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Abstract

Background: Dysregulation of N-methyl-D-aspartate receptor (NMDAR) neurotransmission has been reported to be implicated 
in the pathogenesis of Alzheimer’s disease (AD). D-amino acid oxidase (DAO), responsible for degradation of NMDAR-related 
D-amino acids such as D-serine, regulates NMDAR function. A cross-section study found that serum DAO levels were positively 
related with the severity of cognitive aging among elderly individuals. This 2-year prospective study aimed to explore the 
role of DAO levels in predicting the outcome of patients with very early-phase AD, such as mild cognitive impairment (MCI).
Methods: Fifty-one patients with MCI and 21 healthy individuals were recruited. Serum DAO levels and cognitive function, 
measured by the AD assessment scale-cognitive subscale and the Mini-Mental Status Examination, were monitored every 
6 months. We employed multiple regressions to examine the role of DAO concentration in cognitive decline in the 2-year 
period.
Results: From baseline to endpoint (24  months), serum DAO levels increased significantly, and cognitive ability declined 
according to both cognitive tests in the MCI patients. Among the healthy individuals, DAO concentrations also increased 
and Mini-Mental Status Examination scores declined; however, AD assessment scale-cognitive subscale scores did not 
significantly change. Further, DAO levels at both months 12 and 18 were predictive of cognitive impairment at month 24 
among the MCI patients.
Conclusions: To our knowledge, this is the first study to demonstrate that blood DAO levels increased with cognitive 
deterioration among the MCI patients in a prospective manner. If replicated by future studies, blood DAO concentration may 
be regarded as a biomarker for monitoring cognitive change in the patients with MCI.
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(NMDAR)

This is an Open Access article distributed under the terms of the Creative Commons Attribution-NonCommercial License (https://
creativecommons.org/licenses/by-nc/4.0/), which permits non-commercial re-use, distribution, and reproduction in any medium, 
provided the original work is properly cited. For commercial re-use, please contact journals.permissions@oup.com

International Journal of Neuropsychopharmacology (2022) 25(8): 660–665

https://doi.org/10.1093/ijnp/pyac027
Advance Access Publication: April 17, 2022
Regular Research Article

mailto:hylane@gmail.com?subject=
https://creativecommons.org/licenses/by-nc/4.0/
https://creativecommons.org/licenses/by-nc/4.0/


Copyedited by: ﻿

DAO Increase in MCI  |  661

Introduction
Alzheimer’s disease (AD) is the most common neurodegenerative 
disorder, accounting for more than 60%–80% of all cases of de-
mentia; noteworthy, the number of patients with AD worldwide 
has been increasing rapidly (Hinton et al., 2020; Engin and Engin, 
2021). Furthermore, heterogeneous etiologies (including atypical 
amyloid β [Aβ] deposition, neurofibrillary tangles of tau proteins, 
inflammation, oxidative stress, and altered neurotransmission) 
may be implicated in AD (Lewczuk et al., 2020; Zarrouk et al., 
2020; Cheng et al., 2021).

Glutamate, the principal excitatory neurotransmitter in 
mammalian brain (McDonald and Johnston, 1990), plays a 
critical role in regulating neurogenesis, neurite outgrowth 
and synaptogenesis, neuronal survival, and synaptic plasti-
city (Mattson, 2008; Gan and Sudhof, 2019; Chang et al., 2020). 
Optimal activation of the N-methyl-D-aspartate receptors 
(NMDARs), a subtype of ionotropic glutamate receptor, is re-
quired for synaptic plasticity, learning, and cognition (Kumar, 
2015; Clifton et  al., 2019). Overactivation of NMDAR results 
in neurotoxicity; on the other hand, insufficient NMDAR-
mediated neurotransmission leads to loss of neuronal plasti-
city in the aging brain and cognitive decline in the elderly (Lin 
and Lane, 2019; Pinheiro and Faustino, 2019; Le Douce et  al., 
2020). In patients with AD, glutamate levels were found to be 
reduced in brain tissue and the cerebrospinal fluid (Lowe et al., 
1990; Martinez et al., 1993). Whereas the levels of D-serine (an 
endogenous full agonist of the glycine site of NMDAR) were 
higher in the cerebrospinal fluid of the probable AD patients 
than in healthy controls (Madeira et al., 2015), D-serine levels 
were lower in the serum of the AD patients (Hashimoto et al., 
2004). D-serine administration also improved spatial memory, 
learning, and problem solving in older adults (Avellar et  al., 
2016) and alleviated the cognitive impairment of Aβ1-42 in-
jected mice (Liu et al., 2020). Moreover, the NMDAR density de-
clined with age (Segovia et  al., 2001), and Aβ downregulated 
the surface expression of NMDARs (Snyder et al., 2005; Kurup 
et al., 2010). These pieces of evidence lend support to the dys-
functional NMDAR hypothesis of AD (Snyder et al., 2005; Kurup 
et al., 2010; Cheng et al., 2021).

For detecting AD in its earliest clinical stage, the term of mild 
cognitive impairment (MCI), a slight cognitive impairment, was 
developed (Bowen et al., 1997). MCI, especially amnestic MCI, is 
a prodromal phase or risk factor of AD (Petersen, 2011; Boeve, 
2012; Lane et al., 2021). Brain pathology changes are observed 
much earlier than the cognitive and functional deterioration in 
AD patients (Petersen, 2011; Lin et al., 2014; Chiang et al., 2021; 
Guzman-Martinez et al., 2021). Therefore, it is crucial to discover 
clinically feasible biomarkers to predict or monitor the outcome 
or course of MCI (Chiang et al., 2021; Liss et al., 2021).

D-amino acid oxidase (DAO), a flavoenzyme, is responsible in 
degrading D-amino acids, mainly D-serine and D-alanine (Fukui 
and Miyake, 1992; Sasabe et al., 2012). Inhibiting the activity of 
DAO is one of the approaches to activate NMDARs (Hashimoto 

et al., 2009; Howley et al., 2017; Hsu et al., 2018). Previous ran-
domized, double-blind, placebo-controlled trials demonstrated 
that sodium benzoate, a DAO inhibitor, exceeded placebo in 
improving the cognitive function in patients with early-phase 
AD (MCI or mild AD) (Lin et  al., 2014) and in a portion of pa-
tients with later-phase dementia (Lin et  al., 2019, 2020, 2021). 
The growing body of evidence suggests that DAO may play an 
important role in the process of cognitive aging. A cross-section 
study showed that serum DAO levels were positively related 
to the severity of cognitive aging among elderly individuals 
(including healthy elderly, MCI, mild AD, and moderate to severe 
AD) (Lin et al., 2017). Whether DAO could serve as a potential 
biomarker in predicting or monitoring the outcome or course of 
MCI needs further longitudinal studies. This 2-year prospective 
study aimed to examine whether serum DAO levels changed 
with cognitive decline in people with MCI.

METHODS

Participants

Patients and healthy controls were screened and enrolled from 
Kaohsiung Chang Gung Memorial Hospital, Kaohsiung, which 
is a major medical center in Taiwan. The study was approved 
by the institutional review board of the hospital and conducted 
in accordance with the current revision of the Declaration of 
Helsinki. All participants (both patients and healthy individ-
uals) were evaluated by research psychiatrists after a thorough 
medical workup.

Participants were enrolled in this study if they (1) were 
ethnic Han Chinese, aged 50–100 years, (2) agreed to participate 
in the study and provided informed consent, (3) were physic-
ally healthy and had normal laboratory assessments (including 
routine blood and biochemical tests), and (4) had sufficient edu-
cation to communicate effectively and ability to complete the 
assessments of the study.

We excluded participants if they had the following: (1) a 
history of significant cerebrovascular disease; (2) Hachinski 
Ischemic Score >4; (3) major neurological, psychiatric, or med-
ical conditions other than MCI; (4) delusion, hallucination, or 
delirium symptoms; (5) substance (including alcohol) abuse or 
dependence; (6) severe visual or hearing loss; and (7) inability to 
follow the study protocol.

Patients with MCI fulfilled the National Institute of 
Neurological and Communicative Disorders and Stroke and the 
Alzheimer’s Disease and Related Disorders Association criteria 
for amnestic MCI (Lu et al., 2009) of a presumably degenerative 
nature defined as subjective memory complaint corroborated by 
an informant and insufficient global cognitive and functional 
impairment (McKhann et al., 1984), and had a Clinical Dementia 
Rating (Morris, 1993) score of 0.5. Healthy individuals had a 
Clinical Dementia Rating score of 0.

Significance Statement
N-methyl-D-aspartate receptor (NMDAR) neurotransmission is implicated in Alzheimer’s disease. D-amino acid oxidase (DAO) 
regulates NMDAR function. A previous cross-section study found that DAO levels were related with the severity of cognitive aging 
among elderly individuals. This is the first study, to our knowledge, to demonstrate that blood DAO levels increased with cogni-
tive deterioration among the MCI patients in a prospective manner in the 2-year period. If replicated by future studies, blood DAO 
concentration may be regarded as a biomarker for monitoring cognitive change in patients with MCI.
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Cognitive Function Assessments

We applied the Alzheimer’s disease assessment scale-cognitive 
subscale (ADAS-cog) (Rosen et  al., 1984) and the Mini-Mental 
State Examination (MMSE) (Folstein et al., 1975) to evaluate cog-
nitive function at months 0, 6, 12, 18, and 24.

The MMSE is a commonly used cognitive test for screening 
and measuring cognitive impairment in older people (Creavin 
et al., 2016). Its scores range from 0 (worst) to 30 (best).

The ADAS-cog is the most popular cognitive assessment in-
strument used in AD clinical trials (Cano et al., 2010). It consists 
of 11 tasks, including word recall, naming, commands, construc-
tional praxis, ideational praxis, orientation, word recognition, re-
membering instructions, spoken language ability, word-finding 
difficulty, and comprehension. Its scores range from 0 (best) to 
70 (worst). Compared with the MMSE, the ADAS-Cog is more 
sensitive and reliable and less influenced by educational level 
(Kueper et al., 2018).

DAO Measurement

For both patients and healthy controls, blood sampling was con-
ducted during 8 am-12 pm after fasting for more than 8 hours. Ten 
mL of blood was collected by personnel trained in phlebotomy 
using a sterile technique. The blood specimens were processed 
immediately by centrifugation at 1000 × g. After centrifugation, 
serum was quickly dissected, immediately stored at −80°C until 
further measurement.

DAO protein concentrations in the serum were measured 
using a commercially available enzyme-linked immunosorbent 
assay kit (catalog no. SEJ298Hu) according to the manufacturer’s 
recommended protocol (Cloud-Clone Corp, Houston, TX, USA). 
The detailed method has been described elsewhere (Lin et al., 
2017). All DAO analyses were repeated twice.

Statistical Analysis

All participants’ clinical characteristics and DAO levels were 
presented as mean (SD) or number (percentage). We compared 
mean values between 2 groups by using the Mann-Whitney U 
test and percentages using the χ 2 test.

The DAO levels and cognitive function assessments (MMSE 
and ADAS-cog scores) at baseline and at endpoint (at 2  years 
later) were compared by paired t test. Multiple linear regres-
sions were used to discover independent factors associated 
with cognitive change in MCI patients (stepwise). All analyses 

were performed using IBM SPSS, version 20 (IBM Corp., Armonk, 
NY, USA), and a 2-tailed P < .05 was considered statistically 
significant.

RESULTS

Overall, 72 participants were enrolled, and they included 21 
healthy individuals and 51 patients with MCI. The demographic, 
clinical, and laboratory data of both groups at baseline are sum-
marized in Table 1.

Gender and age distributions were similar in the 2 groups. 
Female gender was the predominant gender of both groups. 
Compared with healthy individuals, MCI patients had shorter 
education durations (9.7 [mean] ± 2.5 [SD] vs 6.6 ± 4.3, P < .001), 
lower MMSE scores (29.0 ± 1.1 vs 25.1 ± 3.8, P < .001), higher ADAS-
cog scores (3.3 ± 1.7 vs 9.5 ± 7.0, P < .001), and numerically (but 
statistically insignificant) higher serum DAO levels (50.6 ± 17.2 vs 
61.8 ± 35.9 ng/mL, P = .26).

DAO Levels and Cognitive Function Differed 
Significantly Between Baseline and Endpoint Among 
MCI Patients

Table 2 displays the changes of DAO concentration and cognitive 
function during the 2-year follow-up period.

In the MCI patients, serum DAO levels increased significantly 
(61.8 ± 35.9 to 117.7 ± 57.9  ng/mL, P < .001), and cognitive func-
tions declined as measured by both tests (ADAS-cog [9.5 ± 7.0 
to 11.5 ± 9.3, P = .015] and MMSE [25.1 ± 3.8 to 23.8 ± 4.2, P = .004] 
scores) from baseline to endpoint (month 24).

Among the healthy individuals, DAO concentrations also 
increased (50.6 ± 17.2 to 93.2 ± 42.4  ng/mL, P < .001) and MMSE 
scores declined (29.0 ± 1.1 to 28.2 ± 1.3, P = .029) from baseline 
to endpoint; however, ADAS-cog scores did not change signifi-
cantly (3.3 ± 1.7 to 3.1 ± 1.5, P = .60).

DAO Levels Significantly Influenced Cognitive 
Decline During 2 Years Among the MCI Patients

We tested whether DAO levels were able to affect cognitive de-
cline during the 2-year period among the MCI patients.

Table 3 presents multiple linear regression analyses of in-
dependent factors (including age, gender, education duration, 
and DAO concentration at each visit) associated with cognitive 
change from baseline to endpoint in MCI patients (stepwise). 
The results showed that DAO levels at both months 12 and 18 

Table 1.  Demographic Characteristics of the Overall Cohort (n = 72) at Baseline

 Healthy elderly (n = 21) MCI patients (n = 51) P 

Demographics    
  CDR, mean (SD) 0 0.5  
  Gender, female, n (%) 15 (71.4) 35 (68.6) 1.000a

  Age, y, mean (SD) 67.9 (8.1) 70.5 (8.4) .226b

  Education, y, mean (SD) 9.7 (2.5) 6.6 (4.3) <.001c

  MMSE, mean (SD) 29.0 (1.1) 25.1 (3.8) <.001c

  ADAS-cog, mean (SD) 3.3 (1.7) 9.5 (7.0) <.001c

DAO level, ng/mL, mean (SD) 50.6 (17.2) 61.8 (35.9) .257c

Abbreviations: ADAS-cog, the Alzheimer’s Disease Assessment Scale-Cognitive Subscale; CDR, Clinical Dementia Rating; DAO, D-amino acid oxidase; MCI, mild cogni-

tive impairment; MMSE, Mini Mental Status Examination.
aFisher’s Exact test.
bt test.
cMann-Whitney U test. 
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were positively associated with ADAS-Cog score change from 
baseline to endpoint (month 24). Other factors (age, gender, and 
education duration) did not significantly influence cognitive 
change. That is, higher DAO levels at month 12 and month 18 
were predictive of cognitive decline at month 24 among the MCI 
patients.

Discussion

To the best of our knowledge, this is the first study to prospect-
ively follow blood DAO levels during the AD-related illness 
course. In accordance with the findings from the previous 
cross-section study, which found that serum DAO levels were 
positively related to the severity of cognitive aging among eld-
erly individuals (Lin et al., 2017), the current study demonstrated 
that serum DAO levels increased from baseline (month 0)  to 
endpoint (month 24)  among the MCI patients and among the 
healthy elderly individuals (Table 2). Of note, DAO levels kept 
rising from month 12 (mean: 91.0 ng/mL) to month 24 (117.7 ng/
mL) among the MCI patients, but kept constant from month 12 
(mean: 94.2 ng/mL) to month 24 (93.2 ng/mL) among the healthy 
elderly (Table 2).

The results of the present study also showed that DAO levels 
at both months 12 and 18 (but not at an earlier time slot) were 
positively associated with ADAS-Cog score change from baseline 

to month 24. Other factors (age, gender, and education duration) 
did not significantly affect cognitive change (Table 3). If con-
firmed by further studies, higher DAO levels at month 12 may 
be able to serve as a predictor for cognitive decline at month 24 
among the MCI patients.

In addition, the present study indicated that cognitive per-
formance in both cognitive tests (ADAS-cog and MMSE) deterior-
ated among the MCI patients in the 2-year follow-up period. On 
the other hand, among the healthy elderly individuals, MMSE 
scores declined from baseline to endpoint; however, ADAS-cog 
scores did not significantly change (Table 2). Of note, ADAS-
cog scores significantly increased in MCI patients after 2-year 
follow-up but did not change significantly among the healthy 
elderly (Table 2), suggesting that ADAS-cog may be able to differ-
entiate the MCI course from normal aging.

The ADAS-cog is the most popular cognitive assessment in-
strument used in AD clinical trials (Cano et al., 2010). Its respon-
siveness for MCI studies deserves more studies (Skinner et al., 
2012; Montero-Odasso et al., 2018; Nishimaki et al., 2018; Lane 
et al., 2021). The current study lends support to the notion that 
ADAS-cog can be also applied in MCI trials, particularly those 
with longer treatment or follow-up duration such as 2 years.

These findings also suggest the importance of periodically 
monitoring DAO concentration as well as cognitive function 
for the MCI patients in not only clinical service but also clinical 
trials. Moreover, the findings could be a basis for setting up pre-
cision medicine in the field of cognitive aging in the future.

Strength and Limitations

The main strength of the current study is that we examined 
longitudinal effects of DAO levels in cognitive function in the 
MCI patients. Second, we applied not only the MMSE (Folstein 
et  al., 1975) but also the ADAS-cog (which can provide more 
comprehensive cognitive evaluation) (Rosen et al., 1984) in this 
follow-up study.

There are also limitations of the present study. First, the per-
ipheral blood-CNS relationship of DAO requires further studies in 
patients with MCI. Second, the participants in the present study 
were an ethnic Han Chinese cohort. Our study findings may not 
be generalizable to other populations. Third, the number of par-
ticipants was small. Finally, the follow-up duration (24 months) 

Table 3.  Multiple Linear Regression Analyses of Independent Factors 
(Including Baseline DAO level) Associated with Cognitive Change, 
Measured by ADAS-Cog Score Change From Baseline to Endpoint at 
Month 24, in MCI Patients (Stepwise)

MCI patients (N = 51)    

Variable B (SE) t P

DAO level at 12 mo, ng/mL 0.043 (0.016) 2.739 .009
DAO level at 18 mo, ng/mL 0.031 (0.013) 2.323 .025
Adjusted R square = 0.259    

Abbreviations: ADAS-cog, the Alzheimer’s Disease Assessment Scale-Cognitive 

Subscale; B, Beta (the slope of the regression line); DAO, D-amino acid oxidase; 

MCI, mild cognitive impairment.

The regression model was adjusted by age, gender, education, and DAO level at 

each visit. Significant variables are shown as P < .05.

Table 2.  Changes of DAO Levels and Cognitive Function During the 2-year Period

Variable DAO level, ng/mL ADAS-cog MMSE 

Healthy elderly (n = 21)    
Baseline 50.6 (17.2) 3.3 (1.7) 29.0 (1.1)
6 mo 76.5 (35.5) 2.9 (1.3) 28.6 (1.5)
12 mo 94.2 (64.7) 3.1 (1.9) 28.2 (1.0)
18 mo 103.3 (56.3) 2.9 (1.4) 28.4 (1.2)
24 mo 93.2 (42.4) 3.1 (1.5) 28.2 (1.3)
P value of paired t test (baseline vs 24 mo) <.001 .596 .029
MCI patients (n = 51)    
Baseline 61.8 (35.9) 9.5 (7.0) 25.1 (3.8)
6 mo 78.1 (60.5) 8.9 (5.9) 25.4 (3.3)
12 mo 91.0 (39.9) 9.5 (6.3) 24.8 (3.9)
18 mo 95.3 (48.8) 10.7 (8.2) 24.1 (4.3)
24 mo 117.7 (57.9) 11.5 (9.3) 23.8 (4.2)
P value of paired t test (baseline vs 24 mo) <.001 .015 .0004

Abbreviations: ADAS-cog, the Alzheimer’s Disease Assessment Scale-Cognitive Subscale; DAO, D-amino acid oxidase; MCI, mild cognitive impairment; MMSE, Mini 

Mental Status Examination. 

The values in parentheses are SD values.
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was modest. Because serum DAO concentration may gradually 
increase during the MCI phase, whether it also escalates during 
the AD phase deserves more studies.

Clinical Implication and Future Direction

MCI stands for the transitional state between normal aging and 
dementia (Petersen, 2011). It is vital to find a clinically applic-
able blood biomarker for predicting and monitoring the illness 
course. The present study suggests that blood DAO concentra-
tion may be a feasible marker in assisting physicians in moni-
toring early cognitive aging and predicting of its outcome.

Further studies with large sample sizes and longer follow-up 
duration are needed for more thoroughly elucidating the role of 
DAO in cognitive aging.

Conclusions

This study demonstrated that blood DAO levels increased with 
cognitive deterioration among the MCI patients in a prospective 
manner; moreover, DAO levels at month 12 were predictive of 
cognitive decline at month 24. Nonetheless, further studies with 
a larger sample size and longer follow-up duration are required 
to evaluate the temporal relationship between DAO levels and 
the cognitive-aging progress. If reconfirmed by future studies, 
blood DAO concentration may be able to serve as a biomarker for 
monitoring cognitive change in MCI.
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