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Insight into redox regulation 
of apoptosis in cancer cells 
with multiparametric live‑cell 
microscopy
Marina V. Shirmanova1*, Alena I. Gavrina1, Tatiana F. Kovaleva1, Varvara V. Dudenkova1, 
Ekaterina E. Zelenova2, Vladislav I. Shcheslavskiy1,3, Artem M. Mozherov1, 
Ludmila B. Snopova1, Konstantin A. Lukyanov4 & Elena V. Zagaynova1,5

Cellular redox status and the level of reactive oxygen species (ROS) are important regulators 
of apoptotic potential, playing a crucial role in the growth of cancer cell and their resistance to 
apoptosis. However, the relationships between the redox status and ROS production during apoptosis 
remain poorly explored. In this study, we present an investigation on the correlations between the 
production of ROS, the redox ratio FAD/NAD(P)H, the proportions of the reduced nicotinamide 
cofactors NADH and NADPH, and caspase-3 activity in cancer cells at the level of individual cells. 
Two-photon excitation fluorescence lifetime imaging microscopy (FLIM) was applied to monitor 
simultaneously apoptosis using the genetically encoded sensor of caspase-3, mKate2-DEVD-iRFP, and 
the autofluorescence of redox cofactors in colorectal cancer cells upon stimulation of apoptosis with 
staurosporine, cisplatin or hydrogen peroxide. We found that, irrespective of the apoptotic stimulus 
used, ROS accumulation correlated well with both the elevated pool of mitochondrial, enzyme-
bound NADH and caspase-3 activation. Meanwhile, a shift in the contribution of bound NADH could 
develop independently of the apoptosis, and this was observed in the case of cisplatin. An increase 
in the proportion of bound NADPH was detected only in staurosporine-treated cells, this likely 
being associated with a high level of ROS production and their resulting detoxification. The results 
of the study favor the discovery of new therapeutic strategies based on manipulation of the cellular 
redox balance, which could help improve the anti-tumor activity of drugs and overcome apoptotic 
resistance.

Apoptosis, or programmed cell death, is a highly ordered and controlled biological process that plays a very 
important role in many diseases, including cancer.

Reactive oxygen species (ROS) are involved in the initiation and regulation of the intrinsic (mitochondrial) 
apoptotic cascade. Increases of ROS concentrations during apoptosis have been documented for many types 
of cancer cells and for different apoptotic stimuli, including chemotherapy and radiation therapy1. The appar-
ent role of ROS is to trigger the release of cytochrome c from mitochondria to the cytoplasm, where it induces 
formation of the apoptosome and subsequent caspase activation. At the same time, the activated caspases can 
increase ROS levels due to their effects on the mitochondrial respiratory complexes2. However, the origin of the 
ROS involved in apoptotic death of cancer cells is still debatable.

The major sources of ROS production in cells are the mitochondrial electron transport chain (ETC) and the 
NADPH oxidases. Oxidative phosphorylation (OXPHOS) in mitochondria involves four electron-transporting 
complexes and ATP synthase that direct electrons derived from the initial oxidation of NADH and FADH2 along 
a multistep pathway that culminates in protons being pumped outside of the mitochondria. In mitochondria, 
it is mainly complexes I and III that generate superoxide (O2·–) through the univalent reduction of molecular 
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oxygen as a result of electron leakage during respiration. NADPH oxidase, a family of highly regulated membrane 
enzymes, oxidizes NADPH to generate superoxide. Because of defective mitochondrial function and overex-
pression of NADPH oxidase, cancer cells often have elevated levels of ROS and higher levels of ROS scavenging 
enzymes compared to normal cells3,4.

The nicotinamide adenine dinucleotide (NAD+/NADH) and nicotinamide adenine dinucleotide phosphate 
(NADP+/NADPH) redox couples are the major determinants of the redox state in the cell. The NAD+/NADH 
couple is involved in glycolysis, the tricarboxylic acid (TCA) cycle and mitochondrial respiration, the last of 
these being associated with the formation of ROS. NADP+/NADPH participates in biosynthetic pathways and 
in antioxidant defense, but it may also serve as a cofactor in free radical oxidation reactions5. Both cofactors are 
important in control of the balance between the production of ROS and their neutralization. Tumor cells pro-
duce greater amounts of the reduced forms of the nicotinamide cofactors, NADH and NADPH in comparison 
with normal cells2.

The reduced forms of these cofactors (denoted NAD(P)H) produce autofluorescence in the blue spectral 
range, the lifetime of which is an established metric of cellular metabolism. Numerous studies have shown that 
fluorescence lifetime imaging microscopy (FLIM) of NAD(P)H can detect changes in flux through glycolysis, the 
TCA cycle and the mitochondrial ETC6,7. In addition, as shown by Blacker et al., FLIM can differentiate NADH 
from NADPH, as these two forms have different fluorescence lifetimes in their protein-bound state8. The ratio 
of the fluorescence intensities of NAD(P)H and oxidized flavin adenine dinucleotide (FAD) is an additional 
useful metric of the cellular redox state. The fluorescence lifetime of NAD(P)H and the intensity-based redox 
ratio change upon the induction of apoptosis9–11, however the molecular processes responsible for these changes 
have yet to be identified.

It is evident that ROS generation, and the NADH and NADPH pools are interconnected, but their relationship 
to apoptosis and the dynamics of the changes during apoptosis execution remain poorly investigated. Our study 
was aimed at finding correlations between ROS, the redox ratio of FAD/NADH, the proportions of NADH and 
NADPH and caspase-3 activity at the individual cell level, using multiparametric time-lapse microscopy. The 
activation of caspase-3, a key effector caspase, was detected using the new, far-red, genetically encoded sensor 
mKate2-DEVD-iRFP, stably expressed in colorectal cancer cells12. To induce apoptosis, we used staurosporine 
(STS), the chemotherapeutic drug cisplatin or hydrogen peroxide. All the parameters were correlated against 
the intracellular production of ROS. The data on NAD(P)H fluorescence lifetimes after staurosporine treatment 
were then validated on mouse tumors in vivo.

Results
Caspase‑3 activity in vitro.  We monitored caspase-3 activity as an increase in the donor fluorescence life-
time (or reduction of the efficiency of Fortser Resonance Energy Transfer (FRET)) using the genetically encoded 
sensor mKate2-DEVD-iRFP.

The fluorescence lifetime of mKate2 in the control cells was 1.53 ± 0.10 ns.
At high concentration of STS (5 µM), the onset of caspase-3 activation occurred early and could be detected 

after 0.5 h in most of the cells (81%); the fluorescence lifetime of the mKate2 increased up to 1.86 ± 0.08 ns. 
These changes were accompanied by cell shrinkage and membrane blabbing, the defined morphological fea-
tures of apoptosis, followed by the formation of apoptotic bodies (Fig. 1). At the late apoptotic stages (time-
points > 4 h), tracking the fluorescence of the caspase-3 sensor was not feasible due to inadequate mKate2 fluo-
rescence lifetimes (1.68–1.79 ns) in the cytoplasm of the dying cells. Lowering the STS concentration to 0.1 µM 
delayed the activation of caspase-3 and reduced the percentage of cells undergoing caspase-3 activation; at 6 h, 
the fluorescence lifetime was 1.78 ± 0.32 ns in a total cell population that included 64% apoptotic cells; at 24 h 
all cells displayed an increased mKate2 fluorescence lifetime (2.19 ± 0.31 ns).

Treatment with cisplatin (2.2 µM) led to an increase in the fluorescence lifetime of mKate2 in the bulk of cells 
(75%) starting from 0.5 h (1.88 ± 0.13 ns), which did not change further, up to 4 h. In 24–48 h the cell popula-
tion consisted of both apoptotic (2.04 ± 0.15 ns) and surviving (1.59 ± 0.11 ns) cells in almost equal proportions. 
Tracking the apoptotic process in individual cells allowed us to conclude that the appearance of the cells with 
shorter fluorescence lifetimes of the donor on prolonged exposure resulted from the proliferation of a small 
sub-population of cells resistant to apoptosis (Fig. 1).

Exposure to H2O2 (1 mM) led to a pronounced increase in caspase-3 activity, peaking at 4 h; the mKate2 
fluorescence lifetime was 1.90 ± 0.16 ns and the fraction of apoptotic cells was 77% (Fig. 1).

Redox ratio FAD/NAD(P)H in vitro.  Following induction of apoptosis with STS, we found that the redox 
ratio FAD/NAD(P)H significantly increased from ~ 1.1 to ~ 2.6 (p = 0.000) in all cells at 0.5 h and then remained 
at this increased level until 24 h (Fig. 2).

In cisplatin-treated cells, an increase in the redox ratio (from ~ 1.1 to ~ 2.8, p = 0.000) was observed at 0.5 h 
followed by a gradual decrease during the next 24 h. A separate analysis of the redox ratio in apoptotic and 
non-apoptotic cells revealed no differences between these two groups of cells, suggesting that elevated oxidative 
status is a non-specific response to cisplatin.

In cells exposed to H2O2 the redox ratio gradually increased from ~ 0.9 to ~ 1.3 (p = 0.0001) over a period 4 h.
Therefore, the redox ratio measurements following treatment of cancer cells with staurosporine, cisplatin or 

H2O2 showed a shift to a more oxidative status for all the agents used.

FLIM of NADH and NADPH in vitro.  Firstly, the fluorescence decay curves for NAD(P)H were fitted 
with a classical bi-exponential model, where the short component was attributed to free NAD(P)H and the long 
component—to protein-bound NAD(P)H (Fig. 3). The fluorescence lifetimes of the free (τ1) and protein-bound 
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(τ2) NAD(P)H before apoptosis induction were 0.47 ± 0.06 ns and 2.85 ± 0.19 ns, respectively, which is consistent 
with the typical values described in the literature5,8,13,14. STS treatment led to an increase in τ2-NAD(P)H, and 
this increase was significantly more pronounced with higher dose of STS: 5.55 ± 0.76 ns at 0.5 h, p = 0.0000. For 
comparison, at lower STS doses, τ2-NAD(P)H was 3.01 ± 0.19 ns, p = 0.0008 at 6 h. However, after treatment with 
cisplatin or H2O2 τ2-NAD(P)H did not change (Table S1).

It is known that the fluorescence lifetime of bound NAD(P)H in cells primarily depends on the type of 
NADH- and NADPH-binding enzymes. Increased τ2-NAD(P)H (typically > 3.5 ns) indicates an increased con-
tribution of NADPH, that has a fluorescence lifetime of 4.4 ns8. In line with this, we processed the FLIM data 
with typical fluorescence lifetimes (control, cisplatin and H2O2) using bi-exponential fitting and attributed the 
long-lifetime fraction to protein-bound NADH, while the FLIM data with increased τ2 (STS) were processed 
using three-exponential fitting, where the relative amplitude a2 was attributed to protein-bound NADH and the 
relative amplitude a3 was attributed to the protein-bound NADPH fraction.

The relative contribution of bound NADH (a2) in untreated cells was ~ 14%. Treatment of cells with any of 
the agents resulted in an elevation of a2-NADH (Fig. 3).

After adding STS, a2-NADH gradually increased starting from 0.5 h and reached maximum values after 
24 h: ~ 38% at 5 µM and ~ 25% at 0.1 µM concentrations. The relative contribution of bound NADPH (a3) 
was ~ 14% at 0.5 h after treatment with 5 µM STS and remained at the elevated level up to 24 h. With 0.1 µM STS 
the value of a3-NADPH was ~ 8% starting from 6 h.

An increase in a2-NADH (17.36 ± 1.87, p = 0.007) was detected from 24 h after treatment with cisplatin. At 
48 h, a2-NADH increased to 20.04 ± 3.67% (p = 0.000). No significant difference in a2-NADH was observed 
between the apoptotic and non-apoptotic cells.

H2O2 treatment was accompanied by an increase of a2-NADH from 0.5 h (18.08 ± 2.55%, p = 0.000). During 
the next 4 h a2-NADH continued to increase to 20.77 ± 4.60% (p = 0.000).

Comparison of the dynamics of the optical metabolic readouts and apoptotic process shows that metabolic 
changes preceded the activation of caspase-3 induced by the STS and H2O2 treatments. In the case of cisplatin, the 
observed metabolic changes were not associated with induction of apoptosis and evolved equally late in all cells.

Simultaneous FLIM of caspase‑3 and NAD(P)H in tumors in vivo.  To test whether similar meta-
bolic changes occur during apoptosis in tumors in vivo, we performed experiments on mice with CT26 tumors, 
expressing the mKate2-DEVD-iRFP sensor (Fig.  4). Upon intratumoral injection of STS, areas with acti-

Figure 1.   Caspase-3 activity in CT26 cancer cells stably expressing the genetically encoded FRET-based sensor, 
mKate2-DEVD-iRFP, upon induction of apoptosis. (A) Time-lapse FLIM images of the donor mKate2 before 
(0 h) and after treatment with staurosporine (STS), cisplatin or hydrogen peroxide. Image size is 213 × 213 μm. 
Scale bar: 50 μm. (B) Fluorescence lifetime of mKate2 in the individual cells shown in (A). Individual cells in 
(A) are numbered.
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vated caspase-3 were found in the tumors, this being verified by histopathology. As expected, apoptotic cells 
in STS-treated tumors had a longer fluorescence lifetime of mKate2 than the cells of control tumors, ~ 1.87 ns 
vs. ~ 1.63 ns. FLIM of NAD(P)H revealed a statistically significant increase of τ2-NAD(P)H in the STS-treated 
tumors from ~ 2.47 to ~ 2.74 ns, both in the apoptotic and non-apoptotic cells. Increase in τ2-NAD(P)H in the 
non-apoptotic cells conforms with the in vitro data that showed no correlation between τ2-NAD(P)H and cas-
pase-3 activation (r = 0.266). Analysis of the relative contributions of free and bound NAD(P)H did not display 
any changes after the treatment. Therefore, the in  vivo study revealed a similar trend in the metabolic rear-
rangements accompanying the apoptotic process in terms of NAD(P)H fluorescence lifetime but, in general, the 
metabolic changes were less apparent compared with cancer cells in a cell culture.

Production of ROS.  An analysis of the fluorescence intensity of the DCF dye showed its gradual increase 
starting from 0.5 h after adding STS (0.1 µM), when metabolic changes could be detected but activity of cas-
pase-3 was not. The maximum increase (104-fold) in intensity was observed at 24 h. After treatment with H2O2 
and cisplatin a moderate increase in the DCF signal was observed in 4 h and 24 h, respectively (Fig. 5). Staining 
with the redox-insensitive dye CDCF showed no changes in its fluorescence intensity after treatment of cells 
with any of three agents (Fig. S1), which indicated that factors other than oxidants did not contribute to the DCF 
signal.

Correlation analysis.  We investigated the correlations between caspase-3 activity (mKate2 fluorescence 
lifetime), metabolic state (redox ratio FAD/NAD(P)H, and NADH and NADPH contributions) and ROS levels 
at the single cell level for each of the agents used to induce apoptosis (Fig. 6, Table S2).

Pearson’s correlation test showed a good positive correlation between caspase-3 activity and intracellular ROS, 
as well as between ROS and the bound NADH fraction for all agents, which indicates that: (1) ROS are involved 
in caspase-3-mediated apoptotic pathways and (2) ROS production is connected to the elevated mitochondrial 
NADH pool. A moderate positive relationship was found between caspase-3 activity and the fraction of bound 
NADH for the STS and H2O2 treatments, suggesting that the observed metabolic changes are associated with 
apoptosis, while cisplatin induced similar metabolic alterations irrespective of any apoptotic process. Further-
more, the FAD/NAD(P)H redox ratio showed only weak correlations with caspase-3 activation and the level of 
ROS, irrespective of the type of stimuli. NADPH, detected only in the case of STS, did not correlate with any of 
the studied parameters. Along with the redox ratio, this observation implies high cell-to-cell variability in the 
regulation of redox status during apoptosis.

Figure 2.   Optical redox ratio FAD/NADH in CT26 cancer cells stably expressing the genetically encoded 
FRET-based sensor, mKate2-DEVD-iRFP, upon induction of apoptosis. (A) Time-lapse imaging of the ratio 
FAD/NADH before (0 h) and after treatment with staurosporine (STS), cisplatin or hydrogen peroxide. Image 
size is 213 × 213 μm. Scale bar: 50 μm. (B) Quantification of the optical redox ratio FAD/NADH in the cells. 
Mean ± SD, n = 20–50 cells. *p ≤ 0.05 with control (0 h). Images were acquired from the same fields of view as in 
Fig. 1.
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Discussion
This study presents an insight into the changes in the redox and energy metabolism of cancer cells during apop-
tosis induced by different agents—STS, cisplatin and H2O2. In our previous study, using FLIM, we observed an 
increase in the optical redox ratio FAD/NAD(P)H and a decrease in the relative contribution of free NAD(P)H 
in cancer cells shortly after exposure to STS that pointed to a shift toward oxidative metabolism14. In addition, 
we registered the significantly elongated fluorescence lifetime of protein-bound NAD(P)H, τ2. In the current 
study we have tried to analyze the NAD(P)H fluorescence decay parameters to identify the NADPH pool dur-
ing STS-induced apoptosis and have investigated whether similar metabolic alterations accompany apoptosis 
induced by other stimuli. For the first time, multiparameter fluorescence imaging of caspase-3 activity, of the 
optical redox ratio, of the metabolic cofactors NADH and NADPH and of intracellular ROS in individual cells 
has been performed. Cell death, an increase in the proportion of protein-bound NADH and the production of 
ROS all showed a strong correlation in each case. A schematic illustration of the associations between the redox 
ratio of FAD/NADH, the levels of the metabolic cofactors NADH and NADPH, the production of ROS, and of 
caspase-3 activity in cancer cells upon apoptotic stimulation is shown in Fig. 7.

The present research was conducted using a model consisting of monolayer cells grown on gridded culture 
dishes as this allowed us to follow the responses of individual cells to apoptotic stimuli over long time periods. 
Given the heterogeneous dynamics of the apoptotic process in a cell population, monitoring of several param-
eters simultaneously in the same cells was crucial to exploring the metabolic aspects of apoptosis. Of course, all 
cell culture models have limitations on their representativeness of physiological conditions. In solid tumors, the 
natural microenvironment including the host’s immune system, the heterogeneous distribution of oxygen and 
nutrients, and a complex network of intercellular interactions, is believed to have a profound regulatory effect 
on the apoptotic program15, which is, unfortunately, difficult to study in vivo. However, our preliminary results 
in vivo on the simultaneous imaging of NAD(P)H and caspase-3 activity in mouse tumors, while showing a 
tendency toward metabolic rearrangements similar to those in our in vitro model, imply stronger compensatory 
mechanisms to prevent the altering of the redox homeostasis.

Figure 3.   FLIM of NAD(P)H in CT26 cancer cells stably expressing the genetically encoded FRET-based 
sensor, mKate2-DEVD-iRFP, upon induction of apoptosis. (A) Time-lapse images of the relative contributions 
of bound NADH (a2) and bound NADPH (a3) before (0 h) and after treatment with staurosporine (STS), 
cisplatin or hydrogen peroxide. Image size is 213 × 213 μm. Scale bar: 50 μm. (B) Quantification of the relative 
contributions of the bound NADH (a2) and bound NADPH (a3) in the cells. Mean ± SD, n = 20–50 cells. *p ≤ 0.05 
with control (0 h). NAD(P)H fluorescence decay curves for STS were processed with three-exponential fitting; 
and for cisplatin and hydrogen peroxide—with bi-exponential fitting. Images were acquired from the same fields 
of view as in Figs. 1 and 2.
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We used three agents that induce apoptosis through the mitochondrial pathway. Staurosporine (STS), a 
broad-spectrum kinase inhibitor, is the classical inducer of the intrinsic (mitochondrial) apoptotic pathway. 
Cisplatin is a well-known anticancer chemotherapeutic drug that damages DNA through the formation of plati-
num–DNA adducts. Such DNA-damage signals activate downstream signaling cascades involving p53, MAPK, 
and p73 that ultimately induce apoptosis. Cisplatin’s induction of apoptosis as a result of mitochondrial damage 
has also been described, although this is a rather less appreciated mechanism of its action16,17. Exogenous H2O2, 
applied at low concentrations, induces apoptotic cell death in a caspase-dependent manner, presumably via rapid 
mitochondrial changes17–19.

To detect apoptosis we used the genetically encoded FRET-based sensor of caspase-3 activity, mKate2-DEVD-
iRFP12. Upon induction of apoptosis with any of the agents, we observed, in the cell population, a high variability 
of mKate2 fluorescence lifetimes that covered a whole range of values from fully bound to the acceptor, to fully 
unbound, indicating different degree of caspase-3 activity.

Intracellular ROS are tightly linked to the activation of the mitochondrial apoptotic pathway, where they 
are produced as a result of leakage from the respiratory ETC. A large body of evidence has shown that during 
staurosporine-induced apoptotic death, generation of ROS occurs16,20,21. Induction by cisplatin of ROS, most of 
which are generated by the mitochondria, was detected in different cell lines and it correlated with their sensitivity 
to the drug22,23. It has been suggested that cisplatin-induced ROS generation occurs as a consequence of its direct 
effect on mitochondrial DNA, resulting in impairment of ETC protein synthesis24 and enhanced mitochondrial 
biogenesis25. In H2O2-induced apoptosis, the release of mitochondrially generated ROS has also been identified26. 
Comparison of the ROS levels in our study shows that staurosporine, even at low dosage (0.1 µM) induced a 
4.75-fold higher ROS generation than did cisplatin or H2O2.

We found that strong associations exist between caspase-3 activation and the generation of ROS at the single-
cell level, irrespective of the apoptotic stimuli. Previously, Ricci et al. using staurosporine, actinomycin D, or 
UV as apoptosis inducers, suggested that the production of ROS during apoptosis can be caspase dependent27. 
They showed that caspase-3 acts on the permeabilized mitochondria to disrupt transmembrane potential and 
respiration, and induces ROS production via its action on complexes I and II. On the other hand, results by 
Brentnall et al. suggested that caspase-3 inhibits ROS production, while caspase-7 may be required for ROS 
accumulation during intrinsic apoptosis28. In the case of H2O2-induced apoptosis, early mitochondrial events, 
such as the generation of permeability transition pores, a drastic decrease in the mitochondrial transmembrane 

Figure 4.   Simultaneous in vivo FLIM of mKate2 and NAD(P)H in CT26 tumors expressing the genetically 
encoded FRET-based sensor of caspase-3 activity, mKate2-DEVD-iRFP. (A) Representative FLIM images 
of mKate2 and NAD(P)H before (control) and after treatment with staurosporine (STS). Image size is 
213 × 213 μm. Scale bar: 100 μm. (B) Quantification of the fluorescence lifetime of mKate2 and the fluorescence 
lifetime of bound NADH (τ2) in the tumor cells. Mean ± SD, n = 20–50 cells. *p ≤ 0.00001 with control. The 
NAD(P)H fluorescence decay curves were processed with bi-exponential fitting. (C) Histopathological analysis 
of the control and STS-treated tumors. H&E staining. Scale bar: 50 μm.
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potential, and the release of mitochondrial ROS, precede the activation of caspase-326. In our study, monitoring 
of caspase-3 activation in parallel with ROS upon staurosporine treatment showed that ROS are already being 
produced at 0.5 h, before caspase-3 has actually been activated, which indicates that ROS play a role at the stage 
of initiation of apoptosis. However, it can not be ruled out that activated caspase-3 can also contribute to the 
generation of ROS.

The ratio of the endogenous fluorescence of the metabolic coenzymes NADH and FAD is an estab-
lished indicator of cellular redox status. It has previously been verified that the intensity-based redox ratios 
FAD/(NADH + FAD) or FAD/NADH are highly correlated with biochemical assessments of the NAD+/
(NADH + NAD+) ratio using mass spectrometry29 or indicated by assessing cellular oxygen consumption30. We 
observed an increase in the redox ratio FAD/NADH in all treated cells, irrespective of apoptosis development 
or ROS generation. Paralleling our study, increases in the redox ratio FAD/(NADH + FAD) and in ROS were 
detected by Podsednik et al. in breast cancer cells following the addition of H2O2

31. We suggest that such a non-
specific shift to a more oxidative state could be caused by elevated oxidative stress and/or DNA damage induced 
by the treatments.

An increased redox ratio of FAD/NADH and ROS production are consistent with the observed elevation 
in the bound NADH fraction (a2). In the context of the apoptotic process, a possible explanation for the shift 
toward increased NADH-a2 may be the stimulation of mitochondrial respiration. Recently, it was proposed that 
the activity of the ETC is controlled by the phosphorylation of cytochrome c. Dephosphorylation of cytochrome 
c results in maximal ETC flux, hyperpolarization of the membrane potential ΔΨm, and ROS production, leading 
to apoptotic cell death. This regulatory mechanism is, at least partly, involved in both H2O2- and STS-induced 
apoptosis32 and explains our observation that caspase-3 activity correlates with NADH-a2 upon treatment with 
H2O2 or STS. In the case of cisplatin, the increase of NADH-a2 was a non-specific response, observed in all cells. 
This may also be due to increased OXPHOS, as it is considered a beneficial, adaptive response to DNA damage33. 
Previously, we have demonstrated that increased NADH-a2 and FAD/NADH ratios are common responses of 
cancer cells to chemotherapeutic drugs, including cisplatin34.

We did not observe any significant fluctuations in the bound NAD(P)H lifetime (τ2) in cells treated with cis-
platin or H2O2, while treatment with STS resulted in an increase in the lifetime, both in vitro and in vivo, which 
we attributed to NADPH. The role of NADPH in apoptosis is not fully determined as yet. On the one hand, it is 
involved in ROS detoxification as the donor of reductive potential to glutathione and thioredoxins. On the other 
hand, NADPH plays an important role as a source for ROS being a cofactor of the NADPH oxidases (NOX)35–40. 
In our study, ROS production preceded NADPH accumulation and these two processes only weakly correlated 

Figure 5.   ROS level in CT26 cancer cells stably expressing the genetically encoded FRET-based sensor, 
mKate2-DEVD-iRFP, upon induction of apoptosis. Left: Time-lapse microscopic images of cells stained with 
the ROS-sensitive probe H2DCFDA, before (0 h) and after treatment with staurosporine (STS), cisplatin or 
hydrogen peroxide. Image size is 213 × 213 μm. Scale bar: 50 μm. Right: Quantification of fluorescence intensity 
of DCF in the cells. Box-and-Whisker plots display the median, 25th and 75th percentiles, minimum and 
maximum. n = 20–50 cells. *p ≤ 0.05 with control (0 h).
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Figure 6.   Correlations between caspase-3 activity (τm mKate2), the protein-bound NADH fraction (a2-NADH) 
and the ROS levels (DCF) in cancer cells upon induction of apoptosis. Blue dots are the measurements for 
individual cells. Pearson’s correlation coefficient and p-value are indicated on each plot. The solid line represents 
the regression line.

Figure 7.   Schematic of the associations between the redox ratio FAD/NADH, the metabolic cofactors NADH 
and NADPH, the production of ROS, and caspase-3 activity in cancer cells. Blue arrows show the order of 
events. Gray dashed arrows show correlations between the events revealed for the specific apoptotic stimuli 
(STS, cisplatin or H2O2).
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with each other, which collectively suggest that, during STS-induced apoptosis, NADPH is involved in ROS 
detoxification rather than in ROS production.

A limitation of our study is that we used only DCF for the assessment of the ROS level. Although the oxi-
dation-sensitive H2DCFDA probe is one of the most widely used for detection of ROS, it is not specific for any 
particular oxidant. Moreover, due to the complex intracellular redox chemistry of the probe, some artifacts can-
not be ruled out, e.g. DCFH oxidation by cytochrome c or interaction of the intermediate products with oxygen, 
forming additional ROS. Other factors that have to be taken into account are the presence of peroxynitrite or 
redox-active metals (e.g. Fe2+)41,42. However, given the good correlation between DCF fluorescence, the mitochon-
drial NADH pool and caspase-3 activity, plus supporting literature data about ROS in apoptosis, we suggest that 
factors other than the ROS had only minor effects on the DCF signal. Additional biochemical tests and control 
experiments are required to identify the type and precise localization of the ROS generated during apoptosis.

Conclusions
Insight into the molecular mechanism of apoptosis opens new avenues for the development of diagnostic, prog-
nostic, and therapeutic tools for the management of cancer. In this study, cellular metabolism, redox homeostasis 
and the dynamics of the apoptotic process were monitored in cancer cells in vitro using live-cell fluorescence 
microscopy. We showed, for the first time, that caspase-3 activation is accompanied by an increase in the propor-
tion of bound NADH, attributed to mitochondrial OXPHOS, and to elevation of the level of ROS. Furthermore, 
an extremely high ROS production promoted an increase in the proportion of bound NADPH up to a level 
detectable by FLIM. Altogether, these data suggest that any variations in the NADH and NADPH fluorescence 
decay parameters are specific to the redox state changes and show the potential for “label-free” estimation of 
metabolic rearrangements that may occur in cancer cells during therapeutic interventions. It is possible that 
the contributions of metabolic/redox intermediates and their relevance to apoptosis would vary if assessed in 
tumors, as a consequence of more complex metabolic and genetic alterations and the specific microenvironment. 
Further studies on tumors will be necessary to validate the proposed relationships in the cellular redox system.

Materials and methods
All methods were carried out in accordance with relevant guidelines and regulations.

Cell culture.  A CT26 (murine colon carcinoma) cell line, stably expressing the genetically encoded FRET-
based sensor for caspase-3 activity, mKate2-DEVD-iRFP12, was used. The cells were cultured in DMEM sup-
plemented with 10% fetal calf serum (GE Healthcare Life Sciences, USA), 2 mM glutamine (PanEco, Russia), 
10 U/mL penicillin, and 10 mg/mL streptomycin (PanEco, Russia) and maintained at 37 °C in a humidified 5% 
CO2 incubator.

For fluorescence microscopy, the cells were seeded (8 × 104 in 2 mL) into glass-bottomed grid-50 dishes (Ibidi, 
Germany) in DMEM without phenol red (Life Technologies). During time-lapse imaging, the cells were main-
tained at 37 °C and 5% CO2. Images of the same cells were collected before treatment (control) and at different 
time-points (30–48 h) afterwards. Imaging was performed in the following order: fluorescence intensities of 
NAD(P)H and FAD → FLIM of mKate2 → FLIM of NAD(P)H. In a separate experiment, the cells were stained 
for ROS at the selected time-points after mKate2 and NAD(P)H FLIM, and imaged in the same fields of view.

Apoptosis was induced with 0.1 µM or 5 µM staurosporine (Enzo Life Sciences, USA), 2.2 µM cisplatin (Teva, 
Israel) or 1 mM hydrogen peroxide. The dose of cisplatin corresponded to the half-inhibitory concentration IC50, 
as determined previously by an MTT-assay.

For the assessment of morphological changes in the cells during apoptosis, images were obtained in the 
transmitted-light channel.

Animal tumor model.  The study was carried out in compliance with the ARRIVE guidelines. All animal 
protocols were approved by the Ethics Committee of the Privolzhsky Research Medical University (Russia). The 
experiments were performed on female Balb/c mice, 20–22 g body weight, purchased from the Pushchino ani-
mal nursery (Pushchino, Russia). Six animals were inoculated subcutaneously in the left flank with 5 × 105 CT26 
cells expressing mKate2-DEVD-iRFP in 100 μL phosphate buffered saline (PBS). FLIM was implemented in vivo 
on the 14–15th day of tumor growth when the tumors had reached 4–5 mm in diameter. Staurosporine was 
injected intratumorally at a dosage of 3.3 mg/kg (3.3 μg in 50 μL 13% DMSO, administered in 4–6 injections) 2 h 
prior to FLIM. Control mice received intratumoral injection of 50 μL of DMSO.

Before the imaging procedure, the mice were anesthetized intramuscularly with a mixture of Zoletil (40 mg/
kg, 50 μL, Virbac SA, France) and 2% Rometar (10 mg/kg, 10 μL, Spofa, Czech Republic), and a skin flap over the 
tumor was surgically opened. Each anesthetized mouse was placed on a glass coverslip fixed in the microscope 
stage in such a way that the tumor was located adjacent to the objective. For each microscopic field of view the 
FLIM of the mKate2 and of NAD(P)H were performed sequentially. The FLIM images were captured from 
between 4–6 fields of view for each mouse tumor.

Once imaging was completed, the animals were sacrificed by cervical dislocation, and the tumors were excised 
for histopathological analysis.

Histology.  Immediately after removal, the tumors were placed in 10% neutral-buffered formalin. The for-
malin-fixed specimens were embedded in paraffin, sectioned into 5 μm slices and stained with hematoxylin and 
eosin (H&E). The tissue slides were examined using a Leica DM2500 microscope (Leica, Germany).
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Two‑photon FLIM.  Two-photon FLIM was performed on an LSM 880 (Carl Zeiss, Germany) laser scan-
ning microscope equipped with a Mai Tai HP (Spectra Physics, USA) Ti:Sa femtosecond laser (repetition rate 
80 MHz, pulse duration 140 fs) and an FLIM module based on a time-correlated single photon SPC-150 count-
ing card and HPM-100-40 hybrid detector (Becker&Hickl GmbH, Germany). A C Plan-Apochromat 40×/1.3 
NA oil immersion objective was used in all of the experiments.

The fluorescence intensity and lifetime data were processed with ImageJ (NIH, USA) and SPCImage software 
(Becker & Hickl GmbH, Germany), respectively.

Caspase‑3 activity analysis.  Caspase-3 activity was detected by measuring the mean fluorescence lifetime 
(τm) of mKate2, the donor in the sensor mKate2-DEVD-iRFP. Fluorescence of mKate2 was excited at 1000 nm 
and the emission was detected in the range 595–670 nm. The FLIM image acquisition time was 60 s, resulting 
in ≥ 5000 photons per decay curve (binning 1). The fluorescence lifetime of mKate2 was calculated following a 
monoexponential fitting procedure with an average goodness of fit of χ2 ≤ 1.2.

NAD(P)H and FAD analysis.  Two-photon fluorescence of NAD(P)H and FAD was excited at the wavelengths 
750 nm and 900 nm, respectively, and the emissions were detected in the ranges 450–490 nm and 500–550 nm, 
respectively. The FLIM image acquisition time was 60 s. A binning factor of 1–2 was applied for NAD(P)H, and 
of 3–4 for FAD to adjust the number of photons to ≥ 5000 per decay curve. The fluorescence decay curves were 
fitted with a two- or three-exponential decay model. In the case of three-exponential fitting, the τ1 value was 
fixed at 0.45 ns to relax the requirements on the minimum photon numbers and to speed up the computational 
times. The goodness of the fit, the χ2 value, was ≤ 1.20. NAD(P)H and FAD were analyzed in the cytoplasm of 
the cells by using the ROI option.

The intensity-based redox ratio FAD/NAD(P)H was calculated from the corresponding two-photon fluores-
cence images after subtracting the background.

Intracellular ROS detection.  2′,7′-Dichlorodihydrofluorescein diacetate (H2DCFDA) (Sigma-Aldrich) 
was used to detect intracellular ROS. For this, H2DCFDA (25 μM) was added to the cells after washing with PBS 
and incubated for 30 min. H2DCFDA is oxidized to fluorescent 2′,7′-dichlorofluorescein (DCF) in the presence 
of ROS. In a parallel experiment, 5-(and-6)-carboxy-2′,7′-dichlorofluorescein diacetate (CDCFDA) (Sigma-
Aldrich), an oxidation-insensitive dye, was used to normalize uptake, efflux, and ester cleavage of H2DCFDA. 
CDCFDA is hydrolyzed to fluorescent CDCF by intracellular esterases. CDCFDA (10 μM) was added to the cells 
after washing with PBS and incubated for 30 min in the dark. Fluorescence of DCF or CDCF was excited by an 
argon laser at a wavelength of 488 nm and registered in the range 520–550 nm. For the control, untreated cells 
were stained, while the rest were stained at the selected time-points after treatment. The fluorescence intensity 
was calculated for individual cells with ImageJ and normalized to the corresponding control value.

Statistical analysis.  The mean values (M) and standard deviations (SD) were used to express the data. The 
data were compared using the one-way ANOVA with Bonferroni post hoc test. P-values ≤ 0.05 were considered 
statistically significant. Pearson’s correlation test was applied to determine the linear regression between the 
parameters. The median, 25th and 75th percentiles, minimum and maximum were used to express the data of 
the ROS assay. The total number of cells used for the mean value calculations was from 20 to 50 in 5 fields of view.

Received: 28 July 2021; Accepted: 25 February 2022

References
	 1.	 Kohno, K. et al. Mitochondrial transcription factor A and mitochondrial genome as molecular targets for cisplatin-based cancer 

chemotherapy. Int. J. Mol. Sci. 16, 19836–19850. https://​doi.​org/​10.​3390/​ijms1​60819​836 (2015).
	 2.	 Santidrian, A. F. et al. Mitochondrial complex I activity and NAD+/NADH balance regulate breast cancer progression. J. Clin. 

Investig. 123, 1068–1081. https://​doi.​org/​10.​1172/​JCI64​264 (2013).
	 3.	 Meitzler, J. L. et al. NADPH oxidases: A perspective on reactive oxygen species production in tumor biology. Antioxid. Redox 

Signal. 20, 17. https://​doi.​org/​10.​1089/​ars.​2013.​5603 (2013).
	 4.	 DeBerardinis, R. J. & Chandel, N. S. Fundamentals of cancer metabolism. Sci. Adv. 2, e1600200. https://​doi.​org/​10.​1126/​sciadv.​

16002​00 (2016).
	 5.	 Blacker, T., Berecz, T., Duchen, M. & Szabadkai, G. Assessment of cellular redox state using NAD(P)H fluorescence intensity and 

lifetime. Bio-Protocol. https://​doi.​org/​10.​21769/​BioPr​otoc.​2105 (2017).
	 6.	 Walsh, A. J. et al. Optical metabolic imaging identifies glycolytic levels, subtypes, and early-treatment response in breast cancer. 

Cancer Res. 73, 6164–6174. https://​doi.​org/​10.​1158/​0008-​5472.​CAN-​13-​0527 (2013).
	 7.	 Sharick, J. T. et al. Protein-bound NAD(P)H lifetime is sensitive to multiple fates of glucose carbon. Sci. Rep. https://​doi.​org/​10.​

1038/​s41598-​018-​23691-x (2018).
	 8.	 Blacker, T. S. et al. Separating NADH and NADPH fluorescence in live cells and tissues using FLIM. Nat. Commun. 5, 3936. https://​

doi.​org/​10.​1038/​ncomm​s4936 (2014).
	 9.	 Sergeeva, T. F. et al. Relationship between intracellular pH, metabolic co-factors and caspase-3 activation in cancer cells during 

apoptosis. Biochim. Biophys. Acta BBA Mol. Cell Res. 1864, 604–611. https://​doi.​org/​10.​1016/j.​bbamcr.​2016.​12.​022 (2017).
	10.	 Gendron, M. C. et al. Oxidation of pyridine nucleotides during Fas- and ceramide-induced apoptosis in Jurkat cells: Correlation 

with changes in mitochondria, glutathione depletion, intracellular acidification and caspase 3 activation. Biochem. J. 353, 357–367 
(2001).

	11.	 Levitt, J. M. et al. Intrinsic fluorescence and redox changes associated with apoptosis of primary human epithelial cells. J. Biomed. 
Opt. 11(6), 064012. https://​doi.​org/​10.​1117/1.​24011​49 (2006).

https://doi.org/10.3390/ijms160819836
https://doi.org/10.1172/JCI64264
https://doi.org/10.1089/ars.2013.5603
https://doi.org/10.1126/sciadv.1600200
https://doi.org/10.1126/sciadv.1600200
https://doi.org/10.21769/BioProtoc.2105
https://doi.org/10.1158/0008-5472.CAN-13-0527
https://doi.org/10.1038/s41598-018-23691-x
https://doi.org/10.1038/s41598-018-23691-x
https://doi.org/10.1038/ncomms4936
https://doi.org/10.1038/ncomms4936
https://doi.org/10.1016/j.bbamcr.2016.12.022
https://doi.org/10.1117/1.2401149


11

Vol.:(0123456789)

Scientific Reports |         (2022) 12:4476  | https://doi.org/10.1038/s41598-022-08509-1

www.nature.com/scientificreports/

	12.	 Zlobovskaya, O. A. et al. Genetically encoded far-red fluorescent sensors for caspase-3 activity. Biotechniques 60, 62. https://​doi.​
org/​10.​2144/​00011​4377 (2016).

	13.	 Guo, H.-W. et al. Reduced nicotinamide adenine dinucleotide fluorescence lifetime separates human mesenchymal stem cells from 
differentiated progenies. BIOMEDO. https://​doi.​org/​10.​1117/1.​29907​52 (2008).

	14.	 Natal, R. D. A. et al. Increased metabolic activity detected by FLIM in human breast cancer cells with desmoplastic reaction: A 
pilot study, advanced microscopy techniques IV; and neurophotonics II. Opt. Soc. Am. https://​doi.​org/​10.​1364/​ECBO.​2015.​95360L 
(2015).

	15.	 Gregory, C. & Pound, J. Cell death in the neighbourhood: Direct microenvironmental effects of apoptosis in normal and neoplastic 
tissues. J. Pathol. 223, 177–194. https://​doi.​org/​10.​1002/​path.​2792 (2011).

	16.	 Zhang, X. D., Gillespie, S. K. & Hersey, P. Staurosporine induced apoptosis of melanoma by both caspase-dependent and independ-
ent apoptotic pathways. Mol. Cancer Ther. 3, 187–197 (2004).

	17.	 Cregan, I. L., Dharmarajan, A. M. & Fox, S. A. Mechanisms of cisplatin-induced cell death in malignant mesothelioma cells: Role 
of inhibitor of apoptosis proteins (IAPs) and caspases. Int. J. Oncol. 42(2), 444–452. https://​doi.​org/​10.​3892/​ijo.​2012.​1715 (2013).

	18.	 Tochigi, M. et al. Hydrogen peroxide induces cell death in human TRAIL-resistant melanoma through intracellular superoxide 
generation. Int. J. Oncol. 42(3), 863–872. https://​doi.​org/​10.​3892/​ijo.​2013.​1769 (2013).

	19.	 Saito, Y. et al. Turning point in apoptosis/necrosis induced by hydrogen peroxide. Free Radic. Res. 40(6), 619–630. https://​doi.​org/​
10.​1080/​10715​76060​06325​52 (2006).

	20.	 Shimizu, T., Numata, T. & Okada, Y. A role of reactive oxygen species in apoptotic activation of volume-sensitive Cl-channel. PNAS 
101(17), 6770–6773 (2004).

	21.	 Olguín-Albuerne, M., Domínguez, G. & Moran, G. Effect of Staurosporine in the morphology and viability of cerebellar astrocytes: 
Role of reactive oxygen species and NADPH oxidase. Oxid. Med. Cell. Longev. 678371, 13. https://​doi.​org/​10.​1155/​2014/​678371 
(2014).

	22.	 Mirzaei, S. et al. Elucidating role of reactive oxygen species (ROS) in cisplatin chemotherapy: A focus on molecular pathways and 
possible therapeutic strategies. Molecules 26(8), 2382. https://​doi.​org/​10.​3390/​molec​ules2​60823​82 (2021).

	23.	 Nerush, A. S., Shchukina, K. M., Balalaeva, I. V. & Orlova, A. G. Hydrogen peroxide in the reactions of cancer cells to cisplatin. 
Biochim. Biophys. Acta Gen. Subj. 1863(4), 692–702. https://​doi.​org/​10.​1016/j.​bbagen.​2019.​01.​013 (2019).

	24.	 Marullo, R. et al. Cisplatin induces a mitochondrial-ROS response that contributes to cytotoxicity depending on mitochondrial 
redox status and bioenergetic functions. PLoS ONE 8(11), e81162. https://​doi.​org/​10.​1371/​journ​al.​pone.​00811​62 (2013).

	25.	 Kleih, M. et al. Direct impact of cisplatin on mitochondria induces ROS production that dictates cell fate of ovarian cancer cells. 
Cell Death Dis. 10, 851. https://​doi.​org/​10.​1038/​s41419-​019-​2081-4 (2019).

	26.	 Dumont, A. et al. Hydrogen peroxide-induced apoptosis is CD95-independent, requires the release of mitochondria-derived 
reactive oxygen species and the activation of NF-kB. Oncogene 18, 747–757 (1999).

	27.	 Ricci, J. E., Gottlieb, R. A. & Green, D. R. Caspase-mediated loss of mitochondrial function and generation of reactive oxygen 
species during apoptosis. J. Cell Biol. 160, 65–75. https://​doi.​org/​10.​1083/​jcb.​20020​8089 (2003).

	28.	 Brentnall, M., Rodriguez-Menocal, L., De Guevara, R. L., Cepero, E. & Boise, L. H. Caspase-9, caspase-3 and caspase-7 have distinct 
roles during intrinsic apoptosis. BMC Cell Biol. 14, 32. https://​doi.​org/​10.​1186/​1471-​2121-​14-​32 (2013).

	29.	 Liu, W. et al. Experimental observation of dual magnetic states in topological insulators. Sci. Adv. https://​doi.​org/​10.​1126/​sciadv.​
aav20​88 (2019).

	30.	 Hou, J. et al. Correlating two-photon excited fluorescence imaging of breast cancer cellular redox state with seahorse flux analysis 
of normalized cellular oxygen consumption. J. Biomed. Opt. 21(6), 060503. https://​doi.​org/​10.​1117/1.​JBO.​21.6.​060503 (2016).

	31.	 Podsednik, A., Jacob, A., Li, L. Z. & Xu, H. N. Relationship between optical redox status and reactive oxygen species in cancer 
cells. React. Oxygen Species (Apex) 9(26), 95–108 (2020).

	32.	 Wan, J. et al. Regulation of respiration and apoptosis by cytochrome c threonine 58 phosphorylation. Sci. Rep. 9, 15815. https://​
doi.​org/​10.​1038/​s41598-​019-​52101-z (2019).

	33.	 Brace, L. E. et al. Increased oxidative phosphorylation in response to acute and chronic DNA damage. NPJ Aging Mech. Dis. 2, 
16022. https://​doi.​org/​10.​1038/​npjamd.​2016.​22 (2016).

	34.	 Shirmanova, M. V. et al. Chemotherapy with cisplatin: insights into intracellular pH and metabolic landscape of cancer cells in vitro 
and in vivo. Sci. Rep. 7, 8911. https://​doi.​org/​10.​1038/​s41598-​017-​09426-4 (2017).

	35.	 Oh, G.-S. et al. New therapeutic concept of NAD redox balance for cisplatin nephrotoxicity. BioMed Res. Int. https://​doi.​org/​10.​
1155/​2016/​40483​90 (2016).

	36.	 Juhasz, A. et al. NADPH oxidase 1 supports proliferation of colon cancer cells by modulating reactive oxygen species-dependent 
signal transduction. J. Biol. Chem. 292, 7866–7887. https://​doi.​org/​10.​1074/​jbc.​M116.​768283 (2017).

	37.	 Roy, K. et al. NADPH oxidases and cancer. Clin. Sci. 128(12), 863–875. https://​doi.​org/​10.​1042/​CS201​40542 (2015).
	38.	 Olguín-Albuerne, M., Domínguez, G. & Morán, J. Effect of staurosporine in the morphology and viability of cerebellar astrocytes: 

Role of reactive oxygen species and NADPH oxidase. Oxid. Med. Cell. Longevity 2014, 1–13. https://​doi.​org/​10.​1155/​2014/​678371 
(2014).

	39.	 Simenc, J., Juric, D. M. & Lipnik-Stangelj, M. NADPH oxidase inhibitor VAS2870 prevents staurosporine-induced cell death in 
rat astrocytes. Radiol. Oncol. 53(1), 69–76. https://​doi.​org/​10.​2478/​raon-​2019-​0002 (2019).

	40.	 Seo, S. U., Kim, T. H., Kim, D. E., Min, K. & Kwon, T. K. NOX4-mediated ROS production induces apoptotic cell death via down-
regulation of c-FLIP and Mcl-1 expression in combined treatment with thioridazine and curcumin. Redox Biol. 13, 608–622. 
https://​doi.​org/​10.​1016/j.​redox.​2017.​07.​017 (2017).

	41.	 Kalyanaraman, B. et al. Measuring reactive oxygen and nitrogen species with fluorescent probes: Challenges and limitations. Free 
Radic. Biol. Med. 52(1), 1–6. https://​doi.​org/​10.​1016/j.​freer​adbio​med.​2011.​09.​030 (2012).

	42.	 Winterbourn, C. C. The challenges of using fluorescent probes to detect and quantify specific reactive oxygen species in living 
cells. Biochim. Biophys. Acta 1840(2), 730–738. https://​doi.​org/​10.​1016/j.​bbagen.​2013.​05.​004 (2014).

Acknowledgements
This work was supported by the Russian Science Foundation (Grant No. 20-65-46018). The authors thank Dr. 
Maria M. Lukina and Dr. Georgy Sharonov for useful discussions and consultations.

Author contributions
M.V.S., T.F.K. and E.V.Z. presented the concept of the project and designed the studies. M.V.S., A.I.G., V.V.D., 
E.E.Z., A.M.M., L.B.S. and V.I.S. conducted the experiments, analyzed the data and prepared figures. M.V.S., 
A.I.G., T.F.K. wrote the manuscript. M.V.S., A.I.G., and V.I.S. revised the manuscript. K.A.L. and E.V.Z. super-
vised the project. All authors reviewed the manuscript.

Competing interests 
The authors declare no competing interests.

https://doi.org/10.2144/000114377
https://doi.org/10.2144/000114377
https://doi.org/10.1117/1.2990752
https://doi.org/10.1364/ECBO.2015.95360L
https://doi.org/10.1002/path.2792
https://doi.org/10.3892/ijo.2012.1715
https://doi.org/10.3892/ijo.2013.1769
https://doi.org/10.1080/10715760600632552
https://doi.org/10.1080/10715760600632552
https://doi.org/10.1155/2014/678371
https://doi.org/10.3390/molecules26082382
https://doi.org/10.1016/j.bbagen.2019.01.013
https://doi.org/10.1371/journal.pone.0081162
https://doi.org/10.1038/s41419-019-2081-4
https://doi.org/10.1083/jcb.200208089
https://doi.org/10.1186/1471-2121-14-32
https://doi.org/10.1126/sciadv.aav2088
https://doi.org/10.1126/sciadv.aav2088
https://doi.org/10.1117/1.JBO.21.6.060503
https://doi.org/10.1038/s41598-019-52101-z
https://doi.org/10.1038/s41598-019-52101-z
https://doi.org/10.1038/npjamd.2016.22
https://doi.org/10.1038/s41598-017-09426-4
https://doi.org/10.1155/2016/4048390
https://doi.org/10.1155/2016/4048390
https://doi.org/10.1074/jbc.M116.768283
https://doi.org/10.1042/CS20140542
https://doi.org/10.1155/2014/678371
https://doi.org/10.2478/raon-2019-0002
https://doi.org/10.1016/j.redox.2017.07.017
https://doi.org/10.1016/j.freeradbiomed.2011.09.030
https://doi.org/10.1016/j.bbagen.2013.05.004


12

Vol:.(1234567890)

Scientific Reports |         (2022) 12:4476  | https://doi.org/10.1038/s41598-022-08509-1

www.nature.com/scientificreports/

Additional information
Supplementary Information The online version contains supplementary material available at https://​doi.​org/​
10.​1038/​s41598-​022-​08509-1.

Correspondence and requests for materials should be addressed to M.V.S.

Reprints and permissions information is available at www.nature.com/reprints.

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

Open Access   This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

© The Author(s) 2022, corrected publication 2022

https://doi.org/10.1038/s41598-022-08509-1
https://doi.org/10.1038/s41598-022-08509-1
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Insight into redox regulation of apoptosis in cancer cells with multiparametric live-cell microscopy
	Results
	Caspase-3 activity in vitro. 
	Redox ratio FADNAD(P)H in vitro. 
	FLIM of NADH and NADPH in vitro. 
	Simultaneous FLIM of caspase-3 and NAD(P)H in tumors in vivo. 
	Production of ROS. 
	Correlation analysis. 

	Discussion
	Conclusions
	Materials and methods
	Cell culture. 
	Animal tumor model. 
	Histology. 
	Two-photon FLIM. 
	Caspase-3 activity analysis. 
	NAD(P)H and FAD analysis. 

	Intracellular ROS detection. 
	Statistical analysis. 

	References
	Acknowledgements


