Author ORCIDs
Atikul Islam    http://orcid.org/0009-0004-9575-5963
Chia- Wei Weng    http://orcid.org/0000-0002-4842-7308
Pin Ju Chueh    http://orcid.org/0000-0002-3200-7552

Ethics
Specific pathogen- free (SPF) ASID mice were purchased from the National Laboratory Animal Center 
(Taipei, Taiwan). The animal use protocols were approved by the Institutional Animal Care and Use 
Committee of National Chung Hsing University (Taichung, Taiwan) (IACUC No. 108- 127).

Peer review material
Joint Public Review: https://doi.org/10.7554/eLife.87873.3.sa1
Author Response https://doi.org/10.7554/eLife.87873.3.sa2

Additional files
Supplementary files
•  MDAR checklist 

https://doi.org/10.7554/eLife.87873
http://orcid.org/0009-0004-9575-5963
http://orcid.org/0000-0002-4842-7308
http://orcid.org/0000-0002-3200-7552
https://doi.org/10.7554/eLife.87873.3.sa1
https://doi.org/10.7554/eLife.87873.3.sa2


 Research article Biochemistry and Chemical Biology | Cancer Biology

Islam et al. eLife 2023;12:RP87873. DOI: https://doi.org/10.7554/eLife.87873  24 of 27

Data availability
All data generated and analyzed during this study are included in the manuscript and supporting files.

References
Abdelfattah MS, Elmallah MIY, Faraag AHI, Hebishy AMS, Ali NH. 2018. Heliomycin and tetracinomycin D: 

anthraquinone derivatives with histone deacetylase inhibitory activity from marine sponge- associated 
Streptomyces sp. SP9. 3 Biotech 8:282. DOI: https://doi.org/10.1007/s13205-018-1304-1, PMID: 29881660

Adinarayana G, Venkateshan MR, Bapiraju V, Sujatha P, Premkumar J, Ellaiah P, Zeeck A. 2006. Cytotoxic 
compounds from the marine actinobacterium. Bioorganicheskaia Khimiia 32:328–334. DOI: https://doi.org/10. 
1134/s1068162006030125, PMID: 16808176

Arora SK. 1985. Molecular structure of heliomycin, an inhibitor of RNA synthesis. The Journal of Antibiotics 
38:113–115. DOI: https://doi.org/10.7164/antibiotics.38.113

Bai P, Cantó C, Oudart H, Brunyánszki A, Cen Y, Thomas C, Yamamoto H, Huber A, Kiss B, Houtkooper RH, 
Schoonjans K, Schreiber V, Sauve AA, Menissier- de Murcia J, Auwerx J. 2011. PARP- 1 inhibition increases 
mitochondrial metabolism through SIRT1 activation. Cell Metabolism 13:461–468. DOI: https://doi.org/10. 
1016/j.cmet.2011.03.004, PMID: 21459330

Basha NJ, Basavarajaiah SM. 2022. An insight into therapeutic efficacy of heterocycles as histone- modifying 
enzyme inhibitors that targets cancer epigenetic pathways. Chemical Biology & Drug Design 100:682–698. 
DOI: https://doi.org/10.1111/cbdd.14135, PMID: 36059065

Brazhnikova MG, Uspenskaia TA, Sokolova LB, Preobrazhenskaia TP, Gauze GF, Ukholina RS, Shorin VA, 
Rossolimo OK. 1958. Vertogradova TP: new anti- viral antibiotic616 heliomycin. Antibiotiki 3:29–34.

Brooks BR, Brooks CL, Mackerell AD, Nilsson L, Petrella RJ, Roux B, Won Y, Archontis G, Bartels C, Boresch S, 
Caflisch A, Caves L, Cui Q, Dinner AR, Feig M, Fischer S, Gao J, Hodoscek M, Im W, Kuczera K, et al. 2009. 
CHARMM: the biomolecular simulation program. Journal of Computational Chemistry 30:1545–1614. DOI: 
https://doi.org/10.1002/jcc.21287, PMID: 19444816

Cao M, Shi E, Wang H, Mao L, Wu Q, Li X, Liang Y, Yang X, Wang Y, Li C. 2022. Personalized targeted 
therapeutic strategies against oral squamous cell carcinoma: an evidence- based review of literature. 
International Journal of Nanomedicine 17:4293–4306. DOI: https://doi.org/10.2147/IJN.S377816, PMID: 
36134201

Carvalho AL, Nishimoto IN, Califano JA, Kowalski LP. 2005. Trends in incidence and prognosis for head and neck 
cancer in the United states: a site- specific analysis of the SEER database. International Journal of Cancer 
114:806–816. DOI: https://doi.org/10.1002/ijc.20740, PMID: 15609302

Chang CF, Islam A, Liu PF, Zhan JH, Chueh PJ. 2020. Capsaicin acts through tNOX (ENOX2) to induce 
autophagic apoptosis in p53- mutated HSC- 3 cells but autophagy in p53- functional SAS oral cancer cells. 
American Journal of Cancer Research 10:3230–3247 PMID: 33163267. 

Chen CF, Huang S, Liu SC, Chueh PJ. 2006. Effect of polyclonal antisera to recombinant tNOX protein on the 
growth of transformed cells. BioFactors 28:119–133. DOI: https://doi.org/10.1002/biof.5520280206, PMID: 
17379942

Chen HY, Cheng HL, Lee YH, Yuan TM, Chen SW, Lin YY, Chueh PJ. 2017. Tumor- associated NADH oxidase 
(tNOX)- NAD+-sirtuin 1 axis contributes to oxaliplatin- induced apoptosis of gastric cancer cells. Oncotarget 
8:15338–15348. DOI: https://doi.org/10.18632/oncotarget.14787, PMID: 28122359

Cheng HL, Lee YH, Yuan TM, Chen SW, Chueh PJ. 2016. Update on a tumor- associated NADH oxidase in gastric 
cancer cell growth. World Journal of Gastroenterology 22:2900–2905. DOI: https://doi.org/10.3748/wjg.v22. 
i10.2900, PMID: 26973386

Cheng YX, Chen J, Shi YX, Fang XD, Tang ZG. 2022. Mapk signaling pathway in oral squamous cell carcinoma: 
Biological function and targeted therapy. Cancers 14:4625. DOI: https://doi.org/10.3390/cancers14194625, 
PMID: 36230547

Choupani J, Mansoori Derakhshan S, Bayat S, Alivand MR, Shekari Khaniani M. 2018. Narrower insight to sirt1 
role in cancer: a potential therapeutic target to control epithelial- mesenchymal transition in cancer cells. 
Journal of Cellular Physiology 233:4443–4457. DOI: https://doi.org/10.1002/jcp.26302, PMID: 29194618

Chueh PJ, Morré DM, Morré DJ. 2002. A site- directed mutagenesis analysis of tNOX functional domains. 
Biochimica et Biophysica Acta 1594:74–83. DOI: https://doi.org/10.1016/s0167-4838(01)00286-2, PMID: 
11825610

Chueh P- J, Wu L- Y, Morré DM, Morré DJ. 2004. tNOX is both necessary and sufficient as a cellular target for the 
anticancer actions of capsaicin and the green tea catechin (-)- epigallocatechin- 3- gallate. BioFactors 20:235–249 
PMID: 15706060. 

Contreras- Sanzón E, Prado- Garcia H, Romero- Garcia S, Nuñez- Corona D, Ortiz- Quintero B, Luna- Rivero C, 
Martínez- Cruz V, Carlos- Reyes Á. 2022. Histone deacetylases modulate resistance to the therapy in lung cancer. 
Frontiers in Genetics 13:960263. DOI: https://doi.org/10.3389/fgene.2022.960263, PMID: 36263432

Dallakyan S, Olson AJ. 2015. Small- molecule library screening by docking with PyRx. Methods in Molecular 
Biology 1263:243–250. DOI: https://doi.org/10.1007/978-1-4939-2269-7_19, PMID: 25618350

Donmez G, Guarente L. 2010. Aging and disease: connections to sirtuins. Aging Cell 9:285–290. DOI: https:// 
doi.org/10.1111/j.1474-9726.2010.00548.x, PMID: 20409078

Donmez G. 2012. The neurobiology of sirtuins and their role in neurodegeneration. Trends in Pharmacological 
Sciences 33:494–501. DOI: https://doi.org/10.1016/j.tips.2012.05.007, PMID: 22749331

https://doi.org/10.7554/eLife.87873
https://doi.org/10.1007/s13205-018-1304-1
http://www.ncbi.nlm.nih.gov/pubmed/29881660
https://doi.org/10.1134/s1068162006030125
https://doi.org/10.1134/s1068162006030125
http://www.ncbi.nlm.nih.gov/pubmed/16808176
https://doi.org/10.7164/antibiotics.38.113
https://doi.org/10.1016/j.cmet.2011.03.004
https://doi.org/10.1016/j.cmet.2011.03.004
http://www.ncbi.nlm.nih.gov/pubmed/21459330
https://doi.org/10.1111/cbdd.14135
http://www.ncbi.nlm.nih.gov/pubmed/36059065
https://doi.org/10.1002/jcc.21287
http://www.ncbi.nlm.nih.gov/pubmed/19444816
https://doi.org/10.2147/IJN.S377816
http://www.ncbi.nlm.nih.gov/pubmed/36134201
https://doi.org/10.1002/ijc.20740
http://www.ncbi.nlm.nih.gov/pubmed/15609302
http://www.ncbi.nlm.nih.gov/pubmed/33163267
https://doi.org/10.1002/biof.5520280206
http://www.ncbi.nlm.nih.gov/pubmed/17379942
https://doi.org/10.18632/oncotarget.14787
http://www.ncbi.nlm.nih.gov/pubmed/28122359
https://doi.org/10.3748/wjg.v22.i10.2900
https://doi.org/10.3748/wjg.v22.i10.2900
http://www.ncbi.nlm.nih.gov/pubmed/26973386
https://doi.org/10.3390/cancers14194625
http://www.ncbi.nlm.nih.gov/pubmed/36230547
https://doi.org/10.1002/jcp.26302
http://www.ncbi.nlm.nih.gov/pubmed/29194618
https://doi.org/10.1016/s0167-4838(01)00286-2
http://www.ncbi.nlm.nih.gov/pubmed/11825610
http://www.ncbi.nlm.nih.gov/pubmed/15706060
https://doi.org/10.3389/fgene.2022.960263
http://www.ncbi.nlm.nih.gov/pubmed/36263432
https://doi.org/10.1007/978-1-4939-2269-7_19
http://www.ncbi.nlm.nih.gov/pubmed/25618350
https://doi.org/10.1111/j.1474-9726.2010.00548.x
https://doi.org/10.1111/j.1474-9726.2010.00548.x
http://www.ncbi.nlm.nih.gov/pubmed/20409078
https://doi.org/10.1016/j.tips.2012.05.007
http://www.ncbi.nlm.nih.gov/pubmed/22749331


 Research article Biochemistry and Chemical Biology | Cancer Biology

Islam et al. eLife 2023;12:RP87873. DOI: https://doi.org/10.7554/eLife.87873  25 of 27

Fulco M, Schiltz RL, Iezzi S, King MT, Zhao P, Kashiwaya Y, Hoffman E, Veech RL, Sartorelli V. 2003. Sir2 regulates 
skeletal muscle differentiation as a potential sensor of the redox state. Molecular Cell 12:51–62. DOI: https:// 
doi.org/10.1016/s1097-2765(03)00226-0, PMID: 12887892

Garcia- Peterson LM, Li X. 2021. Trending topics of SIRT1 in tumorigenicity. Biochimica et Biophysica Acta. 
General Subjects 1865:129952. DOI: https://doi.org/10.1016/j.bbagen.2021.129952, PMID: 34147543

He S, Gao Q, Wu X, Shi J, Zhang Y, Yang J, Li X, Du S, Zhang Y, Yu J. 2022. NAD+ ameliorates endotoxin- induced 
acute kidney injury in a sirtuin1- dependent manner via GSK- 3β/Nrf2 signalling pathway. Journal of Cellular and 
Molecular Medicine 26:1979–1993. DOI: https://doi.org/10.1111/jcmm.17222, PMID: 35137552

Hedges KL, Morré DM, Wu LY, Morre DJ. 2003. Adriamycin tolerance in human mesothelioma lines and cell 
surface NADH oxidase. Life Sciences 73:1189–1198. DOI: https://doi.org/10.1016/s0024-3205(03)00421-1, 
PMID: 12818726

Hostetler B, Weston N, Kim C, Morré DM, Morré DJ. 2009. Cancer site- specific isoforms of enox2 (tnox), a 
cancer- specific cell surface oxidase. Clinical Proteomics 5:46–51. DOI: https://doi.org/10.1007/s12014-008- 
9016-x

Houtkooper RH, Pirinen E, Auwerx J. 2012. Sirtuins as regulators of metabolism and healthspan. Nature Reviews 
Molecular Cell Biology 13:225–238. DOI: https://doi.org/10.1038/nrm3293

Islam A, Su AJ, Zeng ZM, Chueh PJ, Lin MH. 2019. Capsaicin targets tnox (enox2) to inhibit g1 cyclin/cdk 
complex, as assessed by the cellular thermal shift assay (cetsa). Cells 8:10. DOI: https://doi.org/10.3390/ 
cells8101275, PMID: 31635402

Islam A, Hsieh PF, Liu PF, Chou JC, Liao JW, Hsieh MK, Chueh PJ. 2021. Capsaicin exerts therapeutic effects by 
targeting tNOX- SIRT1 axis and augmenting ROS- dependent autophagy in melanoma cancer cells. American 
Journal of Cancer Research 11:4199–4219 PMID: 34659883. 

Jumper J, Evans R, Pritzel A, Green T, Figurnov M, Ronneberger O, Tunyasuvunakool K, Bates R, Žídek A, 
Potapenko A, Bridgland A, Meyer C, Kohl SAA, Ballard AJ, Cowie A, Romera- Paredes B, Nikolov S, Jain R, 
Adler J, Back T, et al. 2021. Highly accurate protein structure prediction with alphafold. Nature 596:583–589. 
DOI: https://doi.org/10.1038/s41586-021-03819-2, PMID: 34265844

Karbasforooshan H, Roohbakhsh A, Karimi G. 2018. SIRT1 and microRNAs: the role in breast, lung and prostate 
cancers. Experimental Cell Research 367:1–6. DOI: https://doi.org/10.1016/j.yexcr.2018.03.023, PMID: 
29574020

Lacas B, Bourhis J, Overgaard J, Zhang Q, Grégoire V, Nankivell M, Zackrisson B, Szutkowski Z, Suwiński R, 
Poulsen M, O’Sullivan B, Corvò R, Laskar SG, Fallai C, Yamazaki H, Dobrowsky W, Cho KH, Beadle B, 
Langendijk JA, Viegas CMP, et al. 2017. Role of radiotherapy fractionation in head and neck cancers (MARCH): 
an updated meta- analysis. The Lancet. Oncology 18:1221–1237. DOI: https://doi.org/10.1016/S1470-2045(17) 
30458-8, PMID: 28757375

Laskowski RA, Swindells MB. 2011. LigPlot+: multiple ligand- protein interaction diagrams for drug discovery. 
Journal of Chemical Information and Modeling 51:2778–2786. DOI: https://doi.org/10.1021/ci200227u, PMID: 
21919503

Lee IH, Cao L, Mostoslavsky R, Lombard DB, Liu J, Bruns NE, Tsokos M, Alt FW, Finkel T. 2008. A role for the 
NAD- dependent deacetylase Sirt1 in the regulation of autophagy. PNAS 105:3374–3379. DOI: https://doi.org/ 
10.1073/pnas.0712145105, PMID: 18296641

Lee YH, Chen HY, Su LJ, Chueh PJ. 2015. Sirtuin 1 (sirt1) deacetylase activity and nad. Journal of Agricultural and 
Food Chemistry 63:7361–7370. DOI: https://doi.org/10.1021/acs.jafc.5b02876, PMID: 26255724

Lee SC, Kim KH, Kim OH, Lee SK, Hong HE, Choi BJ, Jeong W, Kim SJ. 2018. EVerolimus plus ku0063794 
regimen promotes anticancer effects against hepatocellular carcinoma cells through the paradoxical inhibition 
of autophagy. Cancer Research and Treatment 50:1023–1038. DOI: https://doi.org/10.4143/crt.2017.085, 
PMID: 29121714

Li H, Zhang Y, Xu M, Yang D. 2022. Current trends of targeted therapy for oral squamous cell carcinoma. Journal 
of Cancer Research and Clinical Oncology 148:2169–2186. DOI: https://doi.org/10.1007/s00432-022-04028-8, 
PMID: 35501496

Li BY, Peng WQ, Liu Y, Guo L, Tang QQ. 2023. HIGD1A links SIRT1 activity to adipose browning by inhibiting the 
ROS/DNA damage pathway. Cell Reports 42:112731. DOI: https://doi.org/10.1016/j.celrep.2023.112731, 
PMID: 37393616

Lin M- H, Lee Y- H, Cheng H- L, Chen H- Y, Jhuang F- H, Chueh PJ. 2016. Capsaicin inhibits multiple bladder cancer 
cell phenotypes by inhibiting tumor- associated nadh oxidase (tnox) and sirtuin1 (sirt1). Molecules 21:849. DOI: 
https://doi.org/10.3390/molecules21070849, PMID: 27367652

Lin CY, Islam A, Su CJ, Tikhomirov AS, Shchekotikhin AE, Chuang SM, Chueh PJ, Chen YL. 2019. Engagement 
with tNOX (ENOX2) to inhibit SIRT1 and activate p53- dependent and -independent apoptotic pathways by 
novel 4,11- diaminoanthra[2,3- b]furan- 5,10- diones in hepatocellular carcinoma cells. Cancers 11:420. DOI: 
https://doi.org/10.3390/cancers11030420, PMID: 30909652

Lin MH, Islam A, Liu YH, Weng CW, Zhan JH, Liang RH, Tikhomirov AS, Shchekotikhin AE, Chueh PJ. 2022. 
Antibiotic heliomycin and its water- soluble 4- aminomethylated derivative provoke cell death in T24 bladder 
cancer cells by targeting sirtuin 1 (SIRT1). American Journal of Cancer Research 12:1042–1055 PMID: 
35411221. 

Liu SC, Yang JJ, Shao KN, Chueh PJ. 2008. RNA interference targeting tNOX attenuates cell migration via a 
mechanism that involves membrane association of Rac. Biochemical and Biophysical Research Communications 
365:672–677. DOI: https://doi.org/10.1016/j.bbrc.2007.11.025, PMID: 18023414

https://doi.org/10.7554/eLife.87873
https://doi.org/10.1016/s1097-2765(03)00226-0
https://doi.org/10.1016/s1097-2765(03)00226-0
http://www.ncbi.nlm.nih.gov/pubmed/12887892
https://doi.org/10.1016/j.bbagen.2021.129952
http://www.ncbi.nlm.nih.gov/pubmed/34147543
https://doi.org/10.1111/jcmm.17222
http://www.ncbi.nlm.nih.gov/pubmed/35137552
https://doi.org/10.1016/s0024-3205(03)00421-1
http://www.ncbi.nlm.nih.gov/pubmed/12818726
https://doi.org/10.1007/s12014-008-9016-x
https://doi.org/10.1007/s12014-008-9016-x
https://doi.org/10.1038/nrm3293
https://doi.org/10.3390/cells8101275
https://doi.org/10.3390/cells8101275
http://www.ncbi.nlm.nih.gov/pubmed/31635402
http://www.ncbi.nlm.nih.gov/pubmed/34659883
https://doi.org/10.1038/s41586-021-03819-2
http://www.ncbi.nlm.nih.gov/pubmed/34265844
https://doi.org/10.1016/j.yexcr.2018.03.023
http://www.ncbi.nlm.nih.gov/pubmed/29574020
https://doi.org/10.1016/S1470-2045(17)30458-8
https://doi.org/10.1016/S1470-2045(17)30458-8
http://www.ncbi.nlm.nih.gov/pubmed/28757375
https://doi.org/10.1021/ci200227u
http://www.ncbi.nlm.nih.gov/pubmed/21919503
https://doi.org/10.1073/pnas.0712145105
https://doi.org/10.1073/pnas.0712145105
http://www.ncbi.nlm.nih.gov/pubmed/18296641
https://doi.org/10.1021/acs.jafc.5b02876
http://www.ncbi.nlm.nih.gov/pubmed/26255724
https://doi.org/10.4143/crt.2017.085
http://www.ncbi.nlm.nih.gov/pubmed/29121714
https://doi.org/10.1007/s00432-022-04028-8
http://www.ncbi.nlm.nih.gov/pubmed/35501496
https://doi.org/10.1016/j.celrep.2023.112731
http://www.ncbi.nlm.nih.gov/pubmed/37393616
https://doi.org/10.3390/molecules21070849
http://www.ncbi.nlm.nih.gov/pubmed/27367652
https://doi.org/10.3390/cancers11030420
http://www.ncbi.nlm.nih.gov/pubmed/30909652
http://www.ncbi.nlm.nih.gov/pubmed/35411221
https://doi.org/10.1016/j.bbrc.2007.11.025
http://www.ncbi.nlm.nih.gov/pubmed/18023414


 Research article Biochemistry and Chemical Biology | Cancer Biology

Islam et al. eLife 2023;12:RP87873. DOI: https://doi.org/10.7554/eLife.87873  26 of 27

Liu NC, Hsieh PF, Hsieh MK, Zeng ZM, Cheng HL, Liao JW, Chueh PJ. 2012. Capsaicin- mediated tNOX (ENOX2) 
up- regulation enhances cell proliferation and migration in vitro and in vivo. Journal of Agricultural and Food 
Chemistry 60:2758–2765. DOI: https://doi.org/10.1021/jf204869w, PMID: 22353011

Liu X, Arai MA, Ishibashi KM. 2018. Isolation of resistomycin from a terrestrial actinomycete with trail resistance- 
overcoming activity. Natural Product Communications 13:1934578X1801300. DOI: https://doi.org/10.1177/ 
1934578X1801300119

Ma Y, Nie H, Chen H, Li J, Hong Y, Wang B, Wang C, Zhang J, Cao W, Zhang M, Xu Y, Ding X, Yin SK, Qu X, 
Ying W. 2015. NAD. Current Medicinal Chemistry 22:1239–1247. DOI: https://doi.org/10.2174/092986732266 
6150209154420, PMID: 25666794

Mai A, Massa S, Lavu S, Pezzi R, Simeoni S, Ragno R, Mariotti FR, Chiani F, Camilloni G, Sinclair DA. 2005. 
Design, synthesis, and biological evaluation of sirtinol analogues as class III histone/protein deacetylase (Sirtuin) 
inhibitors. Journal of Medicinal Chemistry 48:7789–7795. DOI: https://doi.org/10.1021/jm050100l, PMID: 
16302818

Martinez Molina D, Jafari R, Ignatushchenko M, Seki T, Larsson EA, Dan C, Sreekumar L, Cao Y, Nordlund P. 
2013. Monitoring drug target engagement in cells and tissues using the cellular thermal shift assay. Science 
341:84–87. DOI: https://doi.org/10.1126/science.1233606, PMID: 23828940

Martinez Molina D, Nordlund P. 2016. The cellular thermal shift assay: a novel biophysical assay for in situ drug 
target engagement and mechanistic biomarker studies. Annual Review of Pharmacology and Toxicology 
56:141–161. DOI: https://doi.org/10.1146/annurev-pharmtox-010715-103715, PMID: 26566155

Morré DJ, Kim C, Paulik M, Morré DM, Faulk WP. 1997. Is the drug- responsive NADH oxidase of the cancer cell 
plasma membrane a molecular target for adriamycin? Journal of Bioenergetics and Biomembranes 29:269–280. 
DOI: https://doi.org/10.1023/a:1022414228013, PMID: 9298712

Mouchiroud L, Houtkooper RH, Moullan N, Katsyuba E, Ryu D, Cantó C, Mottis A, Jo YS, Viswanathan M, 
Schoonjans K, Guarente L, Auwerx J. 2013. The nad(+)/sirtuin pathway modulates longevity through activation 
of mitochondrial upr and foxo signaling. Cell 154:430–441. DOI: https://doi.org/10.1016/j.cell.2013.06.016, 
PMID: 23870130

Nadysev GY, Tikhomirov AS, Lin MH, Yang YT, Dezhenkova LG, Chen HY, Kaluzhny DN, Schols D, Shtil AA, 
Shchekotikhin AE, Chueh PJ. 2018. Aminomethylation of heliomycin: preparation and anticancer 
characterization of the first series of semi- synthetic derivatives. European Journal of Medicinal Chemistry 
143:1553–1562. DOI: https://doi.org/10.1016/j.ejmech.2017.10.055, PMID: 29137865

Pan Z, Dong H, Huang N, Fang J. 2022. Oxidative stress and inflammation regulation of sirtuins: new insights 
into common oral diseases. Frontiers in Physiology 13:953078. DOI: https://doi.org/10.3389/fphys.2022. 
953078, PMID: 36060706

Ran D, Zhou D, Liu G, Ma Y, Ali W, Yu R, Wang Q, Zhao H, Zhu J, Zou H, Liu Z. 2023. Reactive oxygen species 
control osteoblast apoptosis through SIRT1/PGC- 1α/P53Lys382 signaling, mediating the onset of Cd- induced 
osteoporosis. Journal of Agricultural and Food Chemistry 01:8505. DOI: https://doi.org/10.1021/acs.jafc. 
2c08505, PMID: 37023393

Riaz A, Rasul A, Hussain G, Saadullah M, Rasool B, Sarfraz I, Masood M, Asrar M, Jabeen F, Sultana T. 2020. 
Resistomycin, a pentacyclic polyketide, inhibits the growth of triple negative breast cancer cells through 
induction of apoptosis and mitochondrial dysfunction. Pakistan Journal of Pharmaceutical Sciences 33:1233–
1238. DOI: https://doi.org/10.36721/PJPS.0000.00.0.SUP.000-000.1

Roggo BE, Hug P, Moss S, Raschdorf F, Peter HH. 1994. 3- Alkanoyl- 5- hydroxymethyl tetronic acid homologues: 
new inhibitors of HIV- 1 protease. II. Structure determination. The Journal of Antibiotics 47:143–147. DOI: 
https://doi.org/10.7164/antibiotics.47.143, PMID: 8150708

Ronconi G, Lessiani G, Spinas E, Kritas SK, Caraffa A, Saggini A, Antinolfi P, Pizzicannella J, Toniato E, Conti P. 
2016. ENOX2 (or tNOX): a new and old molecule with cancer activity involved in tumor prevention and 
therapy. Journal of Biological Regulators and Homeostatic Agents 30:649–653 PMID: 27655481. 

Sieviläinen M, Almahmoudi R, Al- Samadi A, Salo T, Pirinen M, Almangush A. 2019. The prognostic value of 
immune checkpoints in oral squamous cell carcinoma. Oral Diseases 25:1435–1445. DOI: https://doi.org/10. 
1111/odi.12991, PMID: 30315712

Slesarchuk NA, Khvatov EV, Chistov AA, Proskurin GV, Nikitin TD, Lazarevich AI, Ulanovskaya AA, Ulashchik EA, 
Orlov AA, Jegorov AV, Ustinov AV, Tyurin AP, Shmanai VV, Ishmukhametov AA, Korshun VA, Osolodkin DI, 
Kozlovskaya LI, Aralov AV. 2020. Simplistic perylene- related compounds as inhibitors of tick- borne encephalitis 
virus reproduction. Bioorganic & Medicinal Chemistry Letters 30:127100. DOI: https://doi.org/10.1016/j.bmcl. 
2020.127100, PMID: 32199731

Solomon JM, Pasupuleti R, Xu L, McDonagh T, Curtis R, DiStefano PS, Huber LJ. 2006. Inhibition of SIRT1 
catalytic activity increases p53 acetylation but does not alter cell survival following DNA damage. Molecular 
and Cellular Biology 26:28–38. DOI: https://doi.org/10.1128/MCB.26.1.28-38.2006, PMID: 16354677

Song N- Y, Surh Y- J. 2012. Janus- faced role of SIRT1 in tumorigenesis. Annals of the New York Academy of 
Sciences 1271:10–19. DOI: https://doi.org/10.1111/j.1749-6632.2012.06762.x, PMID: 23050959

Su YC, Lin YH, Zeng ZM, Shao KN, Chueh PJ. 2012. Chemotherapeutic agents enhance cell migration and 
epithelial- to- mesenchymal transition through transient up- regulation of tNOX (ENOX2) protein. Biochimica et 
Biophysica Acta 1820:1744–1752. DOI: https://doi.org/10.1016/j.bbagen.2012.07.009, PMID: 22846226

Sumiyoshi A, Shibata S, Zhelev Z, Miller T, Lazarova D, Aoki I, Obata T, Higashi T, Bakalova R. 2022. Targeting 
glioblastoma via selective alteration of mitochondrial redox state. Cancers 14:485. DOI: https://doi.org/10. 
3390/cancers14030485, PMID: 35158753

https://doi.org/10.7554/eLife.87873
https://doi.org/10.1021/jf204869w
http://www.ncbi.nlm.nih.gov/pubmed/22353011
https://doi.org/10.1177/1934578X1801300119
https://doi.org/10.1177/1934578X1801300119
https://doi.org/10.2174/0929867322666150209154420
https://doi.org/10.2174/0929867322666150209154420
http://www.ncbi.nlm.nih.gov/pubmed/25666794
https://doi.org/10.1021/jm050100l
http://www.ncbi.nlm.nih.gov/pubmed/16302818
https://doi.org/10.1126/science.1233606
http://www.ncbi.nlm.nih.gov/pubmed/23828940
https://doi.org/10.1146/annurev-pharmtox-010715-103715
http://www.ncbi.nlm.nih.gov/pubmed/26566155
https://doi.org/10.1023/a:1022414228013
http://www.ncbi.nlm.nih.gov/pubmed/9298712
https://doi.org/10.1016/j.cell.2013.06.016
http://www.ncbi.nlm.nih.gov/pubmed/23870130
https://doi.org/10.1016/j.ejmech.2017.10.055
http://www.ncbi.nlm.nih.gov/pubmed/29137865
https://doi.org/10.3389/fphys.2022.953078
https://doi.org/10.3389/fphys.2022.953078
http://www.ncbi.nlm.nih.gov/pubmed/36060706
https://doi.org/10.1021/acs.jafc.2c08505
https://doi.org/10.1021/acs.jafc.2c08505
http://www.ncbi.nlm.nih.gov/pubmed/37023393
https://doi.org/10.36721/PJPS.0000.00.0.SUP.000-000.1
https://doi.org/10.7164/antibiotics.47.143
http://www.ncbi.nlm.nih.gov/pubmed/8150708
http://www.ncbi.nlm.nih.gov/pubmed/27655481
https://doi.org/10.1111/odi.12991
https://doi.org/10.1111/odi.12991
http://www.ncbi.nlm.nih.gov/pubmed/30315712
https://doi.org/10.1016/j.bmcl.2020.127100
https://doi.org/10.1016/j.bmcl.2020.127100
http://www.ncbi.nlm.nih.gov/pubmed/32199731
https://doi.org/10.1128/MCB.26.1.28-38.2006
http://www.ncbi.nlm.nih.gov/pubmed/16354677
https://doi.org/10.1111/j.1749-6632.2012.06762.x
http://www.ncbi.nlm.nih.gov/pubmed/23050959
https://doi.org/10.1016/j.bbagen.2012.07.009
http://www.ncbi.nlm.nih.gov/pubmed/22846226
https://doi.org/10.3390/cancers14030485
https://doi.org/10.3390/cancers14030485
http://www.ncbi.nlm.nih.gov/pubmed/35158753


 Research article Biochemistry and Chemical Biology | Cancer Biology

Islam et al. eLife 2023;12:RP87873. DOI: https://doi.org/10.7554/eLife.87873  27 of 27

Sun T, Hu Y, He W, Shang Y, Yang X, Gong L, Zhang X, Gong P, Yang G. 2020. SRT2183 impairs ovarian cancer by 
facilitating autophagy. Aging 12:24208–24218. DOI: https://doi.org/10.18632/aging.104126

Sun Y, Hong JH, Ning Z, Pan D, Fu X, Lu X, Tan J. 2022. Therapeutic potential of tucidinostat, a subtype- 
selective HDAC inhibitor, in cancer treatment. Frontiers in Pharmacology 13:932914. DOI: https://doi.org/10. 
3389/fphar.2022.932914

Sung H, Ferlay J, Siegel RL, Laversanne M, Soerjomataram I, Jemal A, Bray F. 2021. Global cancer statistics 2020: 
Globocan estimates of incidence and mortality worldwide for 36 cancers in 185 countries. CA 71:209–249. 
DOI: https://doi.org/10.3322/caac.21660, PMID: 33538338

Teertam SK, Phanithi PB. 2022. Up- regulation of Sirtuin- 1/autophagy signaling in human cerebral ischemia: 
possible role in caspase- 3 mediated apoptosis. Heliyon 8:e12278. DOI: https://doi.org/10.1016/j.heliyon.2022. 
e12278, PMID: 36590507

Tikhomirov AS, Shchekotikhin AE, Lee YH, Chen YA, Yeh CA, Tatarskiy VV, Dezhenkova LG, Glazunova VA, 
Balzarini J, Shtil AA, Preobrazhenskaya MN, Chueh PJ. 2015. Synthesis and characterization of 
4,11- diaminoanthra[2,3- b]furan- 5,10- diones: Tumor cell apoptosis through tnox- modulated nad(+)/nadh ratio 
and sirt1. Journal of Medicinal Chemistry 58:9522–9534. DOI: https://doi.org/10.1021/acs.jmedchem.5b00859, 
PMID: 26633734

Tikhomirov AS, Abdelhamid MAS, Nadysev GY, Zatonsky GV, Bykov EE, Chueh PJ, Waller ZAE, 
Shchekotikhin AE. 2021. Water- soluble heliomycin derivatives to target i- motif dna. Journal of Natural Products 
84:1617–1625. DOI: https://doi.org/10.1021/acs.jnatprod.1c00162, PMID: 33974416

Trott O, Olson AJ. 2010. AutoDock vina: improving the speed and accuracy of docking with a new scoring 
function, efficient optimization, and multithreading. Journal of Computational Chemistry 31:455–461. DOI: 
https://doi.org/10.1002/jcc.21334, PMID: 19499576

Vaquero A, Sternglanz R, Reinberg D. 2007. NAD+-dependent deacetylation of H4 lysine 16 by class III HDACs. 
Oncogene 26:5505–5520. DOI: https://doi.org/10.1038/sj.onc.1210617, PMID: 17694090

Varadi M, Anyango S, Deshpande M, Nair S, Natassia C, Yordanova G, Yuan D, Stroe O, Wood G, Laydon A, 
Žídek A, Green T, Tunyasuvunakool K, Petersen S, Jumper J, Clancy E, Green R, Vora A, Lutfi M, Figurnov M, 
et al. 2022. AlphaFold Protein Structure Database: massively expanding the structural coverage of protein- 
sequence space with high- accuracy models. Nucleic Acids Research 50:D439–D444. DOI: https://doi.org/10. 
1093/nar/gkab1061, PMID: 34791371

Vijayabharathi R, Bruheim P, Andreassen T, Raja DS, Devi PB, Sathyabama S, Priyadarisini VB. 2011. Assessment 
of resistomycin, as an anticancer compound isolated and characterized from Streptomyces aurantiacus AAA5. 
Journal of Microbiology 49:920–926. DOI: https://doi.org/10.1007/s12275-011-1260-5, PMID: 22203554

Wang X, Lu Y, Tuo Z, Zhou H, Zhang Y, Cao Z, Peng L, Yu D, Bi L. 2021a. Role of SIRT1/AMPK signaling in the 
proliferation, migration and invasion of renal cell carcinoma cells. Oncology Reports 45:8060. DOI: https://doi. 
org/10.3892/or.2021.8060

Wang L, Xu C, Johansen T, Berger SL, Dou Z. 2021b. SIRT1 – a new mammalian substrate of nuclear autophagy. 
Autophagy 17:593–595. DOI: https://doi.org/10.1080/15548627.2020.1860541

Wang Y, Sui Y, Niu Y, Liu D, Xu Q, Liu F, Zuo K, Liu M, Sun W, Wang Z, Liu Z, Zou F, Shi J, Liu X, Liu J. 2023. 
Pbx1- sirt1 positive feedback loop attenuates ros- mediated hf- msc senescence and apoptosis. Stem Cell 
Reviews and Reports 19:443–454. DOI: https://doi.org/10.1007/s12015-022-10425-w, PMID: 35962175

Xu R, Luo X, Ye X, Li H, Liu H, Du Q, Zhai Q. 2021. Sirt1/pgc- 1α/ppar-γ correlate with hypoxia- induced 
chemoresistance in non- small cell lung cancer. Frontiers in Oncology 11:682762. DOI: https://doi.org/10.3389/ 
fonc.2021.682762, PMID: 34381712

Yang J, Yan R, Roy A, Xu D, Poisson J, Zhang Y. 2015. The I- TASSER Suite: protein structure and function 
prediction. Nature Methods 12:7–8. DOI: https://doi.org/10.1038/nmeth.3213, PMID: 25549265

Yang Y, Liu Y, Wang Y, Chao Y, Zhang J, Jia Y, Tie J, Hu D. 2022. Regulation of sirt1 and its roles in inflammation. 
Frontiers in Immunology 13:831168. DOI: https://doi.org/10.3389/fimmu.2022.831168

Yousafzai NA, Jin H, Ullah M, Wang X. 2021. Recent advances of SIRT1 and implications in chemotherapeutics 
resistance in cancer. American Journal of Cancer Research 11:5233–5248 PMID: 34873458. 

Zeng ZM, Chuang SM, Chang TC, Hong CW, Chou JC, Yang JJ, Chueh PJ. 2012. Phosphorylation of serine- 504 
of tNOX (ENOX2) modulates cell proliferation and migration in cancer cells. Experimental Cell Research 
318:1759–1766. DOI: https://doi.org/10.1016/j.yexcr.2012.04.021, PMID: 22659163

Zhang Y, Li S, Jiang D, Kong L, Zhang P, Xu J. 2013. Antifungal activities of metabolites produced by a termite- 
associated Streptomyces canus BYB02. Journal of Agricultural and Food Chemistry 61:1521–1524. DOI: 
https://doi.org/10.1021/jf305210u, PMID: 23360202

Zhang Z, Chen X, Liu S. 2020. Role of sirtuin- 1 in neonatal hypoxic- ischemic encephalopathy and its underlying 
mechanism. Medical Science Monitor 26:26:. DOI: https://doi.org/10.12659/MSM.924544

Zhao X, Allison D, Condon B, Zhang F, Gheyi T, Zhang A, Ashok S, Russell M, MacEwan I, Qian Y, Jamison JA, 
Luz JG. 2013. The 2.5 Å crystal structure of the SIRT1 catalytic domain bound to nicotinamide adenine 
dinucleotide (NAD+) and an indole (EX527 analogue) reveals A novel mechanism of histone deacetylase 
inhibition. Journal of Medicinal Chemistry 56:963–969. DOI: https://doi.org/10.1021/jm301431y, PMID: 
23311358

Zhu L, Duan W, Wu G, Zhang D, Wang L, Chen D, Chen Z, Yang B. 2020. Protective effect of hydrogen sulfide on 
endothelial cells through Sirt1- FoxO1- mediated autophagy. Annals of Translational Medicine 8:1586. DOI: 
https://doi.org/10.21037/atm-20-3647, PMID: 33437785

https://doi.org/10.7554/eLife.87873
https://doi.org/10.18632/aging.104126
https://doi.org/10.3389/fphar.2022.932914
https://doi.org/10.3389/fphar.2022.932914
https://doi.org/10.3322/caac.21660
http://www.ncbi.nlm.nih.gov/pubmed/33538338
https://doi.org/10.1016/j.heliyon.2022.e12278
https://doi.org/10.1016/j.heliyon.2022.e12278
http://www.ncbi.nlm.nih.gov/pubmed/36590507
https://doi.org/10.1021/acs.jmedchem.5b00859
http://www.ncbi.nlm.nih.gov/pubmed/26633734
https://doi.org/10.1021/acs.jnatprod.1c00162
http://www.ncbi.nlm.nih.gov/pubmed/33974416
https://doi.org/10.1002/jcc.21334
http://www.ncbi.nlm.nih.gov/pubmed/19499576
https://doi.org/10.1038/sj.onc.1210617
http://www.ncbi.nlm.nih.gov/pubmed/17694090
https://doi.org/10.1093/nar/gkab1061
https://doi.org/10.1093/nar/gkab1061
http://www.ncbi.nlm.nih.gov/pubmed/34791371
https://doi.org/10.1007/s12275-011-1260-5
http://www.ncbi.nlm.nih.gov/pubmed/22203554
https://doi.org/10.3892/or.2021.8060
https://doi.org/10.3892/or.2021.8060
https://doi.org/10.1080/15548627.2020.1860541
https://doi.org/10.1007/s12015-022-10425-w
http://www.ncbi.nlm.nih.gov/pubmed/35962175
https://doi.org/10.3389/fonc.2021.682762
https://doi.org/10.3389/fonc.2021.682762
http://www.ncbi.nlm.nih.gov/pubmed/34381712
https://doi.org/10.1038/nmeth.3213
http://www.ncbi.nlm.nih.gov/pubmed/25549265
https://doi.org/10.3389/fimmu.2022.831168
http://www.ncbi.nlm.nih.gov/pubmed/34873458
https://doi.org/10.1016/j.yexcr.2012.04.021
http://www.ncbi.nlm.nih.gov/pubmed/22659163
https://doi.org/10.1021/jf305210u
http://www.ncbi.nlm.nih.gov/pubmed/23360202
https://doi.org/10.12659/MSM.924544
https://doi.org/10.1021/jm301431y
http://www.ncbi.nlm.nih.gov/pubmed/23311358
https://doi.org/10.21037/atm-20-3647
http://www.ncbi.nlm.nih.gov/pubmed/33437785

	Water-­soluble 4-­(dimethylaminomethyl)heliomycin exerts greater antitumor effects than parental heliomycin by targeting the tNOX-­SIRT1 axis and apoptosis in oral cancer cells
	eLife assessment
	Introduction
	Results
	Both heliomycin and its water-soluble derivative, 4-dmH, target intracellular SIRT1
	Heliomycin provokes autophagy whereas 4-dmH triggers apoptosis
	4-dmH, but not heliomycin, targets intracellular tNOX, an upstream regulator of SIRT1
	Molecular docking simulation predicts better binding of heliomycin with SIRT1, and 4-dmH with tNOX protein
	4-dmH exhibits greater therapeutic efficacy in vivo

	Discussion
	Conclusions

	Methods
	Materials
	Cell culture
	Chemistry
	Continuous observation of cell proliferation by cell impedance determination﻿s﻿
	Measurement of mitochondrial membrane potential
	Autophagy determination
	Apoptosis determination
	Colony formation assay
	Cell cycle analysis
	Cellular target identification by cellular thermal shift assay (CETSA)
	Western blot analysis and immunoprecipitation
	Determination of SIRT1 deacetylase activity in vitro
	Measurement of the intracellular NAD﻿+﻿/NADH ratio
	Molecular docking simulation
	Homology modeling of tNOX protein structure
	In vivo xenograft studies
	Patient specimens
	Statistics

	Acknowledgements
	Additional information
	﻿Funding
	Author contributions
	Author ORCIDs
	Ethics
	Peer review material

	Additional files
	Supplementary files

	References


