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Hormetic potential of 
methylglyoxal, a side-product of 
glycolysis, in switching tumours 
from growth to death
Marie-Julie Nokin1, Florence Durieux1, Justine Bellier1, Olivier Peulen1, Koji Uchida2, David A. 
Spiegel3, James R. Cochrane4, Craig A. Hutton4, Vincent Castronovo1 & Akeila Bellahcène1

Metabolic reprogramming toward aerobic glycolysis unavoidably favours methylglyoxal (MG) and 
advanced glycation end products (AGEs) formation in cancer cells. MG was initially considered a highly 
cytotoxic molecule with potential anti-cancer value. However, we have recently demonstrated that MG 
enhanced tumour growth and metastasis. In an attempt to understand this dual role, we explored MG-
mediated dicarbonyl stress status in four breast and glioblastoma cancer cell lines in relation with their 
glycolytic phenotype and MG detoxifying capacity. In glycolytic cancer cells cultured in high glucose, 
we observed a significant increase of the conversion of MG to D-lactate through the glyoxalase system. 
Moreover, upon exogenous MG challenge, glycolytic cells showed elevated amounts of intracellular 
MG and induced de novo GLO1 detoxifying enzyme and Nrf2 expression. Thus, supporting the adaptive 
nature of glycolytic cancer cells to MG dicarbonyl stress when compared to non-glycolytic ones. Finally 
and consistent with the pro-tumoural role of MG, we showed that low doses of MG induced AGEs 
formation and tumour growth in vivo, both of which can be reversed using a MG scavenger. Our study 
represents the first demonstration of a hormetic effect of MG defined by a low-dose stimulation and a 
high-dose inhibition of tumour growth.

Most of the cancer cells favour glucose uptake and process it to lactate to generate their energy. This metabolic 
switch from oxidative respiration to aerobic glycolysis is commonly known as the Warburg effect1. Although 
described since more than 80 years, it is only in this last decade that intense research efforts attempted to under-
stand how the Warburg effect benefits to cancer cells. It is actually considered that enhanced glycolytic flux in 
cancer cells notably contributes to rapid ATP production, biosynthesis of building blocks and cell signalling, a 
set of processes essential for long term uncontrolled cancer cell proliferation and survival2. One underestimated 
consequence of such favoured use of glycolysis by cancer cells is the formation of reactive dicarbonyl species such 
as methylglyoxal (MG).

MG is a metabolic side-product that is mainly produced following the fifth reaction of the glycolysis through 
the spontaneous dephosphorylation of glyceraldehyde-3-phosphate (GAP) and dihydroxyacetone phosphate 
(DHAP)3,4. Other cellular sources of MG include sugars, amino acids and acetone (for review ref.5). As a highly 
reactive dicarbonyl molecule, MG interacts with the side chain amino group of arginine and lysine and the 
thiol group of cysteine residues to form advanced glycation end products (AGEs) such as hydroimidazolones 
(MG-Hs) and argpyrimidines6. MG also glycates lipids and nucleic acids and thus induces major cell dysfunction 
at proteomic and genomic levels that is referred to as dicarbonyl stress7. Glyoxalases 1 and 2 (GLO1 and GLO2) 
are MG detoxifying enzymes that contribute to control MG level and cytotoxicity by efficiently converting MG 
to D-lactate in the presence of reduced glutathione (GSH). GLO1 overexpression has been reported in several 
cancer types among which breast8, melanoma9 and colon cancers10. Other enzymes that have been reported to 
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convert MG into non-toxic compounds include aldo-keto reductase family (AKRs)11. Although their activity has 
been considered negligible compared to the glyoxalase system12,13, a recent study has highlighted AKR activity 
induction as a compensatory mechanism upon GLO1 loss in immortalized murine Schwann cells14.

Based on its potent cytotoxic effects, MG has been tested in preclinical settings as a potential therapeutic agent 
against cancer in the early ‘70 s. MG intra-peritoneal or intra-venous injection to tumour-bearing mice showed a 
significant reduction of tumour size15–17. However, the high toxicity of MG to normal cells excluded any potential 
development in human therapy. Other strategies to induce high MG stress in cancer cells included the use of cell 
permeable GLO1 inhibitors such as S-p-bromobenzylglutathione cyclopentyl diester (BBGC)18,19. Sakamoto and 
collaborators demonstrated that BBGC selectively induced apoptosis in human lung cancer cells that overex-
pressed GLO120. Since then, other studies have confirmed the positive correlation between high cellular GLO1 
activity and BBGC sensitivity21.

Our group is among the first to study dicarbonyl stress in cancer. We have reported the consistent accumu-
lation of MG adducts in breast and colon cancer tumours compared to their normal counterparts22,23. More 
recently, we have demonstrated that GLO1 inhibition in MDA-MB-231 breast cancer cells favours tumour growth 
and metastases in a xenograft mouse model24, thus establishing a functional link between MG stress and tumour 
progression. Previous to our studies, MG was essentially considered for its pro-apoptotic effects in cancer cells. 
Accordingly, we have recently proposed the view of a dual role for MG in cancer25.

We designed this study in order to explore further the effect of MG stress on cancer cells in vitro and in vivo. 
Our data demonstrate that cancer cells responded to both endogenous and exogenous MG stimulus by increasing 
their D-lactate secretion, an indicator of GLO1 detoxification. We report for the first time that glycolytic cancer 
cells present a specific response to MG challenge notably consisting of de novo expression of GLO1 and Nrf2 at 
both mRNA and protein levels. Finally, using an in vivo tumour model we demonstrated the tumour pro-growth 
effect of MG at low concentration and its pro-apoptotic effect at high concentration.

Results and Discussion
Energetic metabolism characterization of cancer cell lines in relation with endogenous MG 
level and detoxification potential. The Warburg effect through which most cancer cells preferentially 
use glycolysis is expected to have a major impact on the amount of intracellular MG. To our knowledge, the 
potential relationship between the two has not been thoroughly explored. We first undertook the characterization 
of the energetic metabolism in GBM (U87-MG and U251) and breast cancer (MDA-MB-231 and MCF7) cell lines 
cultured under low (LG) and high glucose (HG) conditions. The metabolic profile diagram generated using the 
Seahorse extracellular flux analyser (Fig. 1A) recapitulates oxygen consumption rates (OCR) and extracellular 
acidification rates (ECAR) of the cell lines under study. MCF7 cells consistently showed a higher mitochon-
drial respiration than MDA-MB-231 that is typically considered a glycolytic cancer cell line. No major differ-
ences were observed in term of OCR between LG and HG cultured cancer cells. Upon LG culture condition, 
all the cell lines showed similar glycolytic rates as reflected by ECAR measure. However, when cultured in HG 
medium only MDA-MB-231 and U87-MG cells increased their glycolytic potential as indicated by the right shift 
on ECAR axis (Fig. 1A). L-lactate accumulation in the conditioned medium, further confirmed an increased 
glycolysis flux observed in U87-MG and MDA-MB-231 cells cultured in HG condition (Fig. 1B). Furthermore, 
L-lactate increase was associated with enhanced intracellular MG levels as detected by FACS using MBo probe, a 
MG-specific fluorescent sensor in living cells26, in both glycolytic cell lines (Fig. 1C).

The measure of D-lactate accumulation in cancer cell conditioned media, as a readout of cellular MG detox-
ification capacity by GLO1, demonstrated a significant increase of D-lactate production uniquely in U87-MG 
and MDA-MB-231 glycolytic cells cultured in HG (Fig. 1D). These results are in accordance with the increased 
glycolytic flux and MG production evidenced in these cells when cultured in HG.

As it has been demonstrated that MG induces oxidative stress in normal and cancer cells27–31, we next evalu-
ated redox status in the 4 cancer cells lines cultured in LG and HG. U87-MG cells displayed an elevated basal ROS 
level when compared to the other cell lines and this level was significantly increased under HG culture condition 
(Fig. 1E). When considering GSH/GSSG ratio, an indicator of the redox status, MDA-MB-231 had the highest 
basal content but HG culture did not affect GSH/GSSG ratio, in all the cell lines under study (Fig. 1F).

MG stress status and GLO1 detoxification capacity of cancer cells in response to MG treatment.  
In order to better characterize the response of cancer cells to MG stress, we have next challenged them with 
increasing doses of exogenous MG. For this purpose, we first determined the half maximal inhibitory concen-
tration values (IC50) of MG on cancer cell viability. We used human umbilical vein endothelial cells (HUVEC) 
as a normal cell reference which sensitivity to MG has been previously reported32,33. Interestingly, IC50 values 
revealed to be higher in cancer cells when compared to HUVEC (Fig. 2A), pointing to a superior resistance of 
cancer cells to MG cytotoxicity. MG IC50 values ranged below 1000 µM for GBM cells and were slightly higher 
for breast cancer cells with MCF7 cells showing the highest IC50 (Fig. 2A). Based on the results obtained under 
HG culture condition, we would have expected that glycolytic cancer cells might present with the more resistant 
phenotype toward exogenous MG challenge. One possible explanation for this apparent difference could be that 
these cells are, in fact, in the presence of higher amounts of free MG than non-glycolytic cells.

To test this hypothesis, we assessed MG intracellular concentrations using MBo specific probe (Fig. 2B). 
Intracellular MG was significantly elevated in all cancer cells 6 h and 24 h after treatment with increasing doses 
of MG. Consistent with this effect was the detection of increased amounts of argpyrimidine and MG-H1 specific 
MG-adducts using western blot in all cancer cells after 6 h of MG treatment (Fig. 2C). Under both basal and 
MG treatment conditions, MCF7 cells apparently accumulated more argpyrimidine adducts than the other cell 
lines. We also observed that MCF7 cancer cells presented the highest oxidative metabolism (Fig. 1A), which is 
generally associated with a low proliferation rate34 and a reduced protein turn-over (synthesis and degradation). 
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Moreover, it is known that glycated proteins gain in stability as a result of structural modifications and/or of pro-
teasomal defects, both occurring under MG stress. It is thus likely that MCF7 cells present with a higher amount 
of long-lived proteins, which might be particularly prone to accumulation of glycation damage. These hypotheses 
should be further explored using other oxidative cancer cell lines with low proliferation capability.

While all cancer cells dose-dependently increased their intracellular MG level, it is noteworthy that U87-MG 
and MDA-MB-231 glycolytic cells showed a major MG increase of up to 60-fold (Fig. 2B). MCF7 and U251 cells 
showed a less marked increase, that reached 20 and 30-fold over their respective basal levels (Fig. 2B). These data 
establish that glycolytic cells accumulate more intracellular MG when they are in the presence of exogenous MG 
than non-glycolytic cells. This observation could explain the low MG IC50 values determined for glycolytic cells. 
Actually, MG IC50 estimation in those cells probably does not accurately reflect their tolerance to an exogenous 
supply of MG. Altogether, these results let us propose that glycolytic cancer cells have up taken more exogenous 
MG and/or have produced more MG upon MG treatment. Because MG freely equilibrates across the cytoplasmic 
membrane35, high intracellular MG levels in glycolytic cells more likely result from an effect of MG on glycolytic 
flux. MG has been previously shown to inhibit GAPDH activity in vitro36 thus potentially favouring the accu-
mulation of triose phosphate intermediates and the subsequent spontaneous formation of MG. Interestingly, 
Beisswenger and collaborators reported an inverse relationship between GAPDH activity and MG production in 

Figure 1. Energetic metabolism characterization and dicarbonyl stress status in cancer cells. U87-MG, U251, 
MDA-MB-231 and MCF7 cancer cells were cultured in low (LG) or high-glucose (HG) medium. (A) Metabolic 
profiling of the indicated cancer cell lines using Seahorse analyzer showing ECAR (extracellular acidification 
rate) and OCR (oxygen consumption rate). (B) L-Lactate production in 48 h conditioned-medium. (C) 
Intracellular MG was assessed by flow cytometry using MBo specific probe. (D) D-Lactate production in 48 h 
conditioned-medium. (E) Reactive oxygen species (ROS) accumulation was assessed by flow cytometry using 
DCFDA probe. (F) GSH and GSSG concentrations were assessed in cell pellets and GSH/GSSG ratio are shown. 
Data are presented as mean values ± SEM of three independent experiments. *p < 0.05, **p < 0.01 and ns = not 
significant.



www.nature.com/scientificreports/

4SCIENTIFIC REPORTS | 7: 11722  | DOI:10.1038/s41598-017-12119-7

Figure 2. Intracellular MG, MG-adducts levels and GLO1 detoxification capacity in response to MG treatment. 
U87-MG, U251, MDA-MB-231 and MCF7 cancer cells cultured in low glucose medium were treated with 
the indicated doses MG (A) MG half maximum inhibitory concentration values (IC50) on cancer cell 
viability. HUVEC normal endothelial cells showed the highest sensitivity to MG compared with cancer cells. 
(B) Intracellular MG production was assessed by flow cytometry using MBo probe in cells treated with the 
indicated MG concentrations for 6 and 24 h. (C) MG-adducts were detected by immunoblotting using specific 
antibodies against MG-H1 and argpyrimidine residues in cells exposed to MG 300 µM for 6 h, with β-actin as a 
loading control. Immunoblots are representative of three independent experiments. (D) GLO1 maximal activity 
was measured in cells treated with the indicated MG concentrations for 6 and 24 h, expressed as arbitrary units 
(A.U.) per mg of proteins. Data are shown as mean values ± SEM three independent experiments. *p < 0.05, 
**p < 0.01, ***p < 0.001 and ns = not significant, compared with control. Full-length blots are presented in 
Supplementary Figure 4.
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type 1 and 2 diabetic patients37. Considering that the expression/activity status of GAPDH can be deregulated in 
cancer cells38, it would be interesting to evaluate MG stress in this context.

After 24 h of treatment, intracellular amounts of MG were equilibrated in all cell lines to 17 to 30-fold over 
their basal levels (Fig. 2B). We reasoned that glycolytic cells might present with a more efficient detoxification 
capacity than non-glycolytic cancer cells. To evaluate this possibility, we next measured GLO1 maximal activity 
in these cells. We found that MDA-MB-231 and U87-MG cells significantly adapted their GLO1 detoxification 
capacity in the first 6 hours after exposure to MG when compared with MCF7 and U251 cells. For the latter cell 
lines, GLO1 maximal activity stayed constant and even decreased in the presence of the highest concentration of 
MG tested (Fig. 2D).

Glycolytic cancer cells express increased amounts of GLO1 and Nrf2 in the presence of exoge-
nous MG. Data gathered so far indicate that exogenous MG rapidly induces the accumulation of detectable 
protein adducts and support the hypothesis according to which glycolytic cancer cells present with a more effi-
cient MG detoxification capability than non-glycolytic ones. Validating further this hypothesis, we found that 
increased GLO1 activity was accompanied by de novo expression of GLO1 mRNA (Fig. 3A) and protein (Fig. 3C) 
only in U87-MG and MDA-MB-231 cells. Thus, supporting the adaptive nature of glycolytic cancer cells to high 
MG stress when compared to non-glycolytic ones. Nrf2 stress-responsive transcription factor has been shown 
to exert a positive transcriptional control on GLO1 gene expression39. We next showed that Nrf2 expression was 
also increased at both the mRNA (Fig. 3B) and protein (Fig. 3C) levels upon MG treatment in U87-MG and 
MDA-MB-231 cells. This observation is compatible with an Nrf2-induced de novo regulation of GLO1 expres-
sion in glycolytic cancer cells upon MG stress. MG has been reported to induce reactive oxygen species (ROS) 
formation in cancer cells30 and ROS can trigger Nrf2 expression40. Therefore, we evaluated ROS levels in parallel 
treatment experiments. MG treatment conditions did not influence ROS basal levels in all cells under study as 
measured using oxidized DCFDA detection by flow cytometry (Supplementary Figure 1).

We have observed an enhanced ability of glycolytic cancer cells to convert MG into D-lactate when cultured 
in HG medium (Fig. 1D). Next, we asked whether increased GLO1 detoxification capacity would be associated 
with augmented D-lactate production upon MG treatment. Six hours after MG challenge, all cell lines showed an 
increased D-lactate production with the highest one (15-fold above basal level) observed in MDA-MB-231 cells 
(Fig. 3D). After 24 h, D-lactate production was comparable in all cell lines and maintained at maximum 5-fold 
above the corresponding basal levels (Fig. 3D). Altogether these data indicate that increased MG production, 
associated with elevated glycolytic flux, is efficiently detoxified by GLO1 into D-lactate in cancer cells. Glycolytic 
cancer cells showed an enhanced GLO1 detoxifying capacity notably through the induction of GLO1 and Nrf2 
expression. It is remarkable that glycolytic cells in the presence of endogenous MG (HG condition) are chal-
lenged with at least 10-fold less MG than under exogenous treatment. Increased MG detoxification to D-Lactate 
occurred in both cases but was not accompanied by an increase of GLO1 activity/expression under low MG 
(Supplementary Figure 2). Thus suggesting for the first time that glycolytic cancer cells might be able to sense MG 
stress level and to adapt their detoxification capacity accordingly.

Other MG detoxifying enzymes are expressed in cancer cells and compensate for the loss of 
GLO1 activity. Although both U87-MG and MDA-MB-231 cells responded to high MG stress by increas-
ing their GLO1 expression and activity, we noticed that U87-MG cells did not produce as much D-lactate as 
MDA-MB-231 cells. As a cofactor of GLO1 enzyme, GSH cellular content might be limiting for GLO1 activ-
ity rate upon MG stress. U87-MG cells have a significantly lower GSH/GSSG basal level when compared with 
MDA-MB-231 cells (Fig. 1F). Altogether, these observations let us envisage the possibility that U87-MG cells 
may use other MG detoxification enzymes such as aldo-keto reductases (AKRs). AKR family members such as 
AKR1B and AKR1C have been previously associated with cancer cell proliferation and resistance to chemother-
apy in GBM and breast cancer41,42. In order to explore this hypothesis, we first assessed AKR gene expression in 
the cancer cell lines under study. Basal levels of AKR1B10 and AKR1C1 mRNA were higher in GBM cells than in 
breast cancer cells, with U87-MG cells significantly displaying the highest amounts (Fig. 4A). Global AKR activity 
assessed in these cells was consistent with their mRNA expression levels (Fig. 4B). In response to MG treatment, 
AKR activity increased in MDA-MB-231 cells while it remained stable in U87-MG cells which displayed a high 
basal expression level of AKRs (Fig. 4C).

To further explore the possibility of a compensatory mechanism based on AKR enzymes expression in cancer 
cells, we induced GLO1 activity deficit in these cells using increasing concentrations of BBGC inhibitor. Whereas 
basal intracellular MG levels were lower in GBM than in breast cancer cells, they increased significantly in all cell 
lines in the presence of 5 µM BBGC (Fig. 4D). Finally, AKR1B10 mRNA levels showed a significant increase in 
both U87-MG and MDA-MB-231 cells upon BBGC treatment thus suggesting an adaptation to GLO1 activity 
loss in these cells (Fig. 4E).

We have demonstrated that glycolytic cancer cells are more prone to respond to MG challenge through 
increased Nrf2 and MG-detoxifying enzymes expression. Therefore, we next envisaged that low doses of MG 
might be beneficial to tumour growth while high concentrations would be cytotoxic.

Cancer cells display a characteristic biphasic dose response growth curve upon MG treat-
ment. In order to test the possibility that MG could exert a dual effect on tumour growth, we have challenged 
U87-MG human glioblastoma cancer cells engrafted on the chicken chorioallantoic membrane (CAM) with 
increasing concentrations of MG. We observed an increase of tumour volume in the presence of low doses of 
MG that reached significance for 100 and 300 µM when compared to untreated tumours (Fig. 5A), as shown for 
representative tumours in Fig. 5C. At higher doses (from 500 to 3000 µM), tumour volume showed a significant 
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decrease (Fig. 5A and C). The biphasic profile of the graph shown in Fig. 5B highlighted a hormetic dose effect of 
MG on tumour growth. Similar results were obtained with MDA-MB-231 breast cancer cells using the same in 
vivo CAM model (Supplementary Figure 3).

We next reasoned that both pro and anti-growth MG effects on tumours should be reversed using MG scaven-
ger molecules. Using the same in vivo tumour growth model, the co-treatment with MG and carnosine, a potent 
natural MG scavenger, significantly reversed cancer cell response to MG (2-way anova, p < 0.001) (Fig. 5B), and 
as shown for representative tumours in Fig. 5C. In good accordance with the observed increase of tumour volume, 
we found a higher proportion of tumours displaying Ki67 proliferation marker positive cells in CAM tumours 
treated with 300 µM MG when compared with either untreated tumours or tumours treated with 1000 µM MG 

Figure 3. Glycolytic cancer cells expressed increased amounts of GLO1 and Nrf2 upon MG treatment. 
U87-MG, U251, MDA-MB-231 and MCF7 cells cultured in low glucose medium were treated with the 
indicated doses of MG. (A) GLO1 and (B) NRF2 mRNA levels were assessed in response to MG treatment by 
RT-qPCR. (C) GLO1 and Nrf2 protein levels were quantified using immunoblotting, with β-actin as a loading 
control. Numbers represent fold increase relative to the control condition shown in bold. Immunoblots are 
representative of three independent experiments. (D) D-lactate production in conditioned-medium was 
assessed after 6 and 24 h MG treatment. Data are presented as mean values ± SEM of three independent 
experiments. *p < 0.05, **p < 0.01, ***p < 0.001 and ns = not significant, compared with control. Full-length 
blots are presented in Supplementary Figure 5.
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(Fig. 6A,B). Apoptotic rates estimated under the same conditions showed that apoptosis is significantly induced 
at 1000 µM MG in U87-MG cells. MG pro-apoptotic effect is reversed under carnosine treatment at 3000 µM 
MG (Fig. 6C,D). Using immunohistochemistry, we further confirmed the dose-dependent increase of MG-H1 
(Fig. 7A,B) and argpyrimidine (Fig. 7C,D) MG-adducts in the experimental CAM tumours. Carnosine treatment 
efficiently inhibited MG-H1 and argpyrimidine adducts accumulation (Fig. 7A,B and Fig. 7C,D, respectively).

Altogether, these data demonstrate for the first time that, in a specific hormetic window, MG favours tumour 
growth in vivo. It is noteworthy, that carnosine treatment potently reversed both pro- and anti-growth effects 
exerted by MG on malignant tumours in vivo. We believe that these observations bear a significant interest for the 
development of future preventive or therapeutic anti-cancer strategies.

Concluding Remarks
Hormesis is defined as “a process in which exposure to a low dose of a chemical agent or environmental factor, 
that is damaging at higher doses, induces an adaptive beneficial effect on the cell or organism”43. We demonstrate 
for the first time the hormetic effect of MG on cancer cell growth and reconcile seemingly contrasting earlier data 
accumulated on MG. In a non-tumoural context, a dual role has been previously demonstrated for MG that was 
favourable to neurons viability and excitability at low levels while high levels were cytotoxic44. Importantly, our 
data demonstrate that cancer cells are not equal when facing MG stress and this has probably contributed to the 
existing controversy around MG role in cancer. Glycolytic cancer cells cultured under high glucose condition 
produce MG and show an increased detoxification capacity when compared with cells cultured in low glucose 

Figure 4. Aldo-keto reductases (AKRs) detoxifying enzymes are expressed in cancer cells and compensate for 
the loss of GLO1 activity. (A) U87-MG, U251, MDA-MB-231 and MCF7 cells were cultured in high-glucose 
medium and their mRNA levels for AKR1B10, AKR1C1 and AKR1C3 were evaluated by RT-qPCR. mRNA 
levels are shown as relative to MDA-MB-231 cells. (B) Basal AKR activity is shown as mmole of NADPH 
converted per h per mg of protein in the indicated cancer cells. (C) AKR activity was measured in the indicated 
cell lines treated with MG 300 µM during 24 h. (D) Intracellular MG was assessed by flow cytometry using MBo 
probe after 48 h treatment with BBGC at the indicated doses. (E) AKR1B10 mRNA levels were assessed by RT-
qPCR in BBGC treated cells. Data are presented as fold change relative to untreated cells. All data are shown as 
mean values ± SEM of three independent experiments. *p < 0.05, **p < 0.01, ***p < 0.001.
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medium. More remarkable is the induction of Nrf2 and GLO1 expression in the presence of high MG stress 
in glycolytic cells leading to efficient MG conversion to D-Lactate. In this study, we demonstrate for the first 
time that glycolytic cancer cells are able to induce Nrf2 and GLO1 expression upon MG stress. Menegon and 
collaborators45 have recently reviewed the dual roles of Nrf2 in cancer. The main function of this transcription 
factor is to activate the antioxidant cellular response to protect cells from oxidative stress. However, Nrf2 not 
only protects normal cells from stress but also cancer cells, supporting the idea that it could be an oncogene. It 
is remarkable that GLO1 also plays a dual role in cancer. On the one hand, others46 and we24 have shown that 
GLO1 acts as a tumour suppressor and its loss has been linked with tumour growth and metastasis development 
in vivo. On the other hand, GLO1 is overexpressed and/or amplified in tumours and its loss has been associated 
with MG-induced cytotoxicity and apoptosis20,47–52. In fact, Nrf2 and GLO1 favour the survival of cancer cells by 
protecting them from excessive dicarbonyl and/or oxidative stress, both of which have been implicated in cancer 
initiation and progression.

We demonstrated that the adaptive behaviour of cancer cells to MG stress favours growth and survival that 
can be efficiently reversed by carnosine. This naturally occurring dipeptide has been shown to exert anti-cancer 
effects53,54 and ongoing studies in our laboratory examine its effects on glioblastoma and colon cancer tumour 
growth in mouse models. Next to carnosine, our results bring new interest in other MG scavengers such as met-
formin and aminoguanidine as anti-cancer agents.

As mentioned above, dicarbonyl stress is linked to oxidative stress by many aspects. One of them is that MG 
stress induces ROS production in normal and cancer cells. Another key common feature is Nrf2 transcription fac-
tor. Nrf2 is often referred to as the main activator of cellular antioxidant response but it is also the main regulator 
of GLO1 and AKRs expression thus playing a central role in cell response to MG stress39,55. We have shown that 
cancer cells express AKRs that represent a compensatory mechanism in case of GLO1 loss or decreased activity. 
Future studies addressing the role of MG dicarbonyl stress in cancer cells will have to assess energy metabolism 
and oxidative status in parallel with MG stress cellular adducts and detoxification capacity.

Metabolic reprograming is an important hallmark of proliferating cancer cells. The preferential use of glyco-
lysis unavoidably generates MG, which level must be strictly adjusted to be kept in a subtoxic range in glycolytic 
cancer cells. In this study, we demonstrate that maintaining tolerable MG stress turns out to be beneficial to can-
cer cells through both resistance to apoptosis and enhanced growth.

Figure 5. Cancer cells display a biphasic dose response growth curve upon MG treatment. U87-MG cells were 
grown on the chicken chorioallantoic membrane (CAM) and treated daily with (A) the indicated doses of 
MG and/or (B) carnosine 10 mM. After 7 days, tumour volumes were calculated. (C) Top and profile views of 
representative experimental CAM tumours. At least 10 eggs were used for each experimental condition. Data 
are mean values ± SEM. *p < 0.05 and **p < 0.01.
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Materials and Methods
Cell culture and reagents. U87-MG, U251, MDA-MB-231 and MCF7 cancer cell lines were obtained 
from ATCC (American Type Culture Collection, Manassas, VA) and grown in DMEM medium (Lonza, Basel, 
Switzerland) supplemented with 10% fetal bovine serum (FBS; ThermoFischer Scientific, Waltham, MA) and 
2 mM L-Glutamine (Lonza). Glucose concentration was either 4.5 g/L (high glucose condition) or 1 g/L (low 
glucose condition). HUVEC cells were isolated following a method described in Jaffe et al.56. HUVEC cells are 
grown in MCDB131 medium (Invitrogen, Carlsbad, CA) supplemented with 20% FBS, 2 mM L-Glutamine, 
50 µg/mL heparin (Sigma, St. Louis, MO), ECGS 50 µg/mL (BD Biosciences, Franklin Lakes, NJ) and 50UI/50 µg/
mL penicilline/streptomycin (Lonza). For seeding of HUVEC cells, plates are coated with 0,2% gelatin (Sigma). 

Figure 6. Proliferative and apoptotic effects of MG and carnosine treatment on CAM tumours. Experimental 
tumours shown in Fig. 5 were subjected to immunohistochemical staining of Ki67 proliferation marker. A 
representative picture of Ki67 staining is shown in (A), and the proportion of tumours discriminated in low and 
high proliferation rate among the different conditions is represented in panel (B). Apoptosis analysis in cells 
treated with MG at the indicated doses with or without co-treatment with carnosine 10 mM. Representative 
flow cytometry dot-plots are shown in (C) and annexin V positive cells are quantified in (D). Data are presented 
as mean values ± SEM of three independent experiments. **p < 0.01, ***p < 0.001.
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Methylglyoxal (MG, Sigma) treatment was performed during 6 or 24 h in low glucose medium. Methylglyoxal 
solution contamination by formaldehyde was assessed by NMR analysis and considered insignificant (<3%)24. 
BBGC, S-p-bromobenzylglutathione cyclopentyl diester, a cell-permeable GLO1 inhibitor, was synthesized as 
described18. BBGC treatment was performed for 48 h in high glucose medium. Anti-argpyrimidine antibody 
(mAb6B) specificity has been previously confirmed by competitive ELISA and was shown to not react with other 
MG-arginine adducts such as 5-hydro-5-methylimidazolone and tetrahydropyrimidine57. MBo (Methyl diamin-
obenzene-BODIPY) is a cell permeable MG specific probe, synthetized and validated as described26.

Seahorse analysis. Oxygen consumption rate (OCR) and extracellular acidification rate (ECAR) of 
U87-MG, U251, MDA-MB-231 and MCF7 cells cultured in low and high glucose medium were determined using 
Seahorse XFp bioenergetic analyzer (Agilent) according to manufacturer’s recommendations. Briefly, cells were 
plated in Seahorse microplates (15000, 5000, 15000 and 20000 cells/well for U87-MG, U251, MDA-MB-231 and 
MCF7 cells, respectively). Medium was replaced by DMEM without glucose supplemented with 2 mM glutamine 
1 h before the measurements. D-glucose was added to a final concentration of 10 mM and OCR and ECAR were 
measured. Data were normalized to protein quantity.

L- and D-Lactate dosage. L- and D-Lactate concentrations were assessed in conditioned medium, the 
number of cells in each condition was counted for normalization. Conditioned medium (diluted 3 times for 
L-Lactate measure) was incubated in the presence of NAD+, hydrazine and L- or D-Lactate dehydrogenase 
enzyme (Sigma). Lactate concentration was determined by comparing NADH formation measure at 320 nm to 
the absorbance of a calibration curve. L- and D-Lactate concentrations were normalized per million cells.

Cellular MG quantification. MBo (Methyl diaminobenzene-BODIPY) was used to detect endogenous MG. 
The cells were treated with 5 mM MBo in complete medium as described26. After 1 h, the cells were washed with 
PBS and incubated in low- or high-glucose medium for 6 h or treated in low-glucose medium with MG for 6 to 
24 h. For MG induction after BBGC treatment, cells were treated 48 h with BBGC, then 1 h with MBo. Then cells 
were washed and incubated for more 6 h in the presence of BBGC. Cells were then trypsinized and analyzed 
by flow cytometry (FACSCanto, BD Biosciences). Data are represented as mean ± SEM of at least 3 biological 
replicates.

ROS measurement by FACS. ROS production was measured using CM-H2DCFDA fluorescent probe 
(Invitrogen) according to the manufacturer’s protocol. Briefly, cells were trypsinized and incubated with 

Figure 7. Accumulation of MG-adducts in CAM tumours. Experimental tumours shown in Fig. 5 were 
subjected to immunohistochemical staining of MG-H1 and argpyrimidine MG-adducts. Representative 
pictures (A,C) and immunostaining quantification (B,D) of MG-H1 and argpyrimidine staining are shown, 
respectively. *p < 0.05, **p < 0.01, ***p < 0.001.
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CM-H2DCFDA probe (diluted 1/5000 in HBSS, Invitrogen) for 15 min in the dark. After centrifugation, cells 
were incubated in culture medium during 15 min at 37 °C before FACS analysis.

Glutathione (GSH) and glutathione disulfide (GSSG) levels. GSH/GSSG ratio were determined as 
described58. Briefly, cell pellets were extracted in 0.1% Triton-X (Sigma) and 0.6% sulfosalicylic acid (Sigma) 
in KPE buffer (0.1 M potassium phosphate buffer with 5 mM EDTA disodium salt, pH 7.5) and sonicated in icy 
water for 3 min. After 2 freeze-thaw cycles, lysates were centrifuged at 3000 g for 4 min and supernatants were 
collected. For total GSH measurement, supernatants were mixed with DTNB solution and glutathione reductase 
to convert GSSG to GSH and then β-NADPH was added. The rate of 2-nitro-5-thiobenzoic acid formation was 
followed spectrophotometrically at 412 nm for 2 min. Total GSH concentrations were determined based on the 
values obtained from the standard curve. For GSSG measurement, supernatants were mixed with 2-vinylpyridine 
to derivatize GSH for 1 h and were then neutralized by adding triethanolamine for 10 min. The derivatized sam-
ples were analyzed as described for total GSH dosage. GSH concentrations were calculated using the following 
formula: [GSH] = [GSHtotal] − 2*[GSSG] and allowed the determination of GSH/GSSG ratio.

Methylglyoxal inhibitory concentration 50 (IC50) determination. Cells were plated in 24-well plate 
and treated for 24 h with increasing doses of MG. Cells were then washed, lysed by sonication and their DNA con-
tent was assessed using bisbenzimide (Sigma) incorporation. DNA content was detected spectrophotometrically 
by excitation at 360 nm and fluorescence emission at 460 nm. IC50 was determined as the concentration of MG 
able to decrease by half the quantity of DNA detected.

Western Blot. Cell extraction was performed in 1% SDS buffer containing protease and phosphatase inhib-
itors (Roche, Penzberg, Germany). Protein concentration is determined using bicinchoninic acid assay (Pierce, 
Carlsbad, CA). Twenty µg of protein were separated on 10 or 12.5% SDS-PAGE and transferred to PVDF mem-
branes (Roche). Blocking was performed in 5% non-fat dried milk (Biorad, Hercules, CA) in TBS-Tween 0.1% 
for 1 h. Membranes were then incubated overnight at 4 °C with primary antibodies: Argpyrimidine (1/10,000, 
mAb6B), MG-H1 (1/1000, STA-011, Cell Biolabs), Nrf2 (1/1000, Ab62353, Abcam), GLO1 (1/1000, #02-14, 
BioMac, Leipzig, Germany), β-actin (1/5000, A5441, Sigma). Membranes were then incubated for 1 h in the 
presence of the appropriate secondary antibody coupled to horseradish peroxidase. Immunoreactive bands were 
detected using ECL Western Blotting substrate (Pierce). Bands quantification by densitometry and normalization 
to ß actin was performed using ImageJ software (NIH, Bethesda, MD).

RNA isolation and quantitative reverse transcription-PCR (qRT-PCR). RNA extraction was 
done according to the manufacturer’s protocol (NucleoSpin RNA, Macherey-Nagel, Düren, Germany). Reverse 
transcription was performed using the Transcription First Strand cDNA Synthesis Kit (Roche). Hundred ng 
of cDNA were mixed with primers, probe (Universal ProbeLibrary System, Roche) and 2x Takyon Rox Probe 
MatserMix dTTP Blue (Eurogentec, Seraing, Belgium) or Fast Start SYBR Green Master Mix (Roche). Q-PCR 
were performed using the 7300 Real Time PCR System and the corresponding manufacturer’s software (Applied 
Biosystems, Carlsbad, CA). Relative gene expression was normalized to 18 S rRNA. Primers were synthesized by 
IDT (Coralville, IA) and their sequences are detailed in Supplementary Table 1.

GLO1 activity assay. GLO1 activity assessment was performed as we previously described22,24. Briefly, 
S-D-lactoylglutathion formation was followed at 240 nm in a reaction mixture composed of pre-incubated 
MG with reduced glutathion (Sigma) and protein extracted in RIPA buffer. GLO1 maximal activity measure is 
expressed as arbitrary units (A.U.) of enzyme per mg of proteins.

Chicken chorioallantoic membrane (CAM) tumour assay. On embryonic day 11, a suspension of 
5 × 106 cells in culture medium alone for U87-MG cells or 2 × 106 cells mixed (1:1) with matrigel (BD Biosciences) 
for MDA-MB-231 cells was deposited in the center of a plastic ring on the chick chorioallantoic membrane. 
Treatment with methylglyoxal alone or combined with Carnosine (Sigma) in saline solution was performed daily 
from the day after cells implantation to the end of the experiment. Tumours were collected at embryonic day 18 
and fixed in 4% paraformaldehyde for histology analysis. Tumour size was measured with a caliper and tumour 
volume was calculated with the formula 4/3π × H/2 × L/2 × W/2, with H, L and W standing for height, length 
and width, respectively.

Immunohistochemistry. Formalin-fixed paraffin embedded sections were deparaffinized and rehydrated. 
Endogenous peroxidase activity was inhibited by a 30 min bath in methanol containing 3% hydrogen perox-
ide. Antigen retrieval was obtained by a 40 min bath in 10 mM sodium citrate buffer pH6 at 95 °C. Non-specific 
binding was avoided by incubation with 1,5% normal serum (Vector Laboratories, Burlingame, CA) for 30 min. 
Then, primary antibody, either mouse anti-Argpyrimidine (1/10.000), mouse anti-Ki67 (1/100, Dako) or rabbit 
anti-MG-H1 (1/500, STA-011 Cell Biolabs, San Diego, CA) was applied for the night. Sections were next incu-
bated with anti-mouse or anti-rabbit biotinylated secondary antibody (Vector Laboratories) for 30 min followed 
by staining with 3,3′ diaminobenzine tetrachloride (DAB). After counterstaining with hematoxylin, slides were 
dehydrated and mounted with DPX (Sigma). Control slides incubated without primary antibody showed no 
immunoreactivity.

Immunohistochemical staining evaluation. The immunostaining was assessed and scored by two inde-
pendent examiners. Argpyrimidine and MG-H1 scores were attributed according to the intensity of the staining 
(0, 1+, 2+, 3+). Ki67 immunostaining was evaluated as the percentage of positive nucleus present in the sections. 
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Then two categories were distinguished, low proliferative rate for the cases presenting ≤30% of positive nucleus 
and high proliferative rate for the cases presenting >30% of positive nucleus.

Apoptosis. Apoptosis was measured with the FITC-Annexin V apoptosis Detection Kit I (BD Biosciences) by 
FACS according to manufacturer’s instructions.

Aldo-keto reductase activity assay. AKR activity was assayed in PBS 100 mM pH7.2 at 37 °C as previ-
ously reported14. Protein extraction was performed with ice-cold cytosolic lysis buffer (Hepes 10 mM, MgCl2 
1.5 mM, KCl 10 mM, DTT 0.5 mM, NP-40 0.05% with protease inhibitors (Roche)), followed by sonication and 
centrifugation. Protein concentration in the supernatant was quantified as explained above. Briefly, 100 µg pro-
teins were incubated with reaction buffer containing 0.1 mM NADPH (Sigma) and 1 mM MG. NADPH reduction 
was followed spectrophotometrically at 320 nm for 1 h. NADPH quantity processed was calculated based on a 
calibration curve. Results were expressed as mmoles of NADPH transformed per hour by mg of protein extract.

Statistical analysis. All experiments were performed as several independent biological replicates. All 
results were reported as means with standard error of the mean (SEM) as indicated in figure legends. Two group 
comparisons were performed using unpaired student’s t-test with or without Welsch’s correction according to 
homoscedasticity. When an experiment required comparisons between more than two groups, statistical analysis 
was performed using one-way or two-way ANOVA depending on the number of grouping factors. Dunnet’s or 
Bonferroni’s test were applied for simple or multiple comparisons, respectively. Outliers were detected using 
whisker box plots. In all cases, a bilateral p < 0.05 was considered as statistically significant with a 95% confidence 
interval.

References
 1. Ward, P. S. & Thompson, C. B. Metabolic reprogramming: a cancer hallmark even warburg did not anticipate. Cancer cell 21, 

297–308, https://doi.org/10.1016/j.ccr.2012.02.014 (2012).
 2. Liberti, M. V. & Locasale, J. W. The Warburg Effect: How Does it Benefit Cancer Cells? Trends in biochemical sciences 41, 211–218, 

https://doi.org/10.1016/j.tibs.2015.12.001 (2016).
 3. Phillips, S. A. & Thornalley, P. J. The formation of methylglyoxal from triose phosphates. Investigation using a specific assay for 

methylglyoxal. European journal of biochemistry / FEBS 212, 101–105 (1993).
 4. Richard, J. P. Mechanism for the formation of methylglyoxal from triosephosphates. Biochemical Society transactions 21, 549–553 

(1993).
 5. Maessen, D. E., Stehouwer, C. D. & Schalkwijk, C. G. The role of methylglyoxal and the glyoxalase system in diabetes and other age-

related diseases. Clin Sci (Lond) 128, 839–861, https://doi.org/10.1042/CS20140683 (2015).
 6. Ahmad, S. et al. Glycoxidation of biological macromolecules: a critical approach to halt the menace of glycation. Glycobiology 24, 

979–990, https://doi.org/10.1093/glycob/cwu057 (2014).
 7. Ahmad, S. et al. Genotoxicity and immunogenicity of DNA-advanced glycation end products formed by methylglyoxal and lysine 

in presence of Cu2 + . Biochemical and biophysical research communications 407, 568–574, https://doi.org/10.1016/j.bbrc.2011.03.064 
(2011).

 8. Rulli, A. et al. Expression of glyoxalase I and II in normal and breast cancer tissues. Breast cancer research and treatment 66, 67–72 
(2001).

 9. Bair, W. B. 3rd, Cabello, C. M., Uchida, K., Bause, A. S. & Wondrak, G. T. GLO1 overexpression in human malignant melanoma. 
Melanoma research 20, 85–96, https://doi.org/10.1097/CMR.0b013e3283364903 (2010).

 10. Ranganathan, S. & Tew, K. D. Analysis of glyoxalase-I from normal and tumor tissue from human colon. Biochimica et biophysica 
acta 1182, 311–316 (1993).

 11. Vander Jagt, D. L. & Hunsaker, L. A. Methylglyoxal metabolism and diabetic complications: roles of aldose reductase, glyoxalase-I, 
betaine aldehyde dehydrogenase and 2-oxoaldehyde dehydrogenase. Chemico-biological interactions 143–144, 341–351 (2003).

 12. Nishimura, C., Furue, M., Ito, T., Omori, Y. & Tanimoto, T. Quantitative determination of human aldose reductase by enzyme-linked 
immunosorbent assay. Immunoassay of human aldose reductase. Biochem Pharmacol 46, 21–28 (1993).

 13. Rabbani, N., Xue, M. & Thornalley, P. J. Dicarbonyls and glyoxalase in disease mechanisms and clinical therapeutics. Glycoconjugate 
journal 33, 513–525, https://doi.org/10.1007/s10719-016-9705-z (2016).

 14. Morgenstern, J. et al. Loss of glyoxalase 1 induces compensatory mechanism to achieve dicarbonyl detoxification in mammalian 
Schwann cells. The Journal of biological chemistry. https://doi.org/10.1074/jbc.M116.760132 (2016).

 15. Apple, M. A. & Greenberg, D. M. Inhibition of cancer growth in mice by a normal metabolite. Life sciences 6, 2157–2160 (1967).
 16. Jerzykowski, T., Matuszewski, W., Otrzonsek, N. & Winter, R. Antineoplastic action of methylglyoxal. Neoplasma 17, 25–35 (1970).
 17. Conroy, P. J. Carcinostatic activity of methylglyoxal and related substances in tumour-bearing mice. Ciba Foundation symposium, 

271-300 (1978).
 18. Thornalley, P. J. et al. Antitumour activity of S-p-bromobenzylglutathione cyclopentyl diester in vitro and in vivo. Inhibition of 

glyoxalase I and induction of apoptosis. Biochemical pharmacology 51, 1365–1372 (1996).
 19. Lo, T. W. & Thornalley, P. J. Inhibition of proliferation of human leukaemia 60 cells by diethyl esters of glyoxalase inhibitors in vitro. 

Biochemical pharmacology 44, 2357–2363 (1992).
 20. Sakamoto, H. et al. Selective activation of apoptosis program by S-p-bromobenzylglutathione cyclopentyl diester in glyoxalase 

I-overexpressing human lung cancer cells. Clinical cancer research: an official journal of the American Association for Cancer Research 
7, 2513–2518 (2001).

 21. Santarius, T. et al. GLO1-A novel amplified gene in human cancer. Genes, chromosomes & cancer 49, 711–725, https://doi.
org/10.1002/gcc.20784 (2010).

 22. Chiavarina, B. et al. Triple negative tumors accumulate significantly less methylglyoxal specific adducts than other human breast 
cancer subtypes. Oncotarget (2014).

 23. Chiavarina, B. et al. Methylglyoxal-Mediated Stress Correlates with High Metabolic Activity and Promotes Tumor Growth in 
Colorectal Cancer. International journal of molecular sciences 18, doi:https://doi.org/10.3390/ijms18010213 (2017).

 24. Nokin, M. J. et al. Methylglyoxal, a glycolysis side-product, induces Hsp90 glycation and YAP-mediated tumor growth and 
metastasis. eLife 5, doi:https://doi.org/10.7554/eLife.19375 (2016).

 25. Bellahcene, A., Nokin, M. J., Castronovo, V. & Schalkwijk, C. Methylglyoxal-derived stress: an emerging biological factor involved 
in the onset and progression of cancer. Seminars in cancer biology, in press (2017).

 26. Wang, T., Douglass, E. F. Jr., Fitzgerald, K. J. & Spiegel, D. A. A “turn-on” fluorescent sensor for methylglyoxal. Journal of the 
American Chemical Society 135, 12429–12433, https://doi.org/10.1021/ja406077j (2013).

http://dx.doi.org/10.1016/j.ccr.2012.02.014
http://dx.doi.org/10.1016/j.tibs.2015.12.001
http://dx.doi.org/10.1042/CS20140683
http://dx.doi.org/10.1093/glycob/cwu057
http://dx.doi.org/10.1016/j.bbrc.2011.03.064
http://dx.doi.org/10.1097/CMR.0b013e3283364903
http://dx.doi.org/10.1007/s10719-016-9705-z
http://dx.doi.org/10.1074/jbc.M116.760132
http://dx.doi.org/10.1002/gcc.20784
http://dx.doi.org/10.1002/gcc.20784
http://dx.doi.org/10.3390/ijms18010213
http://dx.doi.org/10.7554/eLife.19375
http://dx.doi.org/10.1021/ja406077j


www.nature.com/scientificreports/

13SCIENTIFIC REPORTS | 7: 11722  | DOI:10.1038/s41598-017-12119-7

 27. Sejersen, H. & Rattan, S. I. Dicarbonyl-induced accelerated aging in vitro in human skin fibroblasts. Biogerontology 10, 203–211, 
https://doi.org/10.1007/s10522-008-9172-4 (2009).

 28. Yao, D. & Brownlee, M. Hyperglycemia-induced reactive oxygen species increase expression of the receptor for advanced glycation 
end products (RAGE) and RAGE ligands. Diabetes 59, 249–255, https://doi.org/10.2337/db09-0801 (2010).

 29. Kalapos, M. P. The tandem of free radicals and methylglyoxal. Chemico-biological interactions 171, 251–271, https://doi.
org/10.1016/j.cbi.2007.11.009 (2008).

 30. Du, J. et al. Superoxide-mediated early oxidation and activation of ASK1 are important for initiating methylglyoxal-induced 
apoptosis process. Free radical biology & medicine 31, 469–478 (2001).

 31. Chang, T., Wang, R. & Wu, L. Methylglyoxal-induced nitric oxide and peroxynitrite production in vascular smooth muscle cells. Free 
radical biology & medicine 38, 286–293, https://doi.org/10.1016/j.freeradbiomed.2004.10.034 (2005).

 32. Figarola, J. L., Singhal, J., Rahbar, S., Awasthi, S. & Singhal, S. S. LR-90 prevents methylglyoxal-induced oxidative stress and apoptosis 
in human endothelial cells. Apoptosis: an international journal on programmed cell death 19, 776–788, https://doi.org/10.1007/
s10495-014-0974-3 (2014).

 33. Yuan, J. et al. The role of cPLA2 in Methylglyoxal-induced cell apoptosis of HUVECs. Toxicol Appl Pharmacol 323, 44–52, https://
doi.org/10.1016/j.taap.2017.03.020 (2017).

 34. Hay, N. Reprogramming glucose metabolism in cancer: can it be exploited for cancer therapy? Nature reviews. Cancer 16, 635–649, 
https://doi.org/10.1038/nrc.2016.77 (2016).

 35. Rabbani, N. & Thornalley, P. J. Measurement of methylglyoxal by stable isotopic dilution analysis LC-MS/MS with corroborative 
prediction in physiological samples. Nature protocols 9, 1969–1979, https://doi.org/10.1038/nprot.2014.129 (2014).

 36. Lee, H. J., Howell, S. K., Sanford, R. J. & Beisswenger, P. J. Methylglyoxal can modify GAPDH activity and structure. Annals of the 
New York Academy of Sciences 1043, 135–145, https://doi.org/10.1196/annals.1333.017 (2005).

 37. Beisswenger, P. & Ruggiero-Lopez, D. Metformin inhibition of glycation processes. Diabetes & metabolism 29, 6S95–103 (2003).
 38. Zhang, J. Y. et al. Critical protein GAPDH and its regulatory mechanisms in cancer cells. Cancer Biol Med 12, 10–22, https://doi.

org/10.7497/j.issn.2095-3941.2014.0019 (2015).
 39. Xue, M. et al. Transcriptional control of glyoxalase 1 by Nrf2 provides a stress-responsive defence against dicarbonyl glycation. The 

Biochemical journal 443, 213–222, https://doi.org/10.1042/BJ20111648 (2012).
 40. Nguyen, T., Nioi, P. & Pickett, C. B. The Nrf2-antioxidant response element signaling pathway and its activation by oxidative stress. 

J Biol Chem 284, 13291–13295, https://doi.org/10.1074/jbc.R900010200 (2009).
 41. Le Calvé, B. et al. Long-term in vitro treatment of human glioblastoma cells with temozolomide increases resistance in vivo through 

up-regulation of GLUT transporter and aldo-keto reductase enzyme AKR1C expression. Neoplasia 12, 727–739 (2010).
 42. Zhong, T., Xu, F., Xu, J., Liu, L. & Chen, Y. Aldo-keto reductase 1C3 (AKR1C3) is associated with the doxorubicin resistance in 

human breast cancer via PTEN loss. Biomed Pharmacother 69, 317–325, https://doi.org/10.1016/j.biopha.2014.12.022 (2015).
 43. Mattson, M. P. Hormesis defined. Ageing research reviews 7, 1–7, https://doi.org/10.1016/j.arr.2007.08.007 (2008).
 44. Radu, B. M., Dumitrescu, D. I., Mustaciosu, C. C. & Radu, M. Dual effect of methylglyoxal on the intracellular Ca2 + signaling and 

neurite outgrowth in mouse sensory neurons. Cellular and molecular neurobiology 32, 1047–1057, https://doi.org/10.1007/s10571-
012-9823-5 (2012).

 45. Menegon, S., Columbano, A. & Giordano, S. The Dual Roles of NRF2 in Cancer. Trends in molecular medicine 22, 578–593, https://
doi.org/10.1016/j.molmed.2016.05.002 (2016).

 46. Zender, L. et al. An oncogenomics-based in vivo RNAi screen identifies tumor suppressors in liver cancer. Cell 135, 852–864, https://
doi.org/10.1016/j.cell.2008.09.061 (2008).

 47. Antognelli, C., Mezzasoma, L., Fettucciari, K. & Talesa, V. N. A novel mechanism of methylglyoxal cytotoxicity in prostate cancer 
cells. The international journal of biochemistry & cell biology 45, 836–844, https://doi.org/10.1016/j.biocel.2013.01.003 (2013).

 48. Hutschenreuther, A. et al. Modulation of GLO1 Expression Affects Malignant Properties of Cells. International journal of molecular 
sciences 17, doi:https://doi.org/10.3390/ijms17122133 (2016).

 49. Zhang, S. et al. Glo1 genetic amplification as a potential therapeutic target in hepatocellular carcinoma. International journal of 
clinical and experimental pathology 7, 2079–2090 (2014).

 50. Taniguchi, H. et al. Targeting the glyoxalase pathway enhances TRAIL efficacy in cancer cells by downregulating the expression of 
antiapoptotic molecules. Molecular cancer therapeutics 11, 2294–2300, https://doi.org/10.1158/1535-7163.MCT-12-0031 (2012).

 51. Hu, X., Yang, X., He, Q., Chen, Q. & Yu, L. Glyoxalase 1 is up-regulated in hepatocellular carcinoma and is essential for HCC cell 
proliferation. Biotechnology letters 36, 257–263, https://doi.org/10.1007/s10529-013-1372-6 (2014).

 52. Hosoda, F. et al. Integrated genomic and functional analyses reveal glyoxalase I as a novel metabolic oncogene in human gastric 
cancer. Oncogene 34, 1196–1206, https://doi.org/10.1038/onc.2014.57 (2015).

 53. Shen, Y. et al. Carnosine inhibits the proliferation of human gastric cancer SGC-7901 cells through both of the mitochondrial 
respiration and glycolysis pathways. PloS one 9, e104632, https://doi.org/10.1371/journal.pone.0104632 (2014).

 54. Iovine, B. et al. The anti-proliferative effect of L-carnosine correlates with a decreased expression of hypoxia inducible factor 1 alpha 
in human colon cancer cells. PLoS One 9, e96755, https://doi.org/10.1371/journal.pone.0096755 (2014).

 55. Jung, K. A. et al. Identification of aldo-keto reductases as NRF2-target marker genes in human cells. Toxicology letters 218, 39–49, 
https://doi.org/10.1016/j.toxlet.2012.12.026 (2013).

 56. Jaffe, E. A., Nachman, R. L., Becker, C. G. & Minick, C. R. Culture of human endothelial cells derived from umbilical veins. 
Identification by morphologic and immunologic criteria. J Clin Invest 52, 2745–2756, https://doi.org/10.1172/JCI107470 (1973).

 57. Oya, T. et al. Methylglyoxal modification of protein. Chemical and immunochemical characterization of methylglyoxal-arginine 
adducts. The Journal of biological chemistry 274, 18492–18502 (1999).

 58. Rahman, I., Kode, A. & Biswas, S. K. Assay for quantitative determination of glutathione and glutathione disulfide levels using 
enzymatic recycling method. Nat Protoc 1, 3159–3165, https://doi.org/10.1038/nprot.2006.378 (2006).

Acknowledgements
F.D is a Télévie Fellow and A.B. is a Research Director from the National Fund for Scientific Research (FNRS, 
Belgium). This work was also supported by grants from the Centre Anti-Cancéreux and Fonds Spéciaux 
(University of Liège, Belgium). The authors are particularly grateful to Miss S. Nüchtern for her valuable technical 
assistance with the experiments and are thankful to Mrs. N. Maloujahmoum and Mr. V. Hennequière for expert 
technical support. We acknowledge the use of Flow cytometry and Immunohistology technology platforms of the 
GIGA-Research at the University of Liège, Belgium.

Author Contributions
V.C. originally formulated the idea. M.-J.N., F.D., V.C. and A.B. conceived and designed the experiments. K.U., 
D.A.S., J.R.C. and C.A.H. contributed with essential reagents. M.-N., F.D. and J.B. performed the experiments. 
M.-J.N., F.D., J.B., O.P., V.C. and A.B. analysed the data. M.-J.N., F.D. and A.B. wrote the main manuscript text. All 
authors critically reviewed the manuscript.

http://dx.doi.org/10.1007/s10522-008-9172-4
http://dx.doi.org/10.2337/db09-0801
http://dx.doi.org/10.1016/j.cbi.2007.11.009
http://dx.doi.org/10.1016/j.cbi.2007.11.009
http://dx.doi.org/10.1016/j.freeradbiomed.2004.10.034
http://dx.doi.org/10.1007/s10495-014-0974-3
http://dx.doi.org/10.1007/s10495-014-0974-3
http://dx.doi.org/10.1016/j.taap.2017.03.020
http://dx.doi.org/10.1016/j.taap.2017.03.020
http://dx.doi.org/10.1038/nrc.2016.77
http://dx.doi.org/10.1038/nprot.2014.129
http://dx.doi.org/10.1196/annals.1333.017
http://dx.doi.org/10.7497/j.issn.2095-3941.2014.0019
http://dx.doi.org/10.7497/j.issn.2095-3941.2014.0019
http://dx.doi.org/10.1042/BJ20111648
http://dx.doi.org/10.1074/jbc.R900010200
http://dx.doi.org/10.1016/j.biopha.2014.12.022
http://dx.doi.org/10.1016/j.arr.2007.08.007
http://dx.doi.org/10.1007/s10571-012-9823-5
http://dx.doi.org/10.1007/s10571-012-9823-5
http://dx.doi.org/10.1016/j.molmed.2016.05.002
http://dx.doi.org/10.1016/j.molmed.2016.05.002
http://dx.doi.org/10.1016/j.cell.2008.09.061
http://dx.doi.org/10.1016/j.cell.2008.09.061
http://dx.doi.org/10.1016/j.biocel.2013.01.003
http://dx.doi.org/10.3390/ijms17122133
http://dx.doi.org/10.1158/1535-7163.MCT-12-0031
http://dx.doi.org/10.1007/s10529-013-1372-6
http://dx.doi.org/10.1038/onc.2014.57
http://dx.doi.org/10.1371/journal.pone.0104632
http://dx.doi.org/10.1371/journal.pone.0096755
http://dx.doi.org/10.1016/j.toxlet.2012.12.026
http://dx.doi.org/10.1172/JCI107470
http://dx.doi.org/10.1038/nprot.2006.378


www.nature.com/scientificreports/

1 4SCIENTIFIC REPORTS | 7: 11722  | DOI:10.1038/s41598-017-12119-7

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-017-12119-7.
Competing Interests: The authors declare that they have no competing interests.
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 Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1038/s41598-017-12119-7
http://creativecommons.org/licenses/by/4.0/

