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Glyceraldehyde caused Alzheimer’s 

disease-like alterations in 

diagnostic marker levels in SH-

SY5Y human neuroblastoma cells
Yoshiki Koriyama1, Ayako Furukawa1, Michiru Muramatsu2, Jun-ichi Takino3 & 

Masayoshi Takeuchi4

Clinical evidence has implicated diabetes mellitus as one of the risk factors for the development 

and progression of Alzheimer’s disease (AD). However, the neurotoxic pathway activated due to 

abnormalities in glucose metabolism has not yet been identified in AD. In order to investigate the 
relationship between impaired cerebral glucose metabolism and the pathophysiology of AD, SH-

SY5Y human neuroblastoma cells were exposed to glyceraldehyde (GA), an inhibitor of glycolysis. 

GA induced the production of GA-derived advanced glycation end-products (GA-AGEs) and cell 

apoptosis, glycolytic inhibition, decreases in the medium concentrations of diagnostic markers of AD, 

such as amyloid β 1-42 (Aβ42), and increases in tau phosphorylation. These results suggest that the 

production of GA-AGEs and/or inhibition of glycolysis induce AD-like alterations, and this model may 

be useful for examining the pathophysiology of AD.

Alzheimer’s disease (AD) is characterized pathologically by the presence of senile plaques (SPs) and 
neuro�brillary tangles (NFTs), the major constituents of which are the amyloid β  protein (Aβ ) and tau 
protein1. �e accumulation of Aβ  is considered to be one of the early and causative events in the patho-
genesis of AD and markedly increases during progression of the disease, leading to the generation of 
NFTs and, ultimately, neuronal cell death2. AD is a worldwide health problem with implications for an 
increasing number of people and countries. �us, the early diagnosis and treatment of AD is important for 
delaying the degenerative process and dementia. Reactive derivatives from non-enzymatic sugar-protein 
condensation reactions, as well as lipids and nucleic acids exposed to reducing sugars including glucose, 
form a heterogeneous group of irreversible adducts called advanced glycation end-products (AGEs)3. �e 
formation and subsequent accumulation of AGEs in various tissues are known to progress during normal 
aging, and at a markedly faster rate in diabetes mellitus (DM)4,5. Numerous epidemiological studies have 
indicated that a relationship exists between DM and AD, with the incidence of AD being up to 2–5-fold 
higher in patients with DM6. A previous study detected AGEs, which were identi�ed immunohisto-
chemically, in SPs and NFTs from patients with AD7. Furthermore, we demonstrated that glyceraldehyde 
(GA)-derived AGEs (GA-AGEs), one of the representative ligands for the receptor of AGEs (RAGE), but 
not other sugar-derived AGEs, exerted toxic e�ects on cultured neuronal cells8. �e neurotoxic e�ects 
of DM serum were completely canceled by neutralizing antibodies against GA-AGEs8. �erefore, we 
hypothesized that AGEs, especially GA-AGEs, are one of the missing links between AD and DM.
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Cerebrospinal �uid (CSF) tests have been proposed for the early detection of AD9. However, there is 
currently no evidence to suggest that CSF �ndings in DM patients are an indicator AD. Aβ 42 and total 
and phosphorylated tau protein (p-tauT181) in the CSF are useful markers for the diagnosis of AD, in 
which Aβ 42 concentrations are lower while the tau protein and its phosphorylated form are higher than 
those in healthy subjects10,11. A previous study showed that the intracellular phosphorylation of tau was 
increased in the cortex of AD patients12. �e CSF levels of vascular endothelial growth factor (VEGF) 
and transforming growth factor-β  (TGF-β ) were found to be signi�cantly higher in AD patients than 
in healthy controls13. However, limited information is available for the mechanisms underlying CSF and 
intracellular molecular changes. Although recent �ndings suggest that cerebral glucose metabolism is 
impaired from the early stage of AD14,15, it currently remains unclear whether reductions in the utiliza-
tion of glucose lead to the development of AD.

In the present study, SH-SY5Y human neuroblastoma cells were treated with GA, an inhibitor of gly-
colysis16,17, and examinations of cell viability and measurements of the concentrations of Aβ 42, total tau, 
and p-tauT181 proteins in culture media as well as the phosphorylation ratio of intracellular tau were 
then performed in order to determine the involvement of glucose metabolism in the pathophysiology 
of AD.

Results
Toxic effects of GA on SH-SY5Y cells. A microscopic analysis revealed that GA clearly exerted 
cytotoxic e�ects on SH-SY5Y human neuroblastoma cells at 0–1 mM (Fig.  1a–d). �e WST-8 assay 
showed that the viability of cells was signi�cantly reduced from 0.7 mM (Fig.  1e). Fluorescent micro-
scopic analyses revealed that cells exhibited green �uorescence with YO-PRO® -1 dye, which detected 
early apoptosis in a GA-dose dependent manner (Fig. 1f–i). On the other hand, the red �uorescence of 
propidium iodide for necrosis was not observed (data not shown), suggesting that GA-induced cell death 
was mainly caused by apoptosis.

Characterization of GA-induced cell death in SH-SY5Y cells. A relationship has recently been 
reported between the expression of glyceraldehyde-3-phosphate dehydrogenase (GAPDH) and apop-
totic events14. Real-time RT-PCR experiments showed that the expression of GAPDH was signi�cantly 
increased by the addition of GA (Fig. 2a). �ese results suggested that GA caused cell toxicity concom-
itant with increases in the gene expression of GAPDH in SH-SY5Y cells. We then measured GA-AGE 
levels a�er the 24-h treatment of SH-SY5Y cells with GA using slot blots. A small band of GA-AGEs was 
observed in the vehicle control (Fig. 2b). GA dose-dependently increased the production of GA-AGEs 
in SH-SY5Y cells. �e reductions observed in cell viability following a 24 h incubation with GA were 
signi�cantly restored by the addition of 1 mM (P <  0.05) or 10 mM (P <  0.01) acetoacetate (ACAC), a 
substrate for the tricarboxylic acid (TCA) cycle (Fig.  2d), whereas lactic acid concentrations were not 
(Fig. 2c). Glucose consumption, calculated by di�erences in medium concentrations during the incuba-
tion, negatively correlated with lactic acid concentrations (data not shown). �ese results suggested that 
GA inhibited glycolysis while ACAC restored cell viability without recovering reductions in glycolysis.

Effects of GA on Aβ42 and the tau protein and its phosphorylated form in SH-SY5Y cells. In 
order to determine the e�ects of GA on CSF markers for the development of AD, an aliquot of medium 
was analyzed by an enzyme-linked immunosorbent assay (ELISA) 24 h a�er the addition of GA. Aβ 42 in 

Figure 1. Cytotoxicity of GA in SH-SY5Y cells. (a–d) Microscopic images of SH-SY5Y cells a�er a 24 h  

treatment with GA at 0 (a), 0.3 (b), 0.7 (c), and 1 mM (d). Scale bar =  50 µ m. (e) GA dose-dependently 

induced cell death in SH-SY5Y cells. *P <  0.05, **P <  0.01 vs. 0 mM GA (n =  6). (f–i) GA-induced apoptosis 

was observed by staining with green �uorescent YO-PRO® -1 (g, 0 mM GA; i, 1 mM GA). (f) and (h) show 

the same visual �eld of phase contrast images to (g) and (i). Scale bar =  20 µ m.



www.nature.com/scientificreports/

3Scientific RepoRts | 5:13313 | DOi: 10.1038/srep13313

the medium decreased in a GA dose-dependent manner (Fig. 3a). In contrast, GA signi�cantly increased 
tau and its phosphorylated form, p-tauT181 (Fig. 3b,c) in the medium. �e ratio of the phosphorylation 
of intracellular tau was increased signi�cantly at 0.7 mM (P <  0.05) and 1 mM (P <  0.01) GA (Fig. 3d). 
In addition, VEGF (Fig. 3e) and TGF-β  (Fig. 3f), which are also AD biomarkers, were increased when 
the concentration of GA added was greater than 0.7 mM.

Discussion
�e present study has three salient results: 1) GA induced the formation of GA-AGEs and exhibited 
cytotoxicity in SH-SY5Y cells. 2) �e mechanism underlying GA-induced cell death involved the inhibi-
tion of glycolysis and concomitant induction of GAPDH. 3) Changes in the levels of AD biomarkers in 
GA-treated culture media were consistent with those in the CSF of AD patients.

Epidemiological studies recently reported that the risk of developing AD was higher in DM patients 
than in the general population18. �e Rotterdam study, which surveyed more than 6,300 patients, indi-
cated a relationship between DM and AD with a relative risk (RR) of 1.919. Given the recent interest in 
the relationship between insulin and AD, patients in that study receiving exogenous insulin therapy were 
at the highest risk (RR 4.3) of developing dementia20,21. On the other hand, the Honolulu-Asia Aging 
Study, which explored a cohort of 2,574 patients, also indicated that the risk of developing AD was 1.8 
in DM patients while that of vascular dementia was 2.322. Since AGE levels were previously shown to be 
upregulated in the brains of diabetic patients with AD23, these �ndings may partly explain the clinical 
link between DM and AD.

�e involvement of AGEs in AD has been suggested in several studies published successively 
between 1994 and 199524–26. SPs were previously shown to be positively stained by an anti-serum against 
glucose-derived AGEs (Glu-AGEs)7. Münch’s group also reported that Glu-AGEs had similar e�ects 
to those of Aβ , namely, increases in neurotoxicity and glucose consumption in a SH-SY5Y cell cul-
ture system27–29. In our previous studies30,31, we demonstrated that α -hydroxyaldehydes (glyceraldehyde 

Figure 2. Characterization of GA-induced cytotoxicity in SH-SY5Y cells. (a) GAPDH mRNA levels 

increased in a dose-dependent manner. *P <  0.05, **P <  0.01 vs. 0 mM GA (n =  3). (b) Production of 

GA-AGEs by the GA treatment for 24 h. GA-AGEs were measured by slot blotting analyses with an 

immunopuri�ed anti-GA-AGE antibody. Graphical representation of GA-AGE bands in the slot blot. 

*P <  0.05, **P <  0.01 vs. 0 mM GA (n =  3). (c) Evaluation of lactic acid concentrations a�er the treatment 

with GA. SH-SY5Y cells were pre-incubated with ACAC at concentrations of 0, 1, and 10 mM for 15 min, 

then incubated with 1 mM GA for 24 h. **P <  0.01 vs. 0 mM GA +  0 mM ACAC (n =  3). (d) ACAC 

prevented GA-induced cytotoxicity. ACAC signi�cantly recovered cell death induced by 1 mM GA in a 

dose-dependent manner. **P <  0.01 vs. 0 mM GA +  0 mM ACAC (n =  6). +P <  0.05, ++P <  0.01 vs. 1 mM 

GA +  0 mM ACAC.
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and glycolaldehyde) and dicarbonyl compounds (glyoxal, methylglyoxal, and 3-deoxyglucosone) con-
tributed to the glycation of proteins. We con�rmed that GA-AGEs and glycolaldehyde-derived AGEs 
(Glycol-AGEs) were strongly neurotoxic in a neuronal culture system1,8. �e neurotoxicities of these AGE 
species were stronger than those of Glu-AGEs and N-(carboxymethyl)lysine (CML), two extensively 
examined AGE species. Moreover, the neurotoxic e�ects of serum AGEs from diabetic patients on hemo-
dialysis were completely attenuated by the addition of an anti-GA-AGE-speci�c antibody, but not the 
antibodies of glycolaldehyde-, methylglyoxal-, glyoxal-, 3-deoxyglucosone-, or glucose-derived AGEs1,8. 
�erefore, GA-AGEs are powerful candidate molecules for neurodegeneration in AD, and, consequently, 
we focused on the mechanism underlying GA-AGE-induced neurotoxicity in the present study.

On the other hand, a Glu-AGE antibody was shown to react with SPs, mainly with the amyloid core, 
whereas GA-AGE and Glycol-AGE antibodies showed no immunoreactivity with SPs32. �ese �ndings 
suggested that Aβ  was glycated by glucose, rather than GA. GA-AGEs are mainly present in the neurons 
of the hippocampus and parahippocampal gyrus. It was mainly localized in the perikarya of neurons and 
staining pattern was uniform, di�ering from the dot-like pattern of Glu-AGE staining32. Furthermore, 
Glu-AGEs were detected in intracellular and extracellular sites, whereas GA-AGEs were only found 
intracellularly. �is discrepancy indicated that the mechanisms underlying the neurotoxicity induced by 
Glu-AGEs and GA-AGEs di�ered.

In the present study, we detected GA-AGEs intracellularly in SH-SY5Y cells using slot blots. GA 
dose-dependently increased GA-AGE levels, as shown in Fig. 2b. We previously investigated which types 
of AGEs triggered the development of AD pathology using a culture system. We showed that cell viability 
was markedly decreased by the addition of GA-AGEs1,8. In the present study, lactic acid concentrations 
in culture media, to which 1 mM GA had been added, were approximately 50% lower than those in the 
control and ACAC recovered cell viability from GA-induced cell death. �ese results suggested that GA 
induced the inhibition of glycolysis. In a study using positron emission tomography, cerebral glucose 
metabolism was found to be lower in AD patients than in healthy controls14. Needham et al. reported 
that GA attenuated glycolysis by inhibiting hexokinase and GAPDH17. Furthermore, GAPDH activity 
was previously reported to be reduced in AD patients33. �e role of GAPDH in apoptosis has already 
been described in neurodegenerative disorders34. Although GA induced the expression of GAPDH in the 
present study, we previously reported that GA inactivated GAPDH in a neuronal culture system8. ACAC 
recovered from GA-induced cell death, suggesting that abnormalities in glycolysis may be involved in 
the neurotoxicity mechanism. GAPDH inactivation due to intracellular GA production further increases 
intracellular GA concentrations, resulting in increased GA-AGE production and nerve cell toxicity. �us, 
GA-AGEs may be one of the general causative agents of the development of neurodegenerative diseases, 
such as AD.

Figure 3. Changes in AD biomarkers a�er the GA treatment. (a-c) Changes in AD biomarkers of Aβ 42 

(a), total tau (T-tau, b), and p-tauT181 (P-tau, c) a�er a 24 h treatment with GA. *P <  0.05, **P <  0.01 vs. 

0 mM GA (n =  3). (d) Intracellular changes in T-tau and P-tau a�er a 24 h treatment with GA. GA-dose 

dependently increased P-tau/T-tau a�er the GA treatment. *P <  0.05, **P <  0.01 vs. 0 mM GA (n =  3). (e,f) 

Level changes in other AD biomarkers a�er the GA treatment. mRNA expression levels were analyzed by 

real-time PCR a�er the GA treatment for 24 h. GA signi�cantly increased the levels of VEGF (e) and TGF-β  

(f) from a GA concentration of 0.7 mM. *P <  0.05, **P <  0.01 vs. 0 mM GA (n =  3).
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�e brain is in direct contact with the CSF. Biological alterations that re�ect pathophysiological pro-
cesses in the brain are re�ected in the CSF. Evidence obtained over the past 20 years has indicated that 
Aβ 42 levels in the CSF of AD patients are signi�cantly lower than those in age-matched healthy elderly 
controls, whereas total tau and p-tauT181 levels are signi�cantly higher35. Furthermore, the levels of 
other AD biomarkers, such as VEGF13 and TGF-β 136, were also found to be higher in the CSF of AD 
patients. Shuvaev et al. reported that glycation was greater in the CSF of AD patients than in age-matched 
controls37. In our study, GA decreased Aβ 42 levels and increased total tau and p-tauT181 levels in culture 
media and also increased the intracellular levels of total tau, p-tauT181, VEGF, and TGF-β  in SH-SY5Y 
cells. We were unable to determine why GA decreases Aβ 42 levels and increased p-tauT181 levels in 
culture media. GA may have had e�ects on the post-translational modi�cations (e.g., phosphorylation 
in the early stage) of p-tauT181, but not on the expression and/or secretion of Aβ 42 through glycolysis 
inhibition. Further studies are needed in order to elucidate the mechanisms underlying GA-induced 
AD-like alterations in diagnostic marker levels. In addition, Glu-AGEs did not induce cytotoxicity, but 
caused tau-phosphorylation in a culture system38. �ese �ndings suggest that high levels of glycation 
and/or GA may be mimicked by AD CSF alterations and accompanied by numerous neuropathological 
consequences due to GA-AGEs rather than Glu-AGEs.

GA is derived from two distinct pathways, 1) a glycolytic pathway and 2) fructose metabolism path-
way39. 1) �e glycolytic intermediate glyceraldehyde-3-phosphate is generally catabolized by GAPDH. As 
discussed above, the addition of GA to neuronal cells led to a decrease in GAPDH activity, suggesting a 
feed-forward mechanism; the GA-AGE-induced inactivation of GAPDH may further stimulate the gen-
eration of GA-AGEs. Further studies are needed in order to elucidate the exact mechanisms underlying 
GAPDH-related neurotoxicity by GA. 2) Under hyperglycemic conditions, an increase in intracellular 
glucose has been shown to stimulate the polyol pathway to generate fructose in insulin-independent tis-
sues, including the brain and nerve tissue40. Fructose is phosphorylated to fructose-1-phosphate and then 
catabolized to dihydroxyacetone phosphate and GA by liver aldolase B41, and GA promotes the formation 
of GA-AGEs. Moreover, previous studies reported that aldolase B was not expressed in the rat brain42, 
whereas fructose-1-phosphate cleavage (aldolase) activity has been detected in the human brain43.

Although the exact mechanisms underlying the target of GA-AGEs and its downstream signaling 
pathway currently remain unclear, the measurement of GA-AGE levels in the CSF and/or serum may be 
a useful biomarker for the early detection of AD.

Materials and Methods
Materials. SH-SY5Y human neuroblastoma cells were purchased from ECACC (�e European 
Collection of Cell Cultures). Dulbecco’s Modi�ed Eagle Medium (DMEM) and ACAC were obtained 
from Sigma-Aldrich (St. Louis, MO, USA). GA was from Nacalai Tesque, Inc. (Kyoto, Japan). All other 
chemicals not indicated were purchased from Wako Pure Chemical Industries, Ltd. (Osaka, Japan).

Cell culture, cell counting, cell viability, detection of apoptosis, and culture media analyses.  
Cells were cultured in DMEM on 6-well plates for 24 h, followed by the addition of various concentra-
tions (0, 0.3, 0.7, and 1 mM) of GA, and all assays were performed a�er a further incubation for 24 h. 
Cell viability was assessed using Cell counting kit-8 (Dojin, Kumamoto, Japan) according to the man-
ufacturer’s instructions. Apoptosis was examined by �uorescent microscopy using Vybrant®  Apoptosis 
Assay Kit #4 (Invitrogen Corporation, CA, USA), in which early apoptotic cells were detected with green 
�uorescent YO-PRO® -1. In medium analyses, an aliquot of medium was centrifuged (600 g, 5 min, 4 °C) 
followed by recentrifugation of the supernatants (21,000 g, 10 min, 4 °C), and the resulting supernatants 
were used. Aβ 42, total tau protein, and p-tauT181 protein were examined by ELISA kits (for the tau pro-
tein, its phosphorylated form, and Aβ 42, the kit was obtained from Invitrogen Corporation, CA, USA). 
Lactic acid concentrations were measured by Determiner-LA (Kyowa Medex, Tokyo, Japan). In ACAC 
experiments, cells were treated with ACAC 15 min before the addition of GA.

Preparation of an anti-GA-AGE antibody. An immunoa�nity-puri�ed anti-GA-AGE antibody 
was prepared as described previously31. �e immunoa�nity-puri�ed anti-GA-AGE antibody did not 
recognize well-characterized AGE structures, such as CML, Nε-(carboxyethyl)lysine (CEL), pyrraline, 
pentosidine, argpyrimidine, imidazolone, glyoxal-lysine dimers (GOLD), methylglyoxal-lysine dimers 
(MOLD), or glyceraldehyde-derived pyridinium (GLAP). Furthermore, it did not recognize AGEs, such 
as Glu-AGEs and fructose-derived AGEs (Fru-AGEs), the structures of which are unknown31,44. Instead, 
the anti-GA-AGE antibody speci�cally recognized unique unknown GA-AGE structures.

Slot blotting analysis for GA-AGEs. Cells were harvested and homogenized a�er being treated 
for 24 h with GA. An equal amount of protein was applied to a Hybri-SLOT apparatus (Gibco BRL) 
and transferred to a nitrocellulose membrane (Whatman) by vacuum �ltration. A�er blocking with 3% 
bovine serum albumin for 1 h at room temperature, samples were incubated with the anti-GA-AGE 
antibody at 4 °C overnight, followed by incubation with an anti-rabbit IgG antibody (Sigma Aldrich). 
Antibody-bound protein bands were detected using a BCIP-NBT Kit and densitometrically analyzed.



www.nature.com/scientificreports/

6Scientific RepoRts | 5:13313 | DOi: 10.1038/srep13313

Real-time reverse transcription-polymerase chain reaction (real-time RT-PCR). Total RNA 
was isolated using ISOGEN (Nippon Gene, Tokyo, Japan) and complementary DNA was synthesized 
with the Exscript RT reagent kit (Takara Bio Inc., Shiga, Japan). Real-time RT-PCR was performed using 
the Smart Cycler II system (Cepheid, CA, USA) and SYBR Premix Ex Taq reagent (Takara Bio Inc., 
Shiga, Japan). β -Actin was used as an internal control. �e following primers were designed to produce 
mRNA-speci�c ampli�cation products: β -actin, 5′ - TCC ACC TTC CAG CAG ATG TGG -3′ , and 5′ - 
GCA TTT GCG GTG GAC GAT -3′ ; GAPDH, 5′ - TGG GCT ACA CTG AGC ACC AG-3′ , and 5′ - CAG 
CGT CAA AGG TGG AGG AG-3′  ; VEGF, 5′ - TGC AGA TTA TGC GGA TCA AAC C-3′ , and 5′ - TGC 
ATT CAC ATT TGT TGT GCT GTA C-3′ ; TGF-β , 5′ - GCG TGC TAA TGG TGG AAA CC-3′ , and 
5′ - CGG AGC TCT GAT GTG TTG AAG A-3′ .

Measurements of intracellular tau and phosphorylated tau. Intracellular concentrations of tau 
and phosphorylated tau proteins were measured as follows: Cells were dissolved in extraction bu�er 
containing 10 mM Tris HCl (pH 7.4), 100 mM NaCl, 1 mM EDTA, 1 mM EGTA, 1 mM NaF, 20 mM 
Na4P2O7, 2 mM Na3VO4, 1% Triton X-100, 10% glycerol, 0.1% SDS, 0.5% deoxycholate, and complete 
(Roche Diagnostics, Basel, Switzerland), a protease inhibitor, followed by incubation for 30 min on ice. 
A�er being centrifuged (15,000 g, 10 min, 4 °C), supernatants were applied to the ELISA kit. Intracellular 
protein concentrations were measured using Bradford ULTRA (Expedeon, Cambridgeshire, UK).

Statistical analysis. Data are expressed as the mean ±  SD, and were examined by a one-way anal-
ysis of variance (n =  3 or n =  6). More than two experiments were performed and similar results were 
obtained. P values less than 0.05 were considered to be signi�cant.

References
1. Takeuchi, M. et al. Involvement of advanced glycation end-products (AGEs) in Alzheimer’s disease. Curr. Alzheimer Res. 1, 39–46 

(2004).
2. Selkoe, D. J. Normal and abnormal biology of the beta-amyloid precursor protein. Annu. Rev. Neurosci. 17, 489–517 (1994).
3. Takeuchi, M. & Makita, Z. Alternative routes for the formation of immunochemically distinct advanced glycation end-products 

in vivo. Curr. Mol. Med. 1, 305–315 (2001).
4. Takeuchi, M. & Yamagishi, S. TAGE (toxic AGEs) hypothesis in various chronic diseases. Med. Hypotheses 63, 449–452 (2004).
5. Takeuchi, M., Takino, J. & Yamagishi, S. Involvement of the toxic AGEs (TAGE)-RAGE system in the pathogenesis of diabetic 

vascular complications: A novel therapeutic strategy. Curr. Drug Targets 11, 1468–1482 (2010).
6. Sato, T. et al. Toxic advanced glycation end products (TAGE) theory in Alzheimer’s disease. Am. J. Alzheimers Dis. Other Demen. 

21, 197–208 (2006).
7. Sasaki, N. et al. Advanced glycation end products in Alzheimer’s disease and other neurodegenerative diseases. Am. J. Pathol. 

153, 1149–1155 (1998).
8. Takeuchi, M. et al. Neurotoxicity of advanced glycation end-products for cultured cortical neurons. J. Neuropathol. Exp. Neurol. 

59, 1094–1105 (2000).
9. Blennow, K. & Hampel, H. CSF markers for incipient Alzheimer’s disease. Lancet Neurol. 2, 605–613 (2003).

10. Blennow, K. Cerebrospinal �uid protein biomarkers for Alzheimer’s disease. NeuroRx. 1, 213–225 (2004).
11. Formichi, P. et al. Cerebrospinal �uid tau, A beta, and phosphorylated tau protein for the diagnosis of Alzheimer’s disease. J. Cell 

Physiol. 208, 39–46 (2006).
12. Zhou, X. W. et al. Assessments of the accumulation severities of amyloid beta-protein and hyperphosphorylated tau in the medial 

temporal cortex of control and Alzheimer’s brains. Neurobiol. Dis. 22, 657–668 (2006).
13. Tarkowski, E. et al. Increased intrathecal levels of the angiogenic factors VEGF and TGF-beta in Alzheimer’s disease and vascular 

dementia. Neurobiol. Aging 23, 237–243 (2002).
14. Hunt, A. et al. Reduced cerebral glucose metabolism in patients at risk for Alzheimer’s disease. Psychiatry Res. 155, 147–154 

(2007).
15. Mosconi, L., Pupi, A. & De Leon, M. J. Brain glucose hypometabolism and oxidative stress in preclinical Alzheimer’s disease. 

Ann. N. Y. Acad. Sci. 1147, 180–195 (2008).
16. Lardy, H. A., Wiebelhaus, V. D. & Mann, K. M. �e mechanism by which glyceraldehyde inhibits glycolysis. J. Biol. Chem. 187, 

325–337 (1950).
17. Needham, D. M., Siminovitch, L. & Rapkine, S. M. On the mechanism of the inhibition of glycolysis by glyceraldehyde. Biochem. 

J. 49, 113–124 (1951).
18. Arvanitakis, Z. et al. Diabetes mellitus and risk of Alzheimer disease and decline in cognitive function. Arch. Neurol. 61, 661–666 

(2004).
19. Ott, A. et al. Diabetes mellitus and the risk of dementia: �e Rotterdam Study. Neurology 53, 1937–1942 (1999).
20. Gasparini, L. et al. Does insulin dysfunction play a role in Alzheimer’s disease? Trends Pharmacol. Sci. 23, 288–293 (2002).
21. Watson, G. S. & Cra�, S. �e role of insulin resistance in the pathogenesis of Alzheimer’s disease: implications for treatment. 

CNS Drugs 17, 27–45 (2003).
22. Peila, R., Rodriguez, B. L. & Launer, L. J. Honolulu-Asia Aging Study. Type 2 diabetes, APOE gene, and the risk for dementia 

and related pathologies: �e Honolulu-Asia Aging Study. Diabetes 51, 1256–1262 (2002).
23. Yan, S. D. et al. RAGE and amyloid-beta peptide neurotoxicity in Alzheimer’s disease. Nature 382, 685–691 (1996).
24. Smith, M. A. et al. Advanced Maillard reaction end products are associated with Alzheimer disease pathology. Proc. Natl. Acad. 

Sci. USA 91, 5710–5714 (1994).
25. Yan, S. D. et al. Non-enzymatically glycated tau in Alzheimer’s disease induces neuronal oxidant stress resulting in cytokine gene 

expression and release of amyloid beta-peptide. Nat. Med. 1, 693–699 (1995).
26. Vitek, M. P. et al. Advanced glycation end products contribute to amyloidosis in Alzheimer disease. Proc. Natl. Acad. Sci. USA 

91, 4766–4770 (1994).
27. Loske, C. et al. Cytotoxicity of advanced glycation endproducts is mediated by oxidative stress. J. Neural. Transm. 105, 1005–1015 

(1998).
28. de Arriba, S. G. et al. Advanced glycation endproducts induce changes in glucose consumption, lactate production, and ATP 

levels in SH-SY5Y neuroblastoma cells by a redox-sensitive mechanism. J. Cereb. Blood Flow Metab. 23, 1307–1313 (2003).



www.nature.com/scientificreports/

7Scientific RepoRts | 5:13313 | DOi: 10.1038/srep13313

29. Kuhla, B. et al. Di�erential e�ects of “Advanced glycation endproducts” and beta-amyloid peptide on glucose utilization and ATP 
levels in the neuronal cell line SH-SY5Y. J. Neural. Transm. 111, 427–439 (2004).

30. Takeuchi, M. et al. Detection of noncarboxymethyllysine and carboxymethyllysine advanced glycation end products (AGE) in 
serum of diabetic patients. Mol. Med. 5, 393–405 (1999).

31. Takeuchi, M. et al. Immunological evidence that non-carboxymethyllysine advanced glycation end-products are produced from 
short chain sugars and dicarbonyl compounds in vivo. Mol. Med. 6, 114–125 (2000).

32. Choei, H. et al. Glyceraldehyde-derived advanced glycation end products in Alzheimer’s disease. Acta Neuropathol. 108, 189–193 
(2004).

33. Mazzola, J. L. & Sirover, M. A. Reduction of glyceraldehyde-3-phosphate dehydrogenase activity in Alzheimer’s disease and in 
Huntington’s disease �broblasts. J. Neurochem. 76, 442–449 (2001).

34. Mazzola, J. L. & Sirover, M. A. Subcellular alteration of glyceraldehyde-3-phosphate dehydrogenase in Alzheimer’s disease 
�broblasts. J. Neurosci. Res. 71, 279–285 (2003).

35. Kang, J. H. et al. Role of cerebrospinal �uid biomarkers in clinical trials for Alzheimer’s disease modifying therapies. Korean J. 
Physiol. Pharmacol. 18, 447–456 (2014).

36. Zetterberg, H., Andreasen, N. & Blennow, K. Increased cerebrospinal �uid levels of transforming growth factor-β 1 in Alzheimer’s 
disease. Neurosci. Lett. 367, 194–196 (2004).

37. Shuvaev, V. V. et al. Increased protein glycation in cerebrospinal �uid of Alzheimer’s disease. Neurobiol. Aging 22, 397–402 (2001).
38. Chen, S. et al. Glucagon-like peptide-1 protects hippocampal neurons against advanced glycation end product-induced tau 

hyperphosphorylation. Neuroscience 256, 137–146 (2014).
39. Takeuchi, M. & Yamagishi, S. Possible involvement of advanced glycation end-products (AGEs) in the pathogenesis of Alzheimer’s 

disease. Curr. Pharm. Des. 14, 973–978 (2008).
40. Oates, P. J. Polyol pathway and diabetic peripheral neuropathy. Int. Rev. Neurobiol. 50, 325–392 (2002).
41. Hallfrisch, J. Metabolic e�ects of dietary fructose. FASEB J. 4, 2652–2660 (1990).
42. Hassel, B. Uptake and metabolism of fructose by rat neocortical cells in vivo and by isolated nerve terminals in vitro. J. Neurochem. 

133, 572–581 (2015).
43. Bais, R. �e puri�cation and properties of human liver ketohexokinase. A role for ketohexokinase and fructose-bisphosphate 

aldolase in the metabolic production of oxalate from xylitol. Biochem. J. 230, 53–60 (1985).
44. Tahara, N. et al. Positive association between serum level of glyceraldehyde-derived advanced glycation end products (AGEs) 

and vascular in�ammation evaluated by 18F-�uorodeoxyglucose positron emission tomography (FDG-PET). Diabetes Care 35, 
2618–2625 (2012).

Acknowledgments
�is work was supported in part by the Japan Society for the Promotion of Science (JSPS) KAKENHI 
Grant Number 22300264 & 25282029.

Author Contributions
M.T. designed this study; Y.K. and M.T. conducted the research and data management; Y.K., A.F., M.M. 
and J.T. carried out the analysis; Y.K. and M.T. wrote the manuscript.

Additional Information
Competing �nancial interests: �e authors declare no competing �nancial interests.

How to cite this article: Koriyama, Y. et al. Glyceraldehyde caused Alzheimer’s disease-like alterations 
in diagnostic marker levels in SH-SY5Y human neuroblastoma cells. Sci. Rep. 5, 13313; doi: 10.1038/
srep13313 (2015).

�is work is licensed under a Creative Commons Attribution 4.0 International License. �e 
images or other third party material in this article are included in the article’s Creative Com-

mons license, unless indicated otherwise in the credit line; if the material is not included under the 
Creative Commons license, users will need to obtain permission from the license holder to reproduce 
the material. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

http://creativecommons.org/licenses/by/4.0/

	Glyceraldehyde caused Alzheimer’s disease-like alterations in diagnostic marker levels in SH-SY5Y human neuroblastoma cells
	Introduction
	Results
	Toxic effects of GA on SH-SY5Y cells
	Characterization of GA-induced cell death in SH-SY5Y cells
	Effects of GA on Aβ42 and the tau protein and its phosphorylated form in SH-SY5Y cells

	Discussion
	Materials and Methods
	Materials
	Cell culture, cell counting, cell viability, detection of apoptosis, and culture media analyses
	Preparation of an anti-GA-AGE antibody
	Slot blotting analysis for GA-AGEs
	Real-time reverse transcription-polymerase chain reaction (real-time RT-PCR)
	Measurements of intracellular tau and phosphorylated tau
	Statistical analysis

	Additional Information
	Acknowledgements
	References


