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Abstract

We recently demonstrated that menadione (MQ), a redox cycling quinone, mediated the loss of mitochondrial
glutathione=glutathione disulfide redox balance. In this study, we showed that MQ significantly disrupted
cellular pyridine nucleotide (NAD+=NADH, NADP+=NADPH) redox balance that compromised cellular ATP,
mitochondrial respiratory activity, and NADPH-dependent reducing capacity in colonic epithelial cells, a sce-
nario that was exaggerated by low glucose. In the cytosol, MQ induced NAD+ loss concurrent with increased
NADP+ and NAD kinase activity, but decreased NADPH. In the mitochondria, NADH loss occurred in con-
junction with increased nicotinamide nucleotide transhydrogenase activity and NADP+, and decreased NADPH.
These results are consistent with cytosolic NAD+-to-NADP+ and mitochondrial NADH-to-NADPH shifts, but
compromised NADPH availability. Thus, despite the sacrifice of NAD+=NADH in favor of NADPH generation,
steady-state NADPH levels were not maintained during MQ challenge. Impairments of cellular bioenergetics
were evidenced by ATP losses and increased mitochondrial O2 dependence of pyridine nucleotide oxidation–
reduction; half-maximal oxidation (P50) was 10-fold higher in low glucose, which was lowered by glutamate or
succinate supplementation. This exaggerated O2 dependence is consistent with increased O2 diversion to non-
mitochondrial O2 consumption by MQ-semiquinone redox cycling secondary to decreased NADPH-dependent
MQ detoxication at low glucose, a situation that was corrected by glucose-sparing mitochondrial substrates.
Antioxid. Redox Signal. 14, 2151–2162.

Introduction

Pyridine nucleotides collectively comprise of reduced
and oxidized nicotinamide adenine dinucleotide

(NADH=NADþ) and reduced and oxidized nicotinamide
adenine dinucleotide phosphate (NADPH=NADPþ). While
NADH=NADþ and NADPH=NADPþ possess similar re-
dox potential (*�400 mV) capable of participating in simi-
lar redox-dependent cellular processes, each redox couple is
designed to serve different cellular functions. The NADH=
NADþ couple is central in ATP production through electron
transfer to the mitochondrial respiratory chain, whereas the
NADPH=NADPþ couple functions primarily in biosynthetic
and detoxication reactions. In addition, through the transfer
of reducing equivalents, NADPH regulates the homeostasis of
cellular glutathione=glutathione disulfide (GSH=GSSG) and

thioredoxin=thioredoxin disulfide redox systems (6, 7). Based
on the estimated rate of maximal electron flow through
the NADH=NADþ and NADPH=NADPþ couples (36), the
NADH-utilizing mitochondrial respiratory chain and
NADPH-linked redox processes are viewed as representing
high-flux and low-flux electron transfer pathways, respec-
tively (16). As such, perturbations in the cellular NADH and
NADPH status are expected to majorly disrupt ATP genera-
tion and NADPH-dependent detoxication reactions and other
metabolic pathways that are mediated by high-flux (NADH)
and low-flux (NADPH) electron transfers (16).

Recent studies from our laboratory have demonstrated that
treatment of HT29 and NCM460 colonic epithelial cells with
menadione (MQ), a redox cycling quinone, induced a signif-
icant loss of cellular and mitochondrial GSH=GSSG redox
balance (9) that was associated with oxidative damage to
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mitochondrial DNA (8), and activation of mitochondrial
apoptotic signaling. Given that the control of GSH=GSSG re-
dox homeostasis is intricately tied to NADPH=NADPþ redox
status, we sought, in this study, to investigate the effect of
MQ on cytosolic and mitochondrial NADPH=NADPþ and
NADH=NADþ and to define the metabolic impact of a dis-
rupted pyridine nucleotide status in terms of cellular ATP
status and reducing capacity, and mitochondrial respira-
tory (oxidation–reduction) activity. Given that glucose is a
central metabolic substrate in NADH and NADPH mainte-
nance, we further examined the influence of low glucose on
MQ-induced pyridine nucleotide changes. Activities of vari-
ous NADH- and NADPH-generating enzymes, such as
NADPþ=NADþ-dependent isocitrate dehydrogenase (ICDH)
(14, 19), glucose-6-phosphate dehydrogenase (G6PDH) (13),
malic enzyme (ME) (27), NAD kinase (NADK) (25), and
mitochondria-associated transhydrogenase (nicotinamide nu-
cleotide transhydrogenase [NNT]) (11), previously shown to
maintain NADH=NADPH levels, were also determined.

Our working hypothesis, as summarized in Figure 1, pro-
posed that the high rate of NADPH consumption in MQ me-
tabolism in HT29 cells through either a one-electron reduction
in MQ-semiquinone (SQ�) redox cycling or a two-electron re-
duction in MQ-to-hydroquinone (HQ) formation would im-
pose a considerable demand on cellular NADPH supply. This
NADPH drain would cause a series of acute metabolic
compensations in favor of NADPH generation, including
NADþ=NADH-to-NADPþ=NADPH conversion and stimula-
tion of NADPH-generating enzyme activities. The consequent
shifts in pyridine nucleotide status are expected to perturb
mitochondrial bioenergetics and cellular supply of reducing
equivalents. The results of the current study support our hy-

pothesis that MQ-mediated cytosolic and mitochondrial pyri-
dine nucleotide changes that favor NADPH production.
Decreases in cellular ATP occurred concurrently with the
sacrifice of mitochondrial NADH, and excessive MQ-
induced NADPH and O2 utilization resulted in overall de-
creases in cellular reducing capacity and associated GSH=GSSG
imbalance, and compromised mitochondrial oxidation–reduc-
tion activity, respectively. The dramatic exaggeration in NADH
and NADPH loss and mitochondrial impairment under glu-
cose-limiting conditions underscore the importance of this
central substrate in intermediary metabolism and pyridine
nucleotide redox homeostasis in colonic epithelial cells.

Materials and Methods

Materials

The following chemicals were from Sigma Chemical
Company: Brij 35, lysolecithin, 3-acetylpyridine adenine
nucleotide, glutathione, glutathione disulfide, iodoacetic acid,
isocitrate, NADþ, NADH, NADPþ, NADPH, acetyl coen-
zyme A, a-ketoglutaric acid, malate, glucose-6-phosphate, MQ,
alcohol dehydrogenase, G6PDH, phenazine ethosulfate, Tris-
HCl, 3-(4,5-dimethylthiazol-2yl)-2,5-diphenyltetrazolium
bromide, nicotinamide, glutamate, dicumarol, and succinate.
Antibiotic=antimycotic, trypsin, L-glutamine, McCoys’ me-
dium, and Dulbecco’s modified essential medium (DMEM)
were from Gibco Corporation, and fetal bovine serum (FBS)
was from Atlanta Biologicals. The protein dye assay kit was
from Biorad Corporation. All other chemicals were of reagent
grade and were purchased from local sources.

Methods

HT29 cell culture and cell incubations. HT29 cell line, a
human colon epithelial cell line derived from the adenocar-
cinoma of the colon of a female Caucasian (40), was purchased
from American Type Culture Collection. Cells were grown in
McCoy’s medium supplemented with penicillin (100
units=ml), streptomycin (100 units=ml), and 10% FBS. The
McCoy’s medium contains 3 g=l (18.3 mM) glucose, the stan-
dard and normal glucose concentration for optimal HT29 cell
growth in culture. HT29 cells were maintained at 378C in 5%
CO2 humidified incubator. Unless otherwise stated, confluent
cells in T75 flasks were harvested and were seeded at the
specified densities the day before, and on the day of the ex-
periment, media were replaced by serum-free DMEM to
avoid serum antioxidant effects. Cells were incubated for
different periods of time with MQ at final concentrations of
50 or 200mM without significant cell death. Glucose effects
were examined using medium concentrations of 3, 0.75, or
0.2 g=l, which corresponded to 18.3, 4.6, or 1.2 mM, respec-
tively. Glucose uptake measurements demonstrated that cell-
associated glucose levels were equivalent to these medium
glucose concentrations (data not shown).

Extraction and assay of total oxidized and reduced pyri-
dine nucleotides. Cellular NADþ, NADPþ, NADH, and
NADPH were determined in cell lysates prepared by a single
extraction procedure (37). HT29 cells (5�106) in DMEM con-
taining 1.2 or 18.3 mM glucose were exposed to 50 or 200mM
MQ for 30 or 60 min. Thereafter, cells were washed in phosphate-
buffered saline and scrapped into extraction buffer containing

FIG. 1. MQ metabolism through a one-electron reduction
in MQ-SQ� redox cycling or NQO1-catalyzed two-electron
reduction in MQ-to-HQ formation imposes a high demand
on cellular NADPH supply. NADPH drain results in met-
abolic responses that support NADPH generation, such as
the sacrifice of the NADþ=NADH redox pools in favor of
NADPþ and NADPH generation and the stimulation of ac-
tivities of NADPH-generating enzymes. MQ, menadione;
SQ�, semiquinone radical; HQ, hydroquinone; NQO1,
NAD(P)H quinone oxidoreductase, also known as DT di-
aphorase; O2

��, superoxide; G6PDH, glucose 6-phosphate
dehydrogenase; ME, malic enzyme; ICDH, isocitrate dehy-
drogenase; NADK, NAD kinase.
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20 mM NaHCO3, 100 mM Na2CO3, and 10 mM nicotinamide.
The cells were quickly frozen in liquid nitrogen and thawed in
at 378C. Cell extracts were centrifuged (12,000 g, 48C) and
divided into two aliquots. Total contents of NADH plus
NADþ and NADPH plus NADPþwere determined in the first
aliquots by specific enzyme cycling assays (24, 41). The second
aliquot was heated at 608C, 30 min in the dark to selectively
decompose NADþ and NADPþ followed by NADH and
NADPH determination (24, 41). Concentrations of NADþ and
NADPþ were represented by the difference between the
values of the heated and unheated samples. The final con-
centrations were calculated based on reaction velocities of
known standards. All measurements were performed in the
dark within 1 h after preparation of cell extracts.

Determination of cytosolic and mitochondrial pyridine
nucleotides

Cell incubations and digitonin fractionation. HT29 cells
(1�107cells=ml) were suspended in round-bottom flasks in
Krebs-Henseleit-bicarbonate buffer, pH 7.4, containing 1.2 or
18.3 mM glucose (9). After 30 min equilibration at 378C, cells
were treated with 50 or 200mM MQ. At designated times,
500 ml aliquots (5�106 cells) were sampled for digitonin frac-
tionation (2) in the presence of 0.2 M KCN to stabilize the
pyridine nucleotides as nicotinamide-cyanide derivatives
(17). Separation of cytosolic and mitochondrial fractions was
performed in 1.5 ml microfuge tubes containing, from the
bottom, 100 ml 10% glycerol-KCN, 500 ml silicone oil–mineral
oil mixture (4=1, v=v), and 100 ml 1.2 mg=ml digitonin solution
(2). Cell aliquots were rapidly mixed with the digitonin layer
and centrifuged for 3 min at 14,000 g. The supernatants (cy-
tosolic fractions) were mixed 1-to-1, and the bottom mito-
chondrial layers were diluted 1-to-3 with 0.2 M KCN.
Nicotinamide-cyanide derivatives were quantified by high-
performance liquid chromatography (HPLC) (17).

HPLC analyses. Samples were further derivatized on ice
(5 min) with 0.2 M KCN buffer containing 0.06 M KOH and
1 mM bathophenanthroline-disulfonic acid. Mitochondrial
samples were extracted with chloroform, and DNA was re-
moved in the lipid-free extracts by centrifugal filtration at
14,000 g (Amicon Ultra filters; Millipore Corporation). The
filtrates were mixed with 0.2 M ammonium acetate=4%(v:v)
MeOH, pH 6.0, and the derivatives were separated on a re-
versed-phase C18 column (250�4.6 mm) and detected at
328 nm (Gilson 118 UV=Vis detector). Pyridine nucleotide
levels were quantified by comparison to standards. Mi-
tochondrial samples were analyzed immediately after deriv-
atization due to nucleotide decay upon storage, whereas more
stable cytosolic nucleotides were frozen in liquid nitrogen for
next-day analyses. HPLC determination of GSH and GSSG
levels in cytosolic and mitochondrial fractions were as pre-
viously described (9, 29).

ATP determination. Cellular ATP contents were deter-
mined using a luciferin=luciferase bioluminescence Promega
kit according to the manufacturer’s protocol. HT29 cells
(1�104) were seeded in 96-well plates. The next day, the media
were replaced by FBS-free DMEM containing different glucose
concentrations, and the cells were exposed to 50 or 200mM MQ
for 30 min; in time course experiments MQ treatment was for

0–60 min. Mitochondria- and glycolysis-derived ATP were
determined in the presence of antimycin A (2mM) and
2-deoxyglucose (2DG), respectively. Molar ratios of 2.5-to-1 of
2DG-to-glucose were used. At designated times, incubation
media were removed and equal volumes of lysis buffer con-
taining the luciferase reagent were added to cell monolayers.
After 20 min of incubation, luminescence signals proportional
to ATP concentrations were quantified using a BMG-Fluostar
Optima plate reader. Six-to-eight replicates were conducted
for four to six separate cell preparations. ATP contents are
expressed as percent relative to controls (100%).

Preparation of cell extracts and assay of enzyme activities
and lactate levels. After 30 min of MQ treatment, cells
(5�106) were harvested and resuspended in homogenization
buffer (20 mM Hepes, pH 7.4; 0.25 M sucrose; and 1 mM
ethylenediaminetetraacetic acid and protease inhibitors) and
frozen in liquid nitrogen. Samples were thawed, sonicated,
and subjected to a 250 g (10 min) followed by a 20,000 g
(30 min) centrifugation step at 48C to obtain cytosolic frac-
tions. Mitochondrial pellets collected at this centrifugation
step were taken into 100ml homogenization buffer. Extracts
were used on the same day or stored at �808C for enzyme
assays. Activities of cytosolic enzymes—NADPþ-linked ME,
NADPþ-linked ICDH, and G6PDH as well as mitochondrial
NADþ- and NADPþ-dependent ICDH—were determined
spectrophotometrically by enzyme-coupled assays (3, 10, 27).
NADK activity was determined in a two-step procedure (26),
and kinase activity is expressed as enzyme units; one unit is
the amount of enzyme generating 1mmol of NADPþ per
minute at 308C. Intact mitochondria prepared from *30�106

cells (15) were used for NNT assay. The transhydrogenase
activity, assayed as reduction of oxidized 3-acetylpyridine
adenine nucleotide by NADPH at 375–400 nm, was per-
formed using dual-wavelength spectrophotometry (30). Cy-
tosolic lactate levels were determined by an enzyme-coupled
assay using dual-wavelength spectrophotometry (21).

Oxygen dependence of oxidation–reduction of pyridine
nucleotides. HT29 cells (5�106=ml) were suspended in
modified Gey’s buffer containing 0, 1.2, 4.6, or 18.3 mM glu-
cose and treated with 50 mM MQ. Whenever present, gluta-
mate and succinate were at 10 mM and Dicumarol at 0.1 mM
final concentrations. Oxidation–reduction of mitochondrial
pyridine nucleotides was performed by dual-wavelength
spectrophotometry in an AMINCO DW-2000 spectropho-
tometer (4). Briefly, cells in 5-ml buffer were kept in suspen-
sion by gentle stirring. Solution O2 was measured using a
Clark-type O2 electrode calibrated with respect to air (21% O2)
or 100% O2 that was inserted through the cover of the incu-
bation vessel. The gaseous phase of the vessel was purged
with prepurified argon to allow the cells to become anaerobic
transiently, after which known volumes of 21% O2 or 100%-
saturated buffer were added using a Hamilton syringe to
obtain the desired O2 concentrations in solutions. Changes in
oxidation–reduction of pyridine nucleotides from anaerobic-
to-aerobic transitions were measured at the wavelength pair
340–375 nm, and expressed as P50 values, defined as the O2

concentrations at half maximal oxidation.

Protein assay. Protein was measured using Bio-Rad As-
say kit according to manufacturer’s protocol.
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Statistical analysis. Results are expressed as mean�
standard error of the mean. Data were analyzed by one-way
analysis of variance statistical analysis with Bonferroni’s post-
test for multiple comparisons. p< 0.05 was considered sta-
tistically significant.

Results

MQ disrupts pyridine nucleotide status
that is exacerbated by low glucose

The time course of MQ effect on cellular pyridine nucleo-
tides in the presence of 18.3 mM glucose is illustrated in Figure
2A. MQ at 50 and 200 mM equally decreased cellular NADH at
30 and 60 min, whereas significant decreases in NADPH oc-
curred only at 200 mM MQ at 60 min. NADþ contents were
unaffected at 50mM MQ at all times, but were significantly
lower at 200 mM at 60 min. Cellular NADPþ levels were es-
sentially unchanged, although there was a trend toward an
increase at 200mM at 60 min. Figure 2B shows that at 30 min,
MQ decreased cytosolic NADþ; at 200mM MQ NADþ levels
were down by 85% (solid bars, panel a). Interestingly, MQ
was without effect on mitochondrial NADþ regardless of dose
(panel c). In contrast, mitochondrial NADH levels were dose-
dependently sensitive to MQ treatment (panel c), whereas
cytosolic NADH, which was *3% of mitochondrial values,
remained low without or with MQ exposure (panel a). In
comparison, MQ elicited similar dose-dependent decreases
in cytosolic and mitochondrial NADPH and increases
in NADPþ levels (panels b and d). However, the quantitative
shifts in NADPH and NADPþwere consistently greater in the
cytosol.

Since glucose is a major contributor to the maintenance
of NADH and NADPH homeostasis, we examined the impact
of low glucose (1.2 mM). Figure 3A shows that under low-
glucose conditions, 50mM MQ elicited significant decreases in
cellular NADH that were similar to those at 18.3 mM glucose;
however, NADH decreases were exaggerated at 200 mM MQ
(15% of basal levels at 30 and 60 min). While NADþ levels

were minimally altered by 50 mM MQ, significant loss of
NADþ occurred with 200mM at both times. The most dra-
matic changes were seen in NADPH levels that were essen-
tially depleted by 60 min, regardless of MQ dose. Concurrent
with MQ-induced NADPH decreases were time-dependent
increases in NADPþ levels. Figure 3B shows that MQ-induced
decreased NADþ and NADPH, and increased NADPþ in
the cytosol was highly exaggerated. Notably, NADþ and
NADPH decreases at 1.2 mM glucose were achieved at 50mM
MQ (panels a and b). In the mitochondria, MQ elicited sig-
nificant decreases in NADH and NADPH levels that were
paralleled by increases in NADPþ (Fig. 3B, panels c and d),
responses that were exacerbated as compared to 18.3 mM
glucose. In contrast to a relatively stable mitochondrial NADþ

pool in the presence of glucose abundance (Fig. 2B), MQ in-
duced a fall in mitochondrial NADþ at low glucose, achieving
statistical significance at 200mM MQ (Fig. 3B, panel c). It is
notable that, in the absence of MQ stress, cells in 1.2 mM
glucose (Fig. 3B) exhibited lower baseline levels of cytosolic
NADPH and mitochondrial NADH, but higher contents of
mitochondrial NADPH than cells in normal glucose (Fig. 2B);
this indicates that decreased glucose availability per se is a
limiting factor in the metabolic production of cytosolic
NADPH and mitochondrial NADH.

MQ stimulates activities of cytosolic
and mitochondrial NADPH-generating enzymes

The cellular sources of NADPH include NADPþ-linked de-
hydrogenases, mitochondria-associated pyridine nucleotide
transhydrogenase, and the pentose phosphate pathway (PPP),
a quantitatively significant supplier of cytosolic NADPH (3, 18,
32). Given that MQ metabolism is associated with increased
demand for NADPH (Fig. 1), activities of various NADPH-
generating systems were determined (Table 1). The results
show that the most notable change was the increase in NADK
activity that occurred at both MQ doses and at all glucose lev-
els; this increase in kinase activity is consistent with elevating

FIG. 2. MQ-induced changes in
NADH=NAD+ and NADPH=NADP+

contents in HT29cells under normal
glucose conditions. (A) Time
course of pyridine nucleotide
changes. Cells (5�106) were treated
with 50 or 200mM MQ for 30 and
60 min in 3 g=l glucose. At desig-
nated times, cell aliquots were re-
moved, total cell lysates were
prepared, and cellular contents of
NADH plus NADþ and NADPH
plus NADPþ were determined by
enzyme cycling assays. Nucleotide
contents were calculated based on
reaction velocities of known stan-
dards. Results are mean� SEM for

5 cell preparations. *p< 0.05 versus untreated controls (zero time); #p< 0.05 versus 50 mM MQ. (B) Changes in cytosolic (a, b)
and mitochondrial (c, d) NADH=NADþ and NADPH=NADPþ. Cells (5�106) were incubated with 50 or 200 mM MQ in 3 g=l
(18.3 mM) glucose for 30 min. At the end of the incubation, cytosolic and mitochondrial fractions were prepared by digitonin
fractionation as described in the Methods section. KCN (0.2 M) was added to stabilize the pyridine nucleotides as nicotin-
amide-cyanide derivatives, which were separated by high-performance liquid chromatography. Nucleotide contents were
quantified by comparison to authentic standards derivatized in the same manner. Results are expressed as nmol per 5�106

cells and are mean� SEM for four cell preparations. *p< 0.05 versus untreated controls. SEM, standard error of the mean.

2154 CIRCU ET AL.

http://www.liebertonline.com/action/showImage?doi=10.1089/ars.2010.3489&iName=master.img-001.jpg&w=337&h=160


NADþ-to-NADPþ phosphorylation. Interestingly, basal
NADK activity itself was attenuated with decreasing glucose.
The activity of G6PDH was significantly elevated at 200mM
MQ, whereas cytosolic NADPþ-linked ICDH and ME were
minimally altered from untreated controls. Neither mitochon-
drial NADþ or NADPþ-dependent ICDH activities were much
affected by MQ or glucose status although there was a trend
toward higher activities of NADþ-ICDH with decreasing glu-
cose. In comparison, NNT activity increased at both MQ doses,
achieving significance at 200mM MQ at low glucose. These
results suggest that NNT-mediated NADH-to-NADPH trans-
hydrogenation and the pentose phosphate shunt were impor-
tant pathways in NADPH generation during MQ challenge.

MQ and low glucose disrupts
GSH=GSSG redox status

Since NADPH availability is central to GSH=GSSG homeo-
stasis, the impact of MQ on GSH=GSSG status was studied
under normal and low-glucose conditions. Figure 4A shows
that at 18.3 mM glucose, cytosolic GSH and GSSG levels were
minimally affected at both MQ doses. Similarly, mitochondrial
GSH=GSSG status was unaltered at 50mM MQ, but 200mM MQ
induced time-dependent decreases in mitochondrial GSH,
achieving significance as early as 15 min. These GSH decreases
were paralleled by GSSG increases. Thus, even with glucose
abundance, the mitochondrial GSH pool was vulnerable to
high MQ dose, in agreement with our recent findings (8, 9). In
contrast, cytosolic and mitochondrial GSH pools were equally
sensitive to both MQ doses under glucose-limiting conditions
(Fig. 4B). Notably, 200mM MQ elicited maximal GSH loss and
GSSG increase within 15 min, and GSH=GSSG disruption by
50mM MQ was evident at 30 and 60 min. Significantly, the
time- and dose-dependent changes in GSH and GSSG and
their sensitivity to low glycemic status mirrored the changes
in NADPH under similar conditions (Figs. 2 and 3).

MQ and low glucose decreases cellular
ATP levels and increases O2 dependence
of oxidation–reduction of pyridine nucleotides

The impact of MQ on cellular bioenergetics was assessed
by changes in ATP contents and mitochondrial respiratory
(oxidation–reduction) activity.

Cellular ATP levels. Figure 5A shows that at 18.3 mM
glucose, MQ at 50 or 200 mM induced time-dependent de-
creases in cellular ATP that mirrored the losses of NADH (Fig.
2A). Treatment of control cells with either antimycin A or 2DG
revealed that glycolysis-derived ATP accounted for *50% of
total cellular ATP contents (Fig. 5B), indicating that these
cancer cells rely heavily on aerobic glycolysis for ATP gen-
eration within the cytosol, consistent with the Warburg effect
(39). Figure 5B (top panel) illustrates the changes in mito-
chondria-derived ATP (antimycin A sensitive). The results
show that glucose-limiting conditions alone (4.6 and 1.2 mM)
induced 15%–20% decreases in baseline mitochondrial ATP
levels, which were further decreased by MQ treatment. In-
terestingly, mitochondrial ATP contents at 18.3 and 4.6 mM
glucose after 50mM MQ treatment fell to levels of those at
1.2 mM, which was unchanged from its baseline value. In
comparison, 200mM MQ treatment induced> 60% loss of
basal ATP at 1.2 mM glucose, whereas ATP values at 18.3 and
4.6 mM glucose remained at 60%–70% of basal values re-
gardless of MQ dose. These results indicate that mitochon-
drial ATP is sensitive to cellular glucose status and that MQ
exacerbates ATP loss at low glucose.

Figure 5B (bottom panel) illustrates the changes in
glycolysis-derived ATP (2DG sensitive) representing cyto-
solic ATP. The results show that cytosolic ATP was increased
*10% by low-glucose conditions alone, a magnitude of
change that mirrored the loss in mitochondrial ATP (panel
a). Cytosolic ATP consistently fell by *30% under normal
and intermediate glucose conditions regardless of MQ dose.
A similar 30% loss in cytosolic ATP was elicited by 50 mM
MQ at 1.2 mM glucose; however, ATP fell by 80% at 200 mM
MQ, suggesting that glycolytic activity was either inhibited,
or limited by glucose availability. To test this, we measured
cytosolic lactate formation. The results in Figure 5C show the
presence of high basal lactate levels, consistent with aerobic
glycolysis, the Warburg effect. Significantly, lactate forma-
tion at 4.6 and 18.3 mM glucose was dose-dependently
increased by MQ, indicating that aerobic glycolysis was
greatly stimulated (2- to 2.5-fold) by MQ stress under con-
ditions of glucose abundance. In contrast, increases in lactate
production were substantially reduced under glucose-
limiting conditions at 1.2 mM glucose and high MQ stress
(200 mM) (Fig. 5C).

FIG. 3. MQ-induced changes in
NADH=NAD+ and NADPH=NADP+

contents in HT29cells under low-
glucose conditions. Cells (5�106)
were treated with 50 or 200mM MQ
in 0.2 g=l (1.2 mM) glucose. Time
course of changes in total pyridine
nucleotides (A), and determination
of cytosolic and mitochondrial
contents (B) were performed as
described in Figure 2. Results are
expressed as nmol per 5�106 cells
and are mean� SEM for three cell
preparations for total content and
four cell preparations for cytosolic
and mitochondrial contents.
*p< 0.05 versus untreated controls;
#p< 0.05 versus 50 mM MQ.
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Oxidation–reduction of cellular pyridine nucleotides. The
integrity of the mitochondrial respiratory activity was evalu-
ated by examining the O2 dependence of oxidation–reduction
of pyridine nucleotides (NADþ=NADH). Mitochondrial
NADH levels were at least 30-fold higher than cytosolic
NADH (Figs. 2B and 3B), and cytosolic NADH was depleted
due to MQ-induced increase in cytosolic lactate (Fig. 5C);
thus, the O2 dependence reflected oxidation of mitochondrial

reducing equivalents. Figure 6A illustrates the O2 depen-
dence under different glucose conditions. At normal glucose,
the P50 was 0.4 mM O2. Treatment with 50 mM MQ induced a
right shift in the O2 dependence and *2-fold increase in P50

(0.7 mM O2). Significantly, the O2 dependence at 1.2 mM glu-
cose was shifted to the far right with a P50 value of 11.5 mM O2.
Interestingly, cells at intermediate glucose (4.6 mM) elicited
an unique O2 dependence response that resembled cells in
18.3 mM glucose between O2 concentrations of 0.1 and 1mM,
and cells in 1.2 mM glucose between O2 concentrations of 10
and 40 mM O2 with an inflection phase between 1 and 10 mM
O2. These results are consistent with the notion that the in-
crease in P50 value was consequent to enhanced O2 utilization
by MQ-SQ� redox cycling, a scenario that was exaggerated
under glucose-limiting conditions. The results in Figure 6B
confirmed that MQ-induced O2 consumption at saturating
[O2] and [O2] at P50 values were, indeed, significantly higher
at 1.2 and 4.6 mM glucose than at normal glucose (18.3 mM).

Since MQ metabolism and O2 dependence of pyridine nu-
cleotides were sensitive to glucose status, we examined
whether the addition of succinate or glutamate as alternate
fuel for mitochondrial respiration could spare glucose and
thereby alter the O2 dependence profile at decreased (4.6 mM)
glucose. Figure 6C shows that exogenous glutamate or suc-
cinate addition shifted the O2 dependence responses to the left
of that of glucose alone; the resultant respective P50 values of
1.2 mM O2 and 1.9 mM O2 were down from 4.8 mM O2. These
results support our reasoning that by providing alternate
substrates for the mitochondria, glucose may be spared for the
generation of NADPH in MQ detoxication, thereby decreas-
ing MQ-SQ� cycling and preventing excessive O2 consump-
tion not associated with mitochondrial respiration. To
confirm that HQ formation was the major cytosolic MQ de-
toxication pathway, cells in normal glucose were pretreated
with dicumarol, an inhibitor of DT diaphorase that catalyzes
2-electron reduction of MQ to HQ (Fig. 1). The results show
that dicumarol significantly shifted the O2 dependence to the
far right (P50 of 8.9 mM O2, Fig. 6D), a response that was similar
in magnitude to cells in 1.2 mM glucose (Fig. 6A). Thus, at-
tenuating MQ detoxication either through DT diaphorase
inhibition or through limiting glucose for NADPH generation
would increase MQ availability and favor MQ-SQ� cycling.

Discussion

The current study demonstrated that MQ, a redox cycling
quinone, significantly disrupted cellular pyridine nucleotide
redox status in HT29 colonic epithelial cells. Loss of pyridine
nucleotide homeostasis occurred in conjunction with com-
promised cellular bioenergetics and mitochondrial respira-
tory activity as well as with decreased NADPH-dependent
reducing capacity and GSH=GSSG redox imbalance. Taken
together, our data are consistent with an overall sacrifice of
the NADþ and NADH pools and mitochondrial oxidation–
reduction activity in favor of NADPH generation and MQ
elimination, a scenario that was highly exaggerated under
glucose-limiting conditions (Fig. 7). The exaggerated re-
sponses at low-glucose states underscore a central role for
glucose in cellular ATP and pyridine nucleotide homeostasis
and mitochondrial functional integrity.

Quinone-induced NAD(H)-to-NADP(H) interconversion
has been documented in hepatocytes (34) and in nonmammalian

FIG. 4. Time course of changes in cytosolic and mito-
chondrial GSH and GSSG levels in HT29 cells exposed to
MQ under normal glucose conditions (A) and low-glucose
conditions (B). Cells (1�107=ml) were incubated with 50 or
200 mM MQ in buffer containing either 18.3 mM or 1.2 mM
glucose for different times. Cytosolic and mitochondrial
fractions were prepared by digitonin fractionation as
described in Methods. GSH and GSSG levels were measured
by high-performance liquid chromatography as previously
described (9) and expressed as nmol=mg protein. Results are
mean� SEM for three cell preparations. *p< 0.05 versus
untreated controls; #p< 0.05 versus 200 mM MQ. GSH, glu-
tathione; GSSG, glutathione disulfide.
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cells (31). Our results show that in HT29 cells, NADPH de-
creases concurrent with NADPþ increases, and NADþ loss
within the cytosol is consistent with increased NADþ-to-
NADPþ conversion and enhanced NADPH consumption.
Parallel NADH decreases in the face of NADPH loss and
NADPþ increase within the mitochondria is consistent with
NADH-to-NADPH conversion and increased NADPH utili-
zation. The finding that decreases in cytosolic and mito-
chondrial NADPH occurred despite increases in NADPþ and
stimulation of NADPH-generating enzymes suggests that the
consumption of NADPH far exceeded that of NADPH
availability for MQ metabolism. Cellular NADPH supply rate
is likely to reach critically low levels even at mild MQ stress
under reduced glucose conditions. We previously demon-
strated that the supply of NADPH was rate-limiting for the
reduction of tert-butylhydroperoxide in isolated enterocytes
(3). Interestingly, in isolated hepatocytes, steady-state
NADPH levels increased after treatment with similar MQ
doses (100–200mM), indicating that liver cells exhibited a high
capacity for NADPH generation during oxidative challenge
(32, 33), consistent with a large hepatocellular glucose reserve.
Thus, at a given oxidant load, the liver may be better able to
withstand against oxidative tissue damage than the colon.

The disruption of pyridine nucleotide homeostasis and
altered glucose status were associated with impairment of
cytosolic and mitochondrial bioenergetics. Cellular ATP los-
ses were attributed to decreases in both glycolysis-derived
and mitochondrial ATP. MQ-induced decrease in ATP has
previously been reported (34, 35) in conjunction with gluta-
thione depletion (9, 28), protein oxidation (9, 23), and Ca2þ

perturbations (12). The finding that aerobic glycolysis was

stimulated by MQ (Fig. 5C) suggests that the Warburg effect
will be prominent in cellular ATP homeostasis during oxi-
dative challenge and compromised mitochondrial function in
colon cancer cells. Our result that the magnitude of MQ-in-
duced lactate formation was attenuated at low glucose sug-
gests that decreased aerobic glycolysis under conditions of
MQ stress and reduced glucose was the result of limited
substrate flux through the pathway rather than an intrinsic
effect of MQ on glycolysis.

Interestingly, a stable mitochondrial NADþ pool was
maintained in normal glucose despite significant losses in
mitochondrial NADH and ATP levels. The preservation of
mitochondrial NADþ was reportedly critical to liver cell
survival (28, 35). The significant loss of the NADþ pool in
low glucose is notable. Our results are consistent with the
view that different NADPH-generating pathways were
responsible for the supply of reducing equivalents for MQ
metabolism in normal and low-glucose states. Low-glucose
flux decreased NADPH generation from the PPP under
limiting glucose conditions. Hence, NADPH supply was
derived from low yielding sources such as NADþ=NADH
pools and dehydrogenases that were inadequate for full
reduction of MQ to HQ. Incomplete MQ reduction generated
SQ�, which redox cycles readily to regenerate MQ, a process
that consumed O2 excessively (Fig. 1), independent of mi-
tochondrial respiration. The findings of stimulated NNT
and NADK activities (Table 1), elevated MQ-induced O2

consumption (Fig. 6B), and increased P50 of O2 depen-
dence (Fig. 6A) are consistent with this scenario. In con-
trast, full MQ-to-HQ metabolism was met by a nonlimiting
NADPH supply from the PPP, quantitatively the major

FIG. 5. MQ-induced changes in
cellular ATP and cytosolic lactate.
HT29 cells (1�104) were seeded in
96-well plates and grown overnight
at 378C. The next day, the culture
media were replaced by fresh phenol-
red and fetal bovine serum-free
Dulbecco’s modified essential me-
dium containing 1.2, 4.6, or 18.3 mM
glucose, and the cells were exposed
to 50 or 200 mM MQ. (A) In time
course experiments, cells were trea-
ted with MQ for 0–60 min. ATP was
measured with a luciferin=luciferase
bioluminescence Promega kit ac-
cording to manufacturer’s protocol.
Each experiment was conducted in
quadruplicates and ATP contents
are expressed as percent relative
to untreated controls (100%). Re-
sults are mean� SEM for six cell
preparations. (B) The contribution of
mitochondria-derived (upper panel)
and glycolysis-derived (bottom
panel) ATP to total ATP levels was
determined in cells treated with an-
timycin A (2mM) or 2-deoxyglucose
(2DG), respectively. Concentrations

of 2DG, namely, 3, 11.5, and 45.8 mM were 2.5�higher than the respective glucose concentrations. Results are mean� SEM
for n¼ 6 for 18.3 mM glucose, and n¼ 4 each for 4.6 and 1.2 mM glucose. *p< 0.05 versus untreated control; #p< 0.05 versus
50 mM MQ. (C) Cytosolic lactate in cells treated with 50 and 200 mM MQ at various glucose concentrations. Results are
expressed as mmol=mg protein and are mean� SEM for three cell preparations. *p< 0.05 versus untreated control.
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cellular NADPH producer under conditions of glucose
abundance (3, 18, 32), and an efficient cytosolic DT-diaph-
orase system (5, 42) (Fig. 1). This scenario is supported by
findings of low MQ-induced O2 consumption (Fig. 6B) and
P50 of O2 dependence (Fig. 6A), and a P50 value that was
similar in magnitude to the low-glucose state when DT-
diaphorase was inhibited (Fig. 6D). Based on this interpre-
tation, significant losses in NADþ would be expected during
glucose deficit (Fig. 3B), but not during glucose abundance
except at high MQ dose (Fig. 2B). The finding that NADþ

loss was greater than accounted for by increases in NADPþ

suggests that oxidative activation of other metabolic pro-
cesses, such as polyADP ribosyl polymerase and sirtuin
functions (1, 43, 44), could contribute to additional NADþ

consumption. Direct effects of MQ on sirtuin (Sirt) protein
activation or expression are unknown. Given that MQ in-
duced significant NADþ loss, compromised Sirt-1 and Sirt-3
activities would cause the accumulation of acetylated pro-
teins in the cytosol (and nucleus) and the mitochondria,
respectively.

The unique O2 dependence profile elicited in the presence
of intermediate glucose (4.6 mM) reflected the combined in-
fluences of limited [O2] for MQ-SQ� redox cycling at low O2

tension and limited [glucose] at high O2 tension for NADPH-

dependent MQ-to-HQ reduction. The transition phase that
occurred between O2 tension of 1 and 10mM represented a
state wherein there existed sufficient [O2] to support MQ-SQ�

cycling but insufficient [glucose] to mediate NADPH-depen-
dent MQ-to-HQ detoxication. In this regard, supplementation
with succinate or glutamate induced left shifts in the O2 de-
pendence that resembled the profile under normal glucose.
This means that exogenous supply of mitochondrial sub-
strates can bring about a glucose-sparing effect, and through
increasing glucose availability for NADPH generation and
MQ detoxication, restore mitochondrial O2 dependence in
glucose-deficient cells. The finding that the P50 O2 dependence
increased>10-fold in low glucose underscores the deleterious
metabolic impact that heightened nonmitochondrial O2 uti-
lization, such as redox cycling, can have on mitochondrial
respiratory activity within a cell. Thus, mitochondrial O2 de-
pendence can be viewed as a biologically relevant metabolic
sensor of the presence of nonmitochondrial O2-consuming
reactions.

Since the activities of cellular enzymes critical to NADPH
generation were assayed under optimal conditions, it remains
to be determined if the increases in G6PDH, NNT, and NADK
activities reflected intracellular activities. It is also unre-
solved whether enzyme activation was the result of NADPH

FIG. 6. MQ increases the P50

value of O2 dependence of oxi-
dation of mitochondrial pyridine
nucleotides and O2 consumption
in HT29 cells. O2 dependence
of oxidation of NADH=NADþ

was determined in HT29 cells
(5�106=ml) in Gey’s buffer con-
taining 0, 1.2, 4.6, and 18.3 mM
glucose in the absence or presence
of 50mM MQ. Whenever present,
glutamate and succinate, and di-
cumarol were added to final con-
centrations of 10 mM and 0.1 mM,
respectively. Cells were main-
tained in suspension by gentle
stirring, and changes in oxidation–
reduction of mitochondrial
NADH=NADþ were measured by
dual-wavelength spectrophotometry
using wavelength pairs of 340–
375 nm at various O2 concentra-
tions (4). Results are expressed as
percent oxidation calculated with
respect to aerobic cells; the P50

value represents half-maximal ox-
idation. Data are the mean� SEM
of the number of cell preparations
for the following conditions: (A) 18.3 mM glucose, n¼ 4; 4.6 mM glucose, n¼ 6; 1.2 mM glucose, n¼ 4. The O2 dependences
for non-MQ-treated controls at 4.6 and 1.2 mM glucose were similar to that of untreated control at 18.3 mM glucose (open
circle) (data not shown for simplicity). (C) 18.3 mM glucose, n¼ 4; 4.6 mM glucose, n¼ 6; 1.2 mM glucose plus glutamate or
succinate, n¼ 3 each. The addition of glutamate and succinate in the absence of MQ gave O2 dependences that were similar to
those of 18.3 and 4.6 mM glucose without MQ (data not shown for simplicity). (D) 18.3 mM glucose�dicumarol, n¼ 6. O2

dependence in presence of dicumarol alone without MQ was not different from 18.3 mM glucose without MQ. (B) MQ-
induced increased in O2 consumption rates were calculated from the oxidation–reduction tracings of mitochondrial pyridine
nucleotides in cells exposed to 50mM MQ in buffer containing various glucose concentrations. O2 consumption rates were
obtained at conditions of saturating [O2] and at [O2] at half-maximal oxidation (P50 values). Results are expressed as
nmol=min=106 cells and are mean� SEM for six cell preparations. *p< 0.05 versus untreated control; #p< 0.05 versus 50 mM
MQ in normal (18.3 mM) glucose.
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depletion, increased oxidative stress, post-translational
modifications, or increased protein amounts. Regardless of
mechanism, the stimulation of NADK was central to NADþ-
to-NADPþ conversion and cellular NADPH maintenance.
The regulation of cytosolic human NADK (hNADK) is poorly
understood despite extensive studies in prokaryotes, yeasts,
and plants (25, 26). The kinetic parameters of hNADK, KM of
0.5 mM for NADþ and 3 mM for ATP, are close to physio-
logical concentrations of these substrates (20), suggesting that
substrate variations would alter enzyme activity. NADPH
may be an inhibitor of hNADK in HEK293 cells (26). How-
ever, in contrast to our current findings, neither kinase activity
nor expression was stimulated by H2O2 or MQ in these cells,
which suggests that control of NADK may be cell type spe-
cific. It is noteworthy that HEK293 cells exhibited low basal
NADK activity, yet resistant to oxidative stress (26).

In summary, our current study provides the first evidence
linking an oxidative stress-induced acute metabolic impair-
ment to a disrupted pyridine nucleotide redox system in colon
cancer cells. The biological significance of these findings for
other cell types with high NADPH requirement has not been
fully explored. For instance, activation of NADPH oxidase in
neutrophils during oxidative burst imposes a high demand
for cellular NADPH. What this loss of NADPH homeostasis
means for cellular bioenergetics is unclear since neutrophils
exhibit few mitochondria that are restricted to a role in apo-
ptosis rather than to ATP production (22, 38). The delineation
of the relationships among oxidative stress, NADPH utiliza-
tion, and implications for cellular bioenergetics should pro-
vide interesting insights into the link between redox biology
and energy metabolism not only in colonic and inflammatory
cells, but also in a variety of other cell types with high meta-
bolic demands.
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Abbreviations Used

2DG¼ 2-deoxyglucose
DMEM¼Dulbecco’s modified essential medium

DT¼DT-diaphorase
FBS¼ fetal bovine serum

G6PDH¼ glucose-6-phosphate dehydrogenase
GSH¼ glutathione

GSSG¼ glutathione disulfide
HPLC¼high-performance liquid

chromatography
HQ¼hydroquinone

ICDH¼ isocitrate dehydrogenase
ME¼malic enzyme
MQ¼menadione

NADH=NADþ ¼ reduced and oxidized nicotinamide
adenine dinucleotide

NADK¼NAD kinase
NADPH=NADPþ ¼ reduced and oxidized nicotinamide

adenine dinucleotide phosphate
NNT¼nicotinamide nucleotide

transhydrogenase
PPP¼pentose phosphate pathway

SEM¼ standard error of the mean
SQ� ¼ semiquinone radical
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